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Preface

This year, we received a number of quality poster abstracts with authors coming from a
total of 28 different countries or regions---Australia, Belgium, Canada, China, Denmark,
Estonia, France, Germany, India, Italy, Iran, Israel, Japan, Korea, Mexico, Netherlands,
Poland, Russia, Singapore, South Africa, Sweden, Switzerland, Taiwan, Thailand,
Turkey, UAE, UK, and USA. The abstracts were briefly reviewed by the poster
committee members. In total 146 posters were accepted. We would like to thank all the

authors who submitted posters and participated in RECOMB?2008.

Poster Committee

Hon-Nian Chua, Institute for Infocomm Research, Singapore

Neil Clarke, Genome Institute of Singapore, Singapore

Frank Eisenhaber, Bioinformatics Institute, Singapore

Wing-Kin Sung, National University of Singapore, Singapore

Greg Tucker-Kellogg, Lilly Singapore Centre for Drug Discovery, Singapore
Martin Vingron, Max Planck Institute for Molecular Genetics, Germany (Co-chair)
Limsoon Wong, National University of Singapore, Singapore (Co-chair)



Accepted Posters

P2/ V.S. Gomase, S. V. Gomase, S. Tagore,
D. A. Bhiwgade, M. M. V. Baig, K. V. Kale.
Computer-Aided Multi-Parameter Antigen
Design: Impact of Synthetic Peptide Vaccines

P3/ V. S. Gomase, S. V. Gomase, S. Tagore,
D. A. Bhiwgade, M. M. V. Baig, K. V. Kale.
Prediction of MHC Binder for Fragment-Based
Viral Peptide Vaccines from Cabbage Leaf Curl
Virus

P4/ Madhu Bala Priyadarshi. Plant DNA
Fingerprint Software

P5/ David Wood, Mhairi Marshall, Shuzhi
Cai, Matthew Bryant, David Hansen,
Dominique Gorse. Platform for Integrated and
Accessible Bioinformatics

P6/ Susan Tang, Fiona C. L. Hyland, Tomas
C. Wessel, Jon Sorenson, Heather Peckham,
Francisco M. De La Vega. DiBayes: A SNP
Detection Algorithm for Next-Generation Dibase
Sequencing

P7/ Yu Xue, Jian Ren, Longping Wen,
Xuebiao Yao. GPS 2.0: Prediction of Kinase-
Specific Phosphorylation Sites in Hierarchy

P8/ Jaya lyer, Arathi Raghunath, Jignesh
Bhate. Analyzing the Role of CREBBP Co-
Activator in Erythroid Differentiation—a
Literature Mining Approach

P9/ Monika Koul, Megha Kadam, Yashpal
Malik, Ashok Kumar Tiwari, Jawaharlal
Vegad. Nucleocapsid Gene Sequence Analysis
and Characterization of an Indian Isolate of
Avian Infectious Bronchitis Virus

P10/ Lesheng Kong, Alan Christoffels. Large-
Scale Gene Duplication Detection in Ciona
savignyi and Ciona intestinalis

P11/ Thanneer Malai Perumal, Wu Yan,
Rudiyanto Gunawan. In Silico Dynamical

Analysis of Cellular Systems: A Molecular
Perturbation Approach

P12/ Marta Szachniuk, Marek Blazewicz,
Mariusz Popenda, Ryszard W. Adamiak.
Design of RNA Fragments Structural Database

P13/ Hongseok Tae, Kiejung Park. ASMPKS:
An Analysis System for Modular Polyketide
Synthases

P14/ Saurabh Shukla, Alok Shekhar. In-silico
Analysis of HIV-1 P1 Sequence and Structure
Prediction

P15/ Paul D. Yoo, Yung Shwen Ho, Bing
Bing Zhou, Albert Y. Zomaya. SiteSeek:
Phosphorylation Site Predictor Using Adaptive
Locality-Effective Kernel Methods and New
Sequence Profiles

P16/ Nandita Das, Vaibhav Navaghare,
Vidyendra Sadanandan, Jignesh Bhate, Jaya
lyer. Exploring Protein-Protein Interactions at
the Domain Level

P17/ Sangjukta Kashyap, Nandita Das, Usha
Mahadevan, Jignesh Bahate. In-silico Disease
Target Screening and Evaluation with RNAi
Data

P18/ Victor Tomilov, Valery. Chernukhin,
Murat Abdurashitov, Danila Gonchar, Sergei
Degtyarev. Cleavage of Mammalian
Chromosomal DNA by Restriction Enzymes In
Silico

P20/ Murat Abdurashitov, Victor Tomilov,
Valery Chernukhin, Danila Gonchar,Sergei
Degtyarev. Comparative Analysis of Human
Chromosomal DNA Digestion with Restriction
Endonucleases In Vitro and In Silico

P21/ Sebastian Maurer-Stroh, Petra Van
Damme, Joost Van Durme, Kim Plasman,
Evy Timmerman, Pieter-Jan De Bock, Marc
Goethals, Frederic Rousseau, Joost



Schymkowitz, Joel Vandekerckhove, Kris
Gevaert. Granzyme B Cleavage Site Predictions
based on Sequence, Physical Property and
Structural Description of the Motif

P22/ Javed Mohammed Khan, Shoba
Ranganathan. A Multi-Species Comparative
Structural Bioinformatic Analysis of Inherited
Mutations in a-D-Mannosidase

P23/ Diane Simarmata, Joo Chuan Tong,
Philippe Kourilsky, Lisa F.P. Ng. Large-Scale
Analysis and Screening of Chikungunya Virus T-
cell Epitopes

P24/ Shunsuke Kamijo, Akihiko Fujii, Kenji
Onodera, Kenichi Wakabayshi, Takatsugu
Kobayashi, Kensaku Sakamoto. Statistical
Analysis of KMSKS Motif in Aminoacyl-tRNA
Synthetase by Building a Library of Random
Sequences

P26/ Jacek Blazewicz, Marcin Bryja, Marek
Figlerowicz, Piotr Gawron, Marta Kasprzak,
Darren Platt, Jakub Przybytek, Aleksandra
Swiercz, Lukasz Szajkowski. Whole Genome
Assembly from 454 Sequencing Output

P27/ Hongseok Tae, Kiejung Park. ConView:
An Easy and Fast Visualization Tool for Contig
Assembly

P28/ Bhakti Bhagwat, Santosh Atanur,
Sunitha Manjari, and Rajendra Joshi.
Deciphering Functional Linkages between
Mycobacterium Tuberculosis H37Rv Proteins
via Gene Ontology Similarity Scores

P29/ Bruno Schwenk, Joachim Selbig,
Matthias Holschneider. Planes in 3-
Dimensional Metabolite Triplet Data: A Robust,
Bayesian Approach

P30/ Tara Hessa, Nadja M. Meindl-Beinker,
Andreas Bernsel, Hyun Kim, Yoko Sato,
Mirjam Lerch-Bader, IngMarie Nilsson,
Stephen H. White, Gunnar von Heijne.
Deciphering Transmembrane Helix Recognition
by the ER Translocon

P31/ Jens-Uwe Krause, Juergen Kleffe.
BACOLAP: BAC Assembly based on Bit-Vectors

P32/ Rohit Reja, Venkata Krishnan AJ,
Sandeep Kumar Yelakanti, Vishal Kumar
Nangala, Umesh Roy, Rajib Bandopadhyay,
Prashanth Suravajhala. Host Pathogenesis and
Lateral Gene Transfer Revisited: Challenges to
Evolution

P33/ Duangdao Wichadakul, Supawadee
Ingsriswang, Eakasit Pacharawongsakda,
Boonyarat Phadermrod, Sunai Yokwai.
ATGC-Dom: Alignment, Tree, and Graph for
Comparative Proteomes by Domain Architecture

P34/ Guimei Liu, Jinyan Li, Suryani
Lukman, Limsoon Wong. Predicting Protein
Interactions Using Interacting Motif Pairs

P36/ Jacek Blazewicz, Edmund K. Burke,
Marta Kasprzak, Alexandr Kovalev, Mikhail
Y. Kovalyov. Dynamic Programming and
Approximation Algorithms for the Simplified
Partial Digest Problem

P37/ Yew Chung Tang, Gregory
Stephanopoulos, Heng-Phon Too. Information-
Theoretic Analysis for Exploring Cell Death-
Survival Signaling

P38/ Marta Szachniuk, Mariusz Popenda,
Lukasz Popenda, Jacek Blazewicz.
Constructing Transfer Pathways in
Multidimensional NMR Spectra of RNAs

P39/ Bo Kim, Bruce Tidor, Jacob White.
Robust Optimization for Biological Network
Calibration

P40/ Pablo Carbonell, Antonio del Sol.
Specificity and Affinity of Protein-Protein
Interactions: From a Systems Biology to a
Molecular Point of View

P41/ Dong Difeng, Limsoon Wong. Using
Gene Expression Analysis for Drug Pathway
Identification: An Example on Nasopharyngeal
Carcinoma (NPC)

P42/ Geoffrey Koh, David Hsu, P.S
Thiagarajan. Composition of Signaling
Pathway Models and its Application to
Parameter Estimation



P43/ Kazuo lida, Takako Takai-lgarashi,
Daiya Takai, Hiroshi Tanaka. Knowledge-
Based Pathway Optimization Strategy for Gene
Expression Profiling Analysis

P44/ Julia Medvedeva, Marina Fridman,
Nina Oparina, Dmitri Malko, Ekaterina
Ermankova, Ivan Kulakovsky, Vsevolod
Makeev. Reduced CpG Mutation Rate Suggests
Functional Role of Intragenic and 3 CpG Islands
in HumanGenes

P45/ Saboura Ashkevarian, Armin
Madadkar Sobhani, Bahram Goliaei.
Structural Modeling of MaSp1 and MaSp2
Proteins of Dragline Silk in Latrodectus
hesperus

P47/ Kyungsook Kim, Mira Oh, Jangsun
Baek, Young Sook Son. Missing Values
Estimation for DNA Microarray Gene
Expression Data: SPLS

P48/ Leonard Lipovich, Charlie W-H. Lee,
Hui Jia, Yuri Orlov, Thomas Wee-Hong Ng,
Jieming Chen, Edwin Lian-Chong Ng, Edison
T. Liu, Lance D. Miller, Lawrence W.
Stanton, Ken W.-K. Sung, Vladimir A.
Kuznetsov. Analysis of Human Cis-Antisense
Transcription: Primate-Specific Exonic
Sequences, Structure-Dependent Sense-Antisense
Co-Expression, and functionally Restricted
Noncoding-RNA Transcription

P49/ Rajeev Kumar, Manmath Routray, J.
Febin Prabhu Dass. HIV-1 Protease Inhibitor
Comparative Docking Studies of Synthetic and
Natural Compounds

P50/ Andrea Sackmann, Piotr Formanowicz,
Jacek Blazewicz. A DNA-Based Algorithm for
Calculating the Maxflow in Networks

P51/ Mira Oh, Kyungsook Kim, Young Sook
Son. Neural Network Imputation for Missing
Values in Time-Course Gene Expression Data

P52/ Serban Nacu. Gene Expression Network
Analysis

P53/ Chao Xie, Martti T. Tammi. Discovery
of DNA Copy Number Variation Using Shotgun
Sequencing Data

P54/ Juntao Li, Lei Zhu, Majid Eshaghi,
Jianhua Liu, R. Krishna Murthy Karuturi.
Genome-Wide High-Density ChIP-Chip Tiling
Array Data Analysis in Fission Yeast

P55/ Wong Chee-Hong, Ooi Hong Sain,
Georg Schneider. The ANNOTATOR Software
Environment: A Flexible Sequence Analysis
Platform

P56/ Sumantra Chatterjee, Guillaume
Bourque, Thomas Lufkin. A Bioinformatic and
Transgenic Approach for Elucidating Tissue
Specific Regulatory Elements

P57/ Rosaura Palma-Orozco, Jorge Luis
Rosas-Trigueros. Cellular Automata and
Simulation of Biological Processes

P58/ Rory Johnson, Galih Kunarso,
Christina Teh, Kee-Yew Wong, Kandhadayar
G. Srinivasan, Sarah S.-L. Chan, R. Krishna
Murthy Karuturi, Leonard Lipovich, Noel J.
Buckley, Lawrence W. Stanton. Genomic
Analysis of Transcriptional Regulation by the
Factor REST in Embryonic Stem Cells

P59/ Mohammed A. Khidhir, K. Praveen
Kumar, Marwa Al-Aseer. Genetic
Characterization and Population Structure of
Arabian Tahr (Hemitragus jayakari) based on
Microsatellites Analysis

P60/ Menaka Rajapakse, Lin Feng. Guided-
Discovery of Motifs for Peptide Binding
Prediction

P61/ Xiao-Li Li, See-Kiong Ng. Mining for
Domain Dependency Sets from Protein
Interactions

P62/ stephen Rumble, Michael Brudno.
SHRIMP: The Short Read Mapping Package

P63/ Seung Heui Ryu, Hwan-Gue Cho,
DoHoon Lee. COCAW: Comparative Observer
for Conserved Areas among Whole Genomes

P65/ Ran Elkon, Rita Vesterman, Nira Amit,
Igor Ulitsky, Gilad Mass, Idan Zohar, Dorit
Sagir, Jackie Assa, Yosef Shiloh, Ron Shamir.



SPIKE: Signaling Pathways Integrated
Knowledge Engine

P66/ S. A. Arul Shalom, Manoranjan Dash,
Minh Tue. GPU-Based Fast K-means
Clustering of Gene Expression Profiles

P67/ Vanishree Mallur Srinivas, Lokanath
Khamari, Ruby K. Mathew, Jignesh Bhate,
Jaya lyer. Potential Cardiovascular Disease
Markers: CliPro™-Based Analysis

P68/ Marvin N. Steijaert, Huub M.M. ten
Eikelder, Anthony M.L. Liekens, Dragan
Bosnacki, Peter A.J. Hilbers. Stochastic
Switching Behavior of a Bistable Auto-
Phosphorylation Network

P69/ B Bharath Bhat, Ashwin Ram B, Arathi
Raghunath, Khamari Lokanath, Sadanandan
Vidyendra, Jignesh Bhate, Usha Mahadevan.
Ubiquitin-Proteasome Pathway Genes and
Prostate Cancer

P70/ Meelis Kull, Jaak Vilo. Fast Approximate
Hierarchical Clustering using Similarity
Heuristics and Adaptation to Time Constraints

P71/ Gongjin Dong, Yantao Qiao, Yu Lin,
Shiwei Sun, Chungong Yu, Dongbo Bu. A
Training-Set-Free Stochastic Model for Peptide
Identification

P72/ Hans-Juergen Thiesen, Peter Lorenz,
Zilliang Qian, Yixue Li, Michael Kreutzer,
Michael O. Glocker. In Silico Charactization of
Peptide Epitopes Recognized by Autoantibodies
Present in IVIG Sample Preparations

P73/ Niko Beerenwinkel, Nicholas
Eriksson,Volker Roth, Osvaldo Zagordi.
Ultra-Deep Sequencing of Genetically
Heterogeneous Samples

P74/ Dong L. Tong, Robert Mintram.
Microarray Gene Recognition Using
Multiobjetive Evolutionary Techniques

P75/ Marcel Martin, Sven Rahmann. A
Heuristic Clustering Algorithm Using Graph
Transitivity

P76/ Sebastian Boecker, Florian Rasche.
Analysis of Metabolite Tandem Mass Spectra

P77/ Sang Yup Lee, Jin Hwan Park, Kwang
Ho Lee, Tae Yong Kim. L-Valine Production
by Systematically Engineered Escherichia coli

P78/ sang Yup Lee, Tae Yong Kim.
Deciphering the Evolution and Metabolism of
Mannheimia succiniciproducens MBEL55E by
Genome-Scale Analysis

P79/ Duygu Tas, Kemal Kilic, Osman Ugur
Sezerman. A New Probabilisitic Approach for
Simplified Partial Digest Problem

P80/ Elvin Coban, Kemal Kilic, Osman Ugur
Sezerman. Constraint Programming Applied to
Simplified Partial Digest Problem with Errors

P81/ Hsin-Nan Lin, Wen-Lian Hsu. GACOT:
A Genetic Algorithm for the Physical Mapping
Problem with Noisy Data

P82/ Tobias Marschall, Sven Rahmann.
Probabilistic Arithmetic Automata and their
Application to Pattern Matching Statistics

P83/ Tae Yong Kim, Soo Yun Moon, Soon
Ho Hong, Sang Yup Lee. Metabolic
Engineering of Escherichia coli for Production
of Malic Acid

P84/ Tae Yong Kim, Hyung Rok Choi, Sang
Yup Lee. Metabolic Pathway Analysis and its
Optimization for Producing Succinic Acid in
Mannheimia succiniciproducens MBEL55E

P86/ Fang Rong Hsu, Wei-Chung Shia. A
Decision Support System for Cardiovascular
Disease Using Bioinformatics Approach

P87/ sang Yup Lee, Kwang Ho Lee, Jin
Hwan Park, Tae Yong Kim. Metabolic
Engineering of Escherichia coli for L-Threonine
Production based on Systems Biology

P88/ Tae Yong Kim, Hyun Uk Kim, Joon
Haeng Rhee, Sang Yup Lee. Application of
Genome-Scale Metabolic Model of Vibrio
vulnificus CMCP6 for In Silico Drug Targeting

P89/ Roel G.W. Verhaak, Laura MacConaill,
Carsten Russ, Jen Chen, Brian Desany,
Danny A Milner Jr, Matthew Meyerson.
Pathogen Discovery by Combination of



Computational Substraction and Pyrosequencing
Technology

P90/ Thasso Griebel, Malte Brinkmeyer,
Sebastian Boecker. EPoS: A Modular
Framework for Phylogenetic Analysis

P91/ S. Avinash Kumar, S. Sundar Raman,
R. Parthasarathi, V. Subramanian. A New
Triad Based Approach to Sequence Comparison
of Various Types of Collagen

P92/ Sumeet Dua, Shirin A. Lakhani, Hilary
W. Thompson. Structural Classification Using

Mining of Frequent Patterns in Concave Protein
Surfaces

P93/ Ankit Rakha, Mitra Basu, Rao
Kosaraju. HLA Class I Peptides: Exploiting
Positional Information for Identification and
Classification

P94/ John Thomas, Naren Ramakrishnan,
Chris Bailey-Kellogg. Protein Design by
Sampling an Undirected Graphical Model of
Residue Constraints

P95/ Wei Wang, Youling Guo, Yuexian Zou,
Tianrui Wu. A Novel Algorithm for Tag SNP
Selection based on Pair-Wise Linkage
Disequilibrium

P96/ Valentina Boeva, Julien Clement,
Mireille Regnier, Mikhail A. Roytberg,
Vsevolod J. Makeev. Exact P-value calculation
for clusters of TFBSs. Application in
Computational Annotation of Regulatory Sites

P97/ Mario Albrecht, Christoph Welsch,
Francisco S. Domingues, Gabriele Mayr,
Andreas Schlicker, Stefan Zeuzem, Thomas
Lengauer. Residue Interaction Networks for
Analyzing Resistance Mutations in HCV Protein
Structures

P98/ Johan Rung, Ghislain Rocheleau,

Alexander Mazur, Christian Dina, Constantin
Polychronakos, Philippe Froguel, Rob Sladek.
A Two-Stage Genome-Wide Association Study of
Type 2 Diabetes Mellitus in a French Population

P99/ Gerard Wong, Kylie Gorringe, lan
Campbell, 1zhak Haviv, Christopher Leckie,
Adam Kowalczyk. Detecting Significant Micro-

Regions of DNA Aberration in High Density SNP
Array Data

P101/ Marc Delarue, Patrice Koehl.
Biomolecular Electrostatics: Beyond the
Poisson-Boltzmann Centric View

P102/ Hao Zhao, Guillaume Bourque.
Prediction and Analysis of Reliable
Rearrangement Events in Mammalian Evolution

P103/ Maryam Nikousaleh, Armin
Madadkar Sobhani, Bahram Goliaei. 3D
Structure Prediction of Camel Alpha-
Lactalbumin

P104/ chi Ho Lin, Guillaume Bourque,
Patrick Tan. Comparative Analysis of
Burkholderia Species Reveals an Association
between Large-scale Genome Rearrangements
and Fine-scale Nucleotide Variation in
Prokaryotes

P105/ Yuerong Zhu, Yuelin Zhu, Wei Xu.
EzArray: A Web-Based Highly Automated
Affymetrix Expression Array Data Management
and Analysis System

P106/ Holger Froehlich, Mark Fellmann,
Annemarie Poustka, Holger Sueltmann, Tim
Beissbarth. Estimating Signaling Networks
Through Nested Effects Models

P107/ Utz J. Pape, Martin Vingron. Statistics
for Co-Occurrence of DNA Motifs

P108/ Mohamed Helmy, Masaru Tomita,
Masa Tsuchiya, Kumar Selvarajoo.
Computational Simulations Suggest
Transcription Factors AP-1 and NF-kB are Key
Regulators of TLR3 Signaling

P109/ Lee Hazelwood, John M. Hancock.
Modelling Metabolic Processes in Insulin-
Secreting Pancreatic p-Cells

P110/ Christine Steinhoff, Matteo Pardo,
Martin Vingron. Unsupervised Joint Analysis of
ArrayCGH, Gene Expression Data and
Supplementary Features

P111/ H. Liu, G. Alexe, D. Juan,T. Antes, C.
Delisi, L. Liou, S. Ganesan, G. Bhanot. A



Procedure to Identify MicroRNA Gene Targets
in Human Kidney Cancer

P112/ Trupti Joshi, Chao Zhang, Ning Lin,
Dong Xu. An Integrated Probabilistic Approach
for Gene Function Prediction Using Multiple
Sources of High-Throughput Data

P113/ Amit Nagal, O. P. Jangir.
Computational Studies of Lens Regeneration
Under Influence of Vitamin A and its Metabolite

P115/ Jayasree Ganugapati, Ravindra Babu
Potti, Ashok Chakravarthy. In Silico Modeling
of Pesticidal Crystal-Like Protein Cryl6Aa from
Clostridium bifermentans

P116/ Gabriela Alexe, Erhan Bilal, Nilay
Sethi, Lyndsay Harris, Vasisht R. Tadigotla,
Shridar Ganesan, Gyan Bhanot. Patterns of
Differential Over-Expression of the Oncogene
IKBKE in HER2+ and Basal Breast Cancer

P117/ Kok Siong Ang, Rudiyanto Gunawan.
Parameter Estimation of Oscillatory Systems

P118/ Suresh K Poovathingal, Rudiyanto
Gunawan, Jan Gruber, Barry Halliwell. Aging
Studies: A Stochastic Approach

P119/ Faraaz N. K. Yusufi, Satty Ganeswara
Reddy, May May Lee, Dong-Yup Lee.
GlycoVault: An Online Storage and
Visualization System for Glycan Structures

P120/ Jong Myoung Park, Hongseok Yun,
Sang Yup Lee. MFAML: Metabolic Flux
Analysis Markup Language

P121/ Jong Myoung Park, Hongseok Yun,
Jeong Wook Lee, Joonwoo Jeong, Jaesung
Chung, Sang Yup Lee. EcoProDB: The
Protein Database for Escherichia coli

P122/ Jong Myoung Park, Choamun Yun,
Hongseok Yun, Sunwon Park, Sang Yup Lee.
Development of an Integrative Online Tool for
Modeling and Simulation of Cellular Networks

P123/ Noel G Faux, Richard Tothill, Justin
Bedo, David Bowtell, Adam Kowalczyk. Gene
Expression Profiling for the Classification of
Cancers of Unknown Primary

P124/ Janusz Dutkowski, Jerzy Tiuryn.
Inference of Protein-Protein Interactions: An
Evolutionary Approach

P125/ Xing Yi Woo, Edison T. Liu,
Guillaume Bourque. Integrative Analysis of
Transcriptome and Genomic Aberration Map in
Cancer

P126/ Fang Rong Hsu, Wen Chun Lo.
Discovery of Novel Relationship Among Single
Nucleotide Polymorphisms, Alternative Splicing
Events and Tumor

P127/ Arathi Raghunath, Sangjukta
Kashyap, Usha Mahadevan, Jignesh Bhate,
Pratap Dey. Role of Interaction Databases in
Studying Cross-Talks Between Pathways

P128/ Fang Rong Hsu, Dung-Lin Hsieh,
Shao-Peng Yeh. AVATAR II: An Alternative
Splicing Database Using Three Alignment Tool

P131/ Lawrence Buckingham, Xin-Yi Chua,
James M. Hogan, Paul Roe, Jiro Sumitomo.
Large-Scale Comparative Studies in GPFlow

P132/ Vincent Piras, Alessandro Giuliani,
Naoki Fujikawa, Masaru Tomita, Kumar
Selvarajoo, Masa Tsuchiya. Is Transcription
Factors Mediated Gene Regulation Hard Wired?
A Microarray-Based Statistical Estimate

P133/ Arathi Raghunath, Pratap Dey, Usha
Mahadevan, Jignesh Bhate, Sangjukta
Kashyap. Contrast Interaction Database: A
Novel Approach to Study Contextual Relevance
of Interactions

P134/ Dang Hung Tran, Kenji Satou, Tu Bao
Ho. Finding MicroRNA-mRNA Modules Based
on Rule Induction

P135/ V. Jayaraj, R. Suhanya, M.
Vijayasarathy, E. Rajasekaran. Computational
Studies on Role of Large Hydrophobic Residues
in Proteins

P136/ Anne Bergeron, Julia Mixtacki, Jens
Stoye. HP Distance via Double Cut and Join
Distance



P137/ Yantao Qiao, Shiwei Sun, Gongjin
Dong, Yu Lin, Chungong Yu, Dongbo Bu. A
Novel Scoring Scheme to Evaluate Match of
Peptide and Mass Spectrum

P138/ Yuriy L. Orlov. Sequence Complexity
Measures for Alignment Free Genome
Comparisons

P139/ Chia-Lang Hsu, Yen-Hua Huang,
Ueng-Cheng Yang. A Gene Ontology-Based
Method to Present Pathway Relations

P140/ Armando D. Solis, S. Rackovsky.
Information-Guided Knowledge-Based Potential
Functions for Protein Structure Prediction

P141/ Rajaraman Kanagasabai, Christopher
Baker. Extraction and Grounding of Protein
Mutations via Ontology-centric Knowledge
Integration

P142/ Przemyslaw Biecek, Adam Zagdanski,
Rafal Kustra, Stanislaw Cebrat. Improving
Detection Performance for Gene Set Functional
Enrichment and Finding Transcription Factor
Binding Sites

P144/ Brian J. Parker, Jiayu Wen, Georg F.
Weiller. Structural Strand Asymmetry for
Transcription Orientation Prediction in
Unaligned ncRNA Sequences

P145/ Xin Li, Jing Li. Zero Recombinant
Haplotype Inference with Missing Data

P146/ Jia-Ming Chang, Emily Chia-Yu Su,
Allan Lo, Hua-Sheng Chiu, Ting-Yi Sung,
Wen-Lian Hsu. A Document Classification
Strategy to Predict Protein Subcellular
Localization Using Sequence Motifs and
Evolutionary Information

P147/ A. Ng, J.C. Rajapakse, J.G. Evans, R.
Welsch. Statistical Analysis of Macrophage Cell
Morphology after Microtubule Disruption

P148/ Reetal Pai, James Sacchettini, Thomas
loerger. Fragment-Based Analysis of Protein-
Ligand Interactions Using Localized
Stereochemical Features

P149/ Avinash Kumar S., Namit Bharija.
QSAR Studies of Anti Influenza Neuraminidase
Inhibitors [Oseltamivir]

P150/ sandro Andreotti, Juergen Kleffe,
Paul Wrede. De Novo Design of Peptides:
Potential Vaccines against the Influenza A Virus

P151/ Merlin Veronika, James G. Evans,
Paul Matsudaira, Roy E. Welsch, Jagath C.
Rajapakse. Size-Specific and Brightness-
Weighted Cell Tracking in 2D images

P152/ Cchi-Yong Cho, Dae-Soo Kim, Jae-
Won Huh, Heui-Soo Kim, DoHoon Lee,
Hwan-Gue Cho. EVOG: Evolution Visualizer
for Overlapping Genes

P153/ Meng-Chang Hsiao, Chien-Ming
Chen, Tun-Wen Pai, Wen-Shyong Tzou, Ron-
Shan Chen. A Study of Microsatellites
Dominating Mammalian Size Variation

P154/ Duygu Ucar, Fatih Altiparmak, Hakan
Ferhatosmanoglu, Srinivasan Parthasarathy.
Investigating the Promise of Extrinsic Similarity
Measures for Gene Expression Analysis

P155/ Sharlee Climer, Alan R. Templeton,
Weixiong Zhang. A Dense Graph Model for
Haplotype Inference

P156/ Neil D. Clarke, Hock Chuan Yeo,
Zhen Xuan Yeo, Ye Li. Large-Scale Inference
of Condition-Specific Regulation Using Gene
Expression Data and Predicted Transcription
Factor Occupancy of Promoters



RECOMB 2008

Posters
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Computer-Aided Multi-Parameter Antigen Design:
Impact of Synthetic Peptide Vaccines

V. S. Gomase,! S. V. Gomase,! S.Tagore,! D. A. Bhiwgade,!
M. M. V. Baig,?2 K. V. Kale?

1 Introduction

The black widow, Latrodectus spp., is considered the most venomous spider. Only the larger immature
female and adult female spiders can bite through all layers of human skin and inject enough venom to
cause a painful reaction. Alpha latrotoxin, a component of black widow spider venom (BWSV), causes
neurotransmitter release at neuromuscular junctions and may act by forming cation-permeable pores in
lipid membranes. Alpha-Latrotoxin depolarizes delta psi p selectively, both in the presence and absence
of Ca2+. The antigenic epitopes on alpha latrotoxin Latrodectus tredecimguttatus (black widow) are
important determinant of protection against spider venom [1, 2, 3.

2 Methodology

Antigenic epitopes of alpha latrotoxin L. tredecimguttatus is determined using the Gomase (2007), Hopp
and Woods, Welling, Parker and Protrusion Index (Thornton) antigenicity methods [4] The MHC peptide
binding of alpha latrotoxin is predicted using neural networks trained on C terminals of known epitopes.
In analysis predicted MHC/peptide binding of alpha latrotoxin is a log-transformed value related to the
IC50 values in nM units. MHC2Pred predicts peptide binders to MHCI and MHCII molecules from
protein sequences or sequence alignments using Position Specific Scoring Matrices (PSSMs). Support
Vector Machine (SVM) based method for prediction of promiscuous MHC class II binding peptides.
SVM has been trained on the binary input of single amino acid sequence [5, 6, 7, 8, 9]. In addition, we
predict those MHC ligands from whose C-terminal end is likely to be the result of proteosomal cleavage.

3 Results and Interpretations

In this analysis of antigenic determinant site of alpha latrotoxin protein, we got fifty nine (59) antigenic de-
terminant sites in the sequence. The peptide segments in this region are 375-IGDWRDGREVRYAV-388,
524-KKGYTPIHVAADS-536, 592-KDGFTPLHYAIRG-604, 832-PIHGAAMTGLLDV-844, 965-RDECP-
NEECAISHFAVCDAVQ-985, 1211-LQTNQISNFIDRK-1223, 1289-LSITEKFEDVLNSL-1302, 1383-HL-
FGESCLHSDGILTK-1398, of protein called the antigenic determinant or the epitope is sufficient for
eliciting the desired immune response; see Table 1. The average propensity for alpha latrotoxin protein
is found to be above 1.0208. Furthermore, this region forms beta sheet. Thus beta sheet shows high
antigenic response than helical region of this peptide. Regions preferably select peptides lying in MHC-
Cls1-EPTHLA-A2.1-RM, GEN-T-CELL-EP motifs regions. According to Kyte-Doolittle, Hopp-Woods
plot we can predict that these peptides are hydrophobic in nature. Predicted antigenic epitope is choos-
ing peptides that are in the N-terminal region of the alpha latrotoxin. Because the N- and C- terminal
regions of proteins are usually solvent accessible and unstructured, antibodies against those regions are
also likely to recognize the native protein. These regions are antigenic in nature and form antibodies.
These MHC Class peptide segments are from a set of aligned peptides known to bind to a given major
histocompatibility complex (MHC) molecule as the predictor of MHC-peptide binding. Binding ability
prediction of antigen peptides to MHC class molecules is important in vaccine development. The method
integrates prediction of peptide MHC class binding, proteasomal C terminal cleavage, and TAP transport
efficiency of alpha latrotoxin protein.
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4 Conclusions

Reactions to the alpha latrotoxin of the L. tredecimguttatus are causing human health hazard. The
venom of the black widow spider Latrodectus mactans contains a family of related neurotoxins, known
as latrotoxins, which cause dramatic stimulation of exocytosis at synapses and from endocrine cells.
Antigenic peptides or fragments from alpha latrotoxin involved multiple antigenic components to direct
and empower the immune system to protect the host from allergic infection. Antigenic determinants sites
shows highly antigenic nature and form beta sheets in secondary structure; also showing hydrophobic
characteristics. MHC molecules of alpha latrotoxin having cell surface peptides, which take active part in
host immune reactions and involvement of MHC class-I and IT in response to almost all antigens. Predicted
MHC binding regions acts like red flags for antigen specific and generate immune response against the
parent antigen. These small peptides fragments of antigen can induce immune response against whole
antigen. Antigenic epitopes of alpha latrotoxin protein are important antigenic determinants against the
allergic reactions. This theme is implemented in designing subunit and synthetic peptide vaccines. The
antigenicity analysis method is allows potential drug targets to identify active sites, which form antibodies
against alpha latrotoxin.

No Start Pos End Pos Peptide Length
8 206 215 TPTDDSLQAP 10
11 299 308 TSNNEGLLDR 10
14 358 367 TPENFAQISF 10
15 375 388 IGDWRDGREVRYAV 14
16 406 416 VSVREKACPTL 11
20 465 476 PDSAVGFKEFTK 12
25 524 536 KKGYTPIHVAADS 13
28 592 604 KDGFTPLHYAIRG 13
34 798 809 TPLHLATFKGKS 12
36 832 844 PIHGAAMTGLLDV 13
37 870 880 AAQNSHIDVIK 11
43 965 985 RDECPNEECAISHFAVCDAVQ 21
44 1046 1056 NGHFTVVQYLV 11
46 1075 1086 KAITKNHLQVVQ 12
47 1110 1120 VAENALDIAEY 11
48 1144 1155 LAVYYKNLQMIK 12
51 1211 1223 LQTNQISNFIDRK 13
55 1289 1302 LSITEKFEDVLNSL 14
58 1364 1372 SVSLPEVTD 9
59 1383 1398 HLFGESCLHSDGILTK 16

Table 1: Antigenic epitopes of alpha latrotoxin protein.
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Prediction of MHC Binder for Fragment-Based Viral
Peptide Vaccines from Cabbage Leaf Curl Virus

V. S. Gomase,! S. V. Gomase,! S. Tagore,! D. A. Bhiwgade,!
M. M. V. Baig,?2 K. V. Kale?

1 Introduction

Cabbage leaf curl viral peptides are most suitable for subunit vaccine development because with sin-
gle epitope, the immune response can be generated in large population. This approach is based on
the phenomenon of cross-protection, whereby a plant infected with a mild strain of virus is protected
against a more severe strain of the same virus. The phenotype of the resistant transgenic plants includes
fewer centers of initial virus infection, a delay in symptom development, and low virus accumulation.
Pathogenicity protein from Cabbage leaf curl virus is necessary for its production in or on all food com-
modities. An exemption from the requirement of a tolerance is established for residues of the biological
plant pesticide [1].

2 Methodology

Antigenic epitopes of pathogenicity protein from Cabbage leaf curl virus is determined using the Gomase
(2007), Hopp and Woods, Welling, Parker and Protrusion Index (Thornton) antigenicity methods [2, 3, 4].
The MHC peptide binding of pathogenicity proteins is predicted using neural networks trained on C
terminals of known epitopes. In analysis predicted MHC/peptide binding of pathogenicity proteins is
a log-transformed value related to the IC50 values in nM units. MHC2Pred predicts peptide binders
to MHCI and MHCII molecules from protein sequences or sequence alignments using Position Specific
Scoring Matrices (PSSMs). Support Vector Machine (SVM) based method for prediction of promiscuous
MHC class II binding peptides. SVM has been trained on the binary input of single amino acid sequence [5,
6, 7, 8, 9]. In addition, we predict those MHC ligands from whose C-terminal end is likely to be the result
of proteosomal cleavage.

3 Results and Interpretations

RankPep server predicts binding of peptides to a number of different alleles using Position Specific
Scoring Matrix (PSSM). A pathogenicity protein sequence is 295 residues long, having antigenic MHC
binding peptides. MHC molecules are cell surface glycoproteins, which take active part in host immune
reactions and involvement of MHC class-I and MHC 1II in response to almost all antigens. PSSM-
based server predict the peptide binders to MHCI molecules of pathogenicity protein sequence are as
11mer_H2 Db, 10mer_H2_Db, 9mer_H2_Db, 8mer_H2_Db and also peptide binders to MHCII molecules
of pathogenicity protein sequence as I_Ab.p, I_ Ag7.p, [_Ad.p, analysis found antigenic epitopes region in
putative pathogenicity protein (Table 1). We also found the SVM-based MHCII-IAD peptide regions 109-
FSLKDPIPW, 153-PFRAPTVKI, 194-IGLTGPGPI, 139GKLKLSTAK (optimal score is 0.952); MHCII-
IAd peptide regions 248-GDSASQAGL, 223-TESEVENAL, 262-TITMSVAQL, 10-NAFNYIESH (opti-
mal score is 0.804); MHCII-IAg7 peptide regions 3-SQLANAPNA, 174-SHVDYGRWE, 36-PSTAAQFTA,
248-GDSASQAGL (optimal score is 1.744); and MHCII- RT1.B peptide regions 249-DSASQAGLQ, 39-
AAQFTARLN, 21-EYQLSHDLT, 37-STAAQFTAR (optimal score is 1.361) which represented predicted
binders from viral pathogenicity protein. The predicted binding affinity is normalized by the 1% fractil.
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We describe an improved method for predicting linear epitopes (Table 1). The region of maximal hy-
drophilicity is likely to be an antigenic site, having hydrophobic characteristics, because terminal regions
of pathogenicity protein is solvent accessible and unstructured, antibodies against those regions are also
likely to recognize the native protein. It was shown that a pathogenicity protein is hydrophobic in nature
and contains segments of low complexity and high-predicted flexibility. Predicted antigenic fragments
can bind to MHC molecule is the first bottlenecks in vaccine design.

4 Conclusions

A pathogenicity proteins from Cabbage leaf curl virus peptide nonamers are from a set of aligned peptides
known to bind to a given major histocompatibility complex (MHC) molecule as the predictor of MHC-
peptide binding. MHCII molecules bind peptides in similar yet different modes and alignments of MHCII-
ligands were obtained to be consistent with the binding mode of the peptides to their MHC class, this
means the increase in affinity of MHC binding peptides may result in enhancement of immunogenicity
of viral pathogenicity protein. These predicted of pathogenicity protein antigenic peptides to MHC class
molecules are important in vaccine development from Cabbage leaf curl virus.

MHC ALLELE Rank Sequence Residue No. Peptide Score
I-Ab 1 FSLKDPIPW 109 0.952
I-Ab 2 PFRAPTVKI 153 0.921
I-Ab 3 IGLTGPGPI 194 0.885
I-Ab 4 GKLKLSTAK 139 0.833
I-Ad 1 GDSASQAGL 248 0.804
I-Ad 2 TESEVENAL 223 0.759
I-Ad 3 TITMSVAQL 262 0.695
I-Ad 4 NAFNYIESH 10 0.639
I-Ag7 1 SQLANAPNA 3 1.744
I-Ag7 2 SHVDYGRWE 174 1.485
I-Ag7 3 PSTAAQFTA 36 1.408
I-Ag7 4 GDSASQAGL 248 1.365
RT1.B 1 DSASQAGLQ 249 1.361
RT1.B 2 AAQFTARLN 39 1.126
RT1.B 3 EYQLSHDLT 21 0.845
RT1.B 4 STAAQFTAR 37 0.813

Table 1: Predicted promiscuous MHC class II binding peptides from pathogenicity protein.
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Plant DNA Fingerprint Software

Madhu Bala Priyadarshi'

1 Introduction

DNA fingerprinting is an approach to accurately identify crop varieties or genotypes. This technology is
useful in cases involving unauthorized use of varieties, and has given insight to breeders to view distinctly
between heterozygous and homozygous varieties of plant. Also, uniqueness of DNA fingerprinting helped
to legally protect new varieties of plants and animals, whether they are developed by genetic engineering,
tissue culture or traditional method. By this time, enormous amount of DNA fingerprint data has been
stored in huge databases. These databases are storage repository for end-users. According to IPR, there
is need for a powerful tool to provide evidence for either difference or similarity between two samples
of particular crop. In addition to that, biologists require simple and powerful tools to manipulate data
in infinite combination. There are number of statistical software available in Internet on public domain.
Unfortunately, they are either difficult to use or very expensive. With reference to this, very often
statistical packages such as SAS (SAS Institute, 1985) or R (R Development Core Team, 2003) require
some programming to perform desired statistical analysis. This represents seldom a problem for scientists,
and give troubles to technicians or students, with low statistic and computer background. It becomes
therefore relevant to develop cheap, easily accessible and user-friendly specialised software, aimed to store
and analyze data at common interface.

2 Result

In order to store and analyze profile tables of crops fingerprinted at National Research Centre on DNA
Fingerprinting, NBPGR, a software entitled “Crop DNA Fingerprint Database” (Fig. 1) is developed
using Visual Basic environment at front end and MS Access at back end. It is an interactive software
that stores and retrieves information according to the choice of user and performs data analysis. DNA
fingerprint database is designed to store and analyze profile tables of crops fingerprinted. Software is
dedicated to store all necessary information regarding varieties and primers in profile tables. In addition
to that, it performs some of the important statistical analyses. Module for Jaccards, Dice and simple
matching coefficient analysis of the software helps to know whether two varieties are different or similar.
It also helps to know the extent of similarity between varieties. Comparison may be done on one to one
or one to many varieties. In order to find best informative primer modules of polymorphic information,
content and average number of bands per cultivars analyses is used. Genetic relationship among different
primers is found by using gene diversity and resolving power analyses. Module of barcode generation
develops band map for all primers in a particular profile table. The Help module is developed to provide
working assistance to users. Facility had been developed to upload data directly from MS Excel worksheet
to database. The search menu is developed to search crops, techniques, primers and varieties. Different
types of reports were developed for different types of analyses. Step-by-step calculation report for all
types of statistical analyses is also generated for convenience of the researchers/users.

3 Conclusions

“Crop DNA Fingerprint Database” is a user friendly window-based computer package for storing and
analysing profile data of crop varieties and genetic stocks. The package provides windows graphical user
interface that makes software more accessible for the casual computer user and more convenient for the
experienced computer user. Simple menus and dialog box selections enable user to perform statistical
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analysis and produce scientifically sound report, thereby assisting user in analysing the profile data using
computational tools. It will be very important tool for Scientists, Researchers, Plant Breeders and persons
involved in DNA fingerprinting of crops. It would provide an interface where DNA profile can be stored
and analyzed.

Acknowledgment. I thank my colleagues at National Research Centre on DNA Fingerprinting (NR-
CDF), who were involved in contributing their efforts for development of Crop DNA Fingerprint Database

software.
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All Rights Reserved Worldwide
Figure 1: Startup screen of Crop DNA Fingerprint Database.
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Platform for Integrated and Accessible
Bioinformatics

David Wood,! Mhairi Marshall,> Shuzhi Cai,® Matthew Bryant,*
David Hansen,” and Dominique Gorse®

Integration and simultaneous access to the many thousands of disparate public data sources and tools
represent a significant bioinformatics challenge. Providing a flexible mechanism for running complex
queries using these resources is crucial to uncovering knowledge. To meet this challenge we are building
an integrated bioinformatics platform using Sequence Retrieval System (SRS) [1] and Storage Resource
Broker (SRB) [2] as the core engines, and a web services API for ease of use.

SRS automatically downloads and indexes databanks and provides access to embedded tools. Using
internal SRS data entities, linked information from multiple data sources can be queried and retrieved in
single actions. SRB is middleware that provides a uniform interface for connecting to distributed data
resources based on their attributes rather than physical locations. We are developing a bioinformatics
web services API called Cowrie, which interfaces with SRS and SRB for data and tool integration, and
provides accessible data services for targeted bioinformatics tasks. Based on Cowrie, customised utility,
workflow and web applications can be rapidly developed using any technology supporting web services,
thus facilitating code reuse and consolidating development effort. Such applications have at their disposal
the vast array of up-to-date data and tool services maintained by QFAB.

Additional to the SRS databanks, the Australian mirror for the UCSC genome browser has been
implemented at the Institute for Molecular Bioscience and managed by Queensland Facility for Advanced
Bioinformatics (QFAB), while a mirror of the Ensembl genome browser is hosted at Griffith University.
Authenticated users who logon to SRB are able to access and query both genome browsers and SRS
files under a single file hierarchy even though the data is distributed across several storage systems. All
these up-to-date data are made available for download and for SQL queries through SRB and Cowrie
web services.

This poster presents the hardware and software components of this platform and illustrates how this
architecture is beneficial in a high data and service bioinformatics environment.
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DiBayes: A SNP Detection Algorithm for
Next-Generation Dibase Sequencing

Susan Tang, Fiona C. L. Hyland, Tomas C. Wessel, Jon Sorenson,
Heather Peckham, and Francisco M. De La Vega!

With the advent of next-generation sequencing by ligation, there is a need to design algorithms that
can establish variations between the sequenced genome and reference sequence. Because the SOLiDT M
System uses a novel 2 base color-encoding scheme to better differentiate true sequence differences from
error, data is produced in the form of color calls. We have developed algorithms for SNP detection on
SOLiD sequencing data. First, each genome position is evaluated to collect preliminary evidence for
heterozygosity. Subsequently, candidate heterozygous positions are passed to downstream SNP detection
algorithms. We developed a Bayesian algorithm that formally incorporates prior probabilities of het-
erozygosity, error, and GC content. Its time-accuracy profile makes it ideal for low coverage reads. For
higher coverage reads, we use a fast and accurate frequentist statistical method for SNP detection. Both
methods use an error model which incorporates all known sources of error, including quality values of
color calls.

We evaluated the accuracy of our algorithms with sequence data from a haploid organism (S. suis),
using real reads and their respective quality values. Heterozygotes were simulated at every 10th genome
position, with allele ratios of 50:50, 70:30 or 90:10. At 70:30 ratio and stringent filtering, our algorithms
can detect heterozygotes with a sensitivity of 98.7% and false positive rate of 1.5 x 1075 at > 15x coverage.
For positions with 6-15x coverage, we are able to detect heterozygotes with a sensitivity of 63.2% and
false positive rate of 8.2 x 1075. The low dibase error rate of this next-generation sequencing platform
makes it particularly suitable for SNP detection at low coverage and with low false positive rates.
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GPS 2.0: Prediction of Kinase-Specific
Phosphorylation Sites in Hierarchy

Yu Xue,! Jian Ren, Longping Wen, and Xuebiao Yao

Identification of phosphorylation sites with their cognate protein kinases (PKs) is the foundation for
understanding the functional dynamics and plasticity of various cellular processes. Although nearly 10
kinase-specific predictors were developed, numerous PKs were casually classified into sub-groups without
a standard rule. And for large-scale predictions, the false positive rate (FPR) was also never addressed.
In this work, we updated our previous GPS (Group-based Phosphorylation Scoring method, ver 1.10)
into a new generation of GPS software (Group-based Prediction System, ver 2.0) for predicting kinase-
specific phosphorylation sites in hierarchy. We adopted a PK classification established by Manning et al.
as the standard rule to cluster the human PKs into a hierarchical structure with four levels, including
group, family, subfamily and single PK [1]. The training data was taken from Phospho.ELM 6.0 [2] and
the modified version of GPS algorithm [3, 4] was employed. Also, we defined a simple rule to calculate
the theoretically maximal FPRs. Three cut-offs of high, medium and low thresholds were established
with FPRs of 2%, 6% and 10% for serine/threonine kinases, and 4%, 9%, and 15% for tyrosine kinases,
respectively. The performance and robustness of the prediction system were extensively evaluated by
self-consistency, leave-one-out validation and 4-, 6-, 8-, 10-fold cross-validations. Compared with existing
tools, GPS 2.0 carried greater computational power with superior performance (Table 1). The GPS 2.0
was implemented in JAVA and could predict kinasespecific phosphorylation sites for 408 PKs in human.
Moreover, we used GPS 2.0 directly to perform a large-scale prediction of more than 13,000 mammalian
phosphorylation sites and achieved highly satisfying results. In addition, we provided a proteome-wide
prediction for Aurora-B specific substrates including protein-protein interaction information. The GPS
2.0 software is freely available at: http://bioinformatics.lcd-ustc.org/gps2. A snapshot of GPS 2.0 inter-
face is shown in Figure 1.

References

[1] Manning G, Whyte DB, Martinez R, Hunter T, and Sudarsanam S. 2002. The protein kinase complement of the human
genome. Science, 298:1912-1934.

[2] Diella F, Cameron S, Gemund C, Linding R, Via A, Kuster B, Sicheritz-Ponten T, Blom N, and Gibson TJ. 2004.
Phospho.ELM: A database of experimentally verified phosphorylation sites in eukaryotic proteins. BMC' Bioinformatics,
5:79.

[3] XueY, Zhou F, Zhu M, Ahmed K, Chen G, and Yao X. 2005. GPS: A comprehensive www server for phosphorylation
sites prediction. Nucleic Acids Res, 33: W184—-187.

[4] Zhou FF, Xue Y, Chen GL, and Yao X. 2004. GPS: A novel group-based phosphorylation predicting and scoring
method. Biochem Biophys Res Commun, 325:1443-1448.

IHefei National Laboratory for Physical Sciences at Microscale and School of Life Sciences, University of Science &
Technology of China, Hefei, Anhui 230027, China. E-mail: xueyu@ustc.edu.cn



P7 10

Predictor Threshold PKA ATM CDC2 Src
Sn Sp Sn Sp Sn Sp Sn Sp
ScanSite low 69.14 95.02 54.55 93.67 73.08 95.13 28.68 95.28
medium 42.43 99.17 27.27 98.57 29.23 99.26 11.76 99.37
high 16.91 99.91 18.18 99.70 8.46 99.84 3.68 99.94
KinasePhos 1.0 90% 85.16 90.64 89.09 83.86 72.31 86.37 47.06 89.93
95% 80.12 94.50 87.27 89.76 63.08 92.69 38.24 93.91
100% 58.46 98.42 81.82 96.04 48.46 97.99 25.00 97.84
KinasePhos 2.0 55.19 89.20 89.09 38.12 13.08 99.72 86.86 55.97
NetPhosK 77.74 91.18 85.45 97.60 16.92 87.79 33.09 95.39
pkaPS 89.61 90.81
GPS 2.0 83.09 95.04 100.00 94.03 77.96 95.16 54.02 95.34

49.26  99.17 7273 98.62 23.12 99.26 17.24 99.43
8.61 99.91 32.73 99.70 7.53 99.84  3.83 99.93

89.91 90.75 /¢ / 93.01 86.41 66.28 89.96
84.57 94.49 / /  89.78 92.71 57.09 94.05
64.39 98.43 98.18 96.04 46.77 97.99 37.93 97.85
91.69 89.25 / / 9.14 99.72 91.19 56.03
89.61 91.26 87.27 97.61 91.94 87.84 52.87 95.44
89.91 90.91

Table 1: Comparison of GPS 2.0 with previous tools, including ScanSite, KinasePhos 1.0, 2.0, NetPhosK, and pkaPS.
Both the positive and negative data we tested for GPS 2.0 were submitted on these web servers. And we fixed Sp to be
similar with previous tools to compare the Sn values. The performances with better values than GPS 2.0 were marked in
bold. *Not compared, because both Sn and Sp of GPS is better.
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Figure 1: A screenshot of GPS 2.0 software.
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Analyzing the Role of CREBBP Co-Activator in
Erythroid Differentiation—a Literature Mining
Approach

Jaya Iyer,! Arathi Raghunath,? Jignesh Bhate?

1 Introduction

All blood cells develop from pluripotent stem cells. Pluripotent stem cells differentiate into myeloid
stem cells and lymphoid stem cells. Differentiation of pluripotent hematopoietic stem cells into mature
circulating erythrocytes are coordinated by a set of transcription factors that are lineage and tissue
specifically restricted to the hematopoietic system. Lineage specific transcription factors participate in
critical protein-protein interactions in addition to binding DNA and play essential roles in red blood cell
development.

The two highly related nuclear proteins CREB binding protein (CBP or CREBBP) and p300 are coac-
tivators that possess histone acetyltransferase activity and play a central role in the integration of tran-
scription signals involving diverse cellular processes and differentiation pathways such as hematopoiesis,
embryogenesis and so on. Using data from literature mining, we have shown CBP as a transcriptional reg-
ulator of hematopoietic cell differentiation CBP in erythrocyte differentiation, a sub-pathway of myeloid
stem cell differentiation.

2 Results and Discussion

An interaction database NetPro” M was used as a source of all interactions in this study. NetPro” M is
a bimolecular interaction database involving both proteins and small molecules. The genes of interest
were queried and retrieved using WebMINE (developed in-house). The interactions retrieved using a
pathway /process specific query were analyzed to arrive at the network generated to explain the role of
various transcription factors during the process of erythroid differentiation.

Our network analysis identifies several transcription factor nodes through which the master regulatory
cofactor CBP binds and modulates the expression or activity of downstream genes involved in erythrocyte
differentiation.

Using a pathway/process specific search of the published literature, the erythroid specific transcription
factors regulated by CBP were identified to be GATA1, KLF1, NFE, MYB, MAFG, and SPI1 [1, 2, 3, 4, 5].
Analysis of each of the transcription factor nodal networks revealed signaling links involved in erythroid
differentiation that include ZFPM1, HBZ, MAPK3, MYB, caspase (for GATA1), KIT (for MYB), HBD,
HBB, HDAC (for KLF), MAFG, RAR, THR, TAF4, hemoglobin alpha (for NFE2) and FLI1 (for SPI1).

With the help of literature-mining efforts, we have been able to delineate a pivotal role for CBP as a
molecular integrator in myeloid differentiation in general and a master integrator of transcription factor
networks involved in erythrocyte differentiation in particular. The transcriptional network generated is
an integrated representation of data collated from various literature sources. This study highlights the
application of interaction databases combined with visualization in elucidating biological processes.
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Nucleocapsid Gene Sequence Analysis and

Characterization of an Indi Isolate of
iwan 1 ?ectﬂ)us rongl?tris rus

Monika Koul,! Megha Kadam,! Yashpal Malik,?
Ashok Kumar Tiwari,> Jawaharlal Vegad*

Avian infectious bronchitis virus belongs to the family Coronaviridae. It is an enveloped virus with
large positive stranded RNA genome. In the present study RNA was isolated from viral suspension and
transcribed into ¢cDNA. Poultry postmortem cases showing lesions of visceral gout were collected and
infectious bronchitis virus were isolated. 1.2 kb Nucleocapsid gene of virus was amplified by RT-PCR
from four clinical samples. The amplified product was cloned and the nucleotide sequence of the N gene
of an Indian field isolate was determined. The Indian IBV isolate exhibited 95 per cent homology with
Korean isolates and Chinese vaccine strains indicated conserved nature of N gene. Haemagglutination
assay and chicken embryo inoculation was carried out for antigenic studies of the virus. The virus titre was
confirmed using haemagglutination assay and IBVN2 showed the 1:2048+ titre. Propagation of virus was
done by chorioallantoic method of inoculation of virus suspension in embryonated eggs. Characteristic
curling and dwarfing of embryos was noticed in CAM inoculated embryonated eggs. Inoculated eggs
showed teratogenic changes and deposition of urates as indication of naphropathogenic nature of virus.
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Large-Scale Gene Duplication Detection in Ciona
savignyt and Ciona intestinalis

Lesheng Kong! and Alan Christoffels?

1 Introduction

Species from Ciona genus have the smallest genomes of any chordate that can be manipulated experimen-
tally [1]. As the members of the urochordates (the closest branching clade of vertebrates), Ciona species
are good candidates for investigating the origins and evolutions of the chordates phylum, from which all
vertebrates sprouted. In this study, we investigated the evolution of gene families corresponding to Ciona
intestinalis and Ciona savignyi to better understand the factors that shape the emergence of vertebrate
genomes. The protein-coding genes of C. savignyi were compared to genes of C. intestinalis and other
model organisms. Gene duplication events were detected and analyzed at different levels: C. savignyi-
specific, C. intestinalis-specific, Ciona-specific and Chordate-specific. Here, we reported on various over-
and under-represented functional groups of duplicated genes and discuss their significance.

2 Material and Methods
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(a) C. savignyi-specific, e.g. Staphylococcal
Nuclease Domain-containing Proteins (Ensembl ID:

- = ENSF00000003054); (b) C. intestinalis-specific, e.g.
Map duplicates to Compare regulatory Bifunctional Aminoacyl tRNA Synthetase (Ensembl
Ciona genomes regions of duplicated genes ID: ENSF00000002044); (c) Ciona-specific, e.g.

Tryptophan Dioxygenase (Ensembl ID:
ENSF00000002684); and (d) Chordate-specific, e.g.

Figure 1. The flowchart of gene duplication detection.

; i Chloride Channel CLC protein (Ensembl [D:
(Work in progress denoted by dashed-lines) ENSFO0000001538).
3 Results

Type Families with fly/worm Families without fly/worm
C.I.-specific 433 96
C.S.-specific 83 40
Ciona-specific 31 7
Chordate-specific 8 N.A.

Table 1: Gene duplications identified in C. savignyi (C.S.) and C. intestinalis (C.1.) genomes.
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GO term Description Type Enrichment P-Value
GO:0006519 amino acid and derivative metabolism biological process 2.40 3.95e-07
GO:0009058 Biosynthesis biological process 1.55 8.54e-05
GO:0007165 signal transduction biological process 1.80 0.00292
GO:0004872 receptor activity molecular function 2.55 0.00559

Table 2: Over- and under-represented GO terms in C.I.-specific duplicated genes.

GO term Description Type Enrichment P-Value
GO:0006519 amino acid and derivative metabolism biological process 3.01 0.00661
GO:0005975 carbohydrate metabolism biological process 2.28 0.0146
GO:0003677 DNA binding molecular function 17.33 0.00622
GO:0007165 signal transduction biological process 4.59  0.0146

Table 3: Over- and under-represented GO terms in C.S.-specific duplicated genes.

GO term Description Type Enrichment P-Value
GO:0005975 carbohydrate metabolism biological process 3.13 0.00642
GO:0003682 chromatin binding molecular function 11.7 0.00959
GO:0005515 protein binding molecular function 3.96 0.00642
GO:0003676 nucleic acid binding molecular function 2.23  0.0888

Table 4: Over- and under-represented GO terms in chordate-specific duplicated genes.

4 Discussions

The comparison of C.S. and C.I. genomes reveals some interesting findings: (a) There are significantly
more C.I.-specific (529) duplicates than C.S.-specific (123) duplicates. The difference in gene numbers
between C.S. and C.I. is likely due to significant number of C.I.-specific duplicates. (b) Overall, for Ciona
duplicates, GO terms describing metabolism and nuclease activity were enriched while GO terms related
to signal transduction, receptor activity and transcription were depleted. A possible explanation for
these observations is: the enrichment of duplicates on metabolic functions might be associated with the
rapid embryogenesis of Ciona species. Furthermore, over-expression of signal transduction genes might
be deleterious to the finely-tuned cascade of enzymatic events and/or regulatory networks at work in
Ciona species.
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In Silico Dynamical Analysis of Cellular Systems:
A Molecular Perturbation Approach

Thanneer Malai Perumal,! Wu Yan,! Rudiyanto Gunawan'?

1 Introduction

Cells accomplish their myriad functions through complex regulatory networks that control cellular processes
from mRNA transcription to post-translational protein activity. The term regulation implies an active
dynamical response to internal and external stimuli. The complexity of a typical cellular network has
been argued to provide robustness to common perturbations, but at a cost of fragility to rare muta-
tions [5]. This complexity often limits human intuition in understanding how functional regulation is
accomplished in a cell, which has motivated the use of mathematical representations to describe many
cellular regulatory networks. By way of systems analysis [2, 3], such as the one presented here, these
mathematical models can elucidate the mechanisms that are responsible for giving the observed cellular
behavior.

In this work, we developed a novel system analysis methodology which makes use of perturbations to
the molecular concentrations of each component in a cellular network. The analysis is then applied to a
model of cell death regulation in Jurkat T-cells to illustrate the information that can be extracted from
the results.

2 Method

The proposed dynamical analysis will focus on biological systems that can be described by common
ordinary differential equations (ODEs) given by:

dx
— = f(x,p), x(0)=x
= ), x(0) = xg
The novelty of this new analysis proposed here is that the sensitivities are evaluated for perturbation
of the system states rather than the usual parametric change explained in [1]. The proposed sensitivity
coefficient is mathematically defined as:
Ox;(t) xi(7
Sim’j(t,T)_ Z() J( )

= f >
uy(r) mat) T

which describes the relative change in the state x; at time ¢ due to the perturbation in the state x; at
some previous time 7. As the sensitivities are computed for perturbations in the states, the result can
be validated in relatively simple experiments involving over-expression or knock-out of genes or RNA
interference.

The molecular sensitivity S, (¢, 7) is an nn matrix whose rows and columns correspond to the various
outputs and perturbations in the system, respectively. Each (7, j)th element can be presented in a surface
contour plot. Such a plot illustrates two dynamical aspects of the perturbation-output relationship; the
range(s) of time in 7 that the perturbation may become significant and the range(s) of time in ¢ that the
corresponding output change appear. By analyzing either a selected perturbation (column of S, (¢, 7))
or a chosen output (row of S.(t,7)), one can obtain complementary information on the propagation of
a perturbation signal through the system or the key molecules that take part in producing the observed
output, respectively.

3 Application to Fas-Induced Apoptosis

We have applied the proposed analysis to a model of the cell death regulation in Figure 1 [4]. The activa-
tion of caspase-3 follows a switch-like response as shown in Figure 1 (see inset) by way of mitochondrial-
independent (type-I) or mitochondria-dependent pathway (type-II). The results are shown in Figure 2

IDepartment of Chemical and Biomolecular Engineering, National University of Singapore, Singapore 117576.
2Email: chegr@nus.edu.sg



P11 17

and 3, which illustrate the change in sensitivity levels of all the other states with respect to perturba-
tion in FasL at time zero and the sensitivities of caspase-3 activation to the levels of the death signal
FasL, caspase-8, caspase-6, and “activated” mitochondria (mitochondria after permeabilization by Bcl-2)
respectively.

4 Conclusion

The analysis indicated that the cell death mainly depends on the type-II pathway as indicated by tracking
the propagation of signal in Figure 2 and by the high sensitivity (darker regions) to activated mitochondria
and the lack thereof to caspase-6 in Figure 3. In addition, the analysis also illustrated the timing of the
key molecules in activating caspase-3: FasL is early, followed by caspase-8 and finally by mitochondria
permeabilization. These findings implied that the FasL induction of cell death in this cell line primarily
depends on the type-II pathway, in agreement with experiments [6].
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Design of RNA Fragments Structural Database

Marta Szachniuk,! Marek Blazewicz,?

Mariusz Popenda,® Ryszard W. Adamiak?

1 Introduction

Structural bioinformatics aims at creating a global perspective from which some unifying principles in
molecular biology could be discerned. In the field of structure analysis, we observe a growing practical
importance of RNA studies resulting from the recent discoveries concerning RNAi mechanism or the
involvement of regulatory RNAs in cancer and other diseases [8]. This study is usually based on the results
of different experiments as well as on an analysis of structural information stored in the databases. Thus,
designing and creating databases to manage large amounts of biological data is a crucial bioinformatic
task.

There exist several databases concerning the field of RNA structural biology. For example, Protein
Data Bank [2] and Nucleic Acids Database [1] hold a collection of RNA structures, providing atom
coordinates and some other structural data. The MeRNA database [6] offers classification of metal ion
binding sites in RNA structures, SCOR database [4] surveys the three-dimensional RNA motifs within
the PDB- and NDB- deposited structures.

Here, we describe the design of the novel relational database to store a wealth of structural data
concerning RNAs and their complexes. It contains RNA sequences and secondary structures derived
from PDB-deposited structures, atom coordinates of nucleotide residues, torsion angles, sugar pucker
parameters, and information about base pair types. The database provides a unique opportunity to
search for three-dimensional RNA fragments with primary and / or secondary structures matching a
user-defined pattern. This feature can be of a great use for RNA tertiary structure prediction systems.

2 Methods

The leading idea of the project was to correlate the information about primary, secondary and tertiary
structure of RNAs in such a way that whichever RNA fragment could be extracted for a comparison,
at the level of the three-dimensional structure, with any other fragments having the same sequence
and / or secondary structure. Moreover, we wanted to provide a possibility to search for any RNA
structure satisfying user predefined conditions concerning structural parameters (e.g. torsion angles or
sugar pucker parameters), sequence or secondary structure. Following these ideas, the relational database
of RNA fragments has been projected. Its design allows for storing the information about primary and
secondary structures of a fragment in a form of an expression composed of two mixed character chains
(Figure 1). One of them corresponds to the primary structure of RNA fragment, described as a sequence of
letters accepted by IUPAC-IUB codes. The second chain codes the secondary structure using dot-bracket
notation [3].

The details of the three-dimensional structure are managed separately for each nucleotide residue.
To query the database a user provides structural pattern which consists of the definition of the sequence
and / or the secondary structure given in the dot-bracket notation. The pattern can contain inexact
description of the structures. Before the search it is turned into a regular expression (c.f. Figure 1d:
N=[A or C or G or U], B=[not A]). Next, a regular expression matching algorithm is performed to find
the requested RNA fragment within database records. As a result, the list of RNA fragments matching
the query is presented to the user. One can see the detailed information about the three-dimensional
structure for each of them. The scheme of the database main part is shown in Figure 2.
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Figure 1: Example RNA fragment (a) and its encoding (b). Example search pattern (c) and its encoding (d).
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Figure 2: Scheme of the database core.

3 Results

The database has been implemented as a web-based tool RNA FRABASE, and is freely accessible at tt
http://rnafrabase.ibch.poznan.pl [5]. It has been built on PostgreSQL and runs in SUSE Linux. Protein
Data Bank serves as a source of selected structural data, i.e. sequences and atom coordinates of nucleotide
residues. The remaining structural information stored in the database is reconstructed by our own scripts
implemented in PHP and AWK. In case of secondary structure reconstruction and base pair classification,
the scripts performing the coding procedures are based on RNAView software [7].
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ASMPKS: An Analysis System for Modular
Polyketide Synthases

Hongseok Tae,! Kiejung Park?

1 Introduction

Since many infectious microorganisms are acquiring tolerances for most antibiotics, the need for novel
antibiotics is greatly increasing. Various methods to synthesize new antibiotics are being studied, includ-
ing the approaches manipulating genes related to antibiotics biosynthesis such as polyketides. Handling
known antibiotics is a more efficient approach than finding microorganisms having new kinds of antibi-
otics. Polyketides are secondary metabolites of many kinds of microorganisms with diverse biological
functions, including pharmacological activities such as antibiotic properties. While the polyketide an-
tibiotics are important clinical drugs, new kinds of polyketides are still being discovered. Polyketides
are synthesized by serialized reactions of a set of enzymes called polyketide synthase(PKS)s [4], which
coordinate the elongation of carbon skeletons by the stepwise condensation of short carbon precursors [2].

We have developed ASMPKS (an Analysis System for Modular Polyketide Synthesis) to efficiently
support computational analysis of the modular PKS in genome sequences. ASMPKS operates as a
web application and provides various features including visualization of polyketide structures, new PKS
assembly simulation and management of the modular polyketide database.

2 Methods

ASMPKS has been developed for the overall management of modular PKS data. As it operates on the
web interface to construct the database and to analyze polyketides, the extension of database is very
accessible for multiple users (Fig. 1). Researcher can add and delete their data in the database easily.
The database system of ASMPKS is divided into two parts. The first part, which has been constructed
with published data, contains information regarding PKS genes, modules, domains and assembly. It
is used to search and to align domains of protein sequences. The second part, which contains genome
data of microorganisms and polyketide information related to the genomes, allows researchers to study
synthesis of polyketides in a specified microorganism.

The PKS composition and the chemical structure of a polyketide in the database are displayed by the
PKS navigation component, which shows the arrangements of the PKSs with their domain composition
and draws the intermediate chain for a selected polyketide. The domain button has a hyperlink to
homology search and multiple sequence alignment components for the analysis of domain similarity
relationships. BLAST [1] is used for homology analysis between the same type domains and ClustalW [5]
is used for multiple sequence alignments. And the PKS assembly component assembles a set of modules
and shows the construction of an expected carbon body for a predicted polyketide.

The chemical structure of a polyketide makes its chemical activity easily understood. ASMPKS
provides a PKS assembly component, which assembles a set of modules and shows the construction of
an expected carbon body for a predicted polyketide. The biosynthesis of a polyketide begins by selecting
a starter unit and continues by adding many extender units onto the carbon chain until a TE domain
appears. As there are various kinds of starter and extender units, diverse polyketides can be constructed
by their combination.

ASMPKS predicts domain information from protein sequences. Domain identification is based on
the homology search method with template sequences of domains. To detect domains, BLAST is used.
Template sequences that represent each domain type are formatted into the BLAST database file. To
select each template sequence representing each domain type, homology scores between every pair of
sequences of that type are measured, and the sequence with the highest score, which is the sum of
its top 10 homology scores with other sequences, is selected. A genome analysis component is also
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Figure 1: Information viewers for a polykenide. Figure 2: PKS analysis result for genome sequences.

provided. It searches microbial genome sequences for modular PKSs. It detects PKS gene clusters
producing known polyketides, which are included in the database, by measuring the homology between
protein sequences of an annotated genome and all PKS sequences, and predicts unknown gene clusters to
produce putative polyketide candidates by identifying domains (Fig. 2). It can accept genome sequences
or GenBank format data, including gene information. If genome sequences are submitted, genes are
predicted by Glimmer [3], and their sequences are converted to proteins. And the automated genome
wide PKS analysis, which finds known and unknown PKS gene clusters, is carried out. The result of
the PKS analysis process against microbial genome sequences can be displayed in the genome browser of
ASMPKS. It shows the position and composition of gene clusters of each polyketide on a genome.

3 Results and Discussion

ASMPKS has been developed for computational analysis of the modular PKS for genome sequences. It
also provides overall management of information on modular PKS, including PKS database construc-
tion, new PKS assembly, and visualization of polyketide structures. It is a useful system to analyze
known polyketides and to predict new polyketides. The PKS assembly and genome analysis compo-
nents are especially powerful computation tools for polyketide research. As various factors are related to
polyketide biosynthesis, ASMPKS can be improved through further study. ASMPKS is available from
http://gate.smallsoft.co.kr:8008/ hstae/asmpks/index.html.
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In-silico Analysis of HIV-1 P1 Sequence and
Structure Prediction

Saurabh Shukla! and Alok Shekhar!

1 Introduction

In the genome of HIV-1, there are various sequences which have unknown function till now; pl sequence
(FLGKIWPSYKGRPGNF) is one of them, in which only 16 amino acids are there. It is assumed that
two proline residues in the 7th and 13th positions are important for viral infectivity. This pl sequence

H
O%
Proline Residue

arrangement is a part of “gag protein” and not any type of structure has been determined in PDB
(Protein Data Bank). So, the aim of this topic is to predict the structure of pl sequence and then block
this site after the lead designing on the basis of computational approaches of Bioinformatics. One thing
is very crucial is that, pl proline residues (position 7 and 13) are critical for replication in the HIV-1
strain HXB2-BH10. In this study we have focused on the proline rich pl-p6(Gag) C-terminus of HIV-1.
Replacement of the two proline residues by leucines resulted in mutants with altered protein processing
and reduced genomic RNA dimer stability that were also noninfectious.

2 Softwares and Databases Used
The databases and softwares used by us are given below:
1. Bioafrica Database of HIV
2. NCBI
MMDB Molecular Modeling Database

Cn3D for Visualisation

oo W

Raptor 3D server

1Yeshwant College of IT-Bioinformatics & Biotechnology, Parbhani, Maharashtra, India.
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3 Results

We have successfully predicted the structure of pl sequence by the Raptor 3D server and MMDB. Ac-
cording to the predicted structure, only loop part is exist in the pl region due to the abundance of proline
residues, that is why helix and sheets are absent in pl region as we know that “Proline is the helix breaker
residue”.

[Ch v

Predicted structure of pl sequence,(only loop part is there).

The second result is given by Raptor 3D, and it is also same, only loop part is there in pl sequence.

P1 sequence:- F L G

KI SYKGRPGNF
Raptor output:- C C C C C ccccccecceccecc

(C denotes the loop region)
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SiteSeek: Phosphorylation Site Predictor Using
Adaptive Locality-Effective Kernel Methods and
New Sequence Profiles

Paul D. Yoo,! Yung Shwen Ho,? Bing Bing Zhou,® Albert Y. Zomaya®

1 Introduction

In order to determine phosphoproteins and individual phosphorylation sites, various experimental tools
have been used. However, many have indicated that in vivo or in vitro identification of phosphorylation
sites is labour-intensive, time-consuming and often limited to the availability and optimisation of enzy-
matic reactions [1]. Several large-scale phosphoproteomic data using the mass-spectrometry approach
have been collected and published [2]. These however are sill unfavourable in distinguishing the kinase-
specific sites on the substrates. Due to the practical limitations and complexities of these methods,
many scientists now turn to computer-based methods. These methods not only efficiently handle massive
amounts of protein data but also determine phosphoprotiens and identify individual phosphorylation sites
from one dimensional atomic coordinates with high precision.

Although a large number of computational methods have proved to be effective in the prediction of
phosphorylation site, several important issues that can potentially degrade the performance of machine
learning or statistical-based methods have been largely ignored. It has been widely recognised that the
high dimensionality of protein sequence data not only causes a dynamic increase in computational com-
plexity but also can be induced into the overfitting/generalisation problem of non-parametric methods.
Hence, in this poster, we introduce a new computer-based phosphorylation site predictor, named SiteSeek
which can effectively avoid the above-mentioned problems by utilising a newly developed semi-parametric
machine learning model and a novel sequence profile.

2 PS-Benchmark 1 Dataset

In this study, we use a newly developed comprehensive dataset, namely PS-Benchmark_1 for the purpose
of benchmarking sequence-based phosphorylation site prediction methods. PS-Benchmark_1 contains ex-
perimentally verified phosphorylation sites manually extracted from major protein sequence databases
and the literature. The dataset comprises of 1,668 polypeptide chains and as shown in Table 1, the
chains are categorised in four major kinase groups, namely cAMP-dependent protein kinase/protein ki-
nase G/protein kinase C extended family (AGC), calcium/calmodulin-dependent kinase (CAMK), cyclin-
dependent kinase-like kinase (CMGC) and tyrosine kinase (TK) groups. The dataset comprises of 513
AGC chains, 151 CAMK chains, 330 CMGC chains, and 216 TK chains. The dataset is non-redundant
in a structural sense: each combination of topologies occurs only once per dataset. Sequences of pro-
tein chains are taken from the Protein Data Bank (PDB), Swiss-Prot, Phospho3D, Phospho.ELM and
literature.

3 Compact Evolutionary and Hydrophobicity Profile

Importantly, several recent studies reported that protein hydrophobicity can be affected by the level of
phosphorylation or vice versa [3]. Hydrophobicity is a very important factor in protein stability. The
“hydrophobic effect” is believed to play a fundamental role in the spontaneous folding of proteins. In
order to create a new profile, we use the hydrophobicity in the format of SARAH1 scale in addition to
the existing sequence profile generated by PSI-BLAST. The less-discriminatory features in the sequence

1School of Information Technologies, University of Sydney, NSW 2006, Australia. Email: dyoo4334@it.usyd.edu.au

2Faculty of Medicine, University of Sydney, NSW 2006, Australia. Email: shwen ho@umi.usyd.edu.au
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4Sydney Bioinformatics Centre and the Centre for Mathematical Biology, University of Sydney, Sydney, NSW 2006,
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P15 25

profile are removed by using the auto-associative network embedded in Adaptive-LEKM in order to
prevent some possible problems that may be caused by the high complexity of the learner.

4 Model Proposal

The Adaptive-LEKM contains the evolutionary information represented with the local model. Its global
model works as a collaborative filter that transfers the knowledge amongst the local models in formats of
the hyper-parameters. The local model contains an efficient vector quantisation method. As the global
model (SVM) extracts worst-case examples xi and use statistical analysis to build large margin classifiers.
In Adaptive-LEKM, the original source dataset is partitioned by vector quantisation function into a set

of sub-regions P = {S51,953,...,5n}, then each local region is represented by the codevector ¢;. The
centroid vector within a cluster can be expressed as:
X
Qi(Xm)=c; = 72)‘”]6\,51 ™ i=1,2,...,N

To construct a semi-parametric model, we substitute Q;(X) for each training sample z; used in the SVM
decision function. The basic architecture of Adaptive-LEKM is illustrated in Figure 1.

5 Results

Table 1 compares the results of SiteSeek with the consensus results of the literature. In general, SiteSeek
showed about 9% better prediction accuracy than the consensus results. The experimental results of
SiteSeek are written in bold and others are the consensus results of literature.
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Figure 1: Adaptive-LEKM Basic Architecture.

K-Families Accuracy Sensitivity Specificity = Correlation- Type I ER Type II ER

(Ac) (Sn) (Sp) Coefficient (Cc)

CDK 0.909 0.895 0.921 0.817 0.043 0.046
0.777 0.455 0.992 0.900

CK2 0.918 0.881 0.948 0.835 0.029 0.051
0.840 0.765 0.888 0.660

PKA 0.891 0.843 0.929 0.779 0.039 0.069
0.816 0.561 0.987 0.640

PKC 0.827 0.731 0.903 0.650 0.053 0.118
0.726 0.475 0.898 0.420

Avg. 0.886 0.838 0.925 0.770 0.041 0.071
0.790 0.564 0.941 0.655

Var. 0.041 0.074 0.019 0.083 0.010 0.032
0.050 0.142 0.056 0.196

Table 1: Prediction results of Adaptive-LEKM for the four kinase families.
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Exploring Protein-Protein Interactions
at the Domain Level

Nandita Das, Vaibhav Navaghare, Vidyendra Sadanandan
Jignesh Bhate, Jaya Iyer!

1 Introduction

There is always a need to validate the detected protein-protein interactions obtained by various high-
through put experiments. Vast amount of data is available on protein interactions, domain information
of a protein and interacting-domains without protein in context. Given that protein-protein interactions
involve physical interactions between protein domains, domain-domain interaction information can be
useful for validating, annotating, and even predicting protein interactions.

2 Method and Result

We have explored protein interactions at the domain and amino acid resolution using a visualization
tool developed in-house. For the same Pfam is used for protein domain information and Interdom for
domain interaction information, and NetPro”™ for the source of protein interactions. NetPro’™ is
an interaction database with manually curated data from articles published in PubMed and consists of
protein-protein and other bimolecular interactions. NetPro”? is a comprehensive database that provides
all supplementary information required to understand the details of an interaction such as species, the
nature of interaction (direct or indirect), the interaction terms, experimental methods, location, condition
in which the interaction is taking place, domain(s) involved in an interaction, relevance of the interaction
or the interacting partners to a disease condition etc. Prosite database was incorporated for residue level
details of a domain. Relevant interaction details from various sources are combined and presented on a
single screen.

As an example, CREBI is taken as a query protein to comprehensively analyze its interacting partners
at the domain level. The output of domain interaction details for CREBI is represented in Figure 1.
The query molecule CREB1 with its domains is shown in the center with the interacting proteins above
and below. The interacting partners with single interacting domain are placed on top and the other
proteins with multiple domains are placed below the query molecule CREB1. Also, the specific details
like the position of the domains on the molecule, residue information etc. are clearly seen. Wherever
available, the pattern details and the description from PROSITE database are also shown. Links to
public databases like Pfam and PROSITE are provided.

With successful integration of interaction data points from NetPro with the public domain data-
bases such as Pfam, Interdom and PROSITE, the domain level interaction of the vast repository of
multidomain proteins and protein complexes can be deciphered and visualized.

TM
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Figure 1: CREBI1 with its interacting partners at the domain level.



Pi7 29

In-silico Disease Target Screening and Evaluation
with RNAi Data

Sangjukta Kashyap,! Nandita Das, Usha Mahadevan, Jignesh Bahate

1 Introduction

In the drug discovery industry, RNA interference (RNA1) screens are popular for drug target identification
and validation. Recently RNAi therapy has become the most promising hope for the treatment of many
diseases including Huntington’s Disease [1]. We propose a simple in-silico method of target screening and
validation based on literature evidence, which may form the basis of extensive target identification studies.
The approach is based on querying data from NetPro’™ interaction database and NetPro”™ Disease
module using a customized JAVA-based querying tool. NetPro”™ is a fully hand-curated interactome of
Proteins, small molecules, DNA and RNA mined from PubMed literature with supplementary information
on disease, location, experimental method, etc. The query tool is designed to provide an accessible
method for screening of disease target genes, and to understand potential mechanisms of involvement of
the identified targets to disease, validated by RNAi experimental data.

2 Method and Discussion

1. Select disease(s) of interest from indexed table as displayed in the query tool.

2. Query by disease(s) terms in the ‘Disease’ field provided in the querying tool. Result displays
bimolecular interactions where the interacting molecules are involved/ associated with the queried
disease. The association is displayed as ‘Differential expression’, ‘Mutation’, ‘Significance’, ‘Thera-
peutic relevance’, etc. Alternately the above terms may be used as filters to obtain gene associa-
tion/involvement. These filters pertain to disease related molecules.

3. Query by the gene list obtained to deduce the possible mechanism of its involvement in the disease
with experimental method: RNA Interference as the filter.

4. The result retrieves a bimolecular interaction experimentally proven by RNAi and the interaction
result (the outcome of the interaction). The interaction result, which could be an affected cellular
process or pathway, or products formed due to the interaction, may hint an association with the
disease.

The tool serves as a useful testimony of concept that the ideas expressed in our approach are practical.
The tool is accessible at www.molecularconnections. com.
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Figure 2: A typical result display.

Disease Disease Interaction Interaction Inference
molecule Result
association
Colonic CTNNBI1: CTNNBI Cell CCNDI promotes cell cycle progression which leads 1o
Neoplasms High Increases Proliferation | cell proliferation. As uncontrolled cell proliferation
expression expression : Enhanced | leads to neoplasm, CTNNBI silencing by RNAi to
CCNDI decrease/finhibit CCND1 expression could be vital to
stop the cell proliferation and hence the cancer [2].
Schizophrenia | AXINI:pote | AXINI Apoptosis Role of apoptosis in schizophrenia is well established
ntial target Increases [4]. TP53 being a tumor suppressor is involved in
phosphorylatio apoptosis [3]. Hence silencing of AXIN1 with RNAi
nTP53 will prevent TP33 function to induce apoplotic
response in schizophrenia.
Ostecarthritis | ADAMTS4: | ADAMTS4 Cartilage Aggrecan represents up to 10% of the dry weight of
involved Cleave ACAN | breakdown cartilage [5]. Aggrecan degradation is the root cause of
is induced Osteoporosis [6]. Prevention of Aggrecan cleavage by
silencing ADAMTS4 could be beneficial in
Osteoporosis.

Figure 3: Targets obtained in different diseases using the tool.
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Cleavage of Mammalian Chromosomal DNA by
Restriction Enzymes In Silico

Victor Tomilov,! Valery. Chernukhin,! Murat Abdurashitov,!
Danila Gonchar,! and Sergei Degtyarev!

A theoretical method to simulate the digestion patterns of mammalian chromosomal DNA cleavage
by restriction endonucleases was proposed. New software for long mammalian DNAs analysis using
routine personal computers was developed. This computational technique includes short DNA sequences
searching, DNA cleavage simulation, data treatment and verification.

Recently published primary structures of mammalian genomes (Rattus norvegicus, Mus musculus
and Homo sapiens) were presented like databases and the analysis of short nucleotide sequences distribu-
tion in the corresponding genomes was performed. Computational DNA cleavage of genomes within the
nucleotides sequences 5-GGCC-3’, 5’GATC-3’, 5-CC(A/T)GG-3’” and 5’-CCGG-3’, which are the recog-
nition sites of well known restriction endonucleases (Haelll, Kzo9I, Bst2UI and Mspl respectively), was
carried out and the diagrams of chromosomal DNA fragments distribution were obtained. Experiments
on the chromosomal DNA digestion by corresponding restriction endonucleases were undertaken. The
comparison of computational diagrams and results of chromosomal DNA cleavage was done and a high
accordance of theoretical and experimental data was shown.
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Figure 1: Distribution diagram example of total DNA fragments lengths (expressed in base pairs) depending on the
fragment size for rat DNA cleavage at 5-CC(A/T)GG-3’ sequence. Shown on the right, there are the experimentally
obtained patterns of respective DNA cleavage by restriction endonuclease Bst2UI (5’-CC(A/T)GG-3’recognition site).
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Comparative Analysis of Human Chromosomal DNA
Digestion with Restriction Endonucleases In Vitro
and In Silico

Murat Abdurashitov,! Victor Tomilov,! Valery Chernukhin,!
Danila Gonchar,! and Sergei Degtyarev!

Theoretical analysis of human genomic DNA cleavage at 15 nucleotide sequences, which are the recog-
nition sites of various restriction endonucleases, has been carried out. Distribution diagrams of calculated
DNA fragments have been constructed based on earlier proposed method of mammalian genomes diges-
tion in silico [1]. A similar study of human Alu- and LINEI-repeats digestion has been performed and
corresponding diagrams of DNA fragments distribution have been plotted. Distribution diagrams of
human genomic DNA digestion, which results in formation of low molecular weight DNA fragments,
correspond to those for Alu-repeats; whereas the digestion, which results in formation of large molecular
weight DNA fragments - are similar to those for LINE-repeats. All theoretical data have been compared
to experimental patterns of human DNA hydrolysis with respective restriction endonucleases and a good
correspondence for the most of DNA diagrams has been observed.

Epuiol BstDEX B.erS('I\ Ea2U Hinf EnECT BeMAL
!
M ™ f

L M L

E 66100

16 6.1 67
— 195 - 5
b ~191-135 180159

=118 118

o
=
400

1 — — i

2z — — —

a7

1
L1072
N ) o 185187
wr 157 169 i g s [ e
L 135138 131-135 118-118 118-118
b2 = = Tig106) | HENE] B = a1
Y 84,90 .
il il —F— Brf  —k ErER |7 — 5 ol
a—f = & A e — - 1=

Figure 1: Example of comparison of electrophoregrams (8% PAAG) to calculated distribution diagrams of the total
fragment lengths. Lengths of fragments with peak values, which can be determined at electrophoregrams are shown. ”s”
- fragments, which are probably result of satellite DNA cleavage. M - DNA fragment lengths marker pUC19/Mspl. The

lengths of fragments of this marker are shown at left in the bottom row.
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Granzyme B Cleavage Site Predictions based on
Sequence, Physical Property and Structural
Description of the Motif

Sebastian Maurer-Stroh,"? Petra Van Damme,** Joost Van Durme,* Kim
Plasman,"? Evy Timmerman,'? Pieter-Jan De Bock,"? Marc Goethals,?

Frederic Rousseau,® Joost Schymkowitz,®> Joel Vandekerckhove,!? and

Kris Gevaert!:?2

1 Introduction

Granzyme B (GrB) is an important apoptotic cytotoxic lymphocyte serine protease with, previously, only
few known substrates. Recent elegant proteomics experiments resulted in the identification of a large
number of substrate proteins cleaved by GrB in a cellular context [1].

2 Results

Based on this data we refined the characteristics of the GrB cleavage motif in terms of position-specific
amino acid preferences, physical property constraints and pseudoenergies derived from structural mod-
eling (Figure 1). In particular, we find limitations on the residue size at the immediate two positions
flanking the cleavage site, as well as a region of preferred negatively charged or hydrophilic residues
stretching from position P2 to P7.
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Figure 1: Physical property characteristics of motif (left). Structural model of extended substrate peptide in binding
pocket of human GrB (right).

Compared to previous attempts on substrate prediction, we can now take advantage of a more complete
motif description that includes an extension of the considered motif length from 4 (or 6) to at least
11 residues, hence we term our predictor GrB11. The wealth of new learning and training examples,
coupled with an extension of our established prediction methodology [2], allowed for a significant jump in
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prediction performance of GrB cleavage motifs from the sequence under strict crossvalidation conditions

(Figure 2).

Especially, the rate of false positive predictions was found to be lowered, making our tool

better suited for large database predictions.
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Figure 2: Crossvalidated ROC benchmark over new substrate data sets.

Moreover, we identified factors determining differences in substrate specificity between mouse and
human GrB and developed a scoring function to predict these taxon specificities. We show that our
scores correlate linearly with quantitative experimental data (Figure 3).
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Figure 3: Correlation between predicted and experimental human to mouse substrate preference ratios.

3 Conclusions

We present GrB11, a new prediction tool for GrB substrates based on a vastly improved motif descrip-
tion utilizing sequence, physical property and structural information. GrB11 can even capture subtle
differences in substrate specificity between human and mouse GrB.
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A Multi-Species Comparative Structural
Bioinformatic Analysis of Inherited Mutations in
a-D-Mannosidase
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1 Introduction

Lysosomal c-mannosidase is an enzyme that acts to degrade the N-linked oligosaccharides and hence plays
an important role in mannose metabolism in humans and other mammalian species, especially livestock.
Mutations in the MAN2B1 gene encoding lysosomal a-D-mannosidase cause improper coding, resulting
in dysfunctional or non-functional protein and hence causing the disease a-mannosidosis. The phenotypic
severity in this kind of inherited diseases is often found to be in correlation with the genotype. Mapping
disease mutations to the structure of the protein can help in understanding the functional consequences
of these mutations and thus indirectly, the finer aspects of the pathology and clinical manifestations of
the disease in humans, cats, cows and guinea pigs.

2 Methods and Results

We performed a comprehensive homology modelling study and analysis of all the wild-type and mutated
sequences of lysosomal a-mannosidase in four different species - human, cow, cat and guinea pig. Using
the X-ray crystallographic structure of bovine lysosomal a-mannosidase (PDB ID 107D) [1] as the
template to build the models of both wild type and mutated structures with all four disulfide linkages
and bound ligands, we successfully established a satisfactory correlation between the severity of the
genotype and that of the phenotype of the disease. Development of the detailed structural models
required the use of several programs. CLUSTALX was used to align the target (wild-type) sequences
with that of the bovine a-mannosidase template, MODELLER [3] was used to build the 3D structural
models, while RASMOL was used for visualization and analysis. Quality checks and verification of the
structural models were performed using the Biotech Validation Suite for Protein Structures web server,
incorporating three major tools, PROCHECK, WHAT IF and PROVE. The WEBLOGO server was also
used to find out the occurrence of the conserved residues and domains in all the species. The mutational,
sequence, structure and literature data was obtained from OMIA [2], OMIM, Swiss-Prot, PDB and
PubMed databases. In all, wild-type lysosomal a-mannosidase models for human, cat and guinea pig
were generated, followed by mutant structures based on their respective wild-types: 11 for human, 2
for bovine and 1 for guinea pig [1, 4]. Several truncation mutations were also noted but structural
models for these were not constructed. We have mapped all available mutations in the context of the
enzyme active site in Fig. 1. Based on the analysis of structural models, we have correlated the position
and functional consequence of the mutation to the observed phenotypic consequence (Table 1). All the
truncation mutations and the mutations involving residues in and around the active site and also those
destabilizing the fold led to severe genotypes and had lethal phenotypes as well. On the other hand, the
mutations located distal to the active site were milder in both their genotypic and phenotypic expression.

3 Conclusion

This investigation highlights the importance of the proteins structure in its function and also forms the
base for understanding the molecular reasons for the lethality or viability of the disease in different
animal species. It proves that there is a significant correlation between the genotype and the phenotype
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of the disease. This study could play a vital role in drug designing and other therapeutic applications for

inherited diseases.
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Figure 1: Structure of bovine lysosomal a-mannosidase showing the location of all the mutations studied. The residues in
spheres represent the substitution mutations in different species (Table 1), while the residues represented as sticks highlight

the frame-shift locations for all the truncation mutations. The catalytic zinc ion is shown as a black sphere.

S.No  Species

Mutated residues Structural location Effect on Structure Phenotypic effect

Human
Human
Bovine
Guinea pig
Bovine
Human
Human
Human
Human
Human
Human
Human
Human
Human

© 00U WN

= = e
W = O

H72L
H200N
R220H
R227W
F320L
T355P
P356R
E402K
S453Y
L518P
WT14R
R750W
G801D
L809P

In AS
Close to AS
In AS
Close to AS
Close to AS
Close to AS
Close to AS
Away from AS
Away from AS
Close to AS
Away from AS
Away from AS
Away from AS
Away from AS

Destroys AS
Disrupts the fold
Destroys AS
Disrupts the fold
Disrupts the fold
Disrupts the fold
Disrupts the fold
Little or no effect
Little or no effect
Disrupts the fold
Slight hindrance
Slight hindrance
Little or no effect
Slight hindrance

Lethal
Harmful
Lethal
Harmful
Harmful
Harmful
Harmful
Viable
Viable
Harmful
Mild
Mild
Viable
Mild

Table 1: Structurally important mutated residues and their effect on folding and disease phenotype. AS: Active site.



P23 37

Large-Scale Analysis and Screening of Chikungunya
Virus T-cell Epitopes
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1 Introduction

Chikungunya fever is a viral disease transmitted by the Aedes mosquitoes. This disease shares similar
symptoms with dengue such as high fever and rashes, but is distinguished by severe joint pains. Since
2006, massive outbreaks have been reported in the Indian Ocean Islands [1]. Globally, the disease has
become a public health concern as the disease has also spread across the globe due to “imported” cases.
The Chikungunya virus (CHIKV) belongs to the genus Alphavirus (Togaviridae family) and possesses
a linear, positive-sense, single-stranded RNA genome of 11.8kb. It encodes two polyproteins - i) the
non-structural polyprotein (nsP) for viral replication, and ii) the structural polyprotein consisting of 1
capsid protein (C), 2 major envelope surface glycoproteins (E1, E2), and 2 small structural proteins (E3,
6K) (Figure 1) [2].

nsP1 nsP]—\ nsP3 nsP4 CrE3 rE2r-6K rEl
VNN IIIIM/_ AN \%m-
5'NTR 3INIR

Figure 1: Genome structure of CHIKV.

At present, the role of T-cells in the pathogenesis of CHIKV remains unknown. In this study, we
report the large-scale analysis and screening of CHIKV T-cell epitopes using an integrated ANNHMM
predictive model. We examined whether 1) HLA-A2 class I alleles (A*0201, A*0202, A*0203, A*0204,
A*0205, A*0206, A*0207, A*0209) show evidence of CHIKV peptide selection; 2) the extent of selection
for peptides by the 8 different class I alleles; and 3) location of immunological hotspots (regions with high
concentrations of T-cell epitopes) for each class I alleles.

2 DMaterials and Methods

2.1 Data

A total of 38 structural and 30 non-structural CHIKV sequences were extracted from Swiss-Prot [3]. From
these, 73,247 nonameric peptide sequences (46,769 non-structural peptides, 26,478 structural peptides)
were generated and used for the current analysis.

2.2 Algorithm

We used hidden Markov model (HMM) and artificial neural network (ANN) as the prediction engines.
Each amino acid in a nonamer peptide is encoded as a binary string of length 20 with a unique position
set to “1” and other positions set to “0”. The outputs were binding scores ranging from 0 to 10, in
increasing level of binding affinity (non-binding, N: 0.00-2.99; low binding affinity, L: 3.00-4.99; medium
binding affinity, M: 5.00-6.99; high binding affinity, H: 7-10). For the HMM model, a first-order HMM
is applied in which the current system state is determined only by the preceding state. For the ANN
model, a 3-layer ANN was used. Peptides are predicted based on the consensus scores of both HMM and

1Singapore Immunology Network, A*STAR, Singapore. Email: diane_simarmata@immunol.a-star.edu.sg
2Institute for Infocomm Research, A*STAR, Singapore. Email: jctong@i2r.a-star.edu.sg

3Singapore Immunology Network, A*STAR, Singapore. Email: philippe_kourilsky@immunol.a-star.edu.sg
4Singapore Immunology Network, A*STAR, Singapore. Email: 1isa ng@immunol.a-star.edu.sg



P23 38

ANN models. In this study, immunological hotspots are defined as regions within a sliding window of
30 amino acids that contain 4 or more predicted high-affinity binders. The ANN and HMM algorithms,
training and testing were described in an earlier study [4].

3 Results

To examine whether HLA-A2 alleles show evidence of selection of CHIKV peptides, we screened 73,247
CHIKV nonameric peptide sequences (46,769 non-structural peptides, 26,478 structural peptides) for
their ability to bind to 8 HLA-A2 (A*0201, A*0202, A*0203, A*0204, A*0205, A*0206, A*0207, A*0209)
molecules. If an A2 allele is implicated in disease, we would expect a large proportion of the CHIKV
peptides to be positively HLA associated. Of 26,438 structural CHIKV binding sequences, the number
of A*0201, A*0202, A*0203, A*0204, A*0205, A*0206, A*0207, A*0209 predicted binding ligands are
45.3% (11,995/26,478), 68.4% (18,110/26,478), 66.56% (17,624/26,478), 53.7% (14,219/26,478), 72.52%
(19,203/26,478), 63.56% (16,829/26,478), 49.29% (13,052/26,478), and 45.3% (11,995/26,478) respec-
tively. A*0205 has the largest proportion of predicted binding ligands. 13 conserved A2-specific im-
munological (T-cell epitope) hotspots were predicted to exist (10 within the non-structural polyprotein;
3 within the structural polyprotein).

16000 5
14000 4
12000 4
I 10000 4
8000
6000

4000 4

Number of predicted binders

2000

0 4

A0201 AD202 AQ0203 A0204 A0208 AQ206 A0Q207 A0209
HLA A2 alleles

|l High binders B Medium binders #Low binders 0 Non-binders \

Figure 2: Number of predicted binding peptides for the 8 HLA-A2 alleles.
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Statistical Analysis of KMSKS Motif in
Aminoacyl-tRNA Synthetase by Building a Library
of Random Sequences
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1 Introduction

KMSKS loop is a symbolic name of well known motif which is highly related to ATP reactions in
aminoacyl-tRNA synthetase, and the loop is assumed to be responsible for acquiring energy in aminoa-
cylation process [3, 4]. The amino acid sequences of KMSKS loop are conserved with small mutations
among aminoacyl-tRNA synthetase of different species, and some analyses on the mechanism of the loop
have been performed [3, 2, 1]. However, concrete rules for the loop to keep the activation have not been
revealed yet.

Today’s bioinformatics approaches generally employ statistical analyses of the databases such as
PDB(Protein Data Bank), and those approaches have been proved to be quite successful in finding
motifs and other conserved sequences important for the activation of proteins. However, most of genome
information in the public databases was acquired from several natural proteins, and such the amino acid
sequences can be regarded as one of the optimal sequences. Therefore it would be quite significant to
build library of mutants having other sequences for the motif than that of natural proteins as many as
possible, and to analyze correlations between the motif sequences and the degrees of activities of the
mutants.

2 Building a Library of KMSKS Mutants

In order to find such the rules for KMSKS loop, the loop was replaced by the random sequences made of
five amino acids in the tyrosyl-tRNA synthetase(TyrRS), and a library of about a hundred of mutants of
TyrRS was build. Here the corresponding sequence of KMSKS loop in TyrRS of Methanococcus jannashii
is ‘KMSSS’, and ‘EGKMSSSKG’ is a sequence including neighboring amino acids of ‘KMSSS’. In this
work, ‘EGKMSSSKG’ was replaced by random sequences.

Activities of the mutants were measured by the Amber suppression method. The genome for the
chroramphenicol resistant protein was coded in the plasmid, and the plasmids are transformed into
competent cells. However, for this method, a condon for tyrosine in the genome is replaced by Amber
codon., and the genome of tRNA designed to install tyrosine into the position indicated by Amber codon
‘UGA’ is also cloned into the plasmid. If a mutant of TyrRS has an activity to combine tyrosine at
the place indicated by Amber codon, the chroramphenicol resistant protein will be synthesized, and the
competent cell will obtain resistance to chroramphenicol. Our library is obtained from colonies survived
on culture media contained chloramphenicol of 300mug/ml.

By this method, a lot of substitutable sequences for KMSKS can be obtained, and those complemental
data should be quite suggestive for informatics analyses. In this work, we performed a statistical analysis
of possible sequences of KMKSK loop.

3 Statistical Analysis of Mutational Expressions of KMSKS Loop

Table 1 shows numbers of colonies survived on the culture media containing 300g/ml chloramphenicol.
From the statistics, some important rules were suggested as follows. (1) ‘K’ at position 1 was not replaced
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by other amino acid residues. (2) Position 2 has a partial restriction for the mutations to keep activities.
(3) 71% of expressions at position 3, 4, and 5 were occupied by ‘S’, ‘G’, and ‘A’. (4) Residues at positions
of P2, P1, B1, and B2 have only a few restrictions for the mutations to keep activities. (5) ‘E’ or ‘D’ did
not appear at any positions.

From the above statistics, some rules were concluded as follows. (1) Positively charged side chains are
important to bind ATP which is charged negatively because of phosphate groups. (2) Negatively charged
side chains are not allowed because they should repel the ATP with negatively charged phosphate groups.
(3) ‘S, ‘G’, and ‘A’ are preferable in order to keep the loop flexible due to their small side chains with
poor reactivity.

Above rules are important for binding ATP by the loop. For the future work, we will continue to
study to reveal the dynamics how ATP is hydrolyzed by the KMSKS loops.
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Figure 1: KMSKS Loop in the structure of TyrRS.

Position Original Expression Expressions from survived colonies

P2 E (4)Y, (3)G, (2)LTVR, (1)THFAQMWCSP

P1 G (4)G, A, (3)T, V, (2)W, I, R, (1)LNCKY

1 K (41)

2 M (MM, (3)A, C, (2)Q, (1)S

3 S (22)8, (20)G, (11)A, (2)C, (1)T

4 S (22)S, (8)A, (6)T, (3)CV, (1)KN

5 S (23)S, (12)G, (6)RA, (5)C, (4)T, (3)FVML, (2)QYH, ()W K I
Bl K (7)G, (6)LR, (3)AS, (2)WN, (1)HVFY

B2 G (7)G, (4)L, (3)RAV, (2)SWYCN, (1)KDN

Table 1: Numbers of Expressions at each position around the KMSKS loop. In the above table, ‘(20)G’ in the row labeled

as ‘position 3’ means that ‘G’ was found from twenty colonies at position 3 where the expression was originally ‘S’.
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1 Introduction

The DNA sequence assembly, one of the most important problems of computational biology, is well known
for its high complexity, due to huge amount of erroneous and incomplete data. Many teams worldwide
put their efforts to provide heuristics producing satisfying semi-optimal outcomes [3, 4, 6, 8]. The errors
present in the data come from the previous stage in the process of recognizing genetic information of
organisms, namely the DNA sequencing. Recently a new biochemical method of DNA sequencing, 454
sequencing owned by 454 Life Sciences Corporation, has been introduced [5]. It gives highly reliable
output of low cost and in short time. 454 sequencing is based on the pyrosequencing protocol [7].
For assembly purposes this method is much better than the others from the point of view of sequence
reliability. On the other hand, its sequences are usually of length 100-200 nucleotides while fragments
produced by other sequencing methods are of length of a few hundreds of nucleotides.

The specificity of the data from the 454 sequencing impacts on an assembly algorithm used in the
computational stage. A new assembly algorithm has been proposed which deals well with these data and
outperforms other assembly algorithms known from the literature. The algorithm is a heuristic based
on a graph model, the graph being built on the set of input sequences. The computational tests were
performed on the data coming from real biochemical experiment, done in Joint Genome Institute in order
to sequence the whole genome of bacteria Prochlorococcus marinus.

2 Method and Discussion

In the proposed algorithm—SR-ASM (Short Reads ASseMbly)—three parts can be distinguished. The
first part computes feasible overlaps for all input sequences. It requires as the parameters, values of
the minimum overlap between two sequences and of the error bound, the latter being the percentage of
the mismatches allowed in the overlap of two sequences. The comparison is done also for the reverse
complementary sequences to the input ones, due to the assumption that the fragments come from both
strands of a DNA helix. In the second phase, a graph is constructed with the fragments as the vertices,
and two vertices are connected by an arc if there is a feasible overlap between the two fragments. Next,
a path is searched for, which passes through one of the vertices from every pair: either through the
straightforward fragment or its reverse complementary counterpart. Usually it is not possible to find a
single path in the graph and as the solution several paths corresponding to contigs are returned. At the
end, in the third part, a consensus sequence (sequences) is determined on the basis of the alignment.
The proposed new assembly algorithm has been tested on raw data coming from real experiment with
the 454 sequencer, done in Lawrence Livermore National Laboratory operating within Joint Genome
Institute. The data covered the whole genome of bacteria Prochlorococcus marinus, of length 1.84 Mbp.
The output of the sequencer contained above 300000 sequences of length about 100 nucleotides. Together
with the sequences their rates of confidence were provided. For the computational experiment, also
smaller sets of input sequences were prepared in order to compare the behavior of distinct methods
designed for the genome assembly problem. The model sequence was known and published [2]. However,
it was used only after the computations, for the comparison of the similarity with the obtained contigs.
Several publicly available algorithms were tested, among them PHRAP (http://www.phrap.org/),
CAP3 (http://genome.cs.mtu.edu/), TIGR (http://www.tigr.org/) and our previous assembly program
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ASM [1]. The tests of the algorithms were carried out on SUN Fire 6800 in Poznan Supercomputing
and Networking Center. The results of tests for algorithms SR-ASM, and PHRAP (produced the best
solutions except from our algorithm) are presented in Table 1. The criteria used to compare the outcomes
of the methods are: the number of contigs obtained by the methods, the quality of the largest contigs (i.e.
the similarity of a contig to a fragment of the genome), the coverage (the percentage of the total length
which was covered by the contig), and the time of computations. For the cases where the algorithms
resulted in more than one contig, the coverage and quality values are presented for three longest contigs.
In the table, “in-s” means the number of input sequences in instances, “in-¢” means the number of model
contigs, “qual” stands for the quality, “cov” for the coverage, and “cntg” for the number of contigs
obtained by the assemblers.

Among the methods—PHRAP, ASM, CAP3, TIGR, and SR-ASM—our algorithm appeared to be
the best both in the number of produced contigs and in the lengths of the contigs. The computational
time of algorithm SR-ASM is rather long, but the time is not crucial for assembly algorithms. SR-ASM
solved the whole genome in 80 hours, what is quite acceptable with regard to the time of obtaining these
data in biochemical experiments. It should be noticed that we have also a parallel implementation of the
same algorithm, which significantly reduces the time.
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e SR-ASM
in-s in-c  entg  qual [Jo] cov([R] timels] cnmtg qual [#] cov [R] time [s]
1000 1 1 93.49 100.00 5.0 4 06.93 0.4 3.5
99.32 9.66
BR.25 3.05
5000 1 1 94,83 100.00 310 T 7.7 90.27 10.2
B8.85 0.80
08.10 0.63
10000 1 1 04,80 100,00 113.0 10 99,60 47.98 37.2
99.51 34.35
00.52 10.38
50000 21 31 a5.18 10.17 5926.0 63 09.50 11.62 21586
92,56 10.10 06.49 7.40
o727 0.13 07.05 6.04
100000 42 T6 75.95 10.42 2298T.0 135 7317 6.74 4877
95.40 0.60 08.60 G648
95.14 6.04 099.60 5.82
150000 k] 132 70.48 7.7 57241.0 225 08.70 4.32 782.9
75.96 (.96 TO.58 3.69
05.40 6.41 00.65 3.32
300000 150 1711 a95.34 5.66 289513.0 5460 94.56 4.74 2067.9
0491 4.38 B1.66 1.80
95.07 310 08.56 1.88
I— S — |

Table 1: Results of the computational experiment for algorithms SR-ASM and PHRAP.
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ConView: An Easy and Fast Visualization Tool for
Contig Assembly
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1 Introduction

Contig assembly is an important task in the genome sequencing project. To support the high throughput
of the genome project, several contig assembly programs, such as Phrap [5] and ARACHNE [1], have
been developed.

The finishing process, which closes gaps and improves the quality of the data, is the most time con-
suming step in genome assembly because of base-calling errors, contaminations and repeated sequences.
To aid the contig assembly, visualization of a contig is essential. Finishing programs, such as Consed [4]
and Gap4 [2], which were developed to simplify contig assembly, provide user interfaces for editing and
annotating DNA sequences and navigating chromatograms of reads under the graphical environment.
Most visualization programs for the contig assembly run on the LINUX platform or have a complicated
user interface, requiring much effort to learn how to use it. Moreover, these programs require considerable
time and computer memory to open contig data.

We have developed an easy and fast contig viewer, ConView, to aid the contig assembly. It runs on
Windows PC and can read data in other platforms. To overcome the time and memory problems, a few
efficient techniques were implemented.

2 Features and Results

ConView reads an ACE file, which is an output file of Phrap, and lists contigs with horizontal bars pro-
portional to their relative lengths; Fig. 1(A). The ACE file contains overall contig information, including
the reads composition of the contigs. A detailed information window for each contig is displayed by
clicking the contig bar.

The Fragment representation mode shows the reads composition of the contig. In Figure 1(B), the
black line on the top represents the contig and the other bars represent reads. As a contig is assembled
using the high quality regions of reads, the regions are colored green on the read bars, whereas low
quality regions are colored red. The sequence representation shows the DNA sequences of the contig and
reads; Fig. 1(C). The ivory colored bases are the consensus sequence for the contig. Green and yellow
represent high and low scores in the base-calling results, respectively, whereas red represents bases that
are inconsistent with the consensus. The chromatogram representation reads the ABI chromatogram
files, which are generated by ABI DNA Analyzer, containing the fluorescence trace data of the four DNA
bases and shows their graphs on the reads positions; Fig. 1(D). The chromatograms are the raw data for
the base-calling programs, such as Phred [3], that identify the DNA sequences of reads. Because most
contig viewer programs operate on the LINUX platform, they are not easy for most genome researchers
to learn. ConView, however, runs on Windows PC and has a user-friendly interface.

Since an ACE file contains all contigs for a genome, it requires a considerable amount of time to read
contig data. Moreover, a huge contig consists of numerous reads, making it time consuming to arrange
reads according to their positions. We have solved these problems by making a hash file, which contains
the positions of contig data in the ACE file and the arrangement information of reads on the contigs.
Another issue in contig visualization is the overhead of reading chromatogram data while navigating and
sliding a contig. We have tried to reduce the waiting time and computer memories required to read
chromatogram files. ConView allocates memory for the chromatogram files of reads around the currently
displayed screen. While the window is sliding, it calculates the read composition displayed on the screen.
If a read is no longer included on the current screen, the memory allocated for its chromatogram is
released. When it runs files on a remote computer, it only transfers ABI files of reads currently displayed.

IDepartment of Computer Engineering, Chungnam National University, South Korea. Information Technology Institute,
SmallSoft Co., Ltd., Daejeon, South Korea. Email: mbio94@naver.com
2Information Technology Institute, SmallSoft Co., Ltd., Daejeon, South Korea. Email: kjpark@smallsoft.co.kr
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ConView allows researchers to navigate chromatograms at high speed without loading all chro-
matogram files of the contig in the memory.

3 Discussion

ConView contains several new features not contained in other programs. In developing this program,
we have focused on a user-friendly interface and fast execution, features that can allow the researcher to
work in a more comfortable environment. ConView has been developed as a visualization program that
can be easily integrated into our genome annotation system. Although the current version of ConView
reads only ACE files, the next version, now in development, will read various assembly files.
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Figure 1: The interfaces of ConView. (A) The main page after an ACE file is imported. Horizontal bars represent
relative lengths of contigs. (B) The fragment representation mode, which displays the reads composition of a contig. (C)
The sequence representation mode, which displays the DNA sequences of the contig and reads. (D) The chromatogram
representation mode, which displays fluorescence graphs of the reads.
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Deciphering Functional Linkages between
Mycobacterium Tuberculosis H37Rv Proteins via
Gene Ontology Similarity Scores
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1 Introduction

The functional genomic approaches lead researchers to focus into the dynamic aspects of biological
processes of living organisms such as translation, protein-protein interactions and functional linkages.
The present study is an effort to decipher functional linkages between the proteins of Mycobacterium
tuberculosis H37TRv (MTH) using Gene Ontology terms. The obtained maps of protein-protein functional
linkages provide a valuable insight into the role of genes involved in several biochemical pathways.The
Gene Ontology project provides a controlled vocabulary to describe gene and gene product attributes in
any organism. Gene Ontology Structure is organized in Directed Acyclic Graph (DAG) structure. In
the DAG, the root node is “Gene Ontology” which is followed by three nodes Cellular Component (CC),
Biological Processes (BP), Molecular Function (MF). These DAG structures of a pair of GO terms were
used to measure the similarity between them in terms of relative specificity similarity(RSS). The RSS of
a gene pair is considered as the measure for clustering the genes of MTH. There are 2554 genes with GO
annotations in MTH of which 2014 genes have been classified under the GO term “Biological Process”.
These 2014 genes were used for further computations of RSS leading to the generation of a data set
constituting ~20 million gene pairs. This data set has been statistically validated with data from KEGG
and METACYC databases. The Kolmogorov Smirnov (KS) Test was carried out to check how much a
test dataset differs from training set. The KS test results show that at the D value of 0.33, the two data
sets differ from each other significantly at RSS value of 0.46. Further, Z score analysis was carried out
to determine the statistical significance of RSS values with respect to the assignments of protein pairs
into different categories. The data set was divided into 10 data bins (ranging from 0.1 to 1.0) to carry
out the Z-score test. The confidence of the strength of the relationship between protein pairs measured
by RSS method was found to be higher in the GO bins > 0.8.

Based on statistical analysis, the genes were further clustered according to their RSS values into
different protein networks using two clustering approaches viz., Recursive and Gene centric. Recursive
clustering delineated the entire data set in to only 25 clusters as compared to gene centric clustering
where 334 clusters were detected. This number is close to that observed in KEGG and METACYC for
MTH (~200). Further manual analysis of gene centric clusters refined them to 139 clusters.

Analysis of the manually refined gene centric clusters helped in the elucidation of novel pathways as
well as assignment of new genes to existing pathways. For instance, in Fatty Acid Biosynthesis pathway,
there are 42 genes in the cluster of which 19 newly predicted genes were associated with Mycolic acid
biosynthesis, which clearly depicts the linkage between Fatty acid Biosynthesis and Polyketide Synthase
(PKS) of Mycolic acid Biosynthesis (as shown in Figure 1). This has significance as polyketide synthase
has definite role in pathogenesis of MTH. In carotenoid biosynthesis cluster, 4 new genes (viz., Rv3829c,
Rv0897c, Rv1432 and Rv2997), which are not previously reported in KEGG and Metacyc, were identified.
It is interesting to know that the orthologues of these genes have been reported to be part of carotenoid
biosynthesis in Mycobacterium marinium.

Detection of functional linkages using semantic similarity measures provides a different perspective to
understand biological phenomena. However, caution needs to be exerted while interpreting the relation-
ship between the genes because the accuracy of the method is as good or as bad as the GO annotations
provided by the existing tools. Prediction of functional modules using GO terms if applied in conjunction
with other approaches like phylogenetic profiling and gene neighborhood analysis provides more com-
prehensive knowledge for detection of protein networks. Such a methodology has not only been used to
validate the gene expression data but also helps in the identification of false positives in protein interaction
studies.

1Bioinformatics Team, Scientific Engineering and Computing Group, Centre for Development of Advanced Computing,
Pune University Campus, Ganesh Khind, Pune 411 007, India. Email: rajendra@cdac.in
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2 Software and Files

InterProScan and Blast2GO were used together to annotate the genes from MTB with respect to GO
For further statistical analysis and visualization of clusters, the in-house JAVA based software

terms.

tool is used. For back-end storage, MySQL Data base management system is used.
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Planes in 3-Dimensional Metabolite Triplet Data:
A Robust, Bayesian Approach

Bruno Schwenk,! Joachim Selbig,? Matthias Holschneider?

1 Data-Points and Planes

The correlation coefficient is a basic tools to asses a linear relationship between two metabolites in
metabolic data analysis. It can be interpreted in terms of the quality of fit of that can be obtained by
comparing the sample of data points in 2-dimensional space with all possible lines therein. We try to
generalize this by investigating planes in a 3-dimensional data-space. This allows to detect triplets of
metabolites, which are linearly covarying in the sense that one of them is a linear function of the other
two.

2 Methods

The strategy we employ is to compare the set of all possible planes to the data points by computing a
Bayesian probability density function (PDF) over a parameterization of the planes [2]. The comparison is
based on a Gaussian error model which allows to obtain the expression for the PDF analytically as well
as to include correlated errors into the analysis.

To ensure robustness against outlying values we calculate the PDF by a formula that includes the
possibility of outliers and in consequence is intrinsically robust [3]:

PDF = Zln [exp <—;W> + c}

i=1

A single plane is defined as the set of all points & that, for a given vector 7 of unit length and a real,
positive number 8 > 0, fulfills the relationship:

(7~ ) =0

In consequence the set of all planes is the Cartesian product of the unit sphere resulting from 7 with
the positive part of the real axis. An important point in applying Bayesian principles to planes is the
calculation of the invariant measure of this set [1], which was analytically feasible in our case, and the
definition of a dense, quasi uniform grid of discretization-points.

Fig. 1 visualizes the sphere part of the PDF, for a given value of 3, that results from the generic case
of a single data point in 3-dimensional space.

As part of a data analytical software tool we implemented and investigated various test statistics in
form of functionals of the Bayesian PDF, such as differential entropy, a polynomial measure of concen-
tration and curvature based statistics, that allow to detect if certain, plane related hypotheses are valid
for the given data.

3 Application to Metabolic Data

To demonstrate the practicability of the method we analyzed a set of triplets of metabolite intensities,
selected from data already published in [4], by comparing the values of different test statistics with
distinct, plane related hypotheses (namely: data lie on a plane, a line, a single point). The errors
that entered the calculations were highly correlated and based on the covariance matrix of the technical
replicates of the metabolite measurements. We found that in most of the triplets under investigation
data were clearly located on a straight line, in a space that’s metric was given by the error model.

Hnstitut fur Mathematik, Universitat Potsdam, Germany. Email: schwenk@math.uni-potsdam.de
2Max-Planck-Institut fur Planzenphysiologie, Golm, Germany. Email: selbig@mpimp-golm.de
3Institut fur Mathematik, Universitat Potsdam, Germany. Email: matthias.holschneider@googlemail.com
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Figure 1: Spherical part of the Bayesian probability-density-function (PDF), resulting from a given data-point Z = (0, 10, 0)

for a value of 8 = 5.5 (beta slice). The error model is isotropic with a standard deviation of o = 1.
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Deciphering Transmembrane Helix Recognition by
the ER Translocon
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1 Introduction

Most integral membrane proteins are composed of tightly packed transmembrane (TM) a-helices, which
are recognized and inserted into the membrane co-translationally by complex molecular machines called
translocons. The physicochemical characteristics of the membrane vary markedly over short distances,
which is reflected in the distribution of different amino acids in the membrane-embedded parts of integral
membrane proteins. But what is exactly the “molecular code” that allows a translocon to recognize TM
helices in newly synthesized polypeptide chains?

Here, we have analysed a large number of systematically designed transmembrane a-helices for their
insertion efficiency into dog pancreas rough microsomes in an in vitro translation system, Fig. 1.
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Figure 1: The model protein has two TM helices (TM1 and TM2) and a large luminal domain (P2). Systematically
designed TM-helices (H; grey) are engineered into the P2 domain with two flanking glycosylation acceptor sites (G1, G2).
Constructs for which the H-segment is integrated into the ER membrane as a TM helix are glycosylated only on the G1
site (left), whereas those for which the H-segment is translocated across the membrane are glycosylated on both the G1
and G2 sites (right).

2 A Quantitative Model for Transmembrane Helix Recognition

From the insertion efficiency data, a quantitative model for TM helix recognition by the endoplasmic
reticulum translocon was developed, in which amino acid contributions to the overall free energy of in-
sertion were assumed to be dependent on position along the membrane normal. Profiles describing the
contribution from each amino acid as a function of sequence position were represented by gaussian func-
tions (Fig. 2), the parameters of which were optimized to minimize the difference between experimentally
measured values and calculated values according to an additive model. The profiles resulting from the
optimization (Fig. 2; black curves) are similar to statistical free-energy curves (Fig. 2; grey curves), de-
rived from the distribution of the different amino acids along the membrane normal in high-resolution
membrane protein 3D structures; these profiles presumably reflect mainly interaction free energies be-
tween amino-acid side chains and the lipid bilayer. The effects from TM segment length and flanking
amino acids were also incorporated into the model.
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Figure 2: Profiles describing the position-specific amino acid contributions to TM helix insertion efficiency.

3 Prediction of Transmembrane Topology from First Principles

The position-specific scale of amino acid contributions shown in Fig. 2 was further implemented in a
simple hidden Markov model-based method to predict TM topology. In a benchmark on known 3D
structures of membrane proteins, our simple method was found to perform on par with the current best
statistics based TM topology predictors, which often contain hundreds of parameters optimized on known
membrane protein topologies, Table 1. TM helices containing e.g. charged residues towards the interfacial
region that are missed by other methods, can typically be found using the position-specific information
inherent in our method.

First principles-based methods Single Multi
SCAMPI 76%  85%
TopPred®¢ 79%  83%
TopPred 11 70% -

Statistics-based methods Single Multi
MEMSAT/MEMSAT3 57%  85%
TMHMM/PRODIV-TMHMM 60% 80%
HMMTOP 3%  74%
Phobius/PolyPhobius 63% 66%

Table 1: Fraction of correctly predicted topologies for single- and multiple-sequence versions of different prediction methods
on a high-resolution benchmark set of 123 PDB chains. SCAMPI and TopPred®& are based on the profiles in Fig. 2.
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BACOLAP: BAC Assembly based on Bit-Vectors
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1 Introduction

Genome projects calculate and publish overlapping pairs of BACs in order to derive longer genomic
sequence contigs sometimes called super BACs. These computations are expensive. A single dynamic
programming semi-global alignment of two BACs can take more than 10 hours. Hence, the large number
of such alignments required for genome projects make this method impractical. Faster algorithms for
assembling reads and ESTs, such as CAP3 [3] and the TGI clustering tool [6], are all unable to handle
BAC size sequences ranging from 100 to 300 kb. Other fast programs based on heuristic algorithms
for local sequence comparison such as the BLAST version BL2SEQ [7] and ClustDB [4] can deal with
large sequence sizes but often fail to detect complete overlaps since increased local error rates cause early
termination of local alignments. Then additional analysis is required to select and combine numbers of
local matches to complete sequence overlaps. Based on the SeqAn C++ library [9] we therefore developed
a faster and more direct tool to solve this problem.

2 Methods

Assuming two BACs A and B to overlap as shown in Figure 1 our new program BACOLAP uses a
combination of Myers [5] linear time bit-vector algorithm and Ukkonens [8] cut-off heuristic for approx-
imate string matching to compare the first 300 characters of sequence B with all of sequence A using
edit distance in order to detect potential start positions of the overlap in sequence A. Next, using the
same method, the last 300 characters of sequence A are compared with a limited region of sequence B
in order to identify possible ends of sequence overlaps. Note that an assumed maximal error rate limits
the length difference of the two overlapping sections of sequences A and B. Finally a combination of
Myers [5] bit-vector algorithm with the divide and conquer method by Hirschberg [2] quickly calculates
the exact edit distance alignment for given start and end positions in sequences A and B, respectively.
The latter algorithm was developed by Aiche et al. [1]. Not seldom BACOLAP generates more than one
possible sequence overlap with error rate below some given threshold. Then a special post processing of
the alternative alignments reveals repeats, low complexity regions, possible sequencing errors and clone
differences within the overlapping sequence sections.

initial search space for starts

v

overlap 1
overlap 2
7 overlap 3

sequence A : sequence B

|mp|ied<search space for stops

Figure 1: Potential overlaps for sequence A and B.

IDepartment of Bioinformatics, University of Leipzig, Germany. Email: jensenuk@web.de
2Institute for Molecularbiology and Bioinformatics, Charit’e, Berlin, Germany. Email: juergen.kleffe@charite.de



P31 52

3 Results

The performance of BACOLAP was tested by calculating the overlaps of 954 completely sequenced BAC
pairs published by the medicago sequencing consortium [10]. The maximum alignment error rate was set
to 33.3%. For comparison we ran ClustDB [4] with a maximum error rate of 33.3% within each alignment
window of size 300 and BL2SEQ [7] with gap cost —2, gap extension cost —1, mismatch cost —1 and match
cost 1. As shown in Table 1, BACOLAP confirmed 944 overlaps and suggests multiple solutions in 75 of
these cases. ClustDB [4] confirmed 906 and BL2SEQ confirmed only 874 proving maximal sensitivity for
BACOLAP. The increased time of computation is acceptable. 38 overlaps found by BACOLAP but not
found by ClustDB contain insertions into one sequence which cause inhomogeneous alignment quality.
The window alignment criterion of ClustDB was developed to detect such cases. The local alignment
tool BL2SEQ got irretated for the same reason. In other 32 cases BL2SEQ found local matches reaching
close to sequence ends. The 10 overlaps missed by BACOLAP were missed by BL2SEQ and ClustDB
as well. For 5 of these cases we observed, that no overlap could be found because there is a sequence
contamination at the beginning or the end of one of the sequences. For the other 5 cases BL2SEQ could
not find any local alignment that could belong to an overlapping region. We also observed that the
overlaps found by all considered programs were mostly the same. This suggests to use BACOLAP only
on those pairs of BACs for which ClustDB or BL2SEQ failed. Such a combined procedure takes only 26
minutes to confirm 944 overlapping BACs. But an important advantage of BACOLAP is that it finds
multiple solutions if possible, while ClustDB and BL2SEQ provide just one. Multiple solutions may
suggest further sequencing to correctly determine the considered genomic sequences and give a reason to
use BACOLAP for all BAC pairs.

BACOLAP ClustDB BL2SEQ ClustDB & BACOLAP

found overlapping pairs 944 906 874
overlaps found with multiple solutions 75 0 0
overlaps not found 10 48 80
time elapsed 39 min 19 min 8 min 26 min

Table 1: Results of a comparison between BACOLAP, ClustDB and BLAST 2 Sequences.
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Host Pathogenesis and Lateral Gene Transfer
Revisited: Challenges to Evolution
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1 Abstract

Bacteria are simple but make complexity possible through various diseases that they cause. Various
pathogenic bacteria have proven to be important not only in terms of pathogenesis but also in the light
of evolution of any genes that might have transcended from bacteria to the host through lateral gene
transfer. Here we bring a short over view challenging the role of gene transfer in pathogenic and non
pathogenic bacteria that take light in evolution.

2 Background and Motivation

So far, there are over 874 micro-organisms known to be sequenced while many of the bacterial proteins
that are involved in host pathogenesis might have transferred to primate hosts like human. It has earlier
been stated that the estimates of bacterial diversity from various sources show that pathogens represent a
very small portion of microbial species while most of them don’t cause infections. With Systems Biology
on rise, researchers are trying to understand Protein-protein interaction (PPI) networks, if such transfer
is eminent between organisms using interologs, allowing model organisms like bacteria to supplement the
interactomes of higher eukaryotes. It may be noted that the pathogenic bacteria might have lost some
virulent genes while non-pathogenic ones might have acquired virulence factors during evolution. Of late,
there are experiments showing such hypothesis that have taken two general forms: in the first, genes
from the pathogen are assayed for their ability to confer a virulence phenotype upon a normally avirulent
strain, and in the second, genes from pathogens are also tested via mutational analysis for their role in
virulence. Analysis of sequences recovered by these methods has made it evident that many of the genes
required for virulence are restricted to pathogenic organisms and have been introduced into genomes
by lateral transfer. Although point mutations may sometimes modulate a virulence phenotype, gene
acquisition is much more prevalent as the basis for virulence evolution within lineages. This process is so
persistent that species-specific chromosomal regions containing virulence genes are now classed under the
general heading of “pathogenicity islands”. Our bioinformatical approach aims at identifying proteins or
genes involved in host pathogenesis considering Streptococcus pyogenes strains as an example.

3 Conclusions

We conclude and foresee the following challenges for identifying proteins or genes involved in host patho-
genesis:

1. Finding substitution rates within a pair of protein homologues in different strains. In doing so,
several housekeeping loci could be chosen for the characterization of isolates thereby determining
their population genetic structure. The nucleotide sequence can then be determined for changes of
substitutions.

2. As the evolutionary transitions underlying pathogenic and non-pathogenic means are varied, it
has been understood that most necessitate gene transfer and gene loss. We could come across
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Figure 1: Acquiring genes necessary for host interactions is known to be the most successful methods to identify if

virulence is associated with any of the non pathogenic strains or vice versa. The left main Venn indicate the strains with

point mutations while the right main Venn denote the virulence phenotype of the strain in discussion (Streptococcus spp).

The “Pathogenecity Islands” take up the union of these two strain sets resulting in various permutations and combinations of

strains. The other overlapping Venn determine the proteins that possibly could play the role in host-pathogenesis. Finding

genes involved in various functions could understandably determine how many genes evolute or devolute, genes lost and

found.
bacterial lineages from Rickettsia prowazekii as it is considered to be the mitochondrial progenitor.
As more and fuller sequences are available after whole genome shotgun (WGS) approach, there is
a tremendous scope in developing tools that bacterial proteins have roots traced to mitochondrial
proteins of hosts.

3. A need for a database of such proteins could essentially be developed that would be of wide use for

evolutionary biologists involved in understanding molecular phylogeny.
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1 Introduction

Protein domains are units of evolution [11, 13]. Domain combination analysis has been applied for
examining proteins in various aspects. For instances, the analysis of co-occurring domains were related
to protein functions [1, 6] and the prediction of protein cellular localization [10, 3]. Domain fusion was
used for predicting protein-protein interactions [9, 4]. Domain graph [15] and domain distance [2] were
introduced for exploring global properties of proteins in the genomes and investigating protein evolution,
respectively. While various analyses of protein domains have been performed, available Web-based tools
and servers such as PDART [8], CDART [5], and PfamAlyzer [7] mainly enable protein homology search by
domain architectures (DAs). ATGC-Dom Web server was built with the aim to enable the comprehensive
and customizable comparative analysis of proteomes based on DAs. It integrates three main analyses:
(1) comparative proteomes based on DA search and alignment, (2) comparative domain versatilities and
abundances based on domain graph, and (3) comparative protein evolutions based on domain distance.
For customizable analyses, the user could either provide their own data sets in InterProScan raw format
for various domain prediction tools or select data sets from system-provided database. We describe the
three main features of the ATGC-Dom Web server in the following.

2 ATGC-Dom Web Server Features

2.1 Comparative Proteome

The “comparative proteome” page lets the user enter proteins of interest and search for target proteins
with the same or similar domain architectures. Proteins of interest could be provided by the user in raw
format of InterProScan result. Or, the user could search for proteins of interest from system-provided
database using (1) general terms such as “flowering”, “circadian rhythm”, or Gene Ontology (GO) ID
such as “G0:0007623”, or (2) a combination of arbitrary domains. Proteins of interest will be searched
against target proteins by which the user provides as the other InterProScan result in raw format or the
user selects from system-provided database. The user may also specify DA score for the cutoff. The search
result is in a BLAST-like fashion summarizing number of matched target proteins by target organisms
for each protein of interest. The user may explore the alignments of the matches in details. The results
of comparative proteome highlight the conservation and diversification of proteins of interest based on
their domain architectures within and across input data sets. They suggest protein sets with possibly
redundant functions, possible annotations for unknown proteins, single copy genes in the genome, etc.

2.2 Comparative Domain Versatility and Abundance

The “comparative domain versatility and abundance”? page lets the user explore versatility and abun-
dance of protein domains within and among protein sets (e.g. among pathways in the same organisms,
or among organisms for the same pathway). The user may provide some protein sets as InterProScan
resulted files in raw format and select other sets from the system-provided database. The search result
is in a table fashion summarizing the versatility and abundance of each protein domains for each protein
set. The table allows the user to sort protein domains according to their versatilities or abundances. The
user may explore the domain graph and protein lists of each co-occurring domains in a protein set and
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compare domain graphs among protein sets. Also, the domain graph is customizable to have direction,
where an arrow from domain A to domain B represents the having of proteins with two consecutive
domains A and B in the order from N- to C- terminals. The user may export domain graph in JPG,
PNG, SVG, or PDF format. The domain graphs visualize conserved and diverged co-occurring domains
across input data sets with different versatilities and abundances.

2.3 Comparative Protein Evolution

The “comparative protein evolution” page appears to the user after the user chooses all or some of the
proteins resulted from other analyses. It calculates a distance matrix according to distances of domain
architecture alignments. The user may choose to compare trees built from (1) different algorithms, or
(2) different search tools (e.g. hmmpfam, hmmsmart, etc.), as well as (3) DA-based and sequence-
based distance matrixes. The user may interactively explore trees of the proteins of interest and their
domain architectures in scalable vector graphics (SVG) images. Proteins from different organisms are
differentiated by colors. The user may export the images in JPG, PNG, SVG, or PDF formats. In
addition, we incorporated a software tool for phylogeny comparison [12] for the user to interactively
compare trees. The comparative protein evolution results help a user to explore common ancestors,
conserved domains among proteins during the evolution, and lineage-specific domain architectures

3 Concluding Remarks

The ATGC-Dom Web server provides a comprehensive comparative analyses of proteomes based on
domain architectures. It integrates aspects of domain architecture analyses into an all-in-one software
suite publicly accessible by users via web interfaces. It is designed as a generic system, where user-
provided data sets are allowed. Moreover, it is distinguishable from previous systems where it not only
performs protein search and alignment but also allows the exploration of protein evolution, as well as
helps examining versatile domains and their compositions.
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1 Introduction

High-throughput protein interaction data are becoming the foundation of many biological discoveries.
However, high-throughput protein interaction data are often associated with high false positive and false
negative rates. We develop here a computational method to identify missing interactions from high-
throughput data. Our method generates interacting motif pairs from protein sequences and protein
interaction networks, and uses them to predict new protein interactions. A confidence score is calculated
for every interacting motif pair, and the interacting motif pairs are then used to assign a confidence score
to every protein pair that does not interact in the given interaction network to indicate their possibility
of being false negatives. We generated interacting motif pairs using the DIP yeast interaction dataset,
and evaluated the predicted protein pairs using functional homogeneity. We showed that the interactions
predicted by our method have high functional homogeneity, and 62 of the top 100 predictions can be
found in the MIPS CYGD database.

2 Method

Given a protein interaction network, our method works in four steps.

Step 1: Purify interaction network. It has been estimated that more than half of current
high-throughput data are spurious. Therefore, we first remove spurious interactions from the protein
interaction network using a simple measure called CD-distance, which was shown to be very effective
in finding false positive errors from high-throughput interaction data [1]. The CD-distance between two
proteins p; and ps is defined as CD(p1,p2) = 2 * A12/(A1 + As), where Ajs is the number of common
interacting partners of p; and po, and A; and Ay are the number of proteins interacting with p; and ps.

Step 2: Generate motifs. Our motif generation method is similar to that used in [2]. We identify
groups of proteins that have common interacting partners, called CP protein groups, from the purified
interaction network. A CP protein group contains at least [ proteins and have at least k common
interacting partners. Then for each group, we find sequence motifs from the associated protein sequences
using PROTOMAT. To avoid generating too many highly similar motifs, we consider only the maximal
CP protein groups for motif generation.

Step 3: Generate interacting motif pairs. We consider every possible pair of motifs and calculate
their interacting confidence scores. The confidence of a motif pair (m, ms) is defined as conf(mi, ms) =
Ninteract(m1, ma)/Neotai(m1, ma), where Ninpteract(mi, ma) is the number of interacting protein pairs
containing (my,ms) and Nigtai(m1, ms) is the total number of distinct protein pairs containing (mq, ms).

Step 4: Assign confidence scores to protein pairs. The confidence of a pair of proteins
(p1,p2) interacting with each other is defined as conf(pi,p2) = CD(p1,p2) * Confmer(p1,p2), where
con frmif(p1,p2) is the maximal confidence of the motif pairs contained in (p1,p2). After the confidence
scores of the protein pairs are calculated, we rank the protein pairs in descending order of their confidence,
and predict the top ranked protein pairs to be interacting.

3 Results

In our experiments, we use the DIP yeast interaction dataset dated 12/03/2006. True interacting proteins
usually share some common functional role. Hence we use the degree of functional homogeneity among
interacting protein pairs as one of the measurements to evaluate our method. We use the molecular
functional annotations in Gene Ontology (GO) to calculate functional homogeneity.
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Our method (“motif pairs”) uses both interacting motif pairs and the CD-distance of the protein
pairs to calculate the confidence scores. We compare it with the method that uses CD-distance alone
to assign confidence scores to protein pairs. Figure 1 shows the degree of functional homogeneity of the
predicted interactions using the two methods. It shows that the generated interacting motif pairs are
effective in finding false negative errors. The degree of functional homogeneity of the top 100 interactions
predicted by our method is 74.4%, which is significantly higher than the overall functional homogeneity
of the protein pairs not in the DIP yeast interaction dataset (11.5%).
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Figure 1: Functional homogeneity of the predicted interactions with respect to the number of predictions

We also verify the predicted interactions in the MIPS CYGD database. For the top 100 interactions
predicted by our method, 62 of them are in the MIPS CYGD database. Among the 62 interactions, 5
interactions are direct physical interactions supported by coimmunoprecipitation experiments, one is a
genetic interaction, and the remaining 56 interactions are found in complexes. For the top 100 interactions
predicted by CD-distance, only 17 are in the MIPS CYGD database, and only one of them is a direct
physical interaction. The remaining 16 interactions are found in complexes.

We further study the ability of our method in discerning interacting and non-interacting protein pairs
as follows. We randomly remove some interactions from the original DIP yeast interaction dataset, and
use the remaining interactions to generate motif pairs. The removed interactions are regarded as true
interactions, and they are used to form testing datasets together with some artificially generated non-
interacting protein pairs. We generate 100 testing datasets, and we use the average for the final results.
Let N, be the number of interactions removed and NV,, be the number of non-interacting protein pairs
selected.
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Figure 2: Effects of the ratio of N,, to N, (N,=1000)

Figure 2 shows the performance of the two methods under different ratios of IV, to N, when 1000
interactions are removed. With the increase of the number of non-interacting protein pairs in the testing
datasets, more non-interacting protein pairs are predicted to be interacting, but the number of interacting
protein pairs that are predicted to be interacting remains the same, so the precision of both algorithms
decreases, and the CD-distance method suffers more than the motif pair method.
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1 Introduction

Restriction mapping is a common technique in developing a physical genetic map. One of the main
approaches in the restriction mapping is the partial digest method. Unfortunately, partial digest suffers
from several serious drawbacks, which prevented it from being broadly used in biological laboratories [4].
In order to overcome the disadvantages of the partial digest method, Blazewicz et al. [1] proposed the
simplified partial digest method, which is much easier to implement, and more accurate and robust with
regard to the experimental errors. It consists of two biochemical experiments. In the first, one enzyme
cuts clones of the target DNA at exactly one appropriate restriction site, and in the second, it cuts at all
n appropriate sites. The lengths of the obtained DNA fragments are further measured. The modeling
combinatorial problem (Simplified Partial Digest Problem, SPDP) is NP-hard in the strong sense [2].
Several solution algorithms for SPDP are known in the literature. They are able to solve moderate size
instances of the problem, and do not always provide satisfactory quality in the case of measurement
errors. We present new efficient approaches for SPDP. The input for SPDP consists of two multisets of
numbers, A and B, where A contains n pairs of end distances, and B contains n + 1 intersite distances.
The output is a sequence of n restriction sites (DNA linear structure) represented as points in the interval
[0, L], where L is the length of the target DNA

2 An Overview of New Algorithms for SPDP

For the error-free case of SPDP we present an original dynamic programming algorithm, denoted as DP,
which is efficient when the number of distinct intersite distances, denoted as g, is small. The worst case
running time of DP is O(n??). Approximation algorithms are derived for optimization versions of SPDP.
These algorithms do not guarantee the construction of a correct DNA map but they are able to construct
a DNA map, which is sufficiently close to the correct one. Their advantage is the computational time,
which is polynomial in the worst case. On the basis of our new graph-theoretic model for SPDP, we
develop three practically useful heuristics, denoted as SWITCH, PATH-F and PATH(x), where x is the
algorithms parameter. The model itself can be applied to reduce the search space for an optimal (exact)
solution of SPDP. The worst case running time of SWITCH is O(nlogn), and those of PATH-F and
PATH(z) are O(n®) and O(n*maz{n,x}), respectively.

3 Computational results

We used the simplified partial digest method to find a solution for the incomplete partial digestion data
obtained in [3]. An algorithm for the Partial Digest Problem is useless in this case because it does
not work with incomplete experimental data. Computational experiments with the proposed exact and
approximation algorithms demonstrated their efficiency. Specifically, algorithm DP was able to solve
instances of the error-free SPDP with hundreds of restriction sites in less than one second on a standard
PC. It outperforms the fastest enumerative algorithm (ENUM) on random data if the number of distinct
intersite distances ¢ is less than 10% of the total number of restriction sites n, see Table 1.
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Running time, msec

ENUM Dp

q Average Std deviation Average Std deviation

40 106 43.1 75 24.8
50 111 28.1 85.2 18.5
60 125 66 97.8 43.8
70 114 41.8 96.3 329
80 140 42.7 126 38.7
90 151 137 140 106
100 162 89.6 161 87.3
110 154 114 161 108
120 175 92.4 196 103
130 152 144 193 168
140 190 226 241 272
150 174 115 282 208

Table 1: Running time of algorithms ENUM and DP. Random data, n = 1000.

Computational experiments with our approximation algorithms demonstrated that, for instances of
SPDP generated using real DNA sequences from GenBank with 20 < n < 50, and for randomly generated
instances with n = 50, algorithms PATH-F and PATH(n?) always delivered an exact solution, see entries
“100%” in Figure 1. The fastest of our approximation algorithms is SWITCH. It securely produces all
correct end distances and at least n/2 4+ 1 correct intersite distances. For 20 < n < 50 and data from
GenBank, it found 90% of exact solutions, and the average percentage of correct intersite distances was
99.9%.

Size of Average % Ezxact Average % Ezact

instances SWITCH PATH-F PATH(n2) n SWITCH PATH-F PATH(n?2)

20 < n < 50 90% 100% 100% 50 5% 100% 100%
50<n <100 583%  98.7% 93.3% 100 10% 100% 96%%
100<n <150 12.5%  84.5% 51.3% 200 0(7" 56(7" 0(7"
150 <n <200 0% 49.6% 0.32% b b b

300 0% 14% 0%
200<n <250 0% 13.8% 0%

400 0% 0% 0%
250 <n <300 0% 0% 0% 500 0% 0% 0%
300<n<350 0% 0% 0% 600 0% 7 0%
350 <n <400 0% - 0% ° °

(a) Genbank data (b) Random data

Figure 1: Percentage of exact solutions found on Genbank data and random data.

All three proposed approximation algorithms can be considered as a good tool for solving real-life
SPDP instances. The choice of the specific approximation algorithm depends on the input data, desired
solution quality, and computational time limit.
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1 Introduction

Living cells have a remarkable ability to process information generated by extracellular stimuli and make
complex behavioral decisions. Many of these cell fate decisions, including death or survival, are made
by networks of dynamically regulated signaling proteins. Deregulation of signaling networks governing
these cellular mechanisms results in the invasive nature and uncontrolled growth of tumor cells that are
hallmarks of cancer. To effectively target signaling mechanisms in cancer cells, it is necessary to have a
systems-level understanding of cell signaling. We applied a systems biology approach to the study of the
platelet-derived growth factor (PDGF) signalling network and its protective effect against cell death in
T98G glioblastoma cells initiated by tumour necrosis factor-related apoptosis-inducing ligand (TRAIL).

2 Approach

We implemented an iterative framework for exploring the PDGF signalling network: using information-
theoretic analysis of multivariate, dynamic and quantitative signalling data generated from a reduced
system of 4 signaling proteins involved in PDGF signalling, we hope to generate novel insights and
hypotheses for further exploration of the network. We seek to answer two key questions in understanding
cell signaling systems: what are the components involved and how are these components related? We use
information-theoretic measures to identify the most informative signals or combination of signals that can
predict death-survival responses and further infer causal links between these signals that are important
in determining cellular response.

3 Results

Our analysis led to predictions that were experimentally verified using pharmacological inhibition of the
signaling network and also generated new hypotheses that are the subject of further investigation.
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1 Introduction

RNA is known to be the foreground actor in the storage and communication of biological data. Recent
discoveries has proved that it also performs enzymatic catalysis, thus, being likely to have been an
initiator of the first living systems [3] The details of RNA structure influence the functionality of this
molecule. Thus, determination of RNA tertiary structure is a crucial task in biological studies, with major
contribution from NMR and X-ray crystallography. Despite the progress in both of these techniques,
recognition and analysis of RNA structure is still very difficult. In case of NMR spectroscopy, a resonance
assignment step is a bottleneck in the process of high-resolution structure determination and makes an
analysis of large structures hardly possible. During this procedure transfer pathways between interacting
atoms are reconstructed in the spectra and NMR signals are assigned to appropriate atoms of the molecule.
The following interactions can be considered: correlation between (i) base-pair protons, (ii) H1 and H6/HS8
protons, (iii) ribose protons, (iv) ribose and 3!'P [5]. Figure 1 shows an example of transfer pathway
reconstructed during an analysis of H1 and H6/HS8 protons in the fragment of 2D and 3D NMR spectrum
obtained for r(ACGU) molecule.

L d Y
" o e
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Figure 1: H1-H6/HS path in 2D NOESY spectrum (a) and C1-H1-H6/HS8 path in 3D HSQC-NOESY spectrum (b).

At present, most NMR studies of RNA are based on 2D spectra analysis. Performing 3D experiments is
more expensive but provides spectra of much better resolution. Here, we propose a new theoretical graph
model to represent the problem of the transfer pathway construction in 3D NMR spectra. Considering one
selected pathway of magnetization transfer between H1 and H6 / H8 atoms, we compare its reconstruction
within 2D and 3D spectra recorded for RNA molecules. We introduce a new algorithm for an automatic
generation of paths in three-dimensional spectra and we conclude on the differences between 2D and 3D
aspects of resonance assignment.

2 Methods

The problem of resonance assignment within two-dimensional NMR spectra has been modeled on the
basis of graph theory and new type of graph, called NOESY graph, has been introduced [1, 2]. It seemed
natural to follow the same idea in case of three dimensions. However, since resonance assignment in
three-dimensional spectra differs in several aspects from the 2D case [4], transformation of a NOESY
graph to make it represent 3D spectra appeared ineffective. So a new graph model, called a spectral
graph, has been proposed.
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Let us consider undirected graph G = (V, E), where V is a set of vertices and E is a set of edges.
Furthermore, let us assume that G has the following properties:

1. every vertex v; € V represents a cross-peak from the spectrum,;
2. the number |V of vertices in graph G is equal to the number of cross-peaks in the spectrum;

3. every edge e; € E represents a potential connection between two vertices of V' having: (a) exactly
two common coordinates (we will call it an ordinary edge), (b) exactly one common coordinate (we
will call it a diagonal edge);

4. every edge e; € F is associated with a label I; = {0,1,2,3,4,5} in the following manner:

if v,,, and v,, differ in Z dimension
if v,, and v,, differ in Y dimension
if v, and v, differ in X dimension
if v,, and v,, differ in X, Y dimensions
if v,, and v,, differ in X, Z dimensions
if v,, and v,, differ in Y, Z dimensions

lj(ej (Vs vn)) =

Tk W N~ O

5. the number |E| of edges in graph G equals all possible ordinary and diagonal connections that can
be drawn in the spectrum.

If we consider labels as colors, we obtain 6-edge-coloured graph, i.e. sextuple G = (V, Ey, E1, Ea, E3, Ey, E5),
where V is a set of vertices and Fy — —FEj5 are disjunctive sets of edges labeled 0-5, respectively. Any 3D
NMR spectrum can be transformed into such a graph. Appropriate modification of properties (3) and
(4) of the above definition makes it suitable for a representation of n-dimensional spectra, where n =2,
4, 5, etc.

A transfer pathway Pg, which results in a resonance assignment of selected atoms, can be recon-
structed within the spectral graph G according to the following rules: every vertex v € V and every
edge e € F may occur in the path at most once, the path does not contain collinear edges, every edge
ex € Pg,k = 1...1, with label [}, satisfies the following condition: I € {0,1,2}, I # lpt1, 1k # lipt2
in case of path crossing homonuclear interactions or (I mod 3) = (41 mod 3) in case of heteronu-
clear interactions. The final condition determines which labels (colors) are considered when the path is
constructed.

3 Results

A new algorithm for a reconstruction of transfer pathways within 3D NMR, spectra has been designed. It
is based on a Hamiltonian path construction procedure and uses domain expert knowledge to decide on
the type of a pathway (homo- or heteronuclear interactions considered) and to reduce the search space.
The algorithm has been implemented in C language and tested on a set of simulated 3D NMR spectra. As
in case of 2D NMR spectra analysis [1, 2], a possibility of an automatic generation of transfer pathways
greatly facilitates the process of resonance assignment.
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Robust Optimization for Biological Network
Calibration

Bo Kim,!? Bruce Tidor,>3* Jacob White!+?

As biological systems are being increasingly investigated from the network point of view, there is an
escalated demand for computational models that quantitatively characterize those systems. For instance,
as dysregulation of apoptosis is found to contribute to various autoimmune diseases and cancer [1],
developing comprehensive and predictive models of the signaling pathways for apoptosis may help quantify
the effectiveness of candidate treatment targets.

An essential yet time-consuming task in building these models is using available data to calibrate the
parameters that define the model. When signaling pathways are modeled using differential equations
derived from chemical kinetics, the parameters subject to calibration are chemical reaction rates or
initial concentrations of species. The task then is to determine the set of parameter values so that
the model generates outputs that match experimental measurements. A major barrier to successful
model calibration is the limited amount of available experimental data. Therefore, it is often the case
that multiple sets of parameters produce outputs that match the measured data, and it is difficult to
determine which of these many parameter sets correspond to a model that will be predictive.

Because many parameters must be estimated from only a small amount of data, additional biologically
reasonable constraints that keep the estimation problem tractable may be especially useful in order to
select the correct parameter set among many. Based on the intuition that a critical behavior of a system
is not likely to have been designed to react dramatically to ubiquitous noise and varying surrounding
conditions that cause small parameter changes, robust optimization methods are explored to calibrate
computational models of biological systems. Results have been obtained from using an algorithm based on
sampling, and they suggest that robustness may be a reasonable biological constraint to add in optimizing
for the parameters. Furthermore, including robustness as a constraint seems to make calibration based
on noisy measured data more manageable, while indicating the need to carefully examine the choice of
data that parameter estimation is performed with respect to.

Research thus far has been conducted primarily in the context of signal transduction pathways, includ-
ing the mitogen-activated protein kinase, Fas signaling, and epidermal growth factor receptor (EGFR)
pathways. In each case, the number of parameters to be estimated was taken to be approximately 2 to
5 times greater than the number of available data points. These pathways have long been under heavy
investigation for their relevance to cancer research; in particular, components of the EGFR pathway
have been targeted for cancer therapy, with malignant cells of multiple myeloma patients being found to
over-express a number of EGFRs and their ligands [2].
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Specificity and Affinity of Protein-Protein
Interactions: From a Systems Biology to a Molecular
Point of View

Pablo Carbonell,! Antonio del Sol!

1 Introduction

Protein-protein interactions are crucial to most cellular processes. Hence, knowledge about these inter-
actions is essential for understanding biological functions. Most studies of protein networks rely on the
analysis of global characteristics of network topologies, ignoring structural and physico-chemical aspects
of each interaction. However, the understanding of the organization and functioning of protein interaction
networks requires a combination of network analysis with a detailed characterization of the molecular
principles that underlie individual protein associations. Here we combine this two approaches by inves-
tigating specificity and affinity of protein-protein associations based on a thermodynamic and structural
basis.

2 Results

We compiled a dataset of protein-protein interactions with structural information from the yeast inter-
actome. For each interaction we were able to find a representative structure of the complex. Using
the structural information, we identified hub proteins, clustered their binding sites, and classified them
into singlish-interface hubs (involving only one interface for binding) and multi-interface hubs (involving
more than one interface for binding). Furthermore, we counted the number of nonredundant partners
interacting through each interface. Specific binding sites were defined as those binding sites interacting
with only one partner, whereas promiscuous binding sites interact with more than one partner.

We calculated hydrophobic patches on the protein hub surfaces [1], seeing a clear tendency for the
multiinterface hubs to have on average a larger number of patches distributed over their surfaces. This
result suggests that the patches analysis could be used to identify multi-interface hubs, which, according
to previous studies, are more likely essential for cellular viability [2].

The affinity of the interactions was estimated by calculating the binding free energy of each interaction.
Our estimations were based on the rigid structure of the complex, and therefore large entropic contribu-
tions such as ordering of disordered binding sites upon binding were not considered. Consequently, in
our estimations those interactions associated with disordered binding sites were found to require a high
enthalpic contribution to compensate the entropic cost of binding. Based on this finding, and in order
to estimate the binding free energy more precisely, we restricted our affinity analysis to protein-protein
interactions involving ordered binding sites

We identified residues essential for binding (hotspots) for each protein interface [3], and analyzed how
they were distributed across the set of different interactions. Hotspots that were found in more than
one interaction might play an essential role for determining affinity, whereas those associated with single
interactions could be responsible for binding site specificity.

Specificity and affinity in protein-protein interactions. We observed some significant correlation be-
tween the binding free energy per residue (as an estimator of binding affinity) and the number of inter-
acting partners for each binding site (see Figure 1). In other words, promiscuous binding sites tend to
interact with lower affinities with their partners in comparison with specific binding sites. Randomiza-
tion of our data was used to test the significance of our results. Further results showed that, as it was
expected from this finding, interactions involving specific binding sites in both interacting partners tend
to be stronger than interactions involving promiscuous binding sites in both interacting partners.
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3 Conclusion

Protein-protein interactions can be analyzed from a broader perspective by combining network and struc-
tural properties. Our results suggest that physico-chemical and thermodynamic properties estimated from
structural information such as surface patches, binding hotspots, and free binding energy; might be re-
lated to network properties such as binding site specificity. Namely, our analysis on hubs binding sites
shows that interaction affinity is regulated by binding specificity. Indeed, promiscuous binding sites are
mainly involved in weak interactions, which are common in molecular functions involving several interact-
ing partners, such as transcription regulator activities. Furthermore, we find that interactions associated
with disordered binding sites require a high enthalpic contribution to compensate the entropic cost of
binding. These results shed light on the mechanism of protein-protein interactions, and may be useful in
the discovery process of high-affinity specific compounds that target protein-protein interactions.
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Figure 1: Specificity vs. affinity in protein-protein interactions. Specificity for each protein-protein interface is given by
the number of partners which interact through it; affinity is calculated as the average binding free energy per residue for
each degree of interface specificity. Error bars have been represented on each bin, as well as the fitted regression line (r =
-0.89).
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Using Gene Expression Analysis for Drug Pathway
Identification: An Example on Nasopharyngeal
Carcinoma (NPC)

Dong Difeng,! Limsoon Wong?

1 Introduction

Nasopharyngeal carcinoma (NPC) is a malignant cancer in the head and neck region, with especially
high incidence in South China, Southeastern Asia and North Africa. Recently, a cyclin dependent kinase
(CDK) inhibitor, CYC202, is studied for its anti-tumor effect in human NPC cells in vitro and in vivo.
Results show that both cell lines and patients in the study responded to the drug treatment dierently.
To further investigate the drug response, expression of selected genes for apoptosis, cell proliferation
and cell cycle regulation were measured during the process of treatment. Our issue is how to identify
the reason for the dierent responses in these NPC individuals using the gene expression data. Biological
pathway information has long been incorporated into gene expression analysis for the purpose of treatment
response understanding. However, the conclusions are usually too general, and hardly sucient for guiding
further research. In our current study, we design a drug pathway identification system, the Drug Pathway
Decipherer, which identifies genetic regulations in response to drug treatment that are consistent with
respect to a given detailed signaling pathway structure. By applying our system to the NPC dataset,
we discover that the status of ERK pathway and apoptosis pathway are differently regulated between
responders and non-responders both in vitro and in vivo. Our results indicate that the dysregulation of
Ras-ERK pathway and PI3K-Akt-NFkB pathway are probably the mechanisms for CYC202-insensitive
NPC cells to resist the drug treatment.

2 Method

The Drug Pathway Decipherer consists of 4 partitions distributed on two biological levels. Figure 1
gives the diagram of its workflow. For each user specified signaling pathway, highly consistent genetic
regulations are selected and connected into genetic pathways. The significance of these pathways are then
evaluated with their expression correlation against the background. P-value and FDR cutoff are used to
control the statistical significance of the identified pathways, and pathway status are derived from the
expression of genes on pathways and their associated statistics levels.

Drug Pathway Identification System
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Figure 1: The workflow of the drug pathway identification system.
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3 Results

Figure 2 shows the results of applying our system to NPC cell lines. From the figure, the pathway status
of ERK pathway and the apoptosis pathway is obviously differentially regulated in three cell lines, which
is also consistent with the observed drug effect; the p-value of this difference reaching reaching 4E-4 for
ERK pathway and 2.8E-3 for the apoptosis pathway.
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Figure 2: Comparable diagrams of pathway status profiles of the three cell lines.

Table 1 gives the results of pathway status regulation of patients. Patient18 is previously known as
a non-tumor sample. The status regulation of ERK pathway and apoptosis pathway of this patient can
almost perfectly (with one outlier) separates the other patients into two different treatment response
groups, which suggests the regulation of these two pathways is closely related to drug response.

Patient Response ERK JNK/p38 G1/S Apoptosis
Status | Conf Status | Conf. || Status | Conf. Status | Conf.
Pt5 P (ositive) o3 0.08 -3.08 0.90 " - 1.34 0.99
Pt8 P - - -1.01 0.99 . - 0.82 0.98

P9 P 0. 0.98 - - 0.76 0.95 - -
Pt14 P - - - - -0.61 0.99 0.8 0.99
Pt16 P . 0.99 -0.20 0.95 0.29 0.99 1.42 0.97
Pt17 P -1.0 0.99 -1.02 0.99 -0.33 0.96 1.01 0.99
Pt19 P - - -0.86 0.98 - - 0.91 0.98
Pt18 No Tumor || -0.15 | 0.99 “ - 0.28 0.99 0.13 0.99
Ptl N(egative) 0.21 0.95 0.52 0.99 1.06 0.97 -1.0 0.98
Pt7 N -0.10 0.97 -0.68 0.96 0.28 0.98 1 0.98
Pt10 N 1.02 0.99 1.16 0.99 - - -1.57 0.97
Pt15 N - - - - - - -1.01 0.98
Pt20 N 1.30 0.98 - - -0.93 0.96 -1.68 0,99

Table 1: The results of signaling pathway status estimation for the in vivo dataset: The “response” column shows the

molecular response to treatment for patients. The “status” column shows the estimated post-treatment pathway status.
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Composition of Signaling Pathway Models and its
Application to Parameter Estimation

Geoffrey Koh,! David Hsu,? P.S Thiagarajan?

1 Introduction

The functioning of biological pathways depends on the interactions among their constituent elements:
genes, proteins, and other molecular species. To gain a systems-level understanding of these complex
pathways, we need quantitative models that capture the evolution of such interactions over time. Our
focus here is on constructing and, in particular, composing dynamic models of signaling pathways.

A biological pathway can be viewed as a network of biochemical reactions. To build a pathway model,
we need both the network structure and the parameters — kinetic rate constants, initial conditions, etc.
— that govern the individual biochemical reactions. Parameter estimation of a biological pathway model
is a challenging problem, due to the high-dimensional search space involved and the lack of accurate
data. Furthermore, model construction is an incremental process, due to new players being discovered
and additional experimental data on the known players of the pathway becoming available. It is thus
important to develop methods for building pathway models that can be easily refined and expanded.

Conventional parameter estimation algorithms [5] fit pathway parameters to all available experimental
data. When new data becomes available, the entire procedure is repeated afresh, using both the new
and the old data. This wastes significant computation time. More importantly, the old data may not be
systematically archived and easily accessible.

We propose to use a probabilistic model known as factor graphs [3] to address the above issues. By
capturing the local interactions, the factor graph model drastically reduces the search space for parameter
estimation. Being a probabilistic model, it also naturally handles noise in the data. Most importantly,
it contains multiple parameter estimates encoded as probability distributions rather than a single best
estimate. In addition, new experimental data and pathway players can be integrated into the factor graph
incrementally.

Both model refinement and expansion rely on a probabilistic inference technique called belief propaga-
tion [6]. Using this technique, one can propagate local constraints through the entire network and obtain
a globally consistent model. Factor graphs have been used to model biological systems [1], but in this
earlier work, the main goal is to study the functional correlations among the elements in the pathway
rather than the dynamics.

2 Factor Graph Models of Pathway Dynamics

A signaling pathway is a network of biochemical reactions where the reactions are often mediated by
enzymes. The dynamics of the pathway is described by a system of ordinary differential equations
(ODEs). The ith equation has the form X; = f;(x(t), p), where x(t) is a vector-valued function describing
the concentration levels of molecular species at time ¢ and p is the set of pathway parameters.

We build a factor graph model for a given system of ODEs. A factor graph is an undirected bipartite
graph consisting of wvariable nodes and factor nodes. Each variable node corresponds to an unknown
parameter or enzyme, and each factor node corresponds to the ODE. The edges of a factor graph represent
the dependencies of the reaction rates on the parameter values and the enzyme concentration levels.

We represent each parameter as a probability distribution and associate it with a variable node of the
factor graph. For completely unknown parameters, their initial distributions are assumed to be uniform.
Other parameters have a priori distributions that reflect prior knowledge. These distributions are updated
as new data becomes available. Each factor node is associated with a joint probability distribution that
captures the dependencies of the factor node on the variable nodes, as specified in the ODEs. We build
this distribution by sampling the values of the parameters corresponding to the variable nodes involved.
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For each set of sampled parameter values, we simulate the system of ODEs and get a score that is the
weighted mean squared difference between the simulated and experimental time-series data. The scores
are then normalized to obtain a probability distribution.

3 Pathway Composition and Data Integration

Pathway components can arise in several ways. For instance, in our earlier work [4], we tackled the
parameter estimation problem for large pathway models by decomposing them into smaller components.
Multiple components can also arise when different pathways — elucidated independently — are linked
together. In either case, each pathway component can be represented by its own factor graph. Composing
the components then involves “fusing” the corresponding factor graphs at their common variable nodes
to form a composite factor graph.

Similarly, we can integrate new data into an existing pathway model represented as a factor graph.
We first sample the part of the pathway relevant to the new data and build a new factor graph for this
part. We then combine the new and the existing factor graphs by fusing their common variable nodes.
This idea is illustrated in Figure 1.

One key issue in composition is to ensure that the local dependencies and constraints in the compo-
nents are all captured in the composite factor graph and that they are consistent. To achieve this, we
use belief propagation to propagate local constraints globalli [6]. Upon convergence, the variable nodes
of the factor graph contains the maximum a posteriori distributions of the parameters.

4 Results and Discussion

We tested this approach on a simplified model of the Akt-MAPK signaling pathway [4]. Using four sets
of experimental data synthesized on the Akt-MAPK model through simulation, we performed parameter
estimation on the model incrementally by adding one data set at a time and applying our composition
method. For comparison, we applied two other methods implemented in the modeling software CO-
PASI [2]. All the methods were allocated equal amounts of time for the four data sets. Preliminary
results (Figure 2) indicate that our method achieved substantially better estimates.

We are currently extending this work in two directions. Recent experimental developments suggest
that cross-talks are common between signaling pathways. By systematically composing pathway models,
we plan to construct large signaling pathway models that take into account cross-talks between the
individual pathway components. Second, we plan to improve the sampling process for building the
joint distributions associated with the factor nodes. Currently we sample uniformly over the entire
local parameter space. A “guided sampling” approach can improve the results by focusing on the more
promising regions of the space.
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Figure 1: An enzyme mediated reaction and its factor graph representation. A factor graph is constructed for each new
dataset, and they are fused at their common variable nodes (k1 and k2) to form a composite factor graph.

BP SRES GA

1 Dataset 0.412 0.483 61.96
2 Datasets 1.548 1.356 17.38
3 Datasets 1.250 3.020 263.55
4 Datasets 0.203 2.040 46.76

Figure 2: Performance comparison of three methods on parameter estimation. BP is our method based on belief propa-
gation. SRES and GA are two methods based on evolutionary strategies with stochastic ranking and genetic algorithms,
respectively. The scores are the weighted mean squared difference between simulated and experimental data. Smaller scores
are better.
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Knowledge-Based Pathway Optimization Strategy for
Gene Expression Profiling Analysis

Kazuo lida,! Takako Takai-Igarashi,? Daiya Takai,® Hiroshi Tanaka®

1 Introduction

Expression profiling using DNA microarrays has become a powerful tool for discovering protein expres-
sion responses to disease. Gene Set Enrichment Analysis (GSEA) has been developed for evaluation
of microarray data at the level of gene sets (for example pathways) for association with disease pheno-
type [1, 2]. GSEA is designed to detect subtle but coordinated changes in expression data. This approach
has been successful in identifying oxidative phosphorylation as a pathogenetic pathway in diabetes [2].

JavaGSEA, a desktop application version, is freely distributed from the Broad Institute [3] and be-
comes popular. However, there seem no more prominent success stories in identifying novel disease
related pathways. We consider that there is a certain limitation in the approach of GSEA. GSEA is
designed to detect better scored pathways among pathways contained public databases. They are ideal
pathways representing conceptualized molecular causalities common to similar but not identical a variety
of cellular states. Subtle but certain differences among individual cellular states are omitted from them.
Our improvement is based on an idea that GSEA detecting coordinated alternations in gene expression
might more nicely fit with pathways not at the conceptual level but at the level of individual pathways
specific to individual disease phenotypes. This improvement might enable you to obtain better results
from GSEA analysis when you modify and optimize a pathway downloaded from a public database so as
to be scored best on the basis of expert knowledge specific to a target disease phenotype.

Here we show a new strategy for applying GSEA to identify a new pathway contributing health risks
of obstructive sleep apnea syndrome (OSAS). We took a strategy where the score goes to be optimized
by iterative modification of a pathway (a hypothesis) based on expert knowledge (Figure 1).

2 Results

OSAS is a common disease characterized by recurrent collapse of the upper airway during sleep and
associated with an increased health risk of hypertension, type II diabetes, angina, myocardial infarction,
congestive heart failure, stroke, and fetal cardiovascular events [4]. A murine model of OSAS revealed
that intermittent hypoxia (IH), namely the starvation of oxygen in a cell, could induce health risks of
OSAS [4, 5]. However microarray data from the murine model did not conclude with identification of
pathways contributing to the health risks of OSAS [5].

We made a second analysis of the expression profiling data of [5]. We downloaded their microarray
data (ID: GSE1873) from Gene Expression Omnibus (GEO) [6]. This is a data sets examining TH effect
on liver gene expression in leptin deficient (ob/ob) mice with Affymetrix GeneChip Mouse Expression
Set 430 Array MOE430A.

Prior to GSEA analysis, we investigated 22 reference articles of OSAS and tried to find IHinduced re-
sponses established in other species. Fortunately we found that in fission yeast the lack of oxygen activated
hypoxia induced SREBP feedback regulation of cholesterol [7]. Because increase in serum cholesterol in
diabetic patients has been implemented as a major cause of OSAS-outcomes, we hypothesized that a
pathway homologous to yeasts ITH response was also induced in mammalian tissue by IH.

We started GSEA analysis with the homologous pathway and its associated pathways. We referred
BioCyec [8] in learning homologous relations of pathways in species. According to the strategy in Figure 1,
we modified the pathway several times iteratively based on expert knowledge obtained from the reference
articles so as to be scored better step by step. The final best-scored pathway is shown in Figure 2 (False
Discovery Rate j 0.001). Although we manually optimized the pathway with try-and-error in this study,
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the optimization process can be summarized in the style of algorithm, which we plan to implement in
software in the future (Figure 3). In the implementation, we will be able to use protein-protein interaction
databases as a data resource where extended genes are taken from.

The optimized and best-scored pathway consists of cholesterol synthesis, SREBP gene regulation and
cholesterol uptake (Figure 2, 4). In our optimization steps, we excluded pathways of HIF-hypoxia response
and cholesterol secretion because both showed no coordinated changes. The resulted best-scored pathway
enables us to interpret a molecular mechanism causing health risks of OSAS induced by IH (Figure 4):
1) Because cholesterol synthesis pathway consumes too much oxygen to run under the starvation of
cellular oxygen [7], there is a drop in cholesterol in a cell. 2) SREBP detects the drop of cholesterol and
promotes transcription of genes required in cholesterol synthesis. 3) SREBP also up-regulates LDLR so
as to increase cellular cholesterol by uptaking cholesterol from serum. Our identification of this pathway
activated in OSAS-model mice shows a piece of evidence that hypozia induced SREBP feedback requlation
of cholesterol, established in fission yeast, may also exist in mammalian cells (Table 1). This pathway
might be evolutionally conserved in eukaryotic kingdom, from fission yeast to mammalian organisms.

In this study we could extract new knowledge by a second analysis of microarray data in GEO. GEO
keeps increasing in its entries. We believe that you can identify much more disease-related pathways
using GSEA analysis with our knowledge-based pathway optimization strategy.
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Figure 1: Our strategy to find disease-related pathways from DNA microarray data.

Species Hypoxia induced SREBP Evidence
feedback regulation of choles-
terol
Fission yeast Yes Huges, AL (2005) [9]
Mammalian Yes This study

Table 1: An evolutionally conserved hypoxia response.
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Figure 2: The best-scored pathway in GSEA analysis with knowledge-based optimization. Genes with underline showed

significant coordinate changes in the expression profile. Genes without underline showed no coordinated changes.

Figure 4: Hypoxia induced SREBP feedback regulation of cholesterol in a mammalian cell suggested by this study.
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Reduced CpG Mutation Rate Suggests Functional
Role of Intragenic and 3 CpG Islands in Human
Genes

Julia Medvedeva,! Marina Fridman,? Nina Oparina,® Dmitri Malko,*
Ekaterina Ermankova,® Ivan Kulakovsky,® Vsevolod Makeev’

CpG islands (CGIs) are usually defined as DNA segments that are longer than 200 bp, have over
50% of G4C content, and have CpG frequency of at least 0.6 of that statistically expected [2]. Most
of the studies focused on CpG islands considered CGIs associated with 5’ gene regions. Generally, such
islands are more than 1 kb long, can cover the promoter, TSS, the first coding exon and have stronger
parameters of G+C content and Obs/Exp [3]. The methylation status of such CGIs is believed to influence
the transcription level of a corresponding gene.

Contrary to the widespread opinion mentioned above only 50% of CGlIs are located near TSS. About
20% gene-associated CGls are disposed in internal and 3’ terminal gene regions. Internal exons display
less overlapping with CGIs than exons in 5’ regions and to some extend exons in 3’ regions of the genes.
CGIs associated with 3’ region of the gene are more often overlapped with coding exons than with 3’
UTR [2].

So far the question arises if CGIs observed in protein-coding regions can be considered as a result
of protein selection. We decided to evaluate selection at genome and protein levels and mutation rate
at CpG sites belonging to 5’-assosiated, intragenic and 3’-assosiated CGIs. To this end we compared
mutation rate and selection in exons overlapping and not overlapping with CGIs separately for non-CpG
containing codons (the background) and CpG containing codons.

Thus, we calculated dn/ds ratio [1] in human-mouse alignments. We also used dn and ds values
separately. The results are presented in Table 1.

1st exon internal exon last exon
Codon type dn ds dn/ds dn ds dn/ds dn ds dn/ds
CG pair in CGI 0,131 0,512 0,257 0,097 0,910 0,106 0,100 0,800 0,125
CG pair out of CGI 0,136 0,987 0,138 0,093 1,510 0,061 0,114 1,273 0,090
AG pair in CGI 0,146 0,485 0,302 0,101 0,644 0,157 0,109 0,599 0,181
AG pair out of CGI 0,134 0,508 0,264 0,087 0,535 0,164 0,112 0,533 0,210
GC pair in CGI 0,130 0,381 0,342 0,098 0,534 0,183 0,101 0,503 0,201
GC pair out of CGI 0,145 0,488 0,297 0,095 0,526 0,180 0,122 0,519 0,235
GA pair in CGI 0,120 0,381 0,314 0,084 0,531 0,159 0,091 0,463 0,197

GA pair out of CGI 0,114 0,450 0,252 0,075 0,489 0,154 0,096 0,479 0,200

Table 1: Dn/Ds test and dn, ds-values separately calculated for different types of codon.

Conclusions:
1. CpG island decrease mutation rate in CpG pairs at synonymous sites approximately twofold.

2. Effect of CGI does not depend on the exon location within the gene: 5’-assosiated, intragenic and
3’-assosiated CGls protect CpG sites from methylation and probably play the same regulatory role
in gene functioning.
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Auxiliary conclusions:

1.

CGIs located in 5’ gene regions better protect CpG pairs from mutations. The substitution rate in
synonymous CpG site is lowest for islands located in 5’ gene segments.

. CGIs caused a very weak selection at DNA level. ds, dn calculated for nonCpG codons in CpG

island and out of CpG islands are practically identical.

Protein selection is strong enough to overcome effect of CGIs. In non-synonymous CpG sites the
substitution rate is practically identical for such sites covered and non-covered with CGIs. Thus,
the majority of mutations become eliminated with selection.

Proteins are more variable at their ends: the number of non-synonymous substitutions is greater in
terminal exons than in internal exons.

Protein selection at 3’ region of the gene is weaker. The substitution rate in non-synonymous CpG
sites within islands is less than that out of islands.

CpG pairs are nevertheless under selection at DNA level. The number of synonymous substitutions
in CGIs is the highest near the center of gene, than in 3’ region of the gene and is the least in the
5’ region of the gene, which is probably associated to the protein factor binding sites near the gene
terminals related to transcription initiation and termination (or anitsense transcription initiation,
microRNA binding etc).
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Structural Modeling of MaSp1l and MaSp2 Proteins
of Dragline Silk in Latrodectus hesperus

Saboura Ashkevarian,! Armin Madadkar Sobhani,? Bahram Goliaei®

1 Introduction

Dragline silk with extraordinary mechanical properties, is one of the toughest materials known in the
world [3]. Being a biocompatible and biodegradable material [5], the dragline silk is an interesting
substance for commercial purposes and medical researches.

Despite being in the focus of biologists and material scientists for centuries, man could not produce
fibers with the same toughness as dragline silk or even propose an approved model for this protein.
Therefore, according to accessible theoretical methods, in this research we proposed a suitable model for
dragline silk protein using molecular modeling and computational biology techniques and software.

It has been suggested that the dragline silk is consisted of two large proteins: major ampullate
spidroins (MaSpl) and MaSp2 [4]. Recently, the whole sequence of these two proteins were resolved in
full length for Black Widow spider (Latrodectus hesperus) by Hayashi et al. with amino acid lengths of
3129 and 3779, respectively [2]. Since these proteins are made of alternating polyalanine and glycine-
rich blocks between non-repetitive N- and C- terminal domains, we modeled one of the most common
repetitive parts known as consensus sequence with length of 35 and 24 amino acids for MaSpl and MaSp2
proteins of L. hesperus.

2 Methodolog

Using dihedral angles of GGA motifs reported previously [1], we constructed 3D structure of GGAGQGGA
sequence of MaSpl by HyperChem 7.5 and carried out an extensive conformational search for four GQ
dihedral angles. Then resulting structure was elongated to 35 consensus sequence and used as an input for
a 5 ns molecular dynamics run using GROMACS 3.3.2 package. Also using a template (PDB code:1DAB)
and MODELLER 9v2 software, we modeled MaSp2 consensus of 24 amino acids. Final structures were
analyzed using PROCHECK and GROMACS analysis tools

3 Results and Discussion

Our results approves that this fibers are less ordered in water. But they are in helical and beta sheet
conformations when they are in no water condition. It seems that there is no helical or beta sheet
structures in the abdomen of spider but when they are in their solid form out of spiders body they are
ordered in helical and beta sheet conformations. Our models and their analysis are shown in Figure 1.
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Missing Values Estimation for DNA Microarray
Gene Expression Data: SPLS!

Kyungsook Kim,?> Mira Oh,? Jangsun Baek,* Young Sook Son®

1 Introduction

DNA Microarray gene expression data often contain missing values because their size is very big and
also their observation process is very complex. Most of statistical methods are applied after genes with
missing values are excluded even though there is only one missing value. For the efficient use of data
with a few missing values, it is desirable that missing values are replaced with their accurate estimates.

The initial simple approaches to deal with missing values are such as deleting genes with missing
values, imputing missing values to zero, or imputing missing values of a certain gene to the average of the
values observed in the gene. After that, as the approaches using the local structure of data were introduced
K-nearest neighbor imputation (KNN) by Troyanskaya et al. (2001), sequential KNN imputation (SKNN)
by Kim et al. (2004), and local least squares imputation(LLS) by Kim et al. (2005), etc. On the other
hand, as the approaches using the global structure of data were introduced Bayesian principal component
analysis imputation (BPCA) by Oba et al. (2003) and partial least squares regression imputation (PLS)
by Nguyen et al. (2004), etc.

We propose sequential partial least squares regression imputation (SPLS) to estimate missing values
for time-course gene expression data that have correlations among observations over time points.

2 Sequential Partial Least Squares Regression Imputation

SPLS, the way using locally data, uses selectively K genes most similar to the target gene with missing
values among all complete genes without missing values. The target gene is sequentially determined as
ascending order in the number of missing values.

When all missing values in the target gene are estimated by PLS regression, it is turned into a new
complete gene. Then this gene becomes a candidate in selecting K genes for the next target gene. SPLS-
gene method is performed sequentially by PLS regression in gene-wise way, and also SPLS-array method
is performed in array-wise way. Additionally, SPLS-combined method is carried out by combining these
two ways.

3 Results of Simulation

Three yeast data, all time-course data, are applied to compare the performance of SPLS and some former
methods. Y7 data in DeRisi et al. (1997) have 7 time points. Y18 and Y24 data in Spellman et al.
(1998) have 18 time points from alpha-factor part and 24 time points from CDC15 part, respectively.

Simulated data of three types are generated from each yeast data. Type 1 keeps the intrinsic missing
structure of original data. Type 2 assigns artificially several missing rates under 20%. Type 3 is intended
to exclude the dependence on only one data simulated as Type 2. So, we make Type 3 data by repeating
100 times Type 2 experiment. The performance of the missing value estimation is evaluated by normalized
root mean square error (NRMSE). Here is presented only the result of Y18 data because of space limited.
For SPLS the best result is selected among results by SPLS-gene, SPLS-array, and SPLS-combined. As
results, SPLS is superior to any other methods compared as shown in the figure and the table.
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Figure 1: Comparison of the NRMSEs for Y18 dataset.
Experiment  Missing KNN SKNN BPCA LLS PLS SPLS
Type Rate(9%)
Type 1 1.93 .T04 706 368 348 342 (Ar, C) 336 (Ar, D)
5 731 736 433 .431 425 (Ar, D) 411 (Ar, D)
Type 2 10 761 764 560 619 557 (Ar, AC) .528 (Ar, D)
15 75 Nk 619 666 621 (Ar, AC) 586 (Ar, AC)
20 701 .794 BB 695 694 (Ar, AC) 630 (Ar, AC)
5 B14(.03)  .B15(.03) .649(.05) .579(.05) A80(.11) (Ar, AC) 442(.05) (Ar, AC)
Type 3 10 852(.02) .855(.02) .703(.08) .700(.04) .775(.03) (Gn, AC) | .568(.04) (Ar, AC)
15 881(.02) .883(.02) .721(.03) .770(.03) .843(.03) (CGn, AC) | .672(.04) (Ar, AC)
20 806(.02) .800(.02) .735(.03) .810(.03) .885(.03) (Gn, AC) | .738(.03) (Ar, AC)
* The numbers in the cells of Type 3 imply the mean(the standard deviation) of NRMSEs on 100 replications.

* (a, b) in the PLS or SPLS of Type 3 denotes the best case among a: local ways or b: similarity measures.
* Ar: array-wise way, Gn: gene-wise way.
* C: correlation, D: Euclidean distance, AC: absclute correlation.

Table 1: Comparison of the NRMSEs for Y18 dataset.
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Analysis of Human Cis-Antisense Transcription:
Primate-Specific Exonic Sequences,
Structure-Dependent Sense-Antisense Co-Expression,
and functionally Restricted Noncoding-RNA
Transcription
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Thomas Wee-Hong Ng,? Jieming Chen,* Edwin Lian-Chong Ng,’
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1 Introduction

A cis-antisense gene pair contains two distinct genes mapping to opposite strands of the same locus and
transcribed in opposite orientations with partially overlapping exonic sequence. Such genes may regulate
each other, pre- or post-transcriptionally. Thousands of cis-antisense gene pairs, which generally con-
tain long protein-coding genes and/or mRNA-like noncoding-RNA (ncRNA) genes, rather than hundreds
of short- RNA precursors, reside endogenously in eukaryotic genomes. The shared exonic sequence in
each pair is defined as the exon-to-exon cis-antisense overlap (Figure 1), distinct from the remaining,
nonoverlapping exonic sequences of the paired genes Cis-antisense is abundant and occurs in all king-
doms of life. Up to 25% of mammalian genes reside in cis-antisense pairs [1, 2]. Conservative estimates
of the total number of human cis-antisense pairs ranged from hundreds to approximately 2500. With
increasing sophistication of computational antisense discovery tools and ongoing growth of cDNA and
EST databases [2], estimates increased to 4000-6000 [3, 4]. Many examples of natural cis-antisense ncR-
NAs overlapped with either protein-coding or non-coding genes have been recently described. However,
expression, functions and evolution origin of these common and other more specific classes of cis-antisense
transcripts have not been systematically studied. In addition, genomewide analyses of mammalian cis-
antisense are generally based on automated pipelines, which are vulnerable to artefacts in transcriptome
databases.

To elucidate expression patterns, functions and evolution of human cis-antisense, we constructed
a genomewide, nonredundant cis-antisense catalog by careful manual curation, identifying 4,511 cis-
antisense pairs. 52% of cis-antisense overlaps were inside protein-coding open reading frames.

2 Results

We addressed these problems by integrating the output of several published human cis-antisense dis-
covery efforts with the results of our own cis-antisense pipeline, and by then manually curating each
non-redundant cis-antisense locus to eliminate the artifacts. We then systematically analyzed genomic
structure (head-tohead, tail-to-tail, or embedded), protein-coding capacity, and gene functions of all
cis-antisense pairs. We combined ¢cDNA/EST, longSAGE, and microarray data to analyze sense and
antisense co-expression.
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We found that noncoding-RNA (ncRNA) cis-antisense transcription is significantly associated with
highly specific functional gene categories, including developmental, Wnt signaling, and neuronal genes.
Surprisingly, 803 noncoding-RNA members of cis-antisense pairs harbored primate-specific Alu repeats in
their exons, although exonic Alu incidence in cis-antisense noncoding-RNA genes was depleted relative to
genomic background. 554 of those genes had transcription starts, splice sites, and/or 3’ ends within Alu
repeats, with enrichment for the oldest (AluJ) subclass. Therefore, hundreds of cis-antisense pairs have
been likely originated early in primate evolution. Finally, we mapped U133A & B chip target sequences
on gene loci of cis-antisense gene pairs and found that ~20% of all U133A & B target sequences mapping
such genes. In different tissues (including normal and cancerous brain, breast, lung) the concordant (co-
regulation) expression pattern was dominated versus anti-regulation pattern. This result is consisted with
our previous observation reported for human breast cancer tissues [4]. We also found that sense-antisense
co-expression depend on genomic organization of the gene partners, with embedded pairs co-expressed
less often than convergent or divergent pairs.

3 Conclusion

The importance of our discoveries is in the revelation that cis-antisense regulation is predominantly
associated uniquely with noncoding-RNA transcription at cis-antisense loci. A second important result is
that Alu insertions in primate evolution, however, have not played a distinct functional role in noncoding-
RNA cis-antisense regulation. Furthermore, we are the first group to uniquely relate sense-antisense
co-expression to the genomic structure type of cis-antisense pairs.

In-depth stratification of physically overlapping anti-parallel genes by genomic architecture, expression
analysis and evolutionary history therefore reveals additional dimensions in the functional space of the
human transcriptome, and biological insights absent from earlier antisense studies.

Our approach demonstrates that careful analysis of the genomic structure and architecture of cis-
antisense loci, when combined with expression data, is capable of unraveling functional signals previously
unseen in cis-antisense data, and therefore should facilitate future work.
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Figure 1: Overlapping protein-coding transcripts of NPR2-SPAGS8 pair. The variants of transcripts are overlapped
by corresponding exons. NPR2 is encoding natriuretic peptide receptor B/guanylate cyclase B (atrionatriuretic peptide
receptor B). According AceView program, at least 7 spliced variants could be observed. This gene is expressed at moderate
or high levels in many tissues. SPAGS is sperm associated antigen 8 isoform 2. According AceView program, at least 11
spliced variant of this genes could be observed. This gene is moderately expressed in more than 40 tissues. Affymetrix U133

probesets strongly support the expression of these genes.
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HIV-1 Protease Inhibitor Comparative Docking
Studies of Synthetic and Natural Compounds
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1 Introduction

Nature has always provided a source of drugs for various ailments. A number of medicinal plants have
been reported to have anti-HIV properties. The bioactivity-guided fractionation of crude extracts has
provided lead molecules for discovery of anti-HIV drug candidates. A variety of secondary metabolites
obtained from natural origin showed moderate to good anti-HIV activity.

2 Method and Results

We took five natural compounds Nomilin and Limonin [1] isolated from citrus spp. (Family Rutaceae),
Uvaol and ursolic [2] acid isolated from the methanolic extract of leaves of Crataegus pinatifida (family
Rosaceae), and Maslinic acid [3] isolated from Geum japonicum. These showed potent inhibitory activity
against HIV-1 protease. We docked each compound with protease and obtained the result, then we
compare the binding site of these molecule with existing drug molecule.

Synthetic Compound Score Area  ACE Transformation

Amprenavir 9822 1243.30 -750.08 0.20 0.09 -0.01 1.32 2.06 0.54
Tripnavir 8822  981.10 -280.15 1.79 -0.03 -1.44 24.67 14.73 -2.33
Nefilavir 7816  886.60 -374.36 1.41 -0.02 3.14 10.77 -14.26 12.37

Natural Compound  Score Area  ACE Transformation

Nomilin 6272  711.10 -253.22 2.34 0.67 -0.84 6.05 -4.83 16.67
Uvaol 6234  692.80 -273.73 0.27 0.88 -2.41 19.61 -0.59 5.05
Maslinic acid 6198 679.20 -261.30 -0.38 -0.47 0.93 -7.21 -9.88 18.81
Ursolic acid 6174 677.30 -266.29 0.18 0.80 -2.32 20.04 1.10 5.32
Limonin 5610 600.10 -246.14 -2.63 -0.49 2.24 4.49 -1.71 14.49

3 Conclusion and Future Work

After getting the docking results we can see that there is similarity between synthetic and natural com-
pounds. The overall docking score is less than original existing drug but after increasing the bulkiness of
natural compounds or lead optimization the score may increase than existing drug. On visualizing the
receptor-ligand complex of both synthetic and natural compounds, It observed that both having similar
binding pocket. Although no plant-derived drug is currently in clinical use to treat AIDS, promising
activities shown by these natural compounds can be taken into further account. For future work we are
working on QSAR studies of these protease inhibitor natural products. That will give more clear picture
of these natural products.
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A DNA-Based Algorithm for Calculating the
Maxflow in Networks

Andrea Sackmann,! Piotr Formanowicz'?, Jacek Blazewicz'?

1 Introduction

DNA Computing was introduced in 1994 when Leonard M. Adleman showed that DNA, working in
nature as a kind of Turing Machine, can be used for solving computational problems. He encoded a
directed graph in the base sequences of DNA molecules and found a Hamiltonian path through the
graph by manipulation the molecules by means of molecular biology operations performed in a wet
laboratory [1]. Several months later Richard J. Lipton generalized Adleman’s approach by proposing a
DNA based solution of the satisfiability (SAT) problem [4]. The subsequent works mainly considered
the DNA Computing from a theoretical viewpoint concerning with automata theory, formal language
theory or computability models, as e.g. defined by so-called sticker systems [5]. Put into practice, several
mathematical decision or combinatorial optimization problems have been solved by means of DNA. The
theoretically outperforming advantages inherent in the strategy of using DNA molecules for computation
are the extreme density of information storage (one bit can be stored in about one cubic nanometer)
as well as the massive parallelism of the approach. One test tube can hold up to 1020 strands of DNA
and a molecular biology technique is performed on each of those strands in parallel. Furthermore, DNA
Computing is very energy efficient since approx. 2 x 10'” operations are performed per joule.

With this work we introduce a DNA based algorithm calculating the maximum flow of a network. The
maxflow problem, formally defined e.g. in [2], is a classical optimization problem with many applications
in different fields and corresponding silicon based algorithms have been studied for over four decades, cf.
[3]. These conventional algorithms are polynomial in time. To the best of our knowledge this is the first
application of DNA Computing in the field of flow networks and our main goal is to demonstrate the
possibility of solving problems of this kind by DNA molecules.

2 The calculation

We introduce an algorithm calculating the maxflow of a network by solving its dual, i.e. by means of
finding the capacity of a minimal cut of the network.

First, as input to the algorithm several molecules are synthesized encoding information units (YES)
or (NO) for each vertex and each edge as well as the edge weights. Adding of molecules being Watson-
Crick complement half of one and half of another information unit leads (as a kind of bridges) to a
concatenation of the information units to so-called network templates. After the removing of the bridge
molecules, the templates are single stranded. They constitute the combinatorial library of the approach
and encode all possible combinations of information units of each vertex and each edge (where they
include exactly one unit per vertex and exactly one per edge). A positive information unit (YES) of a
vertex means that this vertex is an element of the set S in which the source of the network is included
while a negative information unit (NO) stands for its belonging to the set T' which also contains the
sink. This already gives a partition of the vertex set. A positive information unit (YES) of an edge
indicates that this edge is directed from set S to set T while a negative information unit (NO) implies
that the corresponding edge lays either within set S or within set 7. Thus, the sum of the capacities of
all edges with positive information unit (YES) is equal to the capacity of the corresponding cut. Table 1
illustrates which combinations of the information units encode a solution. Obviously, not all molecules
a priori contained in the library fulfill the requirements of these combinations of information. Therefore,
all units contain subsequences in which the incidence of edges to vertices is encoded. According to [6]
all molecules not representing a solution for the problem contain reverse Watson-Crick complementary
subsequences. Therefore, each of them fold to anneal with itself building a hairpin structure. Since the
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start vertex edge end vertex solution?

YES YES YES

YES YES NO +
YES NO YES +
YES NO NO -
NO NO=* YES +
NO NO=* NO +

Table 1: All possible combinations of information contained in the information units of an edge, its start- and end
vertex. The two left columns are given through template building (the information combination No-YES of a vertex and
its outgoing edge is not built). The sequences of units NO=* differ from these encoding the information NO. Dependent on
the information unit on the edge’s end vertex, listed in the following column, the molecule represents a solution (+) or does
not (-), indicated in the right column.

double stranded stems of those hairpins contain the recognition site of a restriction enzyme, the molecules
encoding no solution can be excluded from the library by adding this endonuclease to cut them (e.g. a
positive vertex information unit forms a double stranded stem with the positive unit of its incoming edge).
Hereafter, the uncut molecules encode cuts of the network whose capacity is given in the positive edge
units. Those molecules are exponentially amplified by performing a polymerase chain reaction (PCR)
with the suited primers. After separating the molecules by length by means of a gel electrophoresis the
smallest molecules, which are bigger than a network constant (given by the length of several information
units and the number of arcs), represent a cut with a minimal capacity. Sequencing these from the gel
extracted molecules reads out the sequence which decoded give the cut itself and its capacity.

3 Results and Conclusions

We present a DNA-based algorithm to solve the maxflow problem of a given network. This algorithm is
constant in time and implemented in the wet laboratory. Therefore, we show that flow network problems
can be efficiently solved by means of DNA Computing.
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Polish Ministry of Science and Higher Education.
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Neural Network Imputation for Missing Values in
Time-Course Gene Expression Data!

Mira Oh,? Kyungsook Kim,*> Young Sook Son*

1 Introduction

Missing values are often occurred due to various factors when dealing with microarray gene expression
data. However, most statistical methods can not be applied to missing data. Genes with missing values
must be deleted or imputed. Several imputation methods have been proposed. K-nearest neighbor
imputation(KNN) by Troyanskaya et al. (2001), local least squares imputation(LLS) by Kim et al. (2005),
and Bayesian principal component analysis imputation(BPCA) by Oba et al. (2003) often appear in the
study on missing value estimation of microarray gene expression data.

In this study, we use artificial neural network(NN) to estimate missing values for time-course gene
expression data with correlations over time points. The NN imputation is compared with KNN, LLS,
and BPCA through a numerical study applied to two yeast data.

2 Neural Network Imputation

Neural network is a nonlinear and nonparametric modeling technique to solve the prediction problem in
data analysis with complexity. The most widely used NN model is multiplayer perceptron(MLP). The
MLP (Figure 1) consists of an input layer with input neurons connected to a hidden layer or more hidden
layers with hidden neurons, which are connected to an output layer.

Missing values of the target gene in such a method as LLS are estimated by linear model. However,
timecourse gene expression data can have the nonlinear relationship between missing values and observed
values. This is a motive to try NN imputation. In the application of NN, missing values of target genes
are put in an output layer and observed values put in an input layer. Also target genes with missing
value are used as a test data set and complete genes without missing values are used as a training data
set.

Input
Layei~

Figure 1: Architecture of feed forward neural network (MLP).

3 Numerical Results

We applied NN imputation to two yeast data, Y7 and Y24. Y7 data in DeRisi et al. (1997) have 7 time
points and Y24 data from CDC15 part in Spellman et al. (1998) have 24 time points. The MLP model
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(Figure 1 used has a hidden layer. The number of hidden neurons is determined as a number giving the
minimum NRMSE (normalized root mean square error) by simulation among 2 ~ 7 hidden neurons. We
used the backpropagation algorithm of the Matlab Neural Network Toolbox program. The performance
of the missing value estimations is evaluated by NRMSE Table 1 shows results of NRMSEs based on
KNN, LLS, BPCA, and NN imputation. NN is competitive for cases with 5% and 10% missing rates in
Y7 and Y24 data.

Datasets Missing rates KNN BPCA LLS NN

0.5% 0.560 0.567 0.533 0.533

Y7 1% 0.606 0.615 0.597 0.608
5% 0.583 0.596 0.568 0.487
10% 0.630 0.644 0.618 0.609
5% 0.627 0.468 0.445 0.358
Y24 10% 0.693 0.501 0.506 0.486
15% 0.702 0.522 0.533 0.569
20% 0.721 0.516 0.561 0.631

Table 1: Comparison of the NRMSEs based on KNN, LLS, BPCA and NN imputation.
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Gene Expression Network Analysis

Serban Nacu!

1 Introduction

In [1] we introduced the GXNA algorithm in order to discover differentially expressed pathways in gene
expression experiments. Biological knowledge was represented as a gene interaction graph, where nodes
stand for genes and edges for interactions. GXNA searches the graph for small connected subgraphs with
high scores for differential expression. When applied to several human cancer data sets, it finds pathways
that were not identified by standard single gene analysis or by other pathway based methods.

Here we present several improvements that make the algorithm more powerful and easier to use.

2 Algorithms

The original search method was greedy expansion starting from several root nodes. We improve upon this
by adding a Metropolis step that searches a larger section of the state space, while constraining the target
subgraph to remain connected. We also speed up the greedy step by keeping a list of neighbors for each
node and pre-sorting them each time the node scores are computed. Together, these improvements lead
to more accurate reported pathways and reduced runtimes. A typical analysis, including the computation
of familywise error rates, takes less than a minute on a normal desktop.

3 Software

We also present updates to the GXNA software. The program now has simplified inputs, and produces
graphical output that can be visualized in any web browser. We implemented scores based on F-statistics,
allowing the comparison of multiple phenotypes or conditions. We also added annotation files for several
microarray platforms, and an updated gene interaction graph that tracks the type and source of each
interaction.

The software is available for free download at http://stat.stanford.edu/ serban/gxna.
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Discovery of DNA Copy Number Variation Using
Shotgun Sequencing Data

Chao Xie,! Martti T. Tammi?

1 Introduction

DNA copy number variation (CNV) is an important type of genome variation. In human genome, 360
megabases (12% of the geome) were identified as CNV regions [3]. CNV are usually discovered using array
Comparative Genomic Hybridization (aCGH) [2]. We developed a method called eCGH (or electronic
CGH) to simulate aCGH in silico. eCGH uses whole genome shotgun sequencing data, either traditional
capillary sequencing or the new 454 sequencing. eCGH can be readily applied to the large amount of
existing sequencing data. Because shotgun sequencing is becoming cheaper and faster, eCGH will be a
very useful tool for discovering CNV.

2 eCGH and CNYV Discovery on Simulated Data

Our method, eCGH, works by simulating aCGH. It simulates whole genome DNA array using a known
genome assembly. Shotgun sequencing data from two individuals are used to simulate the two sets of
DNA samples in aCGH, because shotgun sequencing is a random sampling of DNA fragments. Sequencing
data with sequencing coverage as low as 1/10x can be used. The hybridization process is simulated using
sequence alignment. Log2 ratios of number of aligned shotgun reads from the two individuals were
calculated for each sliding window on the genome assembly. CNV regions were discovered based on the
log2 ratios. We tested our eCGH method on simulated data. More than 4 million simulations were
performed. Parameters were optimized based the simulations. One example of the simulations is shown
in Fig 1.

Expecled CNV discovery result
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Figure 1: One example of CNV discovery on simulated shotgun sequencing data with different sequencing coverages.
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ROC curves of the simulations are shown in Fig. 2. Higher sequencing coverage gives better perfor-
mance. ROC for capillary sequencing data with 1x coverage has area under curve (AUC) 83.5%, while
1/4x coverage has AUC 78.5%. For the same sequencing coverage, 454 data performs better than capil-
lary data. This also means that the emerging 454 sequencing method will provide much more input data
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Figure 2: ROC curves of CNV discovery performance on traditional capillary and 454 shotgun sequencing data with
differnet sequencing coverage.

3 CNYV in Domestic Chickens

eCGH were used to discover CNV in three domestic chicken breeds (Broiler, Layer, and Silkie) [1]. The
domestic chickens were sequenced at 1/4x coverage. The results are shown in Fig. 3. Most sliding
windows on autosomes (chrom 1 to 28) have log2 around 0, or copy number ratio 1:1. The log2 ratios on
chromosome Z are around 0 in Layer vs Silkie and Broiler vs Silkie, while around 1 in Broiler vs Layer
and Broiler vs Silkie. This is because the sequenced Broiler is male, so with sex chromosomes ZZ, while
Layer and Silkie are female, with WZ [1]. This result also shows that our eCGH works correctly.
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Figure 3: CNV among three domestic chicken breeds.

References

[1] International Chicken Polymorphism Map Consortium. 2004. A genetic variation map for chicken with 2.8 million
single-nucleotide polymorphisms. Nature, 432:717-722.

[2] Pinkel, D. and Albertson DG. 2005. Array comparative genomic hybridization and its applications in cancer. Nature
Genetics, 37 Suppl:S11-S17.

[3] Redon, R., Ishikawa, S., et.al. 2006. Global variation in copy number in the human genome. Nature, 444:444-454.



P54 91

Genome-Wide High-Density ChIP-Chip Tiling Array
Data Analysis in Fission Yeast

Juntao Li,! Lei Zhu,? Majid Eshaghi,® Jianhua Liu,?
R. Krishna Murthy Karuturi'*

1 Introduction

ChIP-on-chip (also known as ChIP-chip) [1] is a technique that combines chromatin immunoprecipitation
(ChIP) with microarray technology (chip). It allows the identification of binding sites of DNA-binding
proteins in a very efficient and scalable way [2]. We propose a new procedure to analyze hi-density ChIP-
chip tiling array data to characterize protein-DNA interaction. First, we identify the enriched signal
regions or protein binding occupancies using moving window binomial analysis, classify the occupancies
into three categories and process them separately. Single peak footprints were processed to get the peak
position signifying binding location. Multi peak footprints are split into individual peaks and processed
for binding locations. The flat binding occupancies were processed to summarize their overall strength.
We applied our procedure to analyze the custom designed NimbleGen genome-tiling array data of ~380K
probes of fission yeast.

2 Moving Window Binomial Analysis

We applied the binomial test on sliding windows to identify regions with enriched signals using datasets
resulted from ChIP-chip analysis. That is, we counted the number of probes that passed a threshold
of median + 2.5 MAD (median of absolute deviation) in a sliding window of 9 consecutive probes in
size (i.e., ~300 bps) and obtained p-values resulted from binomial test. As a result, each probe was
marked either “+4” if it passed the threshold of median + 2.5 MAD with a p-value of < 0.001 or “” if
it did not. We next defined regions with > 4 consecutive “+” signed probes (i.e., ~140 bps) as enriched
region. These enriched regions indicate the presence of occupancies, whose footprint was defined using
the same approach with the threshold of median + 1 MAD and the p-value of < 0.01. To this end,
an occupancy could contain multiple enriched regions (M+2.5MAD, p-value < 0.001) within a single
footprint (M+1MAD, p-value < 0.01).

3 Region splitting for Multi-peak
To avoid an occupancy covering multiple genomic features, the footprint between the two features was

split at the trough of the occupancy profile. For doing this, we first assigned each probe “4” and “-”,
if R; (the ratio R of probe i) was > R;y1 +d and < R;11 — d, respectively, where d = MAD({d;}),

0; = |R; — Riq1] for i = 1, 2, ..., n, where n is the total number of probes between two features. The
probe was assigned to “0” if |R;11 — R;| < d. After removing all probes with “0”, the footprint was split
between the opposite signs such as “~” and “+”. After splitting, occupancies with footprint of less than

4 consecutive probes are removed. Peak position of occupancies was determined based on the smoothed
profiles. That is, the position of probes with the maximal ratio within a footprint of occupancies is
defined as the position of the peak for occupancies.
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4 Peakedness Test for Binding Occupancies

Occupancies whose footprint covered more than 70% coding regions were tested for peakedness using
kurtosis [3] within the window of footprint. The kurtosis value is based on the formula

. E;‘l:1(j —u)* X p;
R S SN e

where u = 377, j x p; and p; = R;/ 37| R;, R; is the probe ratio at jth position.

The occupancy was designated as having flat-shaped when its K < 2.5. Thus, intergenic or peaked
occupancies are separated from flat occupancies.
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1 Introduction

The ever increasing amount of sequence data available in public databases is a mixed blessing. On the
one hand it allows to build bridges between evolutionary distant sequences making it possible to predict
function. On the other hand it makes the very task of finding these bridges time-consuming and tedious.

Clearly there is a need for automated and efficient methods to assist in the process of function
discovery. Integrating these methods into a framework represents a huge advantage over developing
ad-hoc solutions which are discarded once the specific question has been addressed.

2 The ANNOTATOR Software Environment

The ANNOTATOR software environment integrates a large number of external sequence analytic algo-
rithms in a way that facilitates following a segment based approach to functional characterization.

Additionally a standardized interface allows to develop integrated algorithms with full access to inter-
nal data-structures and process-spawning capabilities. In this way it is possible to devise new methods
for finding distant homologues by iterativelly collecting family members [1] or implement sophisticated
clustering strategies [2, 3]. At the same time the use of a standardized framework allows to easily trace-
back and validate decisions taken by the automated procedure. Additionally, results are available for
further internal processing.

Here we present two implementations of integrated algorithms that demonstrate the above mentioned
advantages.

3 Family-Searcher

The analysis of homology relationships within large superfamilies of protein sequences can be used to
organize the sequence space of known proteins and elucidate the function and evolutionary origin of
unknown ones [4].

The FAMILYSEARCHER algorithm, developed as an integrated algorithm within the ANNOTATOR
software environment, uses an approach of fan-like iterative PSI-BLAST searches [5] which are coupled
with sequence-analytic methods to detect compositional and repetitive pattern bias.

In this way it is possible to collect families with tens of thousands of members in an automated manner.
The algorithm has been used in a number of sequence-analytic projects including the uncovering of the
evolutionary relationship between classical mammalian lipases and human adipose triglyceride lipase [1].

4 Orthologue-Searcher

Orthology is seen as the relationship of descendance from a common ancestral sequence where sequence
divergence followed speciation while paralogy describes a relationship where divergence followed gene
duplication [6, 7, 8]. Correctly identifying orthologues greatly enhances the reliability of transferring
functional information.

The algorithm implemented as an extension of the ANNOTATOR allows to identify orthologues of
a given sequence using an adaptation of the Reciprocal-Best-BLAST-Hit approach. The rapdily rising
number of sequenced organisms means that a typical Orthologue-Search will entail a large number of
BLAST-searches including post-processing, a task that can only be fulfilled by an integrated system.
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A Bioinformatic and Transgenic Approach for
Elucidating Tissue Specific Regulatory Elements

Sumantra Chatterjee,'? Guillaume Bourque,?> Thomas Lufkin!-?3

Identifying the sequences that direct the spatial and temporal expression of genes remains a significant
challenge in the annotation of vertebrate genomes. Precisely locating these sequences, which in many
cases lie at a great distance from the transcription start site has been a major obstacle in deciphering
the complete regulatory profile of a gene. The completion of a number of vertebrate genome sequences,
as well as the concurrent development of genomic alignment, visualization, and analytical bioinformatics
tools, has made large genomic comparisons not only possible but an increasingly popular approach for the
discovery of putative cis-regulatory elements. The unprecedented coverage and resolution of the sequence
data available makes it possible to compare sequence conservation between diverse species spanning the
evolutionary spectrum.

Here we present a study which uses a genome alignment between extreme vertebrate species (teleost
fish to humans) which last shared a common ancestor about 450 million years ago, to come up with a
list of conserved noncoding elements to test for regulatory activity in important genes which control the
specification and development of the sclerotome lineage in vertebrates (Bapxl, Sox6, Pax9, Foxcla). We
use available genome alignments from UCSC genome browsers and a fish transgenic system to locate and
validate proximal as well as distal cis regulatory elements for these genes.

With the data available at our disposal we hope to form a robust yet flexible bioinformatic tissue
specific “training set” that will be used as a template for insilico prediction of regulatory elements and
help to decipher some common central theme regarding the regulatory mechanisms for genes critical for
the development of a particular tissue.

References
[1] Adam Woolfe et al. (2005) Highly Conserved Non-Coding Sequences are Associated with Vertebrate Development.
PLoS Biology, 3:116-130.

[2] Ahituv et al. (2005) Mapping cis-regulatory domains in the human genome using multi-species conservation of synteny.
Human Molecular Genetics, 14:3057-3063.

[3] Wasserman WW, Sandelin A. (2004) Applied bioinformatics for the identification of regulatory elements. Nature Review
Genetics, 4:276-287.

[4] Pennachio LA et al. (2006) In vivo enhancer analysis of human conserved non-coding elements. Nature, 444:499-502.

IDepartment of Biological Science, National University of Singapore.
2Genome Institute of Singapore.
3Corresponding Author. Email: lufkin@gis.a-star.edu.sg



P57 96

Cellular Automata and Simulation of Biological
Processes

Rosaura Palma-Orozco,! Jorge Luis Rosas-Trigueros?

1 Introduction

We are building computational models of biological and chemical systems using cellular automata and it
is necessary to show the potentiality of this computational tool.

A cellular automaton CA (plural: cellular automata, [5, 1]), is a discrete model studied in computabil-
ity theory, mathematics, and theoretical biology. It consists of a regular grid of cells, each in one of a
finite number of states. The grid can be in any finite number of dimensions. Time is also discrete, and
the state of a cell at time t is a function of the states of a finite number of cells (called its neighborhood)
at time ¢t — 1. These neighbors are a selection of cells relative to the specified cell, and do not change
(though the cell itself may be in its neighborhood, it is not usually considered a neighbor). Every cell has
the same rule for updating, based on the values in this neighborhood. Each time the rules are applied to
the whole grid a new generation is created.

2 Some Rules

There are many specific rules that are used to simulate some biological processes, for example Rule 30
and Diffusion Rule.

Rule 30 is a one-dimensional binary cellular automaton rule introduced by Stephen Wolfram [5] in
1983. This rule is of particular interest because it produces complex, seemly random patterns from simple,
well-defined rules. For instance, a pattern resembling Rule 30 appears on the shell of the widespread cone
snail species conus textile, see section 3.

A two-dimensional cellular automata, where every cell takes states 0 and 1 and updates its state
depending on sum of states of its 8 closest neighbors as follows. Cell in state 0 takes state 1 if there are
exactly two neighbors in state 1, otherwise the cell remains in state 0. Cell in state 1 remains in state
1 if there are exactly seven neighbors in state 1, otherwise the cell switches to state 0, CA governed by
such cell-state transition rule exhibits reaction-diffusion like pattern dynamics, so we call this Diffusion
Rule [3], see Figure 1.

Figure 1: Diffusion Rule.

3 Examples and Applications

Cellular automata are now used to model several phenomena present in the our physical world [7, 4].
Some models can only be used to express a basic idea of a phenomenon, others are accurate enough to be
used for prediction. Let us just list some examples of physical phenomena and CA that exhibit similar
behavior:

1Department of Computer Sciences, Centro de Investigacio’n y de Estudios Avanzados, CINVESTAV - IPN, Mexico.
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Patterns on sea shells

Growth of crystals especially patterns in snowflakes can be modeled by simple 2D

Excitable media in biology (predator-prey dynamics)

Fractal growth of biological organisms

Some living things use naturally occurring cellular automata in their functioning. Patterns of some
seashells, like the ones in Conus and Cymbiola genus, are generated by natural CA (see Figure 2). The
pigment cells reside in a narrow band along the shell’s lip. Each cell secretes pigments according to the
activating and inhibiting activity of its neighbor pigment cells, obeying a natural version of a mathematical
rule.

Figure 2: Conus textile exhibits a cellular automata pattern on its shell.
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Genomic Analysis of Transcriptional Regulation by
the Factor REST in Embryonic Stem Cells
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1 Introduction

Pluripotency of Embryonic Stem (ES) cells is controlled by specific, interconnected gene regulatory net-
works. Understanding and reconstructing these networks will be important in future therapeutic appli-
cations of stem cells. One important player in this network is REST (RE1-silencing transcription factor),
a transcriptional repressor involved in multiple developmental and disease processes [1]. The aim of this
project is to understand the role of REST in pluripotency by comprehensively reconstructing its regu-
latory target genes in ES cells. We have used complimentary high-throughput genomic methods to (a)
map the recruitment of REST to the genome of ES cells, and (b) measure the functional outcome of this
recruitment on target genes.

2 Results

An unbiased mapping of REST binding regions in mouse ES cells was performed by the sequencing-
based method, ChIP-PET (Chromatin Immunoprecipitation coupled to Paired-End diTagging). This
approach detects REST binding events based on the identification of clusters of overlapping sequences
from immunoprecipitated genomic DNA. Using an empirical cut-off strategy we identified 2460 high-
confidence REST binding sites of 5 or more overlapping fragments (moPET5+) in ES cells.

REST has been an important model for the study of transcriptional regulation because of the length
and specificity of its 21bp recognition element, which has facilitated computational identification of target
genes [2]. Using the de novo motif finding algorithms MEME and WEEDER, we were able to reconstruct
the canonical RE1 motif from the regions underlying ChIP-PET clusters. Nevertheless, the majority of
bound loci do not contain a high-quality RE1—in fact only 678 contain a high-quality RE1. Instead,
most sites contain either degenerate, full-length RE1 motifs, or various combinations of RE1 half-sites
(Table 1). Therefore, REST recruitment is less sequence-dependent than previously supposed, suggesting
that RE1-independent sequences, chromatin state, or other transcription factors contribute to targeting
REST in ES cells.

BE4
Mote moPETS+ %
i'Tc FG 0l es Full RE1 1598 | 6902
Laft & Right 200 | 813
’vTc ¢ m Left-only 15 | 467
C - Rignt-only 246 | 1000
o RET 201 | 817
Sum 2450

Table 1: Sequence analysis of REST PET regions. The numbers of PET clusters having various RE1 sequence configu-
rations are shown. Motifs were identified using a position-specific scoring matrix (PSSM) for the RE1 with a weak cutoff
threshold, as well as individual RE1 half sites. Left & Right refers to non-canonical combinations of half-sites: altered

spacer distance, convergent, divergent and inverted.

We also investigated the functional output of REST recruitment on target gene expression. Global
gene mRNA levels from control cells, as well as those where REST function was ablated by means of
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a dominant-negative construct (DN:REST), were measured using Illumina BeadChip microarrays. We
identified 441 genes in ES which change significantly under these conditions. Comparison of regulated
genes to REST PET locations revealed that repressed genes are highly enriched for REST PET clusters
within 100kb, while activated genes are not (Figure 1). Repressed genes predominantly recruit REST to
their proximal promoter region (Figure 2).
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Figure 1: REST target genes are enriched for REST PET clusters. The vertical axis represents ranked genes whose

expression significantly changes with DN:REST (the bar divides repressed from activated genes). The horizontal axis
represents the mean of the enrichment of REST PET within 100kb of the genes, for a sliding window. The arrowhead
indicates the genomic background enrichment.
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Figure 2: Repressed target genes are predominantly regulated by promoter-binding of REST. Y-axis represents log fold
change in gene expression upon DN:REST—genes which are repressed by REST have positive values; x-axis represents

distance of nearest REST moPET5+ cluster to gene transcriptional start site.

3 Conclusions

We have performed a comprehensive, whole-genome analysis of REST, an important component of the
ES pluripotency gene network. Our findings have yielded many promising new target genes of REST
which may hold the key to understanding its function. The data suggest that sequence considerations
alone are probably insufficient to reconstruct genomic binding in a given cell type. Future studies will
apply similar techniques to understanding the role of chromatin state and other transcription factors in
defining recruitment and regulation.
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1 Introduction

We report here the first study on the genetic structre of the Arabian Tahr (Hemitragus jayakari) popu-
lation, which is unique to the mountain of the South East Asia (UAE & Oman). This species is listed as
vulnerable and endanger by the World Conservation Union (IUCN). Since no microsatellite markers were
isolated from this species so far, we selected 35 microsatellite markers from cattle (Bishop et al., 1994),
sheep and goats (A.Kotze et al., 2004; A.M.Martinez et al., 2004). Based on the analysis of 11 polymor-
phic microsatellite markers, the study revealed that Arabian Tahr need appropriate genetic management
for their conservation.

2 Method

DNA was extracted by using a QTAamp DNA midi kit (QTAGEN). All PCR amplifications were conducted
in ABI 9700 Thermocycler. The amplicon is Genotyped by using Genotyper 2.0 Version (ABI 3100
Genetic Analyzer; Applied Biosystems).

3 Results

A total of 28 microsatellite markers were isolated, among them 11 were polymorphic; one polymor-
phic marker is shown in Fig. 1. Standard diversity indices of Arabain Tahr were calculated by using
ARLIQUENE. The Hardy-Weimberg (HW) equilibrium was calculated by using GENEPOP as shown
in Table 1. Relatedness between Individuals shown in Table 2 was calculated by using the IDENTIX
software.

We found Average gene diversity over loci : 0.484885 + /- 0.261360.

4 Discussions

Genetic analyses for observed heterozygosity (Ho), expected heterozygosity (He), mean number of alleles
and number of alleles per locus were calculated by ARLEQUINE software (Laurent Excoffier et al., 2006).
Hardy-Weimberg (HW) equilibrium is calculated by using the GENEPOP software v. 3.1c (Raymond
& Rousset, 1995), which applies the chain method of Monte Carlo Markov (Guo & Thompson, 1992).
Relatedness between individuals is calculated by using IDENTIX software (Khalid et al., 2002). Among
28 sets of isolated microsatellite markers, 11 markers were polymorphic and average gene diversity over
loci in the population is 0.484885 +/- 0.261360 which is moderate. Four markers (McM527, BM1258,
INRABERN172 and ETH225) showed significant deviation from the Hardy-Weimberg (HW) equilibrium.
This indicates that proper management has to be taken for the conservation of the Arabian Tahr.

Acknowledgments. We thank H.H. Shaikh Khalifa Bin Zayed Al Nahyan, President of the UAE, for
his endless support for this project.
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Table.1; Standard diversity indices of Arabain Tahr. Fig. 1: Genotypes of the ILSTS87 marker.
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Guided-Discovery of Motifs for
Peptide Binding Prediction

Menaka Rajapakse,’? Lin Feng?

1 Introduction

Identifying T cell epitopes plays an important role in designing epitope-based vaccines. Computational
prediction of peptides that bind to MHC class IT molecules can effectively reduces the wet-lab experiments
for identifying T cell epitopes. Peptides that bind to class II MHC molecules have broad length variations.
Therefore, discovery of binding motifs in unaligned peptide sequences remains a fundamental problem in
class IT MHC peptide binding prediction. Often, prior knowledge such as anchor position specific residues
or information acquired from experimental motifs is used to obtain an alignment prior to devising a
predictive methodology. Probabilistic methods use only positive samples to discover motifs in unaligned
peptide sequences. In this paper, we present a new approach which uses both positive and negative
samples as well as motifs predicted by computational methods or by experimental methods to discover
motifs for predicting binding peptides. Motif discovered by the proposed approach demonstrated better
predictive performance for the datasets tested, compared to the performance obtained with the motifs
derived from probabilistic and experimental methods.

2 DMaterials and Methods

We develop a new motif discovery approach guided-discovery for identifying a motif with better predictive
power in unaligned class II MHC peptide sequences. The guided-discovery approach is summarized by the
following steps: (1) Obtain computationally or experimentally predicted guiding motifs, (2) Construct
profile matrices and scale for uniformity in representation, (3) Define objective functions representing
the solution space, (4) Apply an optimization algorithm to determine the putative motif population, (5)
Select the best solution from a putative motif solution population.

The computationally predicted guiding motifs were derived by using MEME [1] and Gibbs sampler ap-
proaches [3], whereas experimentally motifs were obtained from literature [5]. Motifs described as regular
expressions were then represented as profile matrices. The objective functions, O; and Os were defined as
below to capture the position specific information given in the computationally/experimentally predicted
motifs and to improve the discrimination between binders (positives) and non-binders (negatives).

01=>Y_"1Q = Q(m(9))|; O = FN +kFP

g9

where @ denotes the estimated position specific scoring matrix (PSSM) of the motif, and Q(m(g)) is the
PSSM representation of the guiding motifs. The summation of O; is taken over all the guiding motifs.
FN and FP represent false negatives and false positives and the factor k is used to scale the ratio between
binders and non-binders. An optimization algorithm [2] which is able to optimize (minimize) the multiple
objectives, O; and Os simultaneously was used to obtain a solution population. The final phase involved
choosing the best motif solution from the resulting solution population.

We applied the guided-discovery approach to DRB1*0401 dataset obtained from IEDB database as
described in [4] and I-A97 dataset described in [5]. The DRB1*0401 dataset of comprises of 209 binders
and 248 non-binders. In order to simulate an independent evaluation, three mutually exclusive training
sets were formed from the DRB1*0401 dataset. Two of which carrying only 50 binding peptides of 9aa or
longer in length were assembled to train MEME and Gibbs sampler and retrieve the respective predicted
motifs. The third set was used to train guided-discovery approach together with 124 non-binders. The
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remaining peptides, 59 binders and 124 non-binders were used as the testing dataset. Three-fold cross-
validation was adopted and the average of the results was reported as the final performance value. In
the case of I-A97, the training dataset consists of 438 binders and 134 non-binders. As subsets of the
I-A97 training dataset have been used to identify experimental motifs, we used an independent dataset
for testing. The testing dataset comprises of 112 binders. Due to the lack of non-binders and to perform
an unbiased evaluation of performance, 25 data sets, each comprising 112 non-binders were randomly
generated, and combined with the binder dataset. The performance was reported by averaging the
results over the 25 datasets. The area under receiver operator characteristics (AUC) was used to measure
the performance. During each experiment, the PSSM which scored the highest AUC for the training set
from the guided-discovery approach is retained and subsequently used to estimate the performance of
testing data.

3 Results and Discussion

We applied the proposed guided-discovery approach to two different datasets. For testing the effect of
computationally predicted motifs in guiding the motif discovery process, we used motifs predicted by two
different probabilistic methods. We also tested the performance of the proposed method when guided
by experimentally determined motifs. The performances of the proposed guided-discovery approach
on the aforementioned instances are illustrated in Figure 1. In both cases, the predictive power of
guided-discovery approach exceeded the performance of the motifs discovered by probabilistic methods
and by experimental methods. Significant improvement in the performance was observed for the I-A97
dataset guided by the experimental motifs. However, the integration of low-performing motif information
predicted by computational means resulted in a marginal improvement in the overall performance of
the DRB1*0401 dataset. We conclude that guided-discovery is an efficient approach that is able to
improve the performance of a prediction algorithm built on motifs detected by experimental methods or
by computational methods.
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Mining for Domain Dependency Sets
from Protein Interactions

Xiao-Li Li and See-Kiong Ng!

1 Introduction

Many protein interactions are known to be mediated by the underlying domain interactions among the
proteins, and various computational methods have been developed to infer domain interactions. However,
all the existing techniques adopt pairwise domain interaction models that only consider domain pairs
and/or domain combination pairs. These approaches do not take into consideration the interactions
occurring between multiple (more than two) domains, such as interactions in multi-protein complexes, or
those that required third-party domains for activation. In this paper, we mine for such sets of multiple
domains required for interactions. We denote them as Domain Dependency Sets (DDS). The DDS’s
are non-reducible sets of essential interacting domains with high support in protein interaction data; an
exclusion of any domain member in a DDS will result in non-interacting protein sets. Our results show
that statistically significant and biologically meaningful DDS’s can be discovered from protein interaction
data.

2 Problem Formulations

Mining domain-domain interactions was the earliest interaction mining efforts for shedding light on the
underlying mechanisms of protein interactions and revealing potential protein interactions. Sprinzak et
al. [1] were amongst the first to attempt to characterize protein interactions using domains in InterPro [2].
These early works had focused on pairwise interactions between individual domains.

Such pairwise models for domain-domain interactions do not represent the entire interaction rules, for
there are many protein interactions known to mediate by multiple (more than two) domains. For example,
protein phosphorylation, an essential process for many interactions and enzymatic reactions, is carried
out by kinases which may not be involved in the direct interactions between two domains. In the signaling
process by the receptor tyrosine kinase (RTK), two tyrosine kinase domains are needed to phosphorylate
each other before the SH2 domains bind to them. Another similar scenario is the phosphorylation of
protein inhibitors by a kinase to bind phosphoprotein phosphatase. Often, the kinases and enzymes that
regulate interactions are found as individual proteins but many have been found fused to their target
proteins (a phenomenon called gene fusion [3]). Such evolved proximity to their targets is speculated to
increase the efficiency of these enzymes.

In addition to the enzymatic cases where the enzymatic domains are required as activators in protein-
protein interactions, additional domains could also be needed to assist proteins to adopt the right struc-
tural conformation for interactions. Such domains function like molecular chaperones that assist in the
folding of proteins and their assembly into complexes though they are not involved directly in the in-
teractions. Multiple domains could also bind in a cooperative manner such that the absence of any
domain would lead to non-interactions. Additional domains may also be required to serve as adaptor
proteins that facilitate interactions between two proteins. Again, these multiple interacting domains may
be found to exist individually in complexes or as fused products in interaction between two proteins. The
requirement for multiple domains provides an added level of control for cell to regulate its protein-protein
interactions.

Han et al. [4, 5] recently designed a probabilistic framework that takes pairs of domain combination
sets instead of domain pairs as the basic units for protein interactions. In their work, members of each
domain combinations are fixed. This is not the case in nature as domain combinations can be shuffled
due to gene fusion (which glued multiple domains together) or gene fission (which split a multi-domain
protein into individual components) genetic events. Interactions will occur as long as all essential domains
are present regardless of the distributions of domains in different proteins. In this paper, we therefore
consider a dependency set model for multi-domain interactions that do not assume pairwise relationships
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between interacting protein domains or fixed domain combination sets. More specifically, this paper
studies the following problem:

Protein Interaction mining of Domain Dependency Sets (DDS): Find high support
non-reducible sets of multiple domains (> 2 domains) that are deterministic of protein inter-
actions.

We give an example to illustrate a DDS. One DDS discovered in our experiments is the domain set
{PF00076, PF02847, PF04851}. It has high support as it was found to occur many times (8 times) in
interacting protein pairs and complexes. It also occurred very sparsely in our non-interacting protein
data sets, while all its subsets {PF00076, PF02847}, {PF00076, PF04851} and {PF02847, PF04851} do
not interact-they occurred significantly more frequently in the non-interacting protein dataset than the
interacting protein dataset.

The non-reducibility requirement means that any subset of a DDS cannot be an interacting set. This
ensures that the protein interactions mediated by a DDS are not caused by any of subset of its member
domains but by all its domains “ concert”. In this way, the DDS’s provide the biologists with important
information, such as what are all the necessary actors (domains) required to realize a protein interaction.

For the first time, we can capture the full range of dependency relationships of multiple interacting
domains that underlies a protein-protein interaction; our DDS model does not assume fixed distributions
among the various protein players in all the protein interactions that a DDS mediates. In other words, the
key difference between a DDS and a conventional domain combination pair [4, 5] lies in that the domains
in a DDS can be from different distributions or structures in different interactions that the DDS mediates.
For example, given a DDS {A, B, C}, the triplet can be found pairing up in different combinations in
pairs of interacting proteins ({-A-, -B-C-}, {-B-, -A-C-}, {-C-, -A-B-}) and/or alone in separate proteins
in protein complexes ({-A-, -B-, -C-}). The only restriction of a DDS is that not all the domains can be
from the same protein.

3 Results and Conclusions

For this new data mining problem, we have proposed a novel interaction mining algorithm with pruning
strategies to ensure efficiency. We found that DDS model provide a better domain interaction model for
protein interaction prediction than the conventional pairwise model. For example, the average interacting
probabilities of all the pairwise subsets of 3-domain dependency sets extracted is ~26%. However, the
average interacting probabilities increases to 81% when we use 3 domains together. This show that even
though the individual pairwise domain-domain subsets were useless for predicting interactions (~26%
accuracy ), a combination of these domains for predictions could reveal potential new interactions much
more accurately. Mining domain dependency sets is a new and important approach for dissecting the
underlying general mechanisms for protein-protein interactions. Instead of pairwise interacting domains
and domain combinations, dependency sets containing multiple domains (> 2) deterministic of protein
interactions were mined from protein interaction data including complex data. The resulting DDS’s mined
from yeast protein interaction data were found to be statistically significant and contained biologically
meaningful information. We found that some of the extracted DDS’s correspond to known biological
knowledge, indicating that many of the other DDS’s could correspond to potential novel discoveries
worth further investigations by biological experiments.

References
[1] E. Sprinzak and H. Margalit. Correlated Sequence-signatures as markers of protein-protein interaction. Journal of Mol.
Biol., 311:681-692, 2001.

[2] R. Apweiler, T.K. Attwood, A. Bairoch, A. Bateman, E. Birney, M. Biswas et al. The InterPro database, an integrated
documentation resource for protein families, domains and functional sites. Nucleic Acids Res., 29:37—40, 2001.

[3] A.J. Enright, I. Illiopoulos, N. C. Kyrpides, and C.A. Ouzounis. Protein interaction maps for complete genomes based
on gene fusion events. Nature, 402:86—90, 1999.

[4] D. Han, H. Kim, J. Seo, and W. Jang. Domain combination based probabilistic framework for protein-protein interac-
tion predication. Genome Informatics, 14:250-259, 2003.

[5] D. Han, H. Kim, W. Jang, and S. Lee. Domain combination based protein-protein interaction possibility ranking
method. BIBE2004, pages 434-441, 2004.



P62 106

SHRiMP: The Short Read Mapping Package
Stephen Rumble,! Michael Brudno'-?

1 Overview

Next generation sequencing technologies are revolutionizing the study of variation among individuals in
a population. The ability of sequencing platforms such as AB SOLiD and Illumina (Solexa) to sequence
one gigabase or more in a few days has allowed us to re-sequence a human genome (at 1x) in about 10
days on a single machine.

Here we present the Short Read Mapping Package (SHRiIMP): a method for mapping very short
reads to a genome. Our method includes 1) a spaced k-mer filtering technique, 2) a very fast, vectorized
implementation of the Smith-Waterman algorithm, 3) separate full color-space and letter-space alignment
approaches, and 4) computation of false discovery statistics for hits. We show the results of using SHRiMP
for mapping reads to the Ciona savingyi reference genome, confirming the high heterozygosity of this
genome for a second individual, and quantifying the sequencing error rate in the AB SOLiD datasets
available to us. SHRiMP is freely available at http://compbio.cs.toronto.edu/shrimp.

2 Mapping Strategy

The algorithm starts with a rapid k-mer hashing step to localize potential areas of similarity between the
reads and the genome. All of the spaced k-mers [1] present in the reads are indexed and for each k-mer
in the genome, all of the matches of that particular k-mer among the reads are found. The approach of
indexing the reads, rather than the genome has several advantages: First, it allows us to control memory
usage, as our algorithm always needs memory proportional to the size of the genome, while the large set of
short reads can be easily divided between many machines in a compute cluster. Secondly, our algorithm is
able to rapidly isolate which reads have several k-mer matches within a small window by using a circular
buffer to store all of the recent positions in the genome that matched the read. While this approach
lowers the likelihood that k-mer matches are collinear, compared with the approach of Rasmussen et
al [2], the lower per k-mer cost of computation combined with a fast (vectorized) implementation of the
Smith-Waterman algorithm makes this approach advantageous for shorter k-mers.

If a particular read reaches a threshold number of k-mer matches within a given window of the
genome, we execute a vectorized Smith-Waterman step to score and validate the similarity. The top n
highest-scoring regions are retained, filtered through a full backtracking Smith-Waterman algorithm, and
output at the end of the program if their final scores meet a specified threshold. The running time of the
SHRiMP algorithm at various parameters is summarized in Table 1.

3 Color-Space Alignment

The AB SOLiD sequencing technology introduced a novel dibase sequencing technique, which reads
overlapping pairs of letters and generates one of four colors (typically labeled 0-3) at every stage. The
exact combinations of letters and the colors they generate is shown in Figure 1A. The sequencing code
can be thought of as a finite state automaton (FSA), in which each previous letter is a state and each
color code is a transition to the next letter state. This automaton is demonstrated in Figure 1B. We
implement an algorithm for aligning color space reads in letter space. Our key observation is that while
a color-space error causes the rest of the sequence to be mistranslated, the genome will match one of the
other three possible translations. Consequently, we adapt the classical dynamic programming algorithm
to simultaneously align the genome to all four possible translations of the read, allowing the algorithm
to move from one translation to another by paying a “crossover”, or sequencing error penalty. If one
wishes for a probabilistic interpretation of the algorithm, one can consider the FSA in Figure 1B to be a
Hidden Markov Model, where the letter is the hidden state, and the color-space sequence is the output
of the model. By taking the cross product of this HMM with the standard pair-HMM associated with
the Smith-Waterman algorithm, we can allow all of the typical alignment parameters, including the error
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penalty, to be probabilistically motivated as the logarithm of the probability of the event, and trained
using the Expectation-Maximization algorithm. It is notable that our approach handles not only matches,
mismatches, and sequencing errors, but also indels.

4 Computing P-Values

As part of the SHRIMP package we provide the user with several utilities to simplify SNP discovery,
including the ability to compute p-values as the probability that a match equally good or better would
occur in a genome of equal length where at every position each nucleotide can be randomly selected with
probability 0.25. We base this on the number of k-mer strings that have fewer then the observed number
changes. The number of such strings grows by a factor of four with every mismatch and, (for color-space)
crossover. For indels, the number of strings grows by a factor proportional to 2 times the length of
the string: the 2 corresponds to having either an insertion or a deletion, and the length represents the
possible positions for the indel. Now let the total number of strings be Z; we compute the p-value as
1—(1- Z/4k)genome,length.

5 Application to C. savingy: Resequencing

We use SHRIMP to explore the ability of AB SOLiD’s read sequencing technology to capture the poly-
morphisms present in the sea squirt (Ciona savingyi) organism. The amount of variation present is nearly
50-fold higher than in human, making it one of the most difficult organisms for variation detection. Our
results (Table 2) illustrate that the mapping of short reads, even in the presence of insertion and deletions,
is feasible in the case of the highly polymorphic genome. Furthermore, the nature of AB SOLiD’s dibase
sequencing methodology allows us to differentiate between SNPs present in the genome and sequencing
errors (on the assumption that the reference genome is accurate). Our results confirm the previously
observed high polymorphism rate within the Ciona savingyi genome, and estimate the per-position error
rate of the AB SOLID technology as 2-3%, concordant with ABs own estimate.
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Figure 1: The dibase sequencing alphabet of AB SOLID, presented as A, a transition matrix; and B, a Finite State

Automaton. For example, and A followed by an A generates a “0” color, a C followed by a T a “2”.
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%in SW | 45% | 25% | 12% | 7% | 3% % Reads mapped | 20% 9%
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mapping 11.200 25-color reads to the C. Savingyi Error rate 024 020
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COCAW: Comparative Observer for Conserved
Areas among Whole Genomes

SeungHeui Ryu,! Hwan-Gue Cho,? DoHoon Lee?

1 Introduction

To find a special region in biological sequence is one of the hot issues such as motif finding in a sequence,
searching homology between sequences, and multiple alignment for finding homology among sequences [1,
2, 3]. Furthermore, identifying the function and relationship among the reserved region or genes has been
interested like gene clustering, gene order, and gene pair ordering problem [4]. Sometimes the sequence
between conserved two regions may give an information us to find mechanism in biological change. For
example, these small size sequences between specific genes or conserved regions could be identified as
a marker to express specific diseases among genomes [6]. For the purpose, many tools for small size
comparison like BLAT [5] could be available. However these approaches have limit to extract the small
gap between given regions. We intend to cave specific sequence and conserved sequence as a marker
through finding homologies in a genome and analyzing similar sequence between genomes.

2 COCAW System

COCAW* (Comparative Observer for Conserved Areas among Whole Genomes) compares sequences
between Genomes at start points as selected arbitrary two positions k-mer. Finding valuable region like
marker is eventually our goal. Because the search space for finding homology pair using k-mer pattern
is vary huge in a genome or among genomes, it is necessary to verify that there are meaningful pair
regions in advance. COCAW is a system for the verifying and visualizing the pair region among genomes.
The procedure is the followings: (1) two query positions are selected in a reference genome, (2) k-mer
pattern is obtained respectively, (3) find k-mer pattern pair in a genome and extend given two patterns
until increasing reasonable size, (4) extracting all short sequence,gap, between extended patterns, and
(5) repeat step (3) and (4) among other genomes. COCAW has the following features: Web based
service, display the conserved pair region, report sequences of all conserved pair region, extract and
saving sequence of gaps, and link to NCBI sequence viewer.

In the figure 1, reference genome is a Streptococcus agalactiae (NC 004368) bacteria. Compared
genomes are G1 and G2 respectively. Gl is a Klebsiella pneumoniae (NC 009648) bacteria and G2 is a
Pseudomonas aeruginosa (NC 002516). Same color is a similar conserved region. Those figure show there
are few conserved pair regions. Two numbers of pairs are estimated similar conserved regions after second
position 254116 sequence in a reference genome. Six pairs and a pair are estimated similar conserved
regions in G1 and G2 respectively.

Figure 2 shows the web interface of COCAW. We use 14 bacteria and 6-mer pattern database that
have each position. It shows that COCAW can service multiple alignment of pair regions via multiple
choice of genome.

3 Conclusion

COCAW is a tool for multiple alignment of given pair region and visualizing. From the our approach we
can extract the short sequence between conserved regions and make an analysis of the short sequences
for characterization of conserved region or genes. Furthermore we can characterize the short region such
as disease marker.
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COCAW is a progressive tool, so additional functions are required: easy interface for handling, link
to the other tools, and display useful information getting from Genbank and COG. COCAW is available
on http://164.125.37.216/Projects/COCAW.
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Figure 1: Reference genome is a Streptococcus agalactiae, G1 Klebsiella pneumoniae, and G2 Pseudomonas aeruginosa.

In reference genome, the pair are found 3 times. In G1 and G2, 6 pairs and a pair are found respectively.
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SPIKE: Signaling Pathways Integrated Knowledge
Engine

Ran Elkon,! Rita Vesterman,'! Nira Amit,! Igor Ulitsky,? Gilad Mass,!
Idan Zohar,? Dorit Sagir,! Jackie Assa,? Yosef Shiloh,! Ron Shamir?

Biological signaling pathways that govern cellular physiology form an intricate web of tightly regu-
lated interlocking processes. Data on these regulatory networks are accumulating at an unprecedented
pace. The assimilation, visualization and interpretation of these data have become a major challenge
in biological research, and once met will greatly boost our ability to understand cell functioning on a
systems level.

To cope with this challenge, we are developing the SPIKE knowledge-base of signaling pathways.
SPIKE contains three main software components: 1) A database (DB) of biological signaling pathways.
Carefully curated information from the literature and data from large public sources constitute distinct
tiers of the DB. 2) A visualization package that allows interactive graphic representations of regulatory
interactions stored in the DB and superposition of functional genomic and proteomic data on the maps.
3) An algorithmic inference engine that analyzes the networks for novel functional interplays between
network components.

SPIKE implements user-friendly data submission forms which allow registered users to upload data
to SPIKE DB. Our vision is that the DB will be populated by a distributed and highly collaborative
effort undertaken by multiple groups in the research community, where each group contributes data in
its field of expertise.

The integrated capabilities of SPIKE make it a powerful platform for the analysis of signaling net-
works and the integration of knowledge on such networks with omics data. SPIKE is available at
http://www.cs.tau.ac.il/ spike.

Acknowledgments. The development of SPIKE was supported by the A-T Children’s Project, by
ESBIC-D, a coordinated action under the EU Sixth Framework, and by a Converging Technologies grant
from the Israeli Science Foundation.
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Figure 1: An example of SPIKE signaling map.
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GPU-Based Fast K-means Clustering of Gene
Expression Profiles

S. A. Arul Shalom,! Manoranjan Dash,> Minh Tue?
1 Introduction

K-means well suits gene expression profiles clustering, assuming that most gene clusters are spherical or
elliptical in shape. Usually gene expressions have high dimensions say 4 to 300 experimental measure-
ments, with a few thousands to hundreds of thousands of genes. K-means algorithm is to identify patterns
in gene expression profiles in human mammary epithelial cells (HMEC) and breast cancers [2], and to
analyze oligonucleotide microarray gene expression data (GDS958) [1]. Often it is time consuming while
analyzing clusters from large microarray experiments. We present here how to harness programmable
Graphics Processing Unit (GPU) to speed-up k-means cluster computations.

2 Computational Performance of GPU over the CPU

The application of GPU today has been well proven beyond the traditional processing of vertices and
fragments [3]. One major arena in the application of GPGPU is the analysis of Gene expression profiles
in various forms of micro array data. A phenomenal computation speed up to 4x to 12x can be achieved
using todays commodity GPU when compared to the use of CPUs on high-end desktops. The factors
that enable the processing power of GPUs are the inherent parallel architecture, high peak memory
bandwidth, possible high floating-point operations, and the various stages of programmable processors
which are shown in figure 1. We have demonstrated the performance gain of using GPU for k-means
computation via experimentation. GPU performance (Time/Iteration) of k-means implementation is
compared with the CPU implementation as shown in figures 2 and 3.

3 GPU Implementation of K-means Clustering

Micro array experiments produce massive amounts of data, which needs to be analyzed for significances
in expression pattern. Often, computational methods such as k-means clustering need to be used for this
purpose [1, 2]. In this section we brief the steps to implement k-means clustering of microarray data
on the GPU efficiently. The two sets of microarray data: HMEC [2], and GDS958 [1] are used. The
kernels are implemented in the fragment processor shown in figure 1 and executed via shaders. It is seen
that the GPU implementation is faster than the CPU by 7x to 8x. The steps are as follows: Transfer
gene expression data to GPU textures from CPU arrays. Store Gene expressions in textures using the
“Luminance” format. Parallel computation of gene distances and minimum distances (figure 4). Parallel
grouping of gene textures based on minimum distances. Update centroids in GPU and transfer of cluster
information to CPU. A part of the shader implementation in OpenGL Shading Language (GLSL) for
distance computation is given in figure 7.

4 Summary of Experiment Results

The micro array gene expression profiles have been represented via GPU textures and the k-means
computations are executed via fragment shaders for data size over 1M. Our approach in clustering avoids
the need for data and cluster information transfer between the GPU and CPU in between the iterations
thus improving the efficiency 2x compared to a previous [4] GPU implementation of k-means clustering.
The GPU k-means clustering implemented for the HMEC gene expression data set with about 65500
genes has shown tremendous speed gain of 7x to 8x against the CPU implementation. The efficiency gets
higher as the sizes of the dimensions get larger. Gene clustering is done for the GDS958 Gene expression
data set (16800 genes and 4 dimensions) and the 4 clusters are visualized in figure 5. It is evident that
traditional clustering methods on large sets of micro array data can be done fast. Our future works will
be on implementing hybrid k-means and hierarchical methods on the GPU.
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No. of Gen Expr  Time in Sec/Iteration Efficiency
Clusters Dimensions GPU 8600 CPU P4

3 4 0.00623 0.04954 8.0
4 4 0.00902 0.06521 7.2
3 9 0.01251 0.10311 8.2
4 9 0.01589 0.13331 8.4

Figure 6: HMEC gene expression clustering (65500
genes): Comparison between GPU & CPU performance.
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Figure 3: GPU NVIDIA 5900 & 8600 vs CPU P4
based on cluster size. GPU 5900 is 10x to 20x faster
and 8600 is about 50x faster when there are more than

20 clusters.
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Figure 5: GDS958 Gene expression data clusters
formed via k-means implementation on GPU.

char* shader7 = \

"#extension L_ARB_texture_rectangle : enable\n" \
"uniform sampler2DRect texture;" \

"void main(void) { " \

" float vall = texture2DRect(texture,
gl_TexCoord[0].st).x;" \

" float val2 = texture2DRect(texture,
gl_TexCoord[1].st).x;" \

" float val3 = texture2DRect(texture,
gl_TexCoord[2].st) .x;" \

" float vald = texture2DRect (texture,
gl_TexCoord[3].st).x;" \

" gl_FragColor.x = (vall+val2+val3+vald);"\" "}";

Figure 7: GLSL codes for new centroid computation.
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Stochastic Switching Behavior of a Bistable
Auto-Phosphorylation Network
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Dragan Bosnacki,! Peter A.J. Hilbers!

1 Introduction

Cells utilize intricate protein reaction networks to sense, transfer and interpret information about their
envi- ronments. Many of these networks are based on cycles of phosphorylation and dephosphorylation
reactions [2]. Although ordinary dierential equations (ODEs) provide a useful tool to describe the inter-
actions within those networks, they fail to take into account the molecular species for which only small
numbers of particles are available. For these cases, more detailed stochastic methods are required. Here
we consider a phosphorylation network with auto-phosphorylation. When modeled with ODEs, such a
network can act as a bistable switch. We study to what extent such an auto-phosphorylation cycle with a
small number of particles can still be considered a bistable switch. In particular, we analyze the relative
stability of the switch states as a function of the number of particles. To this end, we adopt a Markov
model approach.

2 Stochastic Models of Auto-Phosphorylation

The smallest observed phosphorylation module that can theoretically yield bistability is a single phospho-
rylation cycle with (trans-) auto-phosphorylation. In such a cycle the phosphorylated species catalyzes
its own production from the dephosphorylated species. We observed that 113 out of 273 kinases (i.e.,
enzymes that catalyze the addition of phosphate groups to proteins) in the Human Protein Reference
Database [3] show auto-phosphorylation.

Here we study such a module with an input kinase S as shown in Figure 1la. We describe all reactions
with Michaelis-Menten kinetics and choose an appropriate set of dimensionless parameters: we keep the
concentration of phosphatase (i.e., the enzyme that catalyzes the dephosphorylation reaction) at 1 and
choose for all reactions the Michaelis constant K, = 0.05 and the catalytic constant k.,; = 1, which
leads to the ODE equilibria shown in Figure 1b.
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Figure 1: (a) Phosphorylation cycle with auto-phosphorylation and input kinase S. (b) For appropriate parameter sets,
the ODE model displays bistability (solid lines: stable equilibria, dashed line: unstable equilibria).

For a finite number of particles N and input signal [S], this network can also be described as a
continuous time Markov model, which runs on the same time scale as the ODE model. From this
description, we can directly derive the stationary distribution of the corresponding system. For systems
with 10, 100 and 500 particles and a constant input concentration [S] = 0.54 (an arbitrarily chosen value
within the bistable range), these distributions are shown in Figure 2a. In all these distributions there
are two peaks (hereafter, the first and second maxima are referred to as “OFF-state” and “ON-state”,
respectively), which correspond with the stable equilibria of the ODE. The probabilities of intermediate
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states are relatively large for small values of N, but decrease with increasing N. Note that for this value
of [S] the ratio between the probabilities of the OFF- and ON-states decreases with increasing N. This
seems to imply that the OFF-state disappears for very large values of N. However, this is not the case.
In fact, we have found that the ratio between the probabilities of the OFF-state and the intermediate
minimum increases exponentially with growing N.

By analyzing the expected time for the system to move from one maximum to the other, we can show
that for large N the OFF-state remains quasi stable. These transition times can be derived from the
Markov model description [1, 4] and are shown in Figure 2b. As expected, it takes far less time to go
from the OFF-state to the ON-state than it takes to switch in the opposite direction. However, both
transition times grow exponentially fast with N, hence decreasing the probability of switching in either
direction. Consequently, when N is suciently large, the behavior of the system in a reasonable long time
is determined by the initial state of the system, yielding a so-called quasi-stationary distribution. In
other words, for large values of IV, the switch will remain in its initial state for a very long time. Of
course, ultimately the information of the initial state is lost and the system is described by the stationary
distribution.

So far, we have only considered one specific value of [S]. Yet, the above holds for any value of [S]
within the bistable range of the ODE in the sense that in the stationary distribution there are always
two peaks between which the expected switching time grows exponentially fast with N. Note that for
lower values of [S] the OFF state is dominant in the stationary distribution, while for higher values of [S]
the ON state is dominant. Nonetheless, in either case both states are effectively stable for large enough
values of N.
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Figure 2: (a) Stationary distributions (normalized to a maximum value of 1) for [S] = 0.54 and N = 10, 100, 500. (b)

Transition times between two peaks of stationary distribution for [S] = 0.54.

3 Conclusion

With the given parameters the ODE model of the auto-phosphorylation network has a stable OFF-state
for small values of [S] and a stable ON-state for large values of [S]. In the overlapping range, the system
is bistable. For small values of N, the stochastic description shows clearly different behavior. As shown
by the short transition times, the system can easily switch between both states and does therefore not
act as a bistable switch. However, the switching time in both directions grows exponentially fast with
N. Hence, as N grows to infinity, the stochastic model’s behavior converges to that of the ODE model.
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Ubiquitin-Proteasome Pathway Genes
and Prostate Cancer
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1 Introduction

Ubiquitin-proteasome system plays a significant role in pathogenesis, particularly in cancer [1]. Under-
standing degradation of proteins through this pathway is important in short listing targets and drug
design. Here proteasome regulated genes in general and specifically those involved in prostate cancer
are analyzed using NetPro”?™ a hand curated interactome knowledgebase. The analysis brings out the
utility of the database to understand molecular interactions and also importance of ubiquitin-proteasome
pathway in cancer.

2 Method and Discussion

“Ubiquitin pathway module” of NetPro”™ | was explored for proteins involved in ubiquitin-proteasome
pathway using WebMINE, a Java based query interface. The query included interaction terms pertaining
to ubiquitination, degradation, expression and also 6 proteasome inhibitors (Benzyloxycarbonylleucyl-
leucyl-leucine aldehyde, Bowman-Birk inhibitor, Clasto-lactacystinbeta-lactone, epoxomicin, Lactacystin,
PS 341).

(A) Regulation of ubiquitin-proteasome pathway involved genes. Table 1 summarizes results with
combinations of queries and key processes associated with the group of genes as given in GO ontology.
Interactions that lead to degradation or up regulation of the proteins by this pathway were considered
by using appropriate interaction terms. NetPro’™ enabled to distinguish regulation mechanisms of
ubiquitin-proteasome pathway interacting molecules. About 1/7th of the proteins annotated as ubiquitin
ligase (this includes all evidences like IEA also) in GO have proven interaction with proteins that are
degraded by proteasome pathway. 23 proteins degraded by proteasome pathway have no known ubiquitin
ligases. It is possible that some of these genes do not go through ubiquitination for degradation by
proteasome. Among the 213 genes that interact with ubiquitin ligases, ~ 40 of the genes are involved
in apoptosis, ~ 25 in cell cycle by GO annotation, which in total is about 1/4th of the ubiquitin ligase
interactors.

(B) Ubiquitin pathway and prostate cancer. Two sets of genes, genes involved in pathogenesis and
genes differentially regulated by prostate cancer drug Taxotere were analyzed. Results are given in
Table 2. Of the 31 genes associated with pathogenesis of prostate cancer, 19 were found to be targeted
by ubiquitinproteasome pathway for degradation [2]. Overall 16 of the 32 genes influenced by Taxotere
in PC-3 or LNCaP are involved in ubiquitin-proteasome pathway [3, 4].

To summarize, the results show predominant regulation of apoptosis, cell cycle or transcription
processes linked genes by ubiquitin-proteasome pathway. 50% or more of genes involved in prostate
cancer pathogenesis or drug action were found to be regulated by ubiquitin-proteasome pathway. Fur-
ther, networks of proteins involved in the proteasome pathway could be generated to understand the
regulation mechanisms involved (using a visualization tool).
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Protein groups Numbers Predominant processes (GO)

Proteins classified as ubiquitin ligases by GO (all ev- 623 Ubiquitination
idence codes)

Unique ubiquitin ligases (as classified by GO) with 85 Ubiquitination
interactions in NetPro?™

Unique proteins interacting with ubiquitin ligases (as 533 ND
classified by GO)

Unique proteins down regulated by ubiquitin ligases 213 Apoptosis ~ 40; Cell cycle - 25;
Transcription - 19

Unique proteins up regulated by ubiquitin ligases 37 ND

Proteins influenced by proteasome inhibitors 171 ND

Proteins having interactions both with proteasome 22 Apoptosis ~ 5; Cell cycle - 2;
inhibitors and ubiquitin ligases (as classified by GO) Transcription - 3

in NetProT™M

Proteins having interactions only with proteasome 23 Apoptosis ~ 7;Cell cycle - 2; Sig-
inhibitors and not ubiquitin ligases (as classified by nal transduction - 6
GO) in NetProT™

Table 1: Ubiquitin pathway molecules in NetPro”™ and the associated processes, as of December 2007.

Condition of gene profile Number of Genes involved in
ubiquitin-proteasome pathway

Prostate cancer pathogenesis [2] 19 of 31

Regulated in the same way in PC-3 and LNCaP cell lines 7 of 12
by Taxotere [3, 4]

Not affected in one or the other cell lines by Taxotere [3, 4] 9 of 18

Opposite expression pattern upon Taxotere treatment in 0 of 2
the 2 cell lines by Taxotere [3, 4]

Table 2: Prostate cancer related genes involved in ubiquitin-proteasome pathway.
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Fast Approximate Hierarchical Clustering using
Similarity Heuristics and Adaptation to Time
Constraints
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1 Introduction

Agglomerative hierarchical clustering (AHC) is a common unsupervised data analysis technique used in
several biological applications, most often probably for gene expression data. Standard AHC methods
require that all pairwise distances between data objects were known. With ever increasing data sizes this
quadratic complexity poses problems that cannot be overcome by simply waiting for faster computers.
We propose an approximate AHC algorithm HappieClust that can be tuned to obey user-given time
constraints. The key to the algorithm is to limit the number of pairwise distances calculated to a fraction
of all possible distances which are chosen by using similarity heuristics.

2 Methods

HappieClust first calculates a fraction of all pairwise distances and then performs a modified hierarchical
clustering procedure, where merging decisions are based on the known distances only. Careful implemen-
tation achieves linear running time in the number of used distances. The main concern here is the quality
of the resulting clustering, which depends heavily on the subset of distances chosen. To mimic the best
greedy choices of the AHC we introduce a similarity estimation heuristics that helps to rapidly find pairs
of similar data objects. The heuristic is based on the observation that if two objects are close enough to
each other then the distance to any third object from both of these is approximately the same. We turn
this observation upside down and look for pairs of objects which are approximately at the same distance
from several other objects (which we refer to as pivots). Figure 1 illustrates the experimental result that
these pairs are more probably similar. Further experiments have confirmed that using such similarity
heuristics significantly increases the quality of resulting clustering. Our similarity heuristic closely relates
to several similarity search algorithms [5].
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Figure 1: Distributions of 1000000 Pearson correlation distances in the data set by Shyamsundar et al [4]. The random
choice of pairs results in a normal-like distribution with mean 0.9 whereas pairs chosen using similarity heuristics have mean
0.6.
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3 Quality Evaluation

Hierarchical clustering is often followed by a study to find subtrees with over-representation of genes
annotated to some specific Gene Ontology term or pathway [1]. It would be desirable for the approximate
hierarchical clustering to reveal mostly the same pathways and Gene Ontology terms. We used the web-
based toolset g:Profiler [3] and looked for the highly over-represented terms (p-value less than g:SCS
threshold [3]) in the subtrees of the full hierarchical clustering dendrogram. To evaluate approximate
hierarchical clustering we looked how much these p-values differ in the logarithmic scale. Figure 2 shows an
example of such evaluation where HappieClust was 25 times faster than the conventional full hierarchical
clustering. The histogram contains p-value changes for 656 Gene Ontology terms and only 14 of these
have dropped more than 50%, 139 have dropped 25-50%, 273 have dropped 0-25%, and 230 have become
more significant. This indicates that we have found most of the biologically meaningful clusters 25 times
faster.
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Figure 2: Gene Ontology and pathways annotations based quality for the data set by Lukk et al [2]. Histogram of changes

in p-values from full clustering to HappieClust running 25 times faster.

4 Conclusions

Since approximate hierarchical clustering runs in near-linear time in the number of calculated distances,
it is easy to estimate the running time in advance. This gives the great possibility to choose the number of
distances to achieve the appropriate running time. Such feature is very useful in web-based applications
where users expect fast response time.

The quality evaluation shows that dendrograms with useful information can be obtained several
magnitudes faster than the conventional full hierarchical clustering.

Computational experiments verify that HappieClust is well suited for the large-scale gene expression
analysis both on personal computers as well as public online web applications.
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A Training-Set-Free Stochastic Model
for Peptide Identification

Gongjin Dong, Yantao Qiao, Yu Lin, Shiwei Sun, Chungong Yu,
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1 Introduction

How to distinguish the exact peptide-spectrum matches from the random matches remains a challenge to
peptide identification through tandem mass spectrometry. Various models and algorithms have already
been proposed to solve this problem. Most of these models follows the machine-learning framework, and
thus need a training set to derive the most likely parameters of the model. Unfortunately, preparing
a training set is a tough requirement due to the heavy efforts to manually check thousands of peptide-
spectrum pairs. This task becomes especially infeasible for the post-translation-modification (PTM) case:
there are few training set for peptides with PTM since we know little rules about the fragmentation of
peptides with PTM. In our previous work [1], we have proposed a stochastic model for peptide fragmen-
tation. Though the model is effective, it still suffers from the requirement of a training set as input.
Therefore, it is interesting and useful to design a training-set-free method for peptide identification.

We present in this paper such a training-set-free approach for peptide identification. As its name
implies, the input must not be a training set with exact peptide-spectrum pairs; instead, the input can
be a mixed one, i.e., a mixture of exact peptide-spectrum pairs along with random pairs. Though we do
not know in advance whether a pair is exact or random, we can apply expectation-maximization (EM)
technique to assign each pair a label automatically. The underlied assumption of this strategy is: (i) the
exact peptide-spectrum pairs share a common peptide fragmentation pattern; (ii) however, we cannot
derive a meaningful fragmentation model if using the random pairs as input. Analogously, the previous
models follows a classification framework; while our method adopts a clustering framework.

We applied this approach to identify the false-positive pairs in SEQUESTS results. Experimental
results suggest that this method can effectively detect the false-positive pairs reported by SEQUEST.
Moreover, we performed database searching using this method and found that the performance is compa-
rable with SEQUEST and MASCOT. By applying the method in this paper, we can enhance our previous
work [1] to deal with spectrum with PTM. As result, we explored the fragmentation pattern of a peptide
with PTM, and compared this pattern with the peptides without PTM.

We have implemented this method into an open source package, PI (Peptide Identifier), which can be
freely downloaded from http://www.bioinfo.org.cn/MSMS.

2 Methods

The exact pairs and random pairs show significantly different similarity distributions (See Figure 1): the
similarity score of exact pairs shows a log-normal distribution; while the similarity score of the random
pairs shows a power distribution. For each pair in the input set, we run the following EM method
to determine which distribution it lies in (See Figure 3). After the EM step, each peptide-spectrum
was assigned with a probability that it comes from the score distribution of true positive or not. The
peptide-spectrum pairs with high probability will be reported as true-positive results.

3 Results

3.1 Experiment 1: performing database search on Kellers data

First, we run SEQUEST and get top 500 candidate peptides for each spectrum. Then we apply our EM
method to assign a probability for each possible pair. And this probability is used in the next training
step as a weight. And these steps are iteratively carried out until the true positive score distribution
is stable. Finally, our method reports 1481 pairs as true-positive. In contrast, SEQUEST reports 1486
pairs in this data set [2]. These results suggest that our method is comparable with SEQUEST.
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3.2 Experiment 2: apply iteration method on phosphopeptide data

Post Translational Modification (PTM) is extremely important because they may alter physical and
chemical properties. John Yates et al have developed two statistical strategies to automatically evaluate
serine/threonine phosphopeptide identifications on the basis of spectral features. However, these methods
also suffer from the lacking a benchmark data set. Here, we applied our training set-free method to
identify peptide through the spectrum with PTM: our method can identify 1394 pairs from a total of
1803 high-possible false-positive spectra [3]. The fragmentation pattern of a peptide with PTM is shown
in Figure 2. This figure suggests: (i) phosphoserine(s) has similar fragmentation preference as serine(S);
(ii) phosphothreonine(t) shows similar pattern to threonine(T), too; (iii) however, phosphotyrosine(y)
differs a lot from tyrosine(Y). Specifically, the peptide bond L-y is more likely to break than L-Y, and
V-y rarely to break compared with its counterpart V-Y. More specifically, the peptide bond y-P is rarely
to break compared with s-P and t-P. This results suggest that a peptide with PTM may influence peptide
fragmentation and generate a different spectrum from its original version without PTM.
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In Silico Charactization of Peptide Epitopes
Recognized by Autoantibodies Present in IVIG
Sample Preparations
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1 Introduction

Autoimmune diseases are diagnosed based on the presence of specific autoantibodies. Usually, the human
organism generates antibodies for protecting the organism from invading viruses, bacteria, fungi and par-
asites. In case of proteins, these antibodies bind to conformational as well as linear epitopes. In general,
the human body is genetically capable of generating a repertoire of more than 1012 different antibodies
(immunoglobulins). Some of these antibodies called autoantibodies react with human tissues and mole-
cules thereof. Most diagnostic techniques in autoimmune research rely on recombinant antigens on solid
matrices (e.g. ELISA or line immunoassays) or on cell and tissue preparations (indirect immunofluo-
rescence assays). Most assays use recombinant or purified autoantigens that are difficult to obtain and
require great efforts of quality control. In contrast, the use of peptides would be more robust in that
peptides can be easily synthesized in a standardized, reproducible and cost-effective manner, they can be
covalently and specifically attached including spacers or any chemical modification and the microarrays
are quite stable. Eventually, the current autoimmune diagnostics could be substantially replaced by the
use of linear peptide epitopes. Hereto, a standardized workflow has been established how to identify
linear epitopes, how to establish their binding characteristics and how to determine epitopes with higher
binding affinities. Lastly, this information is expected to be essential for characterizing autoantibody
subtypes (VH gene families), finally, leading to a more comprehensive understanding of autoimmune
processes of humeral immune responses on the way to peptide(amino acid)-based digitized autoimmune
diagnostics.

2 Material and Methods

Custom-made Replitope”™ high density peptide microarrays (JPT Jerini Peptide Technologies GmbH,
Berlin, Germany) were used to profile epitope reactivities of intravenous immunoglobulin (IVIg) prepa-
rations. 15mer peptides originally synthesized by SPOT technology were spotted in triplicate divided as
3 subarrays onto activated standard-format glass slides. Staining involved blocking by serum albumin,
staining with primary antibody and staining with fluorescently tagged secondary antibodies, each with ex-
tensive washing after each incubation. 16-bit images were recorded (Molecular Devices Axon Instruments
GenePix 4000B) and spot intensities were evaluated against local background using Axon GenePix Pro
software. Primary screens were performed on peptide microarrays containing 15mer overlapping peptides
derived from major nuclear autoantigens relevant for diagnostics of systemic lupus erythematosus and
systemic sclerosis. Secondary screens were done on microarrays that carried the top hit peptide of the
first screen and systematic mutations thereof. Hereto, each position of the 15mer peptide was replaced
by all remaining naturally occurring 19 amino acids. These microarrays carrying in total 300 peptides
were incubated with affinity purified IVIg antibody species using columns made of cellulose material
having attached the top hit peptide. Elution of bound antibodies with glycin pH 2.7 buffer resulted in
the top hit peptide reactive fraction. In order to investigate whether particular rules of peptide antibody
interactions can be derived from these data sets, affinity matrices were determined for each peptide po-
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sition P1 to P15 and correlated with 544 matrices found in the Amino Acid Index Database (AAindex,
www.genome. jp/aaindex). Pearson correlations were used to select the most informative matrices and
heat maps were established thereof. Finally, this data analysis is used to predict putative amino acids
characterizing the immunoglobulin binding to the peptides by making use of the Amino Acid Contact
Potential Matrix Database, see AAindex as well.

3 Figures and Tables

High number of anti-epitope reactivities of natural antibodies in healthy antibody preparations: The
analysis of linear epitopes using purified immunoglobulin preparations (IVIG) demonstrates that many
of theses antibodies bind to linear peptides derived from human autoantigens as studied in the EU con-
sortium Autorome (www.Autorome.de). To test the “background” of natural antibodies in the healthy
population, three commercial preparations of IVIg (intravenous immunoglobulin; pool of IgG of > 10000
healthy donors) were profiled on peptide microarrays. All preparations that were prepared from differ-
ent local blood donor populations (Israel, France, Italy) showed a sizeable number of specific epitope
reactivities. Interestingly, a high proportion of these reactivities were shared between the different IVIg
preparations suggesting that the natural antibody repertoire in the healthy Caucasian population encom-
passes considerable conservations (see Figure 1).

Omrix (126) Sclavo (496)
Figure 1: Venn diagram indicating the overlapping
Aw peptide reactivities of three commercial IVIg prepara-
A tions at 0.5mg/ml IgG. Given are the number of reactive
v peptides in the different groups. Pearson correlations
between the IVIg samples were between 0.62 and 0.79.
LFB (249)

One of the highest epitope reactivities present in IVIg (15-mer mother peptide) was mutagenized at
each position by generating peptides that carry single amino acids substitutions of 20 amino acids at each
of the 15 positions of the peptide. In total, 300 mutants in triplicate were synthesized to determine the
sequence specificity space of IVIg derived affinity purified antibodies. This peptide array was subjected to
IVIg antibodies sample preparations that were purified by binding to the initial 15-mer mother sequence.
Finally, binding matrices were determined qualitatively and quantitatively by ranking the binding scores
of the substituted amino acids in peptide positions P1 to P15. This data set was studied to select peptides
by higher binding scores compared to the initial mother sequence. Positions P4, P6, P10, P11, and P14
turned out to serve as dominant contact sites involved in antibody-peptide binding. Matrices describing
physicochemical parameters (544 amino acid indices, see AAindex) were correlated with the binding
preferences experimentally obtained. Finally, this data analysis is used to predict putative amino acids
that might serve as contact sides on the surface of the antibody binding pouch. This data analysis might
imply as well that a specific immunoglobulin subtype (VH gene family) might preferentially bind to these
high affinity peptides. To validate whether the antibodies involved belong to one specific subclass of
immunoglobulins, 2-DE gel electrophoresis followed mass spectrometric analysis are currently employed.
Eventually, these data will be compared to known 3D-antibody-peptide structures.

Acknowledgments. We thank the EU for funding the Autorome project (www.autorome.de) (LSHM-
CT-2004-005264).
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Ultra-Deep Sequencing of
Genetically Heterogeneous Samples

Niko Beerenwinkel,! Nicholas Eriksson,?

Volker Roth,? Osvaldo Zagordi*

1 Introduction

Ultra-deep sequencing is a family of new methodologies that, unlike traditional Sanger sequencing, typ-
ically give many short error-prone reads. They have emerged in the last few years and have been used
for de novo sequencing, resequencing, genotyping, and sequencing of diseased genes [2]. While ultra-deep
sequencing is now a commercially available technology for sequencing genetically homogeneous samples,
the possibility to use it as a tool to estimate the population variation in a heterogeneous sample is a sub-
ject of active research. Biomedical applications range from intra-host virus populations [1, 3] to cancer
cells derived from tumours.

2 Computational Approach

We propose a methodology to infer the different genomes present in the population (haplotypes) and to
estimate their frequencies, which consists in the following four steps [1]:

1. Alignment: the existence of a reference genome to which the set of reads can be aligned is assumed.
In order to correctly position the reads a pairwise alignment between each of them and the reference
is performed taking the distribution of read errors into account;

2. Error correction: As specified above, the technique is characterized by a higher error rate and
a shorter length of the reads. Nevertheless, its high coverage (many reads coming from the same
region) allows an accurate reconstruction of the sequence. In this step we aim at correcting the
errors of the sequencing process gaining information from multiple reads. In order to do so we have
to distinguish technical errors from biologically relevant mutations;

3. Haplotype reconstruction: Once the technical errors have been corrected one is provided with
many error free reads, each of them coming from a single unknown haplotype. The goal of this step
is to reconstruct the smallest pool of haplotypes consistent with the observations;

4. Haplotype frequency estimation: Finally, assuming that the reconstructed haplotypes are ex-
tracted randomly from the population, one has to infer the population structure, i.e. the probability
distribution on the set of haplotypes.

3 Error Correction via Local Clustering

We want to address here the error correction step. The key point is how to consider the differences
between the reads and the reference sequence. In fact there are two possible sources of variance: technical
errors due to the sample preparation and the sequencing process, and biologically relevant mutations
distinguishing the observed haplotype from the reference one. The procedure adopted in [1] for local error
correction consists in considering a window of overlapping reads and counting the number of mutations
on single columns and pairs. If these are over-represented according to a statistical test, performed
under the hypothesis of a single haplotype and a uniform error rate, a new haplotype is considered to be
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present. Afterwards, a K-means clustering on the reads is run, with K equal to the number of haplotypes
estimated. Once a satisfying partition of the reads is found, the consensus sequence is computed from
the reads in a single cluster weighted by their quality scores.

4 Local Clustering via Dirichlet Process

A different technique pursued by us to achieve error correction consists in clustering reads applying
a probabilistic Dirichlet process mixture (DPM), in a similar way to the method presented in [4] for
haplotype inference in diploid populations. This approach allows to model a set of data points as coming
from a set of equivalence classes, each with its prior distribution indexed by a parameter ¢. The probability
that assigns to each class a value of ¢ (or, equivalently, a distribution) is called the base measure of the
process. In our case the base measure is a joint distribution on the pool of actually present haplotypes
and on the pattern of technical reading errors. As a simple case we consider a uniform distribution on
the haplotypes and, independent of it, a uniform error rate on the reads. The conceptual advantage
of such a process is to define a probability distribution starting from the basic features of the system
under investigation, rather than applying a general purpose clustering procedure. Moreover, as the only
parameter governing the DPM also controls the generation of new clusters (haplotypes), we have access
to a transparent estimate of the complexity of the model.

5 Application

We are testing the technique described above on both simulated and real data. In particular we com-
pare the DPM error correction with the K-means based one, and we also compare it together with the
haplotype reconstruction and frequency estimation steps. In order to perform controlled experiments we
simulate the sequencing error process by means of the dedicated software ReadSim applied to a pop-
ulation derived from a HIV sequence. We also analyse read sets obtained from sequencing genetically
diverse HIV samples. These viruses populations have been derived from several infected patients under
antiretroviral therapy.
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Microarray Gene Recognition Using
Multiobjetive Evolutionary Techniques

Dong L. Tong,! Robert Mintram?

1 Introduction

In this research we present a new simple and effective algorithm namely Genetic Algorithm Neural
Network (GANN), to identify the underlying genes for a specific cancer classification using microarray
data. The proposed algorithm exploits the multiobjective evolutionary capability of Genetic Algorithms
(GAs) with the universal computational power of Multilayer Perceptrons (MLPs). In brief the GAs are
used to identify relevant genes within the context of a classification task whilst the MLPs are applied
as the cancer classifiers. The philosophy of the algorithm is to use the parameter settings that are no
more complex than that required for the solution to the problem. The main objective is to analyse the
implications of activation function, population size and fitness evaluation on the identification of relevant
genes in discriminating microarray data.

With the use of microarray technology, the cancer classification accuracy has tremendously improved
and benefits cancer diagnosis and prognosis. However, the identification of important genes is still in
debate as many existing classifiers had been claimed better than the others. Further, high dimensional
of irrelevant genes in microarray data, due to the presence of noise in DNA samples and noise produced
during microarray processing, and the heterogeneity gene combination solutions to the cancer diseases
had complicated the gene identification problem.

Thus, we propose a simple and alternative way to interpret microarray gene expression data. The
novelty of this algorithm is the use of new fitness functions to derive the classification process. The acute
leukaemia dataset [1] which comprised of 2 leukaemia subclasses (ALL and AML), containing 72 samples
that were hybridised to high-density oligonucleotide microarrays and consisted of 7129 genes, was used
to evaluate the performance of the proposed algorithm.

2 The Genetic Algorithm Neural Network (GANN) Approach

The basic paradigms of Genetic Algorithms (GAs) and Multilayer Perceptrons (MLPs) with minimal
parameter settings are used, followed The Occam’s Principle. The GA parameter settings are tournament
selection size of 2, single-point crossover, mutation rate of 0.1, population size of 100, 200, and 300,
and fitness evaluations of 5000, 10000, 15000 and 20000. A simple 3-layer feedforward neural network
(FNN) with the structure of 10:5:2 (i.e. 10 input neurons, 5 hidden neurons and 2 output neurons)
was implemented to compute the fitness of the genes with 8 different activation functions (binary, binary
sigmoid, bipolar, bipolar sigmoid, integer, linear, tanh and threshold). We experimented all combinations
of population size, fitness evaluation and activation functions. Further, we also performed the experiments
with similar parameter settings for pre-processed leukaemia dataset with the data values in range of [0, 1],
according to the correlation between between genes.

The GANN method is described in brief as follows: First, a set of parameters were initialised before
the beginning evolution of GANN model, including the operating parameters of GA and FNN. Second,
the training begins by generating an initial random population of solutions (i.e. Chromosomes). Third,
random select a chromosome and compute the fitness score of the chromosome using FNN. This continues
until all chromosomes in the population have assigned the fitness scores. Fourth, 2 chromosomes were
selected using tournament selection for reproduction and an offspring is produced. Fifth, the fitness of the
offspring is evaluated using FNN. Sixth, the worst chromosome in the current population is replaced by
the offspring and the entire chromosomes in the population is copied into the new generation (population).
The new generation, which has equal size to the original population, begins the cycle again. This continues
until the termination criterion (i.e. fitness evaluation) is met and the GANN stops. Seventh, the number
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of corrected classification sample and the frequency of genes selected for the classification are recorded.
Steps 2 to 7 are performed 5000 times with the same parameter settings. Since we only interested in
identifying the significant genes for classification instead improving classification accuracy, the entire
dataset is used for training.

3 Experiment Results

Tables 1 and 2 show the best results obtained by GANN using 8 different activation functions. The
GANN had correctly classified the average of 71.94 out of 72 samples on the original dataset and these
classifications were achieved in 4 types of activation functions, which is binary function, bipolar function,
bipolar sigmoid function and tanh function. While the best classification accuracy for the normalised
dataset is slightly lower than the original dataset with the average of 71.93 achieved using linear activation
function. The number of genes involved in the classification has been significantly reduced when we the
dataset is pre-processed before the classification to be performed.

Activation Function Original Dataset Pre-processed Dataset
Binary 71.94* (P300.E20000)° 71.44 (P300.E20000)
Binary sigmoid 71.93 (P300.E20000) 71.89 (P300.E20000)
Bipolar 71.94 (P300.E20000) 71.40 (P200.E20000)
Bipolar sigmoid 71.94 (P300.E20000) 71.90 (P300.E20000)
Integer 71.77 (P300.E20000) 71.86 (P300.E20000)
Linear 71.79 (P300.E20000)  71.93 (P300.E20000)
Tanh 71.94 (P300.E20000) 71.85 (P300.E20000)
Threshold 71.62 (P300.E20000) 71.91 (P300.E20000)

Table 1: GANN: The comparison result on the best average classification accuracy.

Activation Function Original Dataset Pre-processed Dataset
Binary 6904 (P300.E20000) 6898 (P300.E20000)
Binary sigmoid 6899 (P300.E5000) 6836 (P200.E20000)
Bipolar 6892 (P200.E15000) 6887 (P200.E20000)
Bipolar sigmoid 6887 (P300.E20000) 6834 (P300.E15000)
Integer 6950 (P300.E20000) 6780 (P300.E15000)
Linear 6946 (P300.E15000) 6794 (P300.E20000)
Tanh 6892 (P300.E10000) 6874 (P300.E20000)
Threshold 6969 (P300.E15000) 6805 (P300.E10000)

Table 2: GANN: The comparison result on the minimum number of genes involved in the classification.

* _ The number of correctly classified samples out of 72 samples.
o - The indication of the parameter settings used. For example, P300.E20000 indicates population
size of 300 and fitness evaluations of 20000.
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A Heuristic Clustering Algorithm
Using Graph Transitivity

Marcel Martin,! Sven Rahmann?

1 Introduction

We have developed a clustering algorithm based on graph transitivity.

Let G = (V, E) be an undirected graph. V is a set of objects and {u,v} € E if u and v are “similar”.
The precise meaning of “similar” depends on the application. In our case, the objects are proteins, which
are defined to be similar if their sequence similarity, as measured by the —log BLAST-E-value, exceeds
a given threshold.

In the following, we write uv to denote the edge {u,v}.

An unweighted graph G = (V, E) is transitive if and only if the following holds for all u, v, w € V:

weFandvweEF= uwekl (1)

This implies that a transitive graph is a disjoint union of cliques (see right side of Fig. 1).

A graph obtained from real-world data is hopefully “almost transitive”. The problem is to make it
transitive by using as few edge deletions and additions as possible. This can be seen as removing false
positives and re-adding false negatives in experimental data. We call the resulting graph a best transitive
approximation.

Figure 1: Left: original graph. Right: a transitive approximation.

Problem 1 (Transitive Graph Projection) Given G = (V, E), find a transitive G* = (V, E*) such
that |EAE*| is minimal, where A\ is the symmetric set difference.

This problem, also known as the Cluster Editing Problem or approximation of binary symmetric rela-
tions by equivalence classes [2], is NP-hard [1]. We developed a heuristic algorithm that gives approximate
solutions.

We call triples (u,v,w) for which the implication of Eq. (1) does not hold conflict triples. That is,
for which uv € E, vw € E, but uw ¢ E. A graph is transitive if and only if it does not contain a conflict
triple. Intuitively, the conflict triples are the defects in the graph that prevent it from being transitive.

Definition 1 (Deviation from Transitivity) Define D(G), the deviation from transitivity of a graph
G, to be the number of its conflict triples.

Definition 2 (Transitivity Improvement) Let uv be an edge in the graphG = (V,E). Removing
it results in a graph G' = (V,E {uv}) with a possibly different number of conflict triples. We call
Ay (G) := D(G) — D(G'") the transitivity improvement of edge uv.

The transitive closure of a graph G is the minimum transitive graph containing all edges of G. In
other words, this is a version of the problem in which only edge additions are allowed.
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2 Algorithms

We observe: a) G is transitive iff D(G) = 0. b) Connected components of the graph can be treated
separately. c) Only edge deletions need to be found (edge additions can be inferred by the transitive
closure).

This results in the following idea for an algorithm: In each step, greedily remove the edge that yields
the greatest transitivity improvement. When the graph gets split into two connected components, work
on them recursively.

The procedure RemoveCulprit(G) removes the highest-scoring edge argmax,,,c p{ Ao (G)} from G.
The procedure CC(G) assumes G is connected; it returns the total cost of all edge additions required for
a transitive closure of G, |V|(|V| —1)/2 — |E|. GH(G) returns the cost of all edit operations. It greedily
removes edges until the graph consists of two connected components, for which it then solves the problem
recursively. In detail, it works as follows:

1. clecost — ClosureCost(G)
2. Base case: If clcost = 0, return 0.

3. Set delcost «— 0, and repeat the following step until G consists of two connected components G
and G3: RemoveCulprit(G) and delcost < delcost + 1

4. Adjust delcost such that only deletions that contribute to the cut between G and G5 are considered,
and re-add incorrectly deleted edges to G and Gs.

5. Solve the problem recursively for G; and G as long as there is a chance for a better solution:
If delcost > clcost, return clcost.
cost; — GreedyHeuristic(G)
If delcost 4+ costy > clcost, return clcost.
costs «— GreedyHeuristic(G2)
If delcost + cost1 + costy > clcost, return clcost.

6. Return delcost + costy + costs.

3 Guarantees and Results

Input graphs resulting from actual experiments should be almost transitive since it makes no sense to
find clusters in random graphs. If the “perturbations” (equivalent to measurement errors) are limited in
a certain way, we can guarantee that our algorithm finds the unperturbed input graph.

Modification rule. Given a transitive graph T with clusters C;, a vertex u in cluster C; may get at
most %ni additional edges and at most %nl of its edges may be removed.

Theorem 1 If a graph G has been obtained from a T under the above modification rule,
then GreedyHeuristic finds the original graph T .

See [3] for details and for the description of the weighted version of the problem, where the edge
weights represent degrees of similarity.

Experiments on protein data show that our algorithm is much faster than an exact algorithm (seconds
instead of days runtime), while still giving optimal solutions for > 75% of the considered graphs. For
incorrectly solved graphs, costs are, on average, within 102% of the optimum.
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Analysis of Metabolite Tandem Mass Spectra

Sebastian Bocker,! Florian Rasche?

1 Introduction

Mass spectrometry is a high-throughput technology for the analysis of proteins and metabolites [2]. Since
the manual interpretation of mass spectra is tedious, methods for automated analysis are highly sought.
These methods may rely on databases. Because no databases are available for many applications and
species, bioinformaticians have developed “de novo” interpretation methods capable of interpreting MS
data with no need of any database.

We analyze metabolites using tandem mass spectra obtained from quadrupole time-of-flight mass
spectrometers. In these devices the analyte is fragmented by collision induced dissociation (CID) [5]. As
a first step of the de-novo analysis of metabolites, we identify the sum formula of the measured molecule.

2 Methods

We calculate the elemental decompositions for all fragments using the Round Robin-Algorithm [1]. We
afterwards construct a colored graph using the decompositions as vertices and all possible fragmentation
steps as edges. We assign the same color to vertices, if the corresponding decompositions belong to the
same peak. Afterwards, we score decompositions and fragmentation steps using the following values:
Peak intensity, mass deviation, hydrogen-to-carbon-ratio, and RDBE values [3]. Additionally, the score
of well known neutral losses is increased. We avoid the use of strict filters to prevent sorting out a
candidate too early. The scores may represent the likelihood that the corresponding decomposition or
fragmentation step is correct.

From the graph constructed we calculate the most likely fragmentation tree. This tree is the MAXIMUM
CoOLORFUL TREE of the graph. Requiring the tree to be colorful avoids selecting two explanations for
the same peak. Because this calculation is NP-hard, we use a fixed-parameter algorithm similar to Scott
et al. [4] as well as heuristics to solve the problem.

3 Results

We tested our algorithms with metabolite spectra measured using an API QSTAR Pulsar Hybrid QTOF
spectrometer by Applied Biosystems. These tests indicate that the proposed exact algorithm runs fast
and produces good results. For all 45 compounds, six of them with a mass over 400 Da, the correct
solution was among the top five suggestions, and for 39 compounds the first suggestion was correct. The
greedy heuristic performed as good as the exact algorithm, whereas the top-down heuristic even improved
the results. Tests on more data are necessary to validate this effect. Table 1 contains detailed results
and Figure 1 shows a predicted fragmentation tree. All algorithms need about 1.5 minutes total running
time to identify all 45 compounds.

4 Outlook

Zhang et al. [6] propose a tool that uses isotopic pattern of the fragments for identification. We already
perform as well as Zhang et al. without using isotopic patterns. With a combination of both methods
and data of more exact QTOF spectrometers we expect to be able to exactly identify the sum formula
of all metabolites of mass up to 1000 Da exactly.
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Mass range # compounds Exact Greedy heuristic Top-down heuristic
Top 1 Top 2 Top 5 Top 1 Top 2 Top 5 Top 1 Top 2 Top 5
100-200 Da 26 100% 100% 100% 100% 100% 100% 100% 100% 100%
200-300 Da 11 82% 82% 100% 82% 82% 100% 82% 90% 100%
300-400 Da 2 50% 100% 100% 50% 100% 100% 50% 100% 100%
400-500 Da 6 83% 83% 100% 83% 83% 100% 100% 100% 100%

Table 1: The identification rates of the exact FPT algorithm and the two heuristics.

CuoHasNOs

C17HzO5

C11H1003

C‘FDHU()'Z

CgHgO

Figure 1: The predicted fragmentation tree of hexosyloxycinnamoyl choline.
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L-Valine Production by
Systematically Engineered FEscherichia coli

Sang Yup Lee,!?3* Jin Hwan Park,!?
Kwang Ho Lee,"">* Tae Yong Kim!?

The L-valine producing strain of Escherichia coli was constructed by rational metabolic engineering
and stepwise improvement based on transcriptome analysis and in silico gene knock-out simulation.
Feedback inhibition of acetohydroxy acid synthase isoenzyme III by L-valine was removed by site-directed
mutagenesis and the native promoter containing the transcriptional attenuator leader regions of the
ilwvGMEDA and ilvBN operon were replaced with the tac promoter. The ilvA, leuA and panB genes
were deleted to make more precursors available for L-valine biosynthesis. This engineered Val strain
harboring pKKilvBN, which overexpresses the iluBN genes, produced 1.31 g/liter L-valine. Comparative
transcriptome profiling combined with in silico gene knock-out simulation was used for the enhanced
production of L-valine. The VAMF strain (Val AaceF Amdh ApfkA) harboring pKBRilvBNCED and
pTrcl84ygaZHIrp was able to produce 7.55 g/liter L-valine from 20 g/liter glucose, resulting in a high yield
of 0.378 g L-valine per g glucose. The approaches described here can be a good example of systematically
engineering strains for the enhanced production of amino acids.
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Deciphering the Evolution and Metabolism of
Mannheimia succiniciproducens MBELSSE by
Genome-Scale Analysis

Sang Yup Lee,!'?? Tae Yong Kim!?

This study presents an in-depth study on the organism behavior of Mannheimia succiniciproducens,
the cell growth rate and succinic acid production rate, under varying rumen gas conditions. Constraints-
based flux analysis of the genome-scale metabolic model of M. succiniciproducens was employed to esti-
mate intracellular fluxes and the exchange fluxes across the cellular system associated with the metabolism
of Hy and COs. Results from fermentations performed previously and constraints-based flux analyses
of M. succiniciproducens in this study revealed that there is a limit of COs level in the medium for the
increment in the cell growth rate. Furthermore, uptake rates of Hy and C'O5 from the medium have a
direct relationship with one another, significantly influencing the rates of cell growth and succinic acid
production as a result.
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A New Probabilisitic Approach for
Simplified Partial Digest Problem

Duygu Tas,! Kemal Kili¢,! Osman Ugur Sezerman!

1 Introduction

Restriction site analysis and hybridization are used by molecular biologists to gain information from
DNA molecules. In restriction site analysis, besides the length of the fragments, the cutting method
is also provided as an input. The cutting method tcan be either Double Digest or Partial Digest. The
computational complexity of the Partial Digest Problem leads to another method called Simplified Partial
Digest Problem, which was introduced by Blazewicz et al. [1] as an alternative. Basically, two different
reaction times are selected in the Simplified Partial Digest Problem. First reaction time is chosen in such
a way that the DNA molecule is decomposed into fragments at one restriction site at most. On the other
hand, the second reaction time is selected long enough to cut the DNA molecule at every restriction site.
Abrams and Chen [2] propose an algorithm for Simplified Partial Digest Problem. The time complexity
of the algorithm is O(nlogn) and this algorithm finds a solution to the Simplified Partial Digest Problem
with a probability which is higher than 0.5. The proposed algorithm is actually an extension of the
algorithm proposed by Abrams and Chen. This new method is based on a probabilistic approach to solve
the Simplified Partial Digest Problem which was not considered in previous studies. The DNA restriction
map can be found by a forward-looking method which is used as a tie-breaker in our algorithm. The
algorithm can also deal with the errors that usually occur during the measurement of the length of the
fragments.

2 Method

The DNA fragments whose one endpoint is on the left or right side of the target DNA strand are called
primary fragments. The fragments obtained from the long digestion process are called base fragments. In
the proposed algorithm, a look ahead feature is incorporated which associates a probability to both of the
possible assignments whenever there is a tie and the assignments are made based on these probabilities.
In order to assign the probabilities, the proposed algorithm utilizes a look-ahead process. Let the look-
ahead parameter be h. The algorithm exhaustively searches all possible combinations for the following
h steps, i.e., 2" possible combinations are created. Next, the number of feasible offspring is determined
among the offspring in which the first assignment is made to the left side. The ratio of the number of
feasible offspring to 2" =1 (total number of offspring in which the first assignment is made to the left side)
is assigned as the probability of assigning the base fragment to the left hand side. Same thing is repeated
for the right hand side and the corresponding probability is also obtained. Later these two probabilities
are normalized so that the sum of them becomes one. Figure 1 depicts an example of resulting tree for
the look ahead process with step size is equal to 3. After the probabilities are identified, the assignment
is done randomly based on these probabilities.

One of the nice features of this random selection process is the fact that it allows different assignments
each time the algorithm is repeated. Therefore one can repeat the algorithm as much as the time permits
and eventually identifies a solution for any problem case. Also there might be multiple fragments with
same size in the base fragment set, which does not constitute a problem in our algorithm.

Furthermore, our algorithm can handle the errors in the measurement of primary and base fragment
lengths. The minimum and maximum differences of current minimum and the previous minimum primary
fragments for both left and right sides are calculated taking into account error percentages resulting from
length measurements. Also, the intervals of base fragments within the error value are calculated. If the
interval of a base fragment intersects with the interval of the difference of one side (left or right), this
base fragment can be assigned to the related side.

IFaculty of Engineering and Natural Sciences, Sabanci University, Turkey. Email: duygutas@su.sabaciuniv.edu,
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3 Experimental Analysis and Results

The algorithm either finds the correct DNA strand or stops if it can not find proper base fragment length
from the list. Both ideal and noisy experiments were randomly generated by using the method explained
in Blazewicz et al. [1]. Experiments were run on PC with Inter Core 2 CPU with 2.13 GHz and 0.97 GB
of RAM.

The results of the experiments are presented in Table 1. The proposed algorithm, which is applied
in MATLAB R2006b, can find the correct DNA molecule for 30 experiments out of 30 for error free
cases. Also, for the noisy data our algorithm can find a solution for all the cases (N = 10, 16, and 20)
depending on the number of forward-looking steps (h). Note that the probability of the algorithm defined
in [2] finds a solution with a probability, that is to say with a probability at least 0.5. Furthermore, the
computational time of the proposed algorithm outperforms the results that are presented in [1].

Overall, the presented algorithm is much faster than the approach presented in [1] and yields a result
more often than the approach presented in [2]. The probabilistic nature of the proposed algorithm and
the look-ahead feature seems to work very well for the simplified partial digest problem.
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Figure 1: Forward steps in the SPDP.

Number of Number Running Running Running Running

restriction of Experi- time in time in time in time in

sites (IV) ments seconds seconds seconds seconds
(h=2) (h=13) (h=14) (h=5)

10 4 0.0012 0.0012 0.0012 0.0011

16 3 0.0024 0.0024 0.0024 0.0028

20 5 0.0036 0.0036 0.0035 0.0036

40 2 0.0154 0.0155 0.0152 0.0150

60 2 0.0370 0.0376 0.0372 0.0375

100 4 0.1331 0.1354 0.1424 0.1589

Table 1: Some computational results for ideal data.
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Constraint Programming Applied to Simplified
Partial Digest Problem with Errors

Elvin Coban,! Kemal Kilic,! Osman Ugur Sezerman'

1 Introduction

We developed a constraint programming (CP) model for the simplified partial digest problem (SPDP)
in which an enzyme cuts a target DNA strand only at one site because of the time span allowed for the
reaction. Besides handling perfect data cases, approaches to noisy data for measurement errors are done
by modifying the CP model. After allowing the assignments of fragments, we have different objectives
to evaluate the alternative solutions found by CP like minimizing the maximum error or minimizing the
total error or minimizing the deviation from the estimated lengths. This research is the first one in which
CP is used for SPDP. From the results we have obtained CP is a good declarative programming paradigm
for this problem in terms of running times for data sets with errors and for large perfect data sets (when
restriction site is over 60) when compared to existing results [1].

2 SPDP

In 1970 Hamilton Smith discovered HindIl enzyme cleaves DNA molecule at every occurrence of the
sequence GTGCAC or GTTAAC. After this, restriction maps became very important in molecular biology
for achieving physical maps of the chromosomes [2, 3]. With these physical maps molecular biologists
have a chance to map location of gene [4]. For mapping problems, Karp provides a good overview [5],
and for restriction mapping Lander presents a good survey in his work [6].

Restriction mapping has a history of approximately four decades. There are different experimental
approaches to this problem. One of them is partial digest approach, in which we are given all pairwise
distances set and we try to form the order of DNA molecule such that we still satisfy the input data
by the order we create. This problem is called also turnpike problem in computer science of forming
geography of the highway given the input of every pair of exits on a highway from one town to another.
The highway exits correspond to restriction sites of our partial digest problem. Only the used metrics
differ in each problem, one is in miles and the other one is in nucleotides [3]. On the other hand, in the
simplified partial digest problem, the enzyme cuts the DNA molecule either only at one restriction site at
each experiment or at all sites. This is achieved by controlling the duration of the reaction. The length
of the target DNA, multiset of distances of fragments when enzyme cuts at one restriction site and the
multiset distances of fragments when the enzyme cuts at all restriction sites which are called bases are
the input in the problem. The sequence of bases in proper order is what we are looking for.

Table 1 presents the variables used in the model and their ranges. In the model the length of the
target DNA is called length. Note that (0, length) is also included as one of the pairings. For the noisy
data case, p, the permitted error percentage which ranges generally from 2% to 7%, is used. The following
CP model is used for the SPDP problem.

Yj +Yr—jr1 o length length _ y; + Yk—j+1

and , Voed{l,....m 1
gt > S ang S0 > WU e (1 m) 1)
Ly Yj+1 Yj Yj+1 Yj T ,

> — and — > , Voed{l,....m—1 2
l-p ~14p 1-p 1—p T+p~1+p 7 { J )
17+m_ Yk Ym o oapq YE_ Ym o Tm ()

1—p 1+p 1-p 1—p 14p~ 1+p
y1=0 (4)

First constraint looks for if the assigned pairings’ complementary elements sum up to the length of
target DNA, in a sense whether they are feasible pairings or not. Second and third constraints look
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for if the base fragment lengths can be obtained from the assigned pairings’ complementary elements.
Fourth constraint assigns the first pairing as 0 (therefore y, = length). In the constraints the main idea
is defining ranges considering the error percentage permitted. We do not include some of the right or left
hand sides as they are already satisfied with the other constraint combined with the “and” constraint.

3 Results

In order to compare the performance of the CP in SPDP, we created data with different number of
restriction sites based on the procedure detailed in Blazewicz et al. [1]. We created 5 sets of data for
each restriction site number. Tests were run on PC with Inter Core 2CPU with 2.13 GHz and 0.97 GB
of RAM and for handling CP we use ILOG OPL Studio 3.7.1. We consider permitted error ratio as 5%.

The comparison of the proposed CP approach with the existing algorithms is presented in Table 2.
PDP and SPDP are the results presented by Blazewicz [1] and “SPDP with CP” is our results. When
there are 100 restriction sites (N = 100), our model determine at least one solution in less than 8 seconds
on the average. This is even shorter than the PDP’s and SPDP’s performance with 20 restriction sites
(N = 20) with p = 2%. Note that as p increases the search space of the algorithm also widens. For
the previously proposed algorithms, the presented experiment with highest number of restriction sites is
20. Since we do not have a chance to compare our solutions when restriction site is 40, 60 and 100, we
indicated the results with “*” for these runs in Table 2. On the other hand, in Table 2, “c0” refers to
the case in which no solution is found in 5 minutes.

The proposed CP can determine at least one solution in a short time for all of the cases included in
the experiments. This indicates the benefit of using CP for the problem compared to PDP and SPDP.
Note that PDP does not yield a solution even for much smaller cases of N =12 for p = 1.5% [1].
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p= 1.5% 2% 5%
Number of PDP  SPDP PDP SPDP SPDP
. Restriction with CP

m Number of pairings* (number of base) Site
k  Number of pairings’ elements (2*m)

10 0-25.5 <0.01 0-152 <0.01 0.04
Index: | -
) . . 16 0o 0-0.02 00 0-0.10 0.102
d Defined for deC}S}on var}able T 1,...,m 20 00 1.21-12.6 oo 1.10-83 0.1725
7 Defined for decision variable y 1,...,k * * * *

40 0.87
Decision Variables: 60 : : I I 1.954
z; Length of each base fragment 1,....m 100 7.426
yj Length of each pairings’ element 1,...,k

Table 2: Comparison of results of the runs in seconds of the

Table 1: Definition of variables and ranges. noisy data with results of [1].
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GACOQOT: A Genetic Algorithm for the Physical
Mapping Problem with Noisy Data

Hsin-Nan Lin,! Wen-Lian Hsu?

1 Introduction

In DNA sequence analysis, the physical mapping problem is to determine the order of probes (or molecular
markers) in a group of clones. The construction of physical maps is generally accomplished as follows.
Long DNA sequences are separated into smaller fragments (called clones). A number of probes are tested
for their presence or absence in the clones. Given the collection of probes each clone has been attached to,
one tries to order the probes in such a way that probes belonging to the same clone are consecutive. The
presence and absence of probes for a group of clones is represented by a 0-1 matrix. Theoretically, the
0-1 matrix for the physical mapping problem has the consecutive ones property, which means that there
exists a column (probe) permutation such that the ones in each row (clone) of the resulting matrix are
consecutive. The first linear time algorithm for consecutive ones test was proposed by Booth and Lueker
. However, the algorithm would fail when the input matrix contains errors, which is quite common in
wet-lab experiments.

The most common error types for the physical mapping problems are false positives, false negatives,
non-unique probes, and chimeric clones. A false positive is an entry of 1 that should actually be 0. A
false negative is an entry of 0 that should actually be 1. A non-unique probe is a probe sequence that
occurs more than once in the DNA sequence. Two (or more) clones that incidentally stick together at
their ends form a chimeric clone. Several related problems have been proved to be NP-hard. We develop
a two-stage genetic algorithm, called GACOT, to tackle the physical mapping problems with synthetic
errors, and compare it with a previous method proposed by Lu and Hsu (L&H) in 2003. The experiment
results show that GACOT generates more accurate results than those of L&H’s method.

2 Methods

The procedure of GACOT involves two major stages: arranging and connecting. In the first stage, we
use a genetic algorithm to arrange the permutations of probes for each clone trying to find out the best
ordering of probes which attach to that clone. At this stage, we do not decide the absolute position for
each probe, but the relative position. For each clone, GACOT would find at least one probe permutation
which makes the maximum consecutive ones for the sub-matrix related to that clone. In this stage, we
also deal with the problem of false negatives by analyzing the sub-matrices of different probe permutations
during the evolution process of the genetic algorithm. After all clones being processed in the first stage,
we obtain the neighborhood information of each probe. The neighborhood information indicates which
probes are neighbors to each others. Theoretically, each probe should have at most two neighboring
probes without ambiguities. We remove those probes whose numbers of neighbors are greater than two
before the second stage of GACOT.

In the second stage, we apply another genetic algorithm to connect the remaining probes according
to the neighborhood information. Since the neighborhood information presents the relative positions of
those probes, GACOT tries to find the best probe ordering which makes the longest connection among
all remaining probes. The best probe ordering is the final answer for the physical mapping problem.

We conduct experiments on the synthetic data simulating these four error types. We use three
fixed matrices of sizes 100x100, 200x200, and 400x400 that satisfy the consecutive ones property. These
matrices are generated randomly under the constraint that the number of 1s in each row ranges from 5 to
15. The error rate of non-unique probes and chimeric clones are 2%, and the error rate of false positives
and false negatives are generated at three different levels, 3%, 5%, and 10% respectively. Within each
error level, the ratio of the number of false positives and that of false negatives is set to be 1 to 4. For each
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error combination generated, we repeat the experiment 100 times based on different random seeds. These
experiment designs are proposed by L&H and we follow the same procedure to generate test dataset.

3 Results

We follow the evaluation method proposed by L&H and compare with their results, which is shown in
Table 1. The results are evaluated by comparing the resultant column ordering from that of the original
ordering using the measures defined below. For a column v, let d; be the number of columns ordered
to the left of v but whose indices are greater than that of v and ds, the number of columns ordered
to the right of v whose indices are less than v. Let the displacement d(v) of column v be the larger
of dy and dy. The displacement d(v) gives an approximate measure of the distance of column v from
its “correct” position. L&H defined the following three criteria for measuring the total deviation of the
resultant ordering from the original one:

1. If the displacement of a column v is more than 4, we say v is a jump column. The jump percentage
is the number of jump columns divided by the total number of columns.

2. The average displacement of a column ordering is the average of the displacement of all columns in
the resultant order.

3. The average difference of the column ordering is the average of the difference in the column indices
of adjacent columns in the resultant order.

According to the results, GACOT generate more accurate probe ordering than that of L&H. The
number of jump columns is much less than L&H’s results when the error rate is increasing. The average
displacement and the average difference are also more robust when the error rate is increasing. It shows
that GACOT is more reliable when there are more noises in the original data.
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Drataset 100100 200x200 400x400
Error Case 3% % 10% 3% 5% 10% 3% % 1084
Jamp percentage GACOT | =0% 900 95% 04%% 0004 930 4% 95% 0% 6%
=3 100% | 100% | 99% 10025 | 100% | 100% | 100% | 100% | 100%
=10%% 100%%
=15%
=20%
L&H =% T0% | 50% 20% 38% | 38% | 26% 0% 60% | 20%
=5% 100% | 92% 0% 92% | 92% | 96% 100% | 100% | 98%
=10% 100% | 96% 100% | 96% 10025 98%
=15% 960 9% 8%
=20% 100%% 980 100%
=25% 100%
Average Displacement | GACOT 0.02 0.13 0.26 015 0.28 0.135 019 0.32
L&H 0.02 0.08 037 0035 044 0.77 0.92 082 1.01
Average Difference GACOT 1.11 117 1.31 1:13. 1.18 1.31 1.15 1.19 1.35
L&H 1.39 1.60 1.97 1.56 1.68 207 146 1.56 1.89

Table 1: The performance comparisons between GACOT and L&H’s results.
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Probabilistic Arjthmetic Automata and their
Kppﬁcat?on to Pattern Matc?lrfllqg aS‘cat(ilstll}:s

Tobias Marschall,!? Sven Rahmann?

1 Introduction

Biological sequence analysis is often concerned with the search for structure in long strings like DNA,
RNA or amino acid sequences. Frequently, “search for structure” means to look for patterns that occur
very often. An important point in this process is to define sensibly a notion of “very often”. One option
is to consult the statistical significance of an event: Suppose we have found a certain pattern n times in
a given sequence. What is the probability of observing n or more matches just by chance?

The topic of statistics of words on random texts has been studied extensively. An overview is provided
in the book by Lothaire [4]; Chapter 6 (“Statistics on Words with Applications to Biological Sequences”),
which is particularly interesting to us, is based on the overview article by Reinert et al. [7].

In most approaches developed until now, a generating function is derived for the sought quantity.
Then, typically using symbolic Taylor expansion, the concrete values can be computed. Such a procedure
is, for instance, described by Régnier [6], Nicodeme et al. [5], and Lladser et al. [3].

We introduce the concept of probabilistic arithmetic automata (PAAs) and demonstrate how it paves
the way for a dynamic programming approach to exact pattern matching statistics. The notion of PAAs
can be seen as a generalization of Markov additive chains used by Kaltenbach et al. [2] for fragment sta-
tistics of cleavage reactions. A different dynamic programming approach was recently presented by Zhang
et al. [10]. They use it to compute exact p-values for position weight matrices describing transcription
factor binding sites.

2 Probabilistic Arithmetic Automata

Definition 3 (PAA) A probabilistic arithmetic automaton is an 8-tuple (Q, T, qo, N,no, E,0 = (04)4ecq,
T = (7q)qeq), where Q is a finite set of states, T : Q x Q — [0,1] is a transition function, i.e.,
(T'(p, 9))p.qeq is a stochastic matriz, ¢o € Q is called start state, N is a finite set called value set, ng € N
is called start value, F is a finite set called emission set, each 0, : N X EE — N is an operation associated
with the state g, and each mq : E — [0,1] is a distribution associated with the state q.

At first, the automaton is in its start state qg, as for a classical deterministic finite automaton (DFA).
In a DFA, the transitions are triggered by input symbols. In a PAA, however, the transitions are purely
probabilistic; T'(p, ¢) gives the chance of going from state p to state g. While going from state to state, a
PAA performs a chain of calculations on a set of values N. In the beginning, it starts with the value ny.
Whenever a state transition is made the entered state, say state q, generates an emission according to
the distribution 7,. The current value and this emission are then subject to the operation 6, resulting
in the next value. Let {Y4}ren, denote the automaton’s state process and {V}ren, the value process,
that means the sequence of values resulting from the chain of performed calculations.

PAAs thus provide a formalization of computations on (conditional) probability distributions, in
particular probabilities such as P(Y; = y,Vi = v) can be computed exactly. Here we explore the
application of PAAs to pattern matching statistics.

3 Application to Pattern Matching Statistics

From a pattern, given in one form or another (e.g. a single string, a set of strings, a Prosite pattern,® a
consensus string together with a distance measure and a distance threshold, an abelian pattern, a position

IThis poster abstract is based on work Tobias Marschall did at Bielefeld University.
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weight matrices in connection with a threshold, etc.), one can construct a deterministic finite automaton
(DFA) recognizing that pattern. Together with a random text model, either i. i. d. or Markovian, we can
construct the corresponding PAA. Then, using dynamic programming, we are able to exactly compute
the joint distribution of states and occurrences of the given pattern.

3.1 Statistics of Protein Motifs from Prosite

Prosite is a database of biologically meaningful amino acid motifs; see Hulo et al. [1]. We use Prosite
to assess the practicability of our method in the context of computational biology. The construction of
PAAs succeeded for 96.8% of all prosite patterns (for 3.2%, the computation aborted due to memory
limitations). For 94.9% of all patterns, the construction was finished within 2 seconds. The majority of
resulting automata were of reasonable size; 91.9% of the patterns yielded automata with less than 10000
states and 79.5% with less than 500 states.

To give an impression of the runtimes to be expected in practice, consider an example pattern* from
Prosite. It results in an automaton with 462 states. Computing the distribution of the occurrence count
took 1 second (up to 50 occurrences, for a random text of length 1000).

3.2 Statistics of Transcription Factor Binding Sites

Transcription factor binding sites (TFBSs) are commonly represented by position weight matrices (PWMs).
Therefore, it is an important task to compute the significance of occurrences of a PWM., for instance in a
given promoter region. Using our framework, we have implemented two approaches to PWM statistics.

The first approach considers all strings whose PWM score is above a threshold as a match, enumerates
them and builds the respective automaton. This approach is similar to that of Zhang et al. [10].

The second approach does not impose a hard threshold. Recently, Roider et al. [8] presented a
procedure to predict a transcription factor’s affinity to a sequence based on a physical model. Using
their method, we estimate the probability that a TF binds to a particular sequence and incorporate these
probabilities into our model.

In order to assess the practicability of both methods, we consulted the Jaspar database (see Sandelin
et al. [9]). As a result, we found both methods to be applicable to the majority of motifs from Jaspar.
Detailed results on this evaluation will be presented on the poster.
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Metabolic Engineering of Escherichia coli for
Production of Malic Acid

Tae Yong Kim,"? Soo Yun Moon,!? Soon Ho Hong,?
Sang Yup Lee!?*

Malic acid is widely used as a specialty chemical with applications in polymers, foods and pharma-
ceuticals. Metabolic flux analysis was performed to find a strategy for enhanced malic acid production in
Escherichia coli. The in silico simulation results suggested that the amplification of phosphoenolpyruvate
(PEP) carboxylation flux allowed increased malic acid production. Since the PEP carboxylase of E. coli
converts PEP to oxaloacetate without generating ATP, thus losing the high energy phosphate bond of
PEP, the PEP carboxykinase which generates ATP during this conversion was chosen. However, the
E. coli PEP carboxykinase catalyzes the reaction that converts oxaloacetate to PEP rather than the
desirable opposite reaction. The pta mutant E. coli strain WGS-10 harboring the plasmid pl104ManPck
containing the M. succiniciproducens pckA gene was constructed. The final malic acid concentration of
9.25 g/L could be obtained after 12 h of aerobic cultivation.
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Metabolic Pathway Analysis and its Optimization for
Producing Succinic Acid in Mannheimia
succiniciproducens MBELSSE

Tae Yong Kim,'? Hyung Rok Choi,?> Sang Yup Lee!?3

Mannheimia succiniciproducens MBELS5SE is a capnophilic gram-negative bacterium which efficiently
produces succinic acid. In order to analyze metabolic pathways of M. succiniciproducens, we applied
elementary-mode analysis to the biochemical network of M. succiniciproducens, previously developed
by our group. In this biochemical network, reactions known to be inactive under anaerobic condition
with glucose as a carbon source were removed from our research consideration. Because elementary-
mode analysis is not applicable to the large-scale biochemical network, we only considered its central
carbon metabolism. We then also analyzed the biochemical network of Escherichia coli, in the same
way as above, in order to grasp the notable differences between these two organisms. In order to draw
clear conclusions, we clustered the solutions of two microorganisms, and compared each other. Each
of clusters showed characteristic yield of succinic acid and the number of solutions and clusters of M.
succiniciproducens is greater than that of F. coli. The results manifested that pckA is the major factor
of succinic acid promotion. This analysis can show the differences between networks of two organisms,
and suggest efficient biochemical network design.
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A Decision Support System for Cardiovascular
Disease Using Bioinformatics Approach

Fang Rong Hsu,! Wei-Chung Shia!
1 Introduction

Cardiovascular disease (CVD) is one of top 10 causes of death in Taiwan. In this poster we have developed
a medical decision support system to use in the healthcare and precaution of cardiovascular diseases, and
it can help medical experts to do the prediction and estimate the progress and prognosis of CVD patient
more accurate.

In this system, we integrate 34 cardiovascular diseases and its related gene expression data, SNP,
protein-protein interaction and alternative splicing information into a web. Through analysis this data
model in suitable algorithm, we will get the significant data and rules for the future research and tracking.

We wish this system can bring the new viewpoint to understand the cardiovascular disease, and
provide better treatment to the patient.

2 Methods

Our goal is to establish a genetic database of cardiovascular disease. Therefore, we integrate these data
and show on the web: The cardiovascular disease related gene and haplotype, alternative splicing and
proteinprotein interaction (PPI). We also provide an interface to search and view these data together.

The source of cardiovascular disease related gene data is NCBI OMIM database [3]. First we collect
all the OMIM disease data, and use the text-miming to generate the dataset of cardiovascular disease.
Second, we analysis these dataset and get the list of the cardiovascular disease and its related gene.
Finally, we parse these annotations and store in database, and filter the incorrect result.

The source of protein-protein interaction data is STRING [5]. The database STRING (‘Search Tool
for the Retrieval of Interacting Genes/Proteins’) aims to collect, predict and unify most types of protein-
protein associations, including direct and indirect associations. We use the cardiovascular disease related
gene list to search the STRING database, and get the PPI network graph. Due to the cardiovascular
disease is multicomplex disease, these graphs can help us to understand the all interactions of these
related genes.

The source of alternative splicing data is AVATAR [2]. AVATAR is an add-value alternative splicing
database. Alternative splicing is an important event of gene transcript, and it causes the polymorphism of
the gene expression. We link this database and get the alternative splicing result of these cardiovascular
disease related gene to help us to observe the form of specific gene.

The source of SNP data is HAPMAP [4]. HAPMAP provide plentiful SNP information, like the
Linkage Disequilibrium (LD) Maps, tagSNPs and the classification data of race. We analysis these data
and reserve the SNP data have high LD value that related the cardiovascular disease gene. These SNP
data can help us to research the relation of specific SNP in specific race between the cardiovascular
disease, and these data also help us to design the microarray experiment.

3 Result and Discussions

We have successfully built a system to reach our goal. Our system provides 34 cardiovascular diseases
and its genetic data. Each disease all has the alternative splicing form graph, protein-protein interaction
graph and related gene list and haplotype data.

In our system, the numbers of all CVD related genes are 480; the number of CVD related tagSNPs are
79621. Our website uses the PHP and GD to reach the search and visual interface, and we use mySQL
to our database engine.

In the future, we will improve the function of system and add the microarray data display and analysis
tool to provide researcher direct search the gene expression and SNP data. We also will proceed with the
clinical experiment to verify our data, and get the precise result to improve the related research.

1Department of Information Engineering and Computer Science, Feng Chia University, Taichung, Taiwan. Email:
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Figure 1: The PPI graph of the cardiac amyloidosis.
Disease Gene Name
Aortic aneurysm 48
Arrhythmogenic right ventricular cardiomyopathy 22
Arterial thromboembolic disease 13
Ascending aortic disease 28
Atherosclerotic vascular disease 48
Brugada syndrome 6
Cardiac amyloidosis 9
Cardiomyopathy familial restrictive 26
Carney complex 21
Carnitine palmitoyltransferase II deficiency, late-onset form 2
Cerebral amyloid angiopathy 26
Congenital sick sinus syndrome 6
Coronary disease 212
Digeorge syndrome 79
Dilated cardiomyopathy 122
Familial hypercholesterolemia 76
Familial hypertrophic cardiomyopathy 78
Infantile dilated cardiomyopathy 18
Insulin resistance-related hypertension 21
Jervell and Lange-Nielsen syndrome 3
Myocardial infarction 146
Naxos disease 4
Orthostatic hypotension 31
Polymorphic ventricular tachycardia 21
Venous thrombosis 40
Ventricular tachycardia 46
Watson syndrome 156
Williams syndrome 514

Table 1: The list of cardiovascular disease we provided and its number of related gene.
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Metabolic Engineering of Escherichia coli for
L-Threonine Production based on Systems Biology

Sang Yup Lee,'?3 Kwang Ho Lee,'?4

Jin Hwan Park,!? Tae Yong Kim!?

Amino acid producers have traditionally been developed by repeated random mutagenesis owing to the
difficulty in rationally engineering the complex and highly regulated metabolic network. By combined
genome engineering, transcriptome analysis, and genome-scale metabolic flux analysis, we report the
development of the first genetically-defined L-threonine (Thr) overproducing Escherichia coli strain. All
known feedback inhibitions, transcriptional attenuation regulations, and those pathways that negatively
affect Thr production were removed by genome engineering. Several target genes were identified by
transcriptome profiling combined with flux response analysis, and were engineered accordingly. The final
engineered E. coli strain was able to produce 82.4 g/1 Thr by fed-batch culture. The strategy of systems
metabolic engineering reported here can be employed for developing genetically-defined organisms for the
efficient production of bioproducts.
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Application of Genome-Scale Metabolic Model of
Vibrio vulnificus CMCPG6 for In Silico Drug Targeting

Tae Yong Kim,! Hyun Uk Kim,! Joon Haeng Rhee,? Sang Yup Lee!-3
1 Introduction

Vibrio vulnificus is a halophilic and highly human-pathogenic bacterium, showing very high mortality
rate when infected [1]. In order to facilitate the drug development process for this, we undertook in
silico analysis to identify specific drug targets in the genome-scale metabolism of V. vulnificus. With a
newly sequenced and annotated genome of V. vulnificus, we first reconstructed its genome-scale metabolic
network consisting of 946 reactions and 766 metabolites (Table 1). Subsequently, we employed constraints-
based flux analysis [2], an optimization-based simulation technique, to validate the model in comparison
with experimental data, and identify essential genes comprising the metabolic network. Essential genes
herein refer to genes responsible for the specific enzymatic reactions whose deletions result in the failure
of biomass formation.

In order to identify primary drug targets, we applied constraints-based flux analysis to the genome-
scale model of V. vulnificus with maximization of biomass as an objective function under random media.
Here, the random media indicate a set of media covering all possible combinations of carbon and nitrogen
sources so as to account for various nutrients available for the pathogens inside the human body. In this
study, the random media consist of 22 carbon sources and 41 nitrogen sources, and the simulation was
performed for each combination. Uptake of sulfate, phosphate and oxygen was allowed in all cases. As
a result, 228 enzymatic reactions were identified as primary drug targets. This study demonstrates that
drug targeting using in silico approaches facilitates not only the systems-level analysis of the bacterial
metabolism, but also a rational design of experiments applicable to biomedical science.

Acknowledgments. This work was supported by the Korean Systems Biology Project of the Ministry
of Science and Technology (M10309020000-03B5002-00000). Further supports by the LG Chem Chair
Professorship, Microsoft, and IBM SUR program are appreciated.

2 Software and Files

The genome-scale metabolic model was validated by comparing simulation results with those from the
literature as detailed below, and accordingly further refined so as to use it as a source of in silico drug
targeting. The model was constructed using MetaFluxNet [3], and it was converted into GAMS (GAMS
Development Corp., Washington DC, USA) for subsequent drug targeting simulations.

Features Number

Genome feature: References

Genome size (base pairs, b 5,126,798 .

No. of open r(eadingpframesp)(ORFs) 4,796 [1] Gulig, P.A., Bourdage, K.L. and Starks, A.M.

2005. Molecular Pathogenesis of Vibrio vulnificus.

In silico metabolic model: Journal of Microbiology, 43:118-131.

No. of reactions (redundant) included in model 946 [2] Price, N.D., Reed, J.L. and Palsson, B.O. 2004.
No. of biochemical reactions 810 Genome-scale models of microbial cells: Evaluating
No. of transport reactions 136 the consequences of constraints. Nature Reviews
No. of metabolites 766 Microbiology, 2:886-897.

No. of ORF's assigned in metabolic network 669 (3] Lee, D.Y., H. Yun, S. Park, and S.Y. Lee. 2003.

MetaFluxNet: The management of metabolic re-
action information and quantitative metabolic flux
stoichiometric model of V. wvulnificus CMCPS6. analysis. Bioinformatics, 19:2144-2146.

Table 1: The genome and the in silico genome-scale

IDepartment of Chemical and Biomolecular Engineering (BK21 Program), Metabolic and Biomolecular Engineering
National Research Laboratory, Center for Systems and Synthetic Biotechnology, Institute for the BioCentury, KAIST,
Daejeon 305-701, Republic of Korea.

2Clinical Vaccine R & D center, Chonnam National University Medical School, Kwangju 501-746, Republic of Korea.

3Department of Bio and Brain Engineering, BioProcess Engineering Research Center and Bioinformatics Research Center,
KAIST, Daejeon 305-701, Republic of Korea.



P89 147

Pathogen Discovery by Combination of

Computational Substraction and
Pyrosequencing Technology

Roel G.W. Verhaak,*!? Laura MacConaill,*!* Carsten Russ,!

Jen Chen,!® Brian Desany,* Danny A Milner Jr,> Matthew Meyerson!-?

1 Introduction

Many diseases, including some cancers, inflammatory diseases and autoimmune disorders, have a sus-
pected infectious etiology [1, 2, 3]. In the past, a number of microbiological and molecular methodologies
have been applied to detect microbes or viruses associated with human disease. Successful examples
include amplification of conserved sequences using polymerase chain reaction (PCR) and application of
a DNA microarray containing highly conserved viral sequences [4, 5]. A limitation of these approaches is
the dependence on known and conserved sequence. We have developed an unbiased method for pathogen
discovery, computational subtraction, which is based on the assumption that diseased tissue should con-
tain both host genomic DNA (or RNA) as well as nucleic acid from the causative infectious agent [6]. A
computer-based comparison aligns sequence from diseased tissue to database human genome sequence(s)
and subsequently subtracts matching sequence. Theoretically, only the disease-causing sequence should
remain following the subtraction process. Here, we show the feasibility of this approach and apply it on
seven different disease tissues from variable pathobiological backgrounds.

2 DMaterials and Methods

The following samples of autoimmune disease were collected
e Rheumatoid arthritis (n = 5, processed on quarter plates)
e Multiple sclerosis (n = 1)
e Giant cell myocarditis (n = 1)
A number of samples of tumor tissue were selected, including
e Chronic lymphocytic leukemia (n = 1)
e Hodgkins lymphoma (n = 1)
e Squamous cell carcinoma (n = 1)
e Lung adenocarcinoma (cell line) (n = 1)

A breast cancer cell line positive for Epstein-Barr virus was included as positive control (n = 4).

Massively parallel pyrosequencing was performed on these samples (Margulies, Nature, 2005). Compu-
tational subtraction was applied in which all sequences were aligned against various reference genomes,
filtering all sequences matching with scores above threshold. Presence of remaining sequences in the
original sample was confirmed through PCR.

IThe Broad Institute of Harvard and MIT, Cambridge, MA, USA.
2Department of Medical Oncology, Dana-Farber Cancer Institute, Boston, MA, USA.
3Department of Immunology and Infectious Diseases, Harvard School of Public Health, Boston, Massachusetts, USA.
4454 Life Sciences Corp. Branford, CT 06405, USA.
* Contributed equally. Email: verhaak@broad.mit.edu
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3 Results

11,25 sequencing experiments resulted in sequence with a length of 242 Mb. Aligning against human
genome build 36.1 resulted in removal of 99.997% of the sequences. Interestingly, only 2% of all EBV
sequences present at start were removed. Aligning the residue against various other recently published
human genomes resulted in a further removal of sequences. A number of remaining sequences aligned
against various pathogen genomes. However, since PCR did not confirm the presence of these sequences
original sample it is likely that these pathogens are the result of contamination sources in the experimental
pipeline.

4 Discussion

Here, we present an approach that has previously been shown to work but which is now also practically
feasible through the emergence of new high throughput sequences technologies. The loss of 2% EBV
sequences in the positive control versus a 99.997% reduction of human sequences shows the effective-
ness of the methodology. Although no pathogens detected in our experiments were confirmed in PCR
experiments, this again shows the underlying strategy is robust and practical.

The quest for new pathogens is challenged by the spatiotemporal requirements of sample collection;
a pathogen could be present at time of onset but not at time of detection. In the case of autoimmune
disease a pathogen could be present systemically but induce a tissue specific response, leading to collection
of the wrong tissue. However, with the diminishing costs and further advancement of high throughput
sequencing technology, the identification of disease causing agents has become ever more likely.
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EPoS: odular Framework for
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There exist several software packages for phylogenetics analysis, but they usually have shortcom-
ings in either usability or support for computational methods. In particular supertree construction
requires modularity as well as direct feedback for computation and analysis. EPoS is a modular soft-
ware framework for phylogenetic analysis, visualization, and data management. It provides a plugin
based system that integrates a storage facility, a rich user interface, and the ability to easily incorporate
new method and functions. Its plugin fundament allows EPoS to extend in every direction. New algo-
rithms, tools and visualizations can easily be added and the already existing modules can be extended.
EPoS ships with persistent data management, visualizations, and a set of well known phylogenetic al-
gorithms. Implemented methods cover distance based tree construction, consensus trees and various
graph based supertree methods. EPoS supports rich tree visualizations embedded in a user-friendly
interface. Several tree layouts are supported and the rendering system can be customized for, say, dif-
ferent edge and node styles. Executables and source code are available under the LGPL license at
http://www.bio.informatik.uni-jena.de/epos.

1 Introduction

EPoS is a modular software framework that supports data management, computational methods and
visualizations for phylogenetic analysis. Existing phylogenetic software tools attend to a wide range of
applications. They support computational methods, visualizations and database integration and cover
the area of computational phylogenetics comprehensively. Problems mostly occur in usability aspects
of almost all of the available tools. Algorithmic packages are often command line based and enforce a
good understanding of the software environment, while visualization tools suffer from poor graphical user
interfaces and data integration abilities without providing sophisticated support for integrated computa-
tional methods. Furthermore, most programs rest upon their own, unique file formats, which makes data
exchange between the programs difficult.

EPoS fills this gap by combining a powerful graphical user interface with a plugin system that al-
lows simple integration of new algorithms, visualizations and data structures. It offers a simple way
to incorporate new modules into the framework, without limiting the modularization to certain areas.
In fact, the system itself is build from a set of core modules, which allows extensions in all directions.
Limitations concern only the graphical user interface (GUI) and interaction model. The consistent EPoS
GUI is used to manage and store data as well as to start available computational methods. Thus the
workflow is disconnected from the data or applied methods and the module system prevents plugins from
manipulating this structure to assure that the common work ow stays untouched. This, however, does
not apply to visual extension for data analysis. Visualizations are part of the core system and can be
extended in any direction.

2 Visualizations

EPoS already contains a comprehensive tree view that offers different layouts, colorization, annotation,
and export functions, but the framework offers the ability to integrate views on all kinds of data. New
visualization modules can be integrated to handle, say, phylogenetic networks. The integrated tree view
module focuses on interactive tree analysis and provides functionality to display even large trees up to a
few thousand leaves, without loosing the ability to smoothly interact with the view. Interactions are not
restricted to one view. The underlying data model also allows communication between different views.
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For example, EPoS contains a method to compare the structure of two trees. This employes the ability
to manipulate one view from another and allows side by side analysis of two trees. The model used to
allow such interactions is based on the data management facility intergrated into EPoS.

3 Data Management

To simplify data handling, EPoS creates a persistent workspace that contains all used data sets. Data
within the workspace are persistently stored in a transparent and extendable backend module. For
example, a tree is stored in a data object and a user opens a view on that tree. A data object for the
view is created and linked to the tree data. It is used to store the visual configuration (colors, annotations,
layouts), while changes to the tree structure are delegated and stored directly in the tree. The core module
that is responsible for the data management uses an embedded database as default storage location. This
assures both simplicity and extensibility. The user does not have to manually manage the database.
Actually, he does not even have to know about it. It is automatically started and used by the framework.
In contrast, the mechanism that maps EPoS data objects to the relational database table is transparent,
such that one can use the same storage process on a local or remote database server without changing
the data objects.

The data objects provide another feature that encourages extensibility. All persistently stored data
objects carry their private data and provide the additional ability to store further properties of any kind.
For example, when annotating data, Web Services can be used to correlate different data sets and obtain
additional information, without modifying the data objects implementation. The data are stored as
key-value pairs within the object. This is also used by some of the computational methods that need
supplementary information. An implementation of Ranked Tree [3] is integrated into EPoS. This method
needs additional information about the input trees, in this case, information about divergence dates.
They are added as an additional property directly to the trees. This simplifies both data management
and execution of the algorithm.

4 Methods

Currently, Ranked Tree, as well as all other methods, are integrated into a pipeline system. It allows
combinations of methods that are executed sequentially, where the data flow is handled automatically
by the system. EPoS provides pipelines for different computational methods. It supports distance
based tree reconstruction methods including Neighbor Joining and Agglomerative Clustering, consensus
construction, such as Adams- and N-Consensus, and several supertree methods that construct trees from
overlapping leave sets. EPoS directly supports Aho’s Build [1], MinCut [5], modified MinCut [4], Ranked
Tree [3], and Ancestral Build [2] as graph-based supertree algorithms. No external software packages
have to be installed to use one of these algorithms.

The execution environment is another extendable part within the framework. EPoS uses the local
machine as the default location to execute pipelines, but it is not limited to the local environment.
In combination with the persistence mechanism, data can easily be moved to other machines or com-
pute grids, and the execution environment can be shifted as well. This will allow the system to move
computationally intensive processes to a remote machine or a cluster.
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A New Triad Based Approach to Sequence
Comparison of Various Types of Collagen

S. Avinash Kumar,! S. Sundar Raman,?
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1 Introduction

Collagen is an important protein due to its presence in the human body in large quantity as well as
its biomedical and commercial applications. 28 different types of collagen have been identified so far.
Numerous studies have been carried out on various aspects of collagen including structure, function,
diseases, development of biomaterials and its commercial applications. But much still remains to be
learned about this protein. In particular further studies on the functional and structural differences
between the various types of collagen are necessary in order to understand the differences between them
and their relationships.

2 The Triad Concept

It is desirable to study differences between the types of collagen at the level of their amino acid sequences
itself. Conventional sequence analysis of collagen provides information about importance of various
triplets in the stabilization of collagen. However such a sequence analysis does not include information
about the interaction between the three strands that make up the collagen triple helix. Our new sequence
comparison strategy takes this into account by including the amino acids from all the three polypeptide
strands that make up the collagen triple helix in the form of a “TRIAD”. Based on the information
generated from this approach, proposed models for various types of collagen have been computationally
derived. The usefulness of the triads in the analysis of various types of collagen will be presented.
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Structural Classification Using Mining of Frequent
Patterns in Concave Protein Surfaces
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1 Introduction

Protein structural classification, specifically in silico functional annotation of proteins is an overriding
problem in the field of bioinformatics. Classifying proteins based on sequential and structural features
using the conventional methods is arduous and inaccurate, partially due to the weak representation of the
protein subunits that provide the discriminatory behavior. Interest in classifying proteins using protein
surface information has grown in recent years. Research interest in protein surface regions, specifically
the concave surfaces has grown because these areas provide specialized regions of biological activity.
Well-formed concave surface regions can therefore be examined to identify similarity relationships in
proteins.

2 Approach

In this work, we propose a new association rule based technique using concave residues and residue pa-
rameters of proteins to find the frequent spatial arrangement of residue, which is unique to a particular
family of proteins. The first step in this technique is to discover association rules for all classes of pro-
teins [1] that satisfy minimum support and minimum confidence constraints for class-level rule discovery
and appraisal. The second step in this technique is to use Classification Based Association (CBA) rule
mining [2] to discover frequent patterns that are present on the concave protein surfaces and that will
aid in the discovery of a small set of rules satisfying minimum support and minimum confidence. The
outline of our approach is presented in Figure 1.
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Figure 1: Outline of the proposed methodology.

We observe that association rules based framework yield better results than other classification tech-
niques. We also discover and use the item-sets (attribute aggregates of protein surface residues) or
residue parameters that are frequent for a class. Rules that satisfy minimum thresholds are extracted
and employed for classification purposes. A query protein is subjected to the rule extraction method
and compared with unique rules generated during the training phase. The protein is classified into a
structural class whose rules most satisfy the protein features with enhanced degrees of specificity and
sensitivity.

3 Results

In order to compare and analyze the classification approach of association rule mining on the concave
protein surface, we conducted two sets of experiments. The first experiment, on fold level classification,

1Data Mining Research Laboratory, Dept. of Computer Science, Louisiana Tech University, Ruston, LA 71272, USA.
Email: sdua@coes.latech.edu
2Department of Ophthalmology, Louisiana State University Health Sciences Center, New Orleans, LA 70112 USA.
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was conducted by comparing 15 folds. The second experiment, on family level classification, was con-
ducted using three protein families. We evaluated the accuracy performance of our proposed framework
by conducting an experiment on 600 proteins randomly selected from 15 folds (in the SCOP hierarchy [3]).
These proteins, with less than 40% sequence homology, were selected from the FSSP database. In this
experiment, the training dataset contained 540 proteins (36 from each of the 15 folds), and the test
dataset contained 60 proteins (4 from each fold). The concave surfaces for each of the 540 proteins were
extracted, and patterns common to the proteins in each fold were derived in the form of classassociation
rules particular to each fold. The classification was then conducted using the rules that satisfied the min-
imum threshold of 2% support and 60% confidence. Figure 2 shows the fold-wise and overall accuracy
results on the 60 test protein dataset.

Effect of minimum support threshold (MST): The value of the minimum support for association rule
discovery is critical. If the MST is set too high, we may not find those rules that involve the class in
which we are interested. On the other hand, if the MST is set too low, there may be a combinatorial
explosion because the majority class may have too many rules, most of which are over-fitted with many
conditions and cover very few data cases. Figures 4 and 5 illustrate the true positive rates obtained for
each class at various ranges of MST for a few selected classes.

The second experiment was performed on a dataset of 269 protein structures belonging to three
protein structural families (Figure 3). The SCOP families that we classified include the Nuclear receptor
ligand binding domain (NRLB) family from the all alpha proteins class, the Prokaryotic serine protease
(PSP) family from the all beta proteins class, and the Eukaryotic serine protease (ESP) family, also from
the all beta proteins class. Three datasets for the pair-wise comparison and classification of the above
families were constructed. We randomly selected 228 proteins (60% of the original dataset) to represent
the training set and the remaining 151 proteins (40%) formed the test dataset. Five random data sets
were generated using the holdout method. The average classification accuracy rate using our approach
was computed from a series of accuracy rates obtained from such iterations on the dataset (Figure 3).

Fold Class Ave
(Fold ID as (as in SCOP Accuracy
in SCOP)  hierarchy) (in %)
46688 (1) Al 100.00
47472 (2) All-or 75.00 MST (%) Vs TP-Rate Classification Task 3
48370 (3) Al 75.00 L
48725 (4) A3 100.00 208 o i
50198 (5) All-3 41.67 g od B Class 2
51350 6)a/B  91.67 02
51734 (Ma/pB 100.00 6 11 12 15 16 18 22
51904 B a/p 83.33 MST (%)
52171 (9 a/B  33.33
52539 (10)  / B 100.00 Figure 4: Effect on TPR with changing values of MST
52832 (1) a/pB 83.33 for classes 1 & 2 in Figure 2.
53066  (12)a /B  83.33
53473 13)a/pB 75.00 MST (%) Vs TP-Rate
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Figure 2: Fold-wise and overall accuracy results on

the 60 test protein dataset.
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Figure 5: Effect on TPR with changing values of MST

NRLB vs. PSP 86.36 for classes 3, 5, 12 & 15.
ESP vs. PSP 92.73
RP vs. SP 92.55

Figure 3: Accuracy for pair-wise classification of se-
lected SCOP families.
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4 Conclusions

Recent studies in computational protein structural classification have focused on developing better ma-
chine learning methods that could boost classification accuracy using less emphasis on the novelty of
the structural descriptors themselves. In this work, we uniquely employ the residue position slopes and
intercepts of the concave residue as the basis of a novel association rule discovery approach. The classifier
that we use finds frequent patterns that maximize the intra-class similarity and reduce the inter-class
dependencies of protein features. The experimental results have demonstrated superior sensitivity and
specificity and open several interesting directions for further scientific pursuit.
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HLA Class I Peptides: Exploiting Positional
Information for Identification and Classification

Ankit Rakha,! Mitra Basu,?3 Rao Kosaraju*
1 Introduction

An essential primary step to stimulate cytotoxic T-cell response is via presentation of endogenous antigenic
peptides, typically of viral origin, on a cell surface by Human Leukocyte Antigen (HLA) Class I molecules.®
Thus, the ability to identify peptides that can bind to HLA molecules is of practical immunological
importance. The polymorphism in HLA is concentrated around nucleotides encoding peptides adjoining
the HLA peptide-binding groove. Each distinct HLA allele encodes a slightly different peptide-binding
domain. A large almost distinct spectrum of peptides bind each particular HLA molecule. It is theorized
that HLA binding peptides share certain binding patterns. Peptides that bind to HLA class I molecules
are 7-12 amino acids long. Because of large HLA allelic variations, a systematic wet laboratory approach
to prepare a T-cell epitope catalogue, even for a single protein antigen, requires a very large number of
experiments. Since T-cell epitopes are a subset of HLA-binding peptides, identification and prediction of
peptides that bind to HLA could be used effectively towards preselection of potential T-cell epitopes.

Individual residues of amino acid for a 9-mer peptide are named P1, ..., P9 beginning at the amino
terminal end (P1) and finishing at the carboxyl end (P9). A certain number of amino acids out of these
nine, bind to HLA playing the roles of primary and secondary anchors. A subset of the rest bind to T-cell
to form the HLA-peptide-T cell complex if this peptide is a member of the set of T-cell epitopes.

A variety of methods such as structural motif-based approach; machine learning approach that includes
support vector machine, artificial neural network and hidden Markov model; combination approaches that
exploit biological properties along with algorithmic approach has been proposed for prediction of peptide
binding to HLA [2, 4, 7, 8]. Binding motifs that exclusively rely on anchor position(s) have shown to be
unreliable for classification/prediction purpose, indicating the participation of other positions in HLA-
peptide binding process. Bowness [1] with some wet lab experiments describes that HLA-B27 most likely
uses positions P2 (primary anchor), P3 and P9 (secondary anchors) for peptide binding. Recent studies
report possible role of specific amino acid at each of these nine positions [5]. Others have relied on
position specific scores (individual or pair-wise) to study HLA-peptide binding [4].

In this paper we study the importance of individual and combination of anchor positions, irrespective
of the amino acid that occurs at that position, of a peptide in the context of HLA-peptide binding.
Note that, the set of peptides that we experiment with contains epitopes as a subset. Our experiments
produce some interesting byproducts that may be relevant to HLA-peptide complex and T-cell binding
scenario. Our hypothesis is that positional importance can be extracted from data using some form of
global learning technique. Our initial findings largely agree with previously reported wet lab experiments.
We report some new observations regarding anchor positions. The findings reported here apply to the
general classes of HLA-A and HLA-B.

2 Materials and Method

We consider two classes of 9-mer peptides: (i) 1255 peptides that bind to HLA-A and (ii) 323 peptides
that bind to HLA-B (collected from http://www.jenner.ac.uk). Each amino acid is represented by a
5 x 1 property vector [6] producing a 45-dimensional vector for each peptide. So, the data is a set of points
in 45-dimensional property space. We split the dataset randomly for training (70%) and testing (30%)
and create 3 such sets. We use Adaboost algorithm [3, 9] with a variation of weighted nearest-neighbor
classifier for the weak-learner part. Classification results on three test sets are shown in Table 1.

Next, we remove one, two and three® position-specific amino acids (to be called p-amino acid)) and
study the respective classification results (see Table 2). Note that the classes now contain either 8-mer,
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7-mer or 6-mer peptides. Removal of p-amino acid presumably collapses boundary between HLA-A
and HLA-B classes as property space dimension decreases. For validation of the fact that the proposed
method performs poorly (i.e., it fails to learn) when presented with data where class boundary does not
exist, we devise two sets (by picking randomly): Set-1 (50% of HLA-A and 50% of HLA-B) and Set-2
(the remaining HLA-A and HLA-B). We run the proposed method on 9 such 2-set datasets and name
this experiment as Random Data Classification Experiment.

3 Results and Discussion

The averages of classification % for 9 datasets in the Random Data Classification Experiment are 63.8%
and 53.0% for Set-1 and Set-2 respectively, which is low compared to the correct classification rate of
(aproximately) 88%. Table 1 shows correct classification % for HLA-A and HLA-B for three 9-mer
peptide test datasets. In Table 2, we only report results for combinations containing position 2 since
other combinations do not show such significant drop. The first row shows overall drop in classification %
with position 2 removed. The next two rows show the range of % drop in overall correct classification %
when one or two other positions are removed along with position 2. We make the following observations.

1. All positions are important to an extent since removal of any single position reduces the % of correct
classification. In other words, each position plays a role either in HLA-peptide binding or in binding
between HLA-peptide complex and T-cell.

2. Position 2 is an anchor position and its removal alone reduces significantly the distinction between
HLA-A and HLA-B. The largest drop (39.56%) in classification rate occurs when positions 2, 3 and
9 are removed.

3. Lowest drop in classification rate occurs for combinations that exclude positions 2 and 9 and contain
positions 4 and 8. Perhaps this indicates that the positions 4 and 8 are possible actors in the
HLApeptide complex and T-cell binding drama.

Our next step will use a modified version of Adaboost to provide a more holistic as well as quantitative
measure of HLA-peptide interaction.
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Position Removed Drop in Correct Classification %
Test Set HLA-A HLA-B
Position 2 24.00
1 84.35  92.78 Position 2 & one other 19.4 — 38.63
2 88.06  86.60 Position 2 & two others 18.20 — 39.56

3 84.62  90.72

Table 1: Classification rate (9-mer peptides). Table 2: Drop in classification rate with positions removed.



P94 157

Protein Design by Sampling an Undirected Graphical
Model of Residue Constraints

John Thomas,! Naren Ramakrishnan,? Chris Bailey-Kellogg?

Protein engineering seeks to produce amino acid sequences with desired characteristics, such as spec-
ified structure [1] or function [4]. This is a difficult problem due to interactions among residues; choosing
an amino acid type at one position may constrain the possibilities at others, in order for the resulting
protein to have proper structure and activity. To account for the dependence of some residues and take
advantage of the independence of others, we have developed a new approach to protein design based
on undirected probabilistic graphical models (Fig. 1). Our approach first constructs a graphical model
that encodes residue constraints, and then uses the model generatively to produce new sequences op-
timized to meet the constraints. We focus here on constraints due to residue coupling, common pairs
of amino acid types at particular pairs of positions, also known as correlated mutations or co-evolving
residues. Recently, Ranganathan and colleagues showed that accounting for residue coupling, in addition
to conservation, was to some extent both necessary and sufficient for viability of new WW domains [5, 6].

We have previously developed an approach for learning an undirected graphical model encapsulating
conservation and coupling constraints in a protein family [7]. Our model provides a formal probabilistic
semantics for reasoning about amino acid choices, defining a probability distribution function measuring
how well a new sequence satisfies coupling constraints observed in the extant sequences of a family. Thus
in order to design high-quality novel sequences, we can optimize for their likelihood under the model.
Furthermore, our model explicates dependence and independence relationships between residue positions,
so that we may reason about the impact of an amino acid choice at one position on those at others.

While sampling from an undirected model is difficult in general, we have developed two complementary
algorithms that effectively sample the constrained sequence space. Constrained shuffling generates a fixed
number of high-likelihood sequences that are reflective of the amino acid composition of a given family.
A set of shuffled sequences is iteratively improved so as to increase their mean likelihood under the
model. Component sampling explores the high-likelihood regions of the space and yields a user-specified
number of sequences. Sequences are generated by sampling the cliques in a graphical model according
to their likelihood, while maintaining neighborhood consistency. In contrast to the approach used by
Ranganathan and colleagues, which simply seeks to reproduce the aggregate degree of coupling without
regard to the quality of the individual sequences, our methods utilize a graphical model to generate
sequences that meet the observed constraints, thereby improving the chances the designed sequences
will be folded and functional. Theoretical results show that both of our methods properly sample the
underlying sequence distribution.

We have applied our sampling algorithms in a study of WW domains, small proteins that assist in
protein-protein interactions by binding to proline rich targets. We first showed that likelihood under
our graphical model, trained on 42 wild-type WW domains, is predictive of foldedness for the new
sequences designed by Ranganathan and colleagues, achieving a classification power of 0.8. We then
generated novel putative WW domains optimizing the predicted likelihood. Both methods generated
sequences with likelihoods near those of the wild-type WW domains, while being relatively novel and
diverse (Fig. 2). The designed sequences serve as hypotheses for further biological study.

Our learning and sampling methods are applicable to a wide variety of protein families that may
be targets for protein design. While multiple sequence alignments provide fundamental information on
sequence constraints, our models may also incorporate additional structural or functional information. By
including functional subclass information [7], we can design proteins with specific functional properties.
By incorporating energetic constraints on side-chain interactions [2] we can design proteins with favorable
predicted free energy.
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Figure 1: Given a multiple sequence alignment for a protein family (left), conservation and coupling constraints are

inferred and summarized into a graphical model (middle) which captures conditional independence relationships through

its edges. Through its clique potentials (not shown here), the model captures probability distributions for subsets of residues.

Sampling from the model (right) then yields new sequences that obey the underlying constraints.
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Figure 2: The log likelihood distribution (a, c), and sequence identity to the nearest natural WW domains (b, d), for the 42

and 10000 sequences generated by constrained shuffling and component sampling, respectively. The average log likelihood

scores for the designed sequences are -34.69 with a standard deviation of 6.46 (constrained shuffling) and -33.48 with a

standard deviation of 5.02 (component sampling). The wild-type WW domain sequences have an average log likelihood
score under the model of -32.65 with standard deviation 4.93.
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A Novel Algorithm for Tag SNP Selection based on
Pair-Wise Linkage Disequilibrium

Wei Wang,! Youling Guo,! Yuexian Zou,! Tianrui Wu!

The search for the association between complex diseases and single nucleotide polymorphisms (SNPs)
or haplotypes has recently received great attention. For those studies, it is essential to use a small subset
of informative SNPs; i.e., tag SNPs, accurately representing the rest of the SNPs. We describe an efficient
algorithm for tagSNP selection based on pair-wise LD measure r2. The algorithms were implemented in
a computer program named PLEXT (Partition-Ligation Exhaustive Search for Tagging) with MATLAB
language. We first break down large marker sets into separate partitions, where more exhaustive searches
can replace the LDSelect algorithm for tagSNP selection. Our algorithm leads to smaller tagSNP sets
being generated. Its performance was assessed using HapMap data.
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Figure 1: Tagging efficiency in the ENm010 region of
CHB samples using the two tagging methods. Tagging
efficiency was defined as the number of genotyped mark-
ers divided by the number of tagging SNPs. Lines with
pink squares denote the PLEXT algorithm, lines with
blue diamonds denote the LDSelect algorithm.
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Figure 2: Tagging effectiveness in the ENmO010 re-
gion of CHB samples using the two tagging methods at
a fixed pair-wise threshold. Tagging effectiveness was
defined as the percentage of hidden SNPs which had
LD correlations with tagging SNPs over a threshold (r2
=0.5). Pink bars denote the PLEXT algorithm, blue
bars denote the LDSelect algorithm.

CEU YRI JPT+CHB

No.of SNPs
r2 > 0.5

No.of partitions (No.of tag > 2)

Singletons

No.of tagSNPs (ldSelect)
No.of tagSNPs (PLEXT)

r2 > 0.8

No.of partitions (No.of tag > 2)

Singletons

No.of tagSNPs (ldSelect)
No.of tagSNPs (PLEXT)

11782 24736 10249
5342 15036 4316
14376 27799 12456
12750 26360 11102

23435 41094 20163
11341 22450 8958
24300 41705 21033
22950 39630 19943

Table 1: Summary of chromosome 7: Size of separate partitions and number of SNPs and Tag-SNPs in each partition.
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CHB Samples

ENm010 ENmO013 ENmO014 ENrl112 Enr 113

No.of SNPs
r2 > 0.5

No.of partitions
singletons

No.of tagSNPs (ldSelect)
No.of tagSNPs (PLEXT)
Reduction rate

r2 > 0.8

No.of partitions
singletons

No.of tagSNPs (ldSelect)
No.of tagSNPs (PLEXT)
Reduction rate

602 1376 1613 1096
53 89 97 62
54 52 48 27
111 139 143 91
102 128 131 82

15.8% 12.6% 12.3%  14.1%

111 133 142 111
50 100 112 60

158 223 245 160

135 205 223 142

20.6% 14.6% 16.5%  18.0%

1035

54
43
93
85
16.0%

71
74
144
132
20.0%

JPT Samples ENmO010 ENmO013 ENm014 ENrl112 Enr 113
No.of SNPs 629 1384 1615 1119 1034
r2 > 0.5

No.of partitions 75 103 128 104 69

singletons 73 97 104 59 62

No.of tagSNPs

(1dSelect) 152 203 236 161 133

No.of tagSNPs

(PLEXT) 135 183 213 146 122

Reduction rate  21.5% 18.9% 15.2%  14.7%  15.5%
r2 > 0.8

No.of partitions 55 74 96 68 50

singletons 46 38 40 25 27

No.of tagSNPs

(1dSelect) 103 116 134 90 79

No.of tagSNPs

(PLEXT) 92 104 126 79 68

Reduction rate  19.3% 15.4% 8.5% 16.9% 21.1%

161

Table 2: Summary of Tag-SNPs identified by the IdSelect algorithm, the PLEXT algorithm in the five ENCODE regions

of CHB and JPT samples.



P96 162

Exact P-value calculation for clusters of TFBSs.
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Regulatory Sites

Valentina Boeva,! Julien Clément,?> Mireille Régnier,?

Mikhail A. Roytberg,*® Vsevolod J. Makeev®’

1 Introduction

In eukaryotic genomes a regulatory region is often bound by multiple transcription factors. Even one
transcription factor can have multiple binding sites within one regulatory module [3]. The fact that
motifs of binding sites form such dense clusters is widely used by a number of motif finding tools. Among
them one can mention ClusterDraw, Stubb, MotifScan, SeSiIMCMC, etc. All these predictive tools ex-
ploit the fact that a cluster of binding sites implies regulation. However, occurrence of multiple motifs
of many factors together with their possible overlapping and fuzziness may complicate the assessing of
statistical significance of an observed motif configuration. The compound Poisson distribution formula
for the p-value could provide a good approximation, but not in the case of multiple highly overlapping
motifs. As to overlapping motifs, especially within a heterotypic cluster, there one needs more precise
method for statistical significance evaluation. In [1] we proposed an exact algorithm for p-value calcula-
tion for the general case of heterotypic clusters of motifs, which was implemented in AhoPro software,
http://favorov.imb.ac.ru/ahokocc. Here we demonstrate how the above p-value approach may be
used in annotation of DNA sequences according to transcription regulation. In particular, we made
more precise maps of TF binding sites for transcription factors regulating the early development of D.
melanogaster and showed the change of PWM threshold values in case of strong and ‘shadow’ motifs.
The p-value method is applicable to find out transcription factors interacting with each other, and to
discover regulatory regions controlled by several transcription factors.

This study has been supported by INTAS grant 05-1000008-8028, REBR grant 07-04-01584 and by
Russian Academy of Sciences MCB project.

2 Methods and Results

We present the method for assessing transcription regulation that consists in a two step procedure.
First, given a DNA region and a position weight matrix corresponding to a motif for binding site of a
transcription factor under consideration, we calculate the number of motif occurrences for each value of
threshold. Obviously, the smaller is the threshold the higher is the number of motif occurrences. At
the second step, we compare those numbers with the numbers of occurrences that could be observed by
chance in a random sequence. E.g., for the lowest value of the threshold, we would find the same number
of occurrences in any sequence of the same length. The best way of such a comparison with number
of occurrences in a random sequence is the p-value calculation. The exact p-value computation, which
allows for possible motif overlaps, was realized using the AhoPro tool [1]. For a given number of motif
occurrences in a sequence S of length N and a threshold 7', p-value is a probability to find at least the
same number of motifs scoring higher than threshold 7" in a random sequence of length N with the same
letter distribution as in S. Then, given the all p-values for all threshold values and looking at the whole p-
value ‘curves’ (Fig. 1) one can judge about possible regulation. The advantage of this approach comparing
to the approach presented in [2] is that here we can take into account simultaneous (possibly overlapping)
occurrences of binding sites for several different factors. Besides, low score sites even of the same position
weight matrix can frequently overlap, which influences the p-value. Thus, here we can consider, at the
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same time, strong and ‘shadow’ putative binding sites, and any intermediates. In Figure 1 we present
such ‘curves’ for two sets: (A) a set of cis-regulatory regions with experimentally confirmed regulation by
D. melanogaster early development transcription factor bicoid; and (B) a set of cis-regulatory regions in
the same gene regulatory network but with the absence of confirmed regulation. The ordinate axis shows
the negative logarithm of the p-values corresponding to different threshold values. As one can see, the
p-values are significantly smaller nearly for all threshold values in the case of regions really regulated by
bicoid, which means that we observe clusters of binding sites of various strengths in these DNA sequences.
The minimal p-values are shown with circles. In Figure 1 we demonstrate that it is possible to distinguish
between regulated and nonregulated regions and to find thresholds corresponding to clusters of strong and
‘shadow’ sites. The similar procedure can be used to assess regulation by cooperatively or competitively
binding factors. Idea of the approach for heterotypic clusters was presented in [1].

3 Figures

( A) 2 T — T T T T
AN\ btd cis-naq mod
i W hb P2 promoter
g / kni tis-element |
A / % ki CO-1 module
) P AVATR' ‘ otd sarly arh
~ak SR A VARA N sal blastod, anh, | -
2 Y 40 / \ § . 1l FD e
= 5 I AD+PD anh
> 6 eve stripe 2 i
L —— eve stripe |
pt BVE Stripe 5
=) 4
= A
=+ \
° 4
|
\ 1
1 L] 1
5 53 3 B5 75 8 a5
Threshold value
(B ) 12 T T T
Giant past. enh.
Hb upstr enh
10+ Eve siripe 146 |
12 upstr. enh
12 zobra cloment
at Ubx PEX arih
™y —— Uiy BXD or
2 Ubix BX enh
o =
> B :ms u‘pqh enh. -
| En stripe enh
Q.
g« 1
i .
2k, a e \ 4
S \ \
= - A !
a El 1 1 T 1
3 3 43 78 ] as

Threshold value

Figure 1: P-value curves for different threshold values for DNA regions regulated (A) and non-regulated (B) by bicoid. For
each of 21 cis-regulatory regions (11 regulated by bicoid, 10 non-regulated) we searched for the number of motif occurrences
scoring higher than given threshold values; then, calculated the p-value to find such number of motif occurrences in a

random sequence.

References

[1] Boeva, V., Clement, J., Régnier, M., Roytberg, M.A., Makeev, V.J. 2007. Exact p-value calculation for heterotypic

clusters of regulatory motifs and its application in computational annotation of cis-regulatory modules. Algorithms for
Mol. Biol., pp. 2:13.

[2] Lifanov, A.P., Makeev, V.J., Nazina, A.G., Papatsenko, D.A. 2003. Homotypic regulatory clusters in Drosophila.
Genome Research, 13(4):579-588.

[3] Papatsenko, D.A., Makeev, V.J., Lifanov, A.P., Régnier, M., Nazina, A.G., Desplan, C. 2002. Extraction of func-

tional binding sites from unique regulatory regions: The Drosophila early developmental enhancers. Genome Research,
12(3):470-481.



P97 164

Residue Interaction Networks for Analyzing
Resistance Mutations in HCV Protein Structures
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1 Introduction

A variety of computational approaches has used residue interaction networks for identifying critical amino
acids in protein structures [1, 3]. The corresponding two-dimensional graphs commonly consist of edges
that connect residue nodes and represent non-covalent interactions of amino acids. Here, we analyze
the residue interaction network of the hepatitis C virus (HCV) protease NS3-4A. More than 170 million
people worldwide are chronically infected with HCV and are at risk of developing liver cirrhosis and
hepatocellular carcinoma [5]. In particular, we focus on the new protease inhibitor telaprevir, which
showed a substantial antiviral effect in patients infected with HCV genotype 1 during a phase 1b clinical
trial [4, 6]. This trial found residue mutations that confer varying degrees of drug resistance. Specific
mutations at the protease positions V36 and T54 were associated with low to medium levels of drug
resistance during viral breakthrough, resulting in an intermediate reduction of viral replication fitness.

2 Results and Discussion

Using available HCV crystal structures of the NS3-4A protease, we study the binding mode of different
ligands including telaprevir [7]. Since V36 and T54 are located in the protein interior and far away
from the ligand-binding pocket, we construct a network of non-covalent interactions of protease residues,
including interacting ligands. The residue interactions are formed by hydrogen bonds and van der Waals
forces based on the protease crystal structure. To suggest residues of structural or functional importance,
we compute network topology parameters using our Cytoscape plugin NetworkAnalyzer [2]. We describe
the potential impact of V36 and T54 mutants on side chain and backbone conformation and on residue
interactions. We also discover possible molecular mechanisms for the observed mutational effects on
antiviral drug activity and viral fitness. T54 mutants may affect the viral replication efficacy to a
larger degree than V36 mutants when interfering with the catalytic triad and the ligand-binding site
of the protease. V36 and T54 mutations may result in impaired protease residue interactions with the
cyclopropyl group of telaprevir, leading to viral breakthrough variants.
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A Two-Stage Genome-Wide Association Study of
Type 2 Diabetes Mellitus in a French Population
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Until very recently, studies aiming at detecting association between genetic markers and a complex
disease were mainly based on a candidate gene approach, where a small number of markers were selected
for genotyping based on an a priori hypothesis of which genes would be most likely to be of importance
to the disease. With new technologies for rapid and cost-effective large-scale genotyping, a number of
genome-wide association studies (GWAS) have now been carried out for a number of diseases, scanning
the entire genome for association without the need for any a priori hypothesis, often revealing unexpected
risk loci that had not been identified in candidate gene studies. The results have been pouring in over
the last year, with large and well-powered studies finding many risk loci for complex diseases. We
published the first full genome-wide association scan for Type 2 Diabetes Mellitus (T2DM) last year [3],
a case-control study using the Illumina BeadArray technology to study 392,935 SNPs across 1,363 French
cases and control subjects, finding four new risk loci in addition to the previously discovered TCF7L2
association. Our study was followed by a number of other studies that confirmed two of our loci, HHEX
and SLC30AS8, in addition to discovering a number of additional loci [1, 2, 4, 5]. We have now finished
the genotyping and analysis of Stage 2, covering the 15,688 most highly associated SNPs from Stage 1 in
an additional 4,977 samples, and here report on our results.

It has been shown that a two-stage approach increases the power to detect risk variants, in particular
computational analysis approaches combining data from the two stages. In this poster, we present the
experimental and computational methods used for the selection and genotyping of SNPs for our Stage
2, the computational treatment of population stratification within our sample cohorts, and the analysis
methods used for detecting association to disease across the two study stages. We also present a biological
discussion of the found risk loci, in the light of other genome-wide association studies carried out by other
groups.
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Detecting Significant Micro-Regions of DNA
Aberration in High Density SNP Array Data
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1 Introduction

High density Single Nucleotide Polymorphism (SNP) arrays provide a high resolution platform for the
examination of DNA copy number aberrations and allelic imbalances in the human genome. Efficient and
precise identification of such genetic aberrations and imbalances is critical in order to comprehend the
biological processes that underlie the progression of diseases such as cancer, and also to offer an impetus
for further medical diagnosis and the development of appropriate treatment. Significant challenges lie in
analyzing high dimensional SNP data (up to 1.8 million probes on an Affymetrix SNP 6.0 Array) for which
relatively few samples are available (typically in the order of hundreds). This challenge is compounded by
the effects of experimental biases across samples and other forms of noise in the datasets. Our proposed
approach involves the computation of a set of independent statistics across multiple samples to elucidate
concordant regions of copy number change and loss of heterozygosity with p-values significantly smaller
than the required Bonferroni correction threshold. The validation of our method to date has been achieved
utilizing lung adenocarcinoma data from the Tumour Sequencing Project (TSP) [1] with results reported
in [2]. We have identified a number of novel, statistically significant micro-regions of aberration in the
datasets for which further biological verification is warranted.

2 Methods and Results

Figure 1 in [2] clearly illustrates substantial variation in smoothed copy number between samples, chro-
mosomes and chromosome arms, albeit with some apparent large scale patterns consistent across the
samples. There are various forms of biases in the data stemming from variations in experimental condi-
tions, differences in hybridization on the microarrays and contamination of tumour samples with normal
tissue. To counter these biases when detecting consensus regions of change, we have introduced two
calibration methods.

1. Rank calibration replacing an original amplitude value by its cumulative probability density
within a reference subset of all values for the sample (either for the whole genome, or for each
chromosome or each chromosome arm). This is equivalent to the relative rank in the sorted values
in the reference subset.

2. Bipolar calibration replacing an original value (after taking log, and centering at 0) by —1 if it
is <0, +1 if > 0 and 0 otherwise, where is a selected threshold of 0.3 and 0.5.

Both calibration methods suppress outliers, control variance and allow for principled estimation of
significance. The rank calibration converts measurements to the standard uniform distribution and
naturally accounts for macro biases between samples, chromosomes and chromosome arms, respectively.

In our experiments we used calibrated measurements as described above as well as their smoothed
(averaged) values with various flanking window sizes, specifically, w = 0, 1, 2, 5, 10, 20. Our basic
filtering statistics were averages of calibrated and smoothed measurements across all samples; in the
case of differentiation between binary phenotypes, differences between averages for each phenotype are
calculated separately. The significance (p-value) was estimated as the probability of observing a value as
extreme as the one observed for the convolution of filtering statistics over individual samples.

Figure 1 illustrates the results of our approach on 58 selected TSP lung adenocarcinoma samples [2]
that passed various quality requirements. 18 statistics were computed for copy number (6 flanking
window sizes matched with 1 rank and 2 bipolar calibrations of threshold 0.3 and 0.5. For LOH, 6
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statistics were computed for each flanking window size. The plots display the — log;, ratio of p-values to
the Bonferroni correction threshold (2.38 x 10%)~1. The displayed values are truncated at 5 (upper bound)
for concise representation. For example, at position 23656, the ‘ranks’ peak for flanking window, w = 1,
corresponds to a p-value < (2.38 x 105)7! x 1075 ~ 4.2 x 10711, Significant deletions on chromosome 13
are observed across 58 samples. In particular, notable alignments were observed between peaks derived
from bipolar calibrations, rank calibration (for copy number) and LOH at probe position 23656 (13q12.2).
The histograms show the distribution of log, ratios over the 58 samples examined as well as for 263 TSP
lung adenocarcinoma samples with quality requirements omitted. A distribution skewed towards negative
values is evident in both histograms supporting the narrow region of deletion detected by our approach.

Our findings also reveal that through the application of base filtering statistics (w = 0), between
1K and 10K individual probes displayed p-values significantly below the Bonferroni-correction threshold
of (2.38 x 10°)~!. Hundreds of narrow peaks (in the order kilobases) were identified from consistent
trends across multiple statistics. The selection of these peaks was assisted by data visualization with our
developed software tools. A number of significant peaks were also found for the discrimination of several
phenotypes in the dataset, such as that shown in Figure 2 (probe 1357) for males and females. These
results demonstrate that our approach is complementary and mostly orthogonal to the analysis based on
GLAD and GISTIC algorithms presented in [2].
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Figure 1: Example of significant micro-regions of deletion detected in lung adenocarcinoma dataset [1] and corresponding
histograms of log, ratios (centred at 0 for normal) at probe position 23656 across 58 and 263 TSP samples.
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Figure 2: Example of significant differential peaks between males and females detected in lung adenocarcinoma dataset [1]

and corresponding histograms of log, ratios (centred at 0 for normal) at probe position 1357 across 58 and 263 TSP samples.
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Biomolecular Electrostatics: Beyond the
Poisson-Boltzmann Centric view
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1 Introduction

Electrostatics interactions play a major role in the stabilization of biomolecules. As such, they remain a
major focus of theoretical and computational studies in biophysics. Electrostatics in solution is strongly
dependent on the nature of the solvent and on the ions it contains. While methods that treat the solvent
and ions explicitly provide an accurate estimate of these interactions, they are usually computationally too
demanding to study large macromolecular systems. Implicit solvent methods provide a viable alternative,
especially those based on Poisson theory. The Poisson-Boltzmann equation (PBE) treats the system in a
mean field approximation, providing reasonable estimates of electrostatics interactions in a solvent treated
as continuum. In the first part of this paper, we review the theory behind the PBE, including recent
improvement in which ions size and dipolar features of solvent molecules are taken into account explicitly.
The PBE is a non linear second order differential equation with discontinuous coefficients, for which no
analytical solution is available for large molecular systems. Many numerical solvers have been developed
that solve a discretized version of the PBE on a mesh, either using finite difference, finite volume, finite
elements or boundary element methods. Most of these methods have been optimized for the generic form
of the PB equation, and as such cannot be applied directly to the modified PB equations, in particular
those that include water dipole features explicitly. In the second part of the paper, we describe a new
numerical method that solves all current forms of the PB equations.

2 Theory: Modified Poisson Boltzmann Equations

The Poisson-Boltzmann model is the most commonly used model to account for electrostatics interactions
between charged objects. It assumes point-like charges immersed in a continuum dielectric medium and
treats the system in a mean-field approximation. The medium is modeled by a homogeneous dielectric
constant. In the presence of salt (one to one electrolyte), the Poisson Boltzmann equation is given by:

V- (elr) Vo)) - () sinh (kq;(T)>

M
= —4me, Z qio(r —r;) (1)
i=1

where ¢ is the electrostatic potential, € is the position-specific dielectric constant, x is a coefficient that
depends on the salt concentration, e, is the charge of the electron, kp is the Boltzmann constant, and T
the temperature. The right hand side of the equation is the density of charges from the biomolecules.

It is important to note that the PB equation is based on many approximations. For the ions in the
solution, it does not include ion size, nor does it account for ion-ion correlations. The medium itself is
modeled by a homogeneous and isotropic dielectric constant; this assumption does not take into account
the strong dielectric response of water molecules around charges. Modified Poisson-Boltzmann equations
have been proposed to alleviate the problems related to these approximations. For example, Chu et al [1]
introduced a size modified Poisson Boltzman (SMPB) equation to account for ion size. Abrashkin et
al [2] proposed the dipolar Poisson Boltzmann (DPB) equation, which representes the medium by mobile
dipoles, with orientable dipolar moment p. Recently, we proposed a generalized equation that combines
the SMPB and the DPB equation into a generalized Poisson Boltzmann Langevin (GPBL) equation [3].
The general form of this equation is:
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= gu - Adip and Ao, are the fugacities of the dipoles and ions, respectively, and a is the common
radlus of the dlpoles and ions. Note that the term D(®(7)) enforces steric avoidance.

3 Solving the Modified Poisson Boltzmann Equations

The Poisson Boltzmann Equation 1 is a second order nonlinear elliptic partial differential equation.
Analytical solution of the PBE is only available for simple geometry such as spheres and cylinders [4, 5].
For the complex geometry of a biomolecule like a protein or a nucleic acid, analytical solutions are
not available and the PBE must be solved using numerical methods [6]. Many such solvers have been
developed [7, 8, 9].

The SMPB equation does not change the general structure of the PB equation, and as such can be
solved using the same solver. For example, the SMPB equation was recently implemented in the package
APBS.

The situation is different for the GPBL equation, as it include first order terms as well as a non linear
Laplacian operator. We show in the paper that a modified Newton multigrid method can be used to
solve the GPBL equation efficiently.
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Prediction and Analysis of Reliable Rearrangement
Events in Mammalian Evolution
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1 Introduction

The analysis of genome rearrangements can provide a whole-genome view on the evolution of related
species. However, it is quite challenging to recover the true rearrangement evolutionary scenario of a
set of contemporary genomes, even if the gene orders and the phylogenetic tree of these species are
known. We recently proposed an Efficient Method to Recover Ancestral Events (EMRAE) to infer partial
rearrangement scenarios consisting of only reliable ancestral events [1]. EMRAE can infer most types of
rearrangement events: reversals, translocations, transpositions, fusions and fissions and thus it can be
applied to the gene orders of both uni-chromosomal and multi-chromosomal genomes. We have shown
that EMRAE has high sensitivities and specificities, which indicates that EMRAE can recover a significant
part of the ancestral rearrangements with high reliability. Here we apply EMRAE to the gene orders of
six mammalian genomes. Based on the simulations in [1], we are confident that EMRAEs predictions are
highly reliable.

2 Methods and Results

2.1 EMRAE

Let T be the phylogenetic tree of a set G of genomes, and e = (A, B) is an edge of T'. The removal of e
from T will partition the genome set GG into two subsets S4 and Sg. To infer the ancestral events on the
edge e, the idea of EMRAE was to identify the conserved adjacencies C'A(e, A) for Sy and the conserved
adjacencies CA(e, B) for Sp, and then combine them to trace back ancestral rearrangement events on
the edge e; see [1] for details. EMRAE is applied to uni-chromosomal genomes and only infer reversals
and transpositions in [1]. Based on the similar idea, we extend EMRAE so that it can also be applied to
multi-chromosomal genomes and recover translocations, fusions and fissions.

2.2 Real Data

We apply EMRAE to the gene order data of six mammalian genomes: human (hgl8), rat (rn4), mouse
(mm?9), dog (canFam2), chimp (panTro2) and rhesus (rheMac2). Using the same method as in [2] with
a threshold 10 kb, we generate the orders of 3356 conserved blocks shared by the genomes. About 86%
of the human sequence is covered by the identified blocks. Our predictions on the phylogenetic tree of
the set of mammals are shown in Figure 1. See Figure 2 for an example of a predicted reversal on the
human lineage illustrated by the alignment nets in the UCSC genome browser.

3 Future Work

Starting from the highly reliable predictions by EMRAE we will perform a further analysis on the sequence
features at the breakpoint regions of these events. Specifically, we will study the pairing segmental
duplications and other repeat families at the two breakpoint regions of each predicted reversal and
translocation, since it has been revealed that these sequence features have a strong relationship with
rearrangements. We hope that such an analysis will lead to new insight into the underlying mechanisms
that shape the architecture of modern genomes.

So far EMRAE focuses on the recovery of rearrangement operations that only affect gene orders. It is
also interesting to extend EMRAE to infer events that affect gene contents such like insertions and deletions.

LGenome Institute of Singapore. Email: zhaoh1@gis.a-star.edu.sg
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Figure 1: EMRAEs predictions on the phylogenetic tree of the six mammals. EMRAE recovers a total number of 1109 ancestral
events, including 831 reversals, 15 translocations, 237 transpositions, and 26 fission/fusions. The 4 numbers on each edge

represent the number of predicted reversals, translocations, transpositions, fusions/fissions on this edge, respectively.
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Figure 2: A reversal on the human lineage. The region shown is on the human chrll and covered by three contiguous
blocks 2208, 2209 and 2210. As illustrated by the alignment nets, both block 2208 and 2210 of three genomes have the
same orientation, while block 2209 of rhesus and chimp has opposite orientation to that of human, which indicates that a

reversal on the human branch flipped this block.
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1 Introduction

Prediction of protein 3D structure is one of the most challenging fields in bioinformatics. Among differ-
ent theoretical methods of the protein 3D structure prediction, homology modeling as a more accurate
technique in prediction of alpha-carbon coordinates, builds acceptable models of protein 3D structure in
high similarity between target and template sequences [5]. Side chain conformations can be refined based
on rotamer library of amino acid side chains [1].

Alpha-lactalbumin (alpha-LA) as a regulatory subunit of lactose synthase complex plays an important
role in lactation process. Moreover, it is a calcium-binding protein and its apo form shapes a molten
globule-like state in acidic pH and high temperature which make it a suitable model for studies of
stability, folding and unfolding of calcium-binding proteins [4]. In this work, a homology model of camel
alpha-lactalbumin is reported.

2 Methodology

MODELLER [5] has been regarded as one of the best homology modeling programs for prediction of
protein 3D structure [6]. Therefore, the structure of camel alpha-LA was modeled by MODELLER
version 9.2.

1B90 structure (Table 1), with 1.15A structural resolution and 71% identity to the target sequence,
was used as template. Structure prediction of camel alpha-LA was performed based on align2d of tem-
plate and target. Initial model was evaluated with discrete optimized protein energy (DOPE) score
calculation and PROCHECK program [2]. Refinement of structural parameters was carried out with
MODELLER and SCWRL3 [5, 1]. After loop and side chains refinements, the final model was evaluated
by PROCHECK program.

Structural stability of the model was confirmed by simulation using GROMACS 3.3.2 package [3].
Model was solvated in a constructed water box and its structural dynamics was simulated for 100 ps.
Energy alterations and conformational changes were studied during simulation.

3 Results and Discussion

Final model has been shown in Fig. 1. According to the PROCHECK summary (Fig. 2), stereochemical
parameters of our model were qualified in comparison with well-refined structures. DOPE energy plots
of our model and template structures were very similar (Fig. 3). RMSD between model and templates
is much lower than defined cut-off (e.g. 1.77A against 3.5A for superimposed alpha-carbons). Analysis
of RMSD and structural energy plots of GROMACS show that conformational changes of the model are
fairly fixed in equilibrium state (Fig 4, 5). These results confirm the accuracy of our model.

PDB ID Title Resolution Identity E-value

1B9O Human alpha-LA structure in low temperature 1.15 71%  4.00E-45

Table 1: Features of template used for model building and results of alignment between template structure and target

sequence.
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Comparative Analysis of Burkholderia Species
Reveals an Association between Large-scale Genome
Rearrangements and Fine-scale Nucleotide Variation

in Prokaryotes

Chi Ho Lin,! Guillaume Bourque,? Patrick Tan?

1 Introduction

Large-scale genome gains and losses have long been recognized as important features of microbial evolu-
tion, however, the influence of rearrangement events such as translocations and inversions on functional
diversity has been less explored. Specifically, it is unclear how rearrangements, by disrupting existing
patterns of gene order and chromosomal organization, might specifically contribute to functional alter-
ations in prokaryotic cellular pathways. Given the high frequency of such chromosomal rearrangements
in bacterial families, exploring this issue is likely to be important and may further our understanding of
gene-phenotype relationships in microbes.

2 Methods and Results

To investigate the relationship between genome rearrangements and nucleotide variation, we compared
four closely-related members of the Gram-negative Burkholderia family (B. pseudomallei, B. mallei, B.
thailandensis and B. cenocepacia) and identified a core set of 2590 orthologs present in all four species
(“metagenes”) using a reciprocal Blast strategy. Note that Bp is used as the reference genome in this
study because of our prior interest in this organism as the causative agent of melioidosis [1].

The metagenes were unevenly distributed between the two Burkholderia chromosomes, and were
organized into 255 synteny blocks whose relative order has been altered by a predicted minimum of 242
genome rearrangement events (see Figure 1) using the MGR algorithm [2]. Genes located within synteny
blocks were significantly associated with common cellular functions compared to genes from different
blocks, consistent with a non-random mode of chromosomal breakage biased against separating genes
with common functionalities. We found that genes adjacent to rearrangement breakpoints (“boundary
genes”) exhibited higher levels of molecular divergence compared to genes interior to a synteny block (see
Table 1) which we refer to as Boundary Element Associated Divergence (BEAD). This suggests a link
between rearrangement breakpoints and local fine-scale genetic alterations.

To further validate the prevalence of BEAD, we revisited the set of metagenes that had experienced an
inter-chromosomal translocation (or transposition) event in one of the Burkholderia lineages and tested
if these translocated metagenes might be associated with increased divergence rates relative to the entire
metagene population. Our results indicated that the translocated metagenes appear to be associated
with elevated genetic divergence, an observation that is consistent with BEAD.

We also show that this phenomenon is detectable in both the Pseudomonas and the Shigella families
(see Table 2), suggesting that this is a common phenomenon in prokaryotes.

3 Discussions
Our results suggest that balanced genome rearrangements may influence functional diversity and the

development of novel microbial phenotypes by both the enhanced divergence of boundary genes, and by
creating foci for the acquisition and deletion of species-specific genes.
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Figure 1: Whole genome synteny maps of Bp, Bm, Bt, Bc and of the predicted Burkholderia ancestor. Blocks and gaps
are displayed proportionally to their actual size in all four species. Numbers within brackets indicate the number of reversals

in Chr 1 and Chr 2 respectively while the number outside refers to the total number of reversals of both chromosomes.

Be Bt Bm
Burkholderia Chr 1 Chr 2 Chr 1 Chr 2 Chr 1 Chi 2
‘Boundary genes’
Percent Identity (%) 78.93 74.76 93.74 93.01 99.41 99.4
All-metagenes
Percent Identity (%) 83.57 78.18 95.28 93.95 99.56 99.46

p-value (Wilcoxon) 2.28E-08 1.32E-09 4.01E-06 3.97E-06 1.11E-55 6.66E-16

Table 1: BEAD effect shown by comparing the percent identify of “Boundary metagenes” (Bmets) versus all-metagenes

in Burkholderia using Bp as the reference.

Pseudomonas Shigella
Pseen Pp Pf So Sho Ss

Bmets Percent

Identity (%) 74.22 72.96 73.23 98.71 98.71 98.62
All-metagenes

Percent Identity (%) 76.27 75.17 75.39 98.9 98.9 98.95
p-value (t-test) 0.0182 0.0299 0.0256 0.102 0.102 0.109
p-value (Wilcoxon) 1.33E-15 3.33E-16 7.77E-15 | 5.87E-03 3.39E-03 0.0354

Table 2: BEAD effect shown by comparing the percent identity of Bmets versus all-metagenes in Pseudomonas and
Shigella.
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EzArray: A Web-Based Highly Automated
Affymetrix Expression Array Data Management and
Analysis System

Yuerong Zhu,! Yuelin Zhu,?> Wei Xu?

1 Introduction

Though microarray experiments are very popular in life science research, managing and analyzing mi-
croarray data are still challenging tasks for many biologists. Most microarray programs require users
to have sophisticated knowledge of mathematics, statistics and computer skills for usage. With accu-
mulating microarray data deposited in public databases, easy-to-use programs to re-analyze previously
published microarray data are in high demand.

EzArray is a web-based Affymetrix expression array data management and analysis system for re-
searchers who need to organize microarray data efficiently and get data analyzed instantly. EzArray
organizes microarray data into projects that can be analyzed online with predefined or custom proce-
dures. EzArray performs data preprocessing and detection of differentially expressed genes with statistical
methods. All analysis procedures are optimized and highly automated so that even novice users with
limited pre-knowledge of microarray data analysis can complete initial analysis quickly. Since all input
files, analysis parameters, and executed scripts can be downloaded, EzArray provides maximum repro-
ducibility for each analysis. In addition, EzArray integrates with Gene Expression Omnibus (GEO) and
allows instantaneous re-analysis of published array data.

EzArray is a novel Affymetrix expression array data analysis and sharing system. EzArray provides
easy-to-use tools for re-analyzing published microarray data and will help both novice and experienced
users perform initial analysis of their microarray data from the location of data storage. We believe
EzArray will be a useful system for facilities with microarray services and laboratories with multiple
members involved in microarray data analysis. EzArray is available from http://www.ezarray.com.

2 Software and Files

To implement EzArray, we adopted the popular database and web application software bundle LAMP
which refers to Linux operating system, Apache web server, MySQL database, PHP programming lan-
guage. Selecting these technologies is mainly based on features such as low technical requirements for
webmasters, programmers, and end users, open source, rapid application development, low total cost of
ownership, and extremely large resources for free application source codes. In addition, we heavily in-
corporated Ajax (Asynchronous Javascript And XML) technologies to increase the systems interactivity,
speed, functionality, and usability.

On EzArray server, PHP scripts deal with communication between users and the server, dynamically
generate R scripts based on user input, execute R scripts in the background, and parse R output and
present results to end users as HTML webpages. User information, data files, project information and
analysis results are stored in database and server file system. EzArray comes with a web-based file
management tool (My Files) and a request job management tool (Job List). On the client end, users
logically follow these steps: register, logon, create or join a user group, create projects, import sample
information and upload microarray data, submit analysis requests and browse results. The analysis tools
(PreQ, ProS, and RepA) can be used in orders. Users can perform each type of analysis multiple times
with modified parameters.

1BioInfoRx, Inc., Middleton, WI 53562, USA. Email: ron@bioinforx.com
2BiolnfoRx, Inc., Middleton, WI 53562, USA. Email: jack@bioinforx.com
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Figure 1: EzArray is an Affymetrix expression array data management and analysis system. EzArray can be used to

manage and share data including projects, samples, raw array data files, and analysis results. EzArray includes three highly

automated and seamlessly integrated data analysis programs named PreQ for data preprocessing and quality assessment,

ProS for data processing and statistical testing, and RepA for report generating and gene annotation. Express Analysis is

a one-step data analysis tool that covers all processing procedures in PreQ, ProS, and RepA. Microarray data can be from
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for gene annotation, array probe search, R shell for interactive execution of R scripts, and R batch for batch execution of

R scripts.
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Estimating Signaling Networks Through Nested
Effects Models

Holger Froehlich, Mark Fellmann, Annemarie Poustka
Holger Sueltmann, Tim Beissbarth!

1 Abstract

In the modern field of systems biology scientists aim to get insights into the architecture and behavior
of complex cellular and genomic processes. An important task in this context is the detection of novel
interdependencies between gene products. This insight into the molecular networks is an important step
towards a better understanding of the functional aspects of a biological system. The advent of RNA
interference techniques enables the selective silencing of biologically interesting genes in an efficient way.
The combination of targeted interventions using the RNA interference technique with measuring effects on
gene expression by DNA microarrays thus enables researchers to gain insights into the signal flow between
proteins in a cell based on the observation of downstream effects. For example, in a signaling pathway
that activates several transcription factors, blocking an upstream element of the pathway will affect all
transcription factor targets, while perturbing one of the downstream transcription factor will only affect
its targets, which are a subset of the genes effected by blocking the complete pathway. Markowetz et
al. have proposed Nested Effect Models as a statistical framework for scoring networks hypotheses in a
Bayesian manner.

We will show extensions of that framework that go in several directions: We show how prior assump-
tions on the network structure can be incorporated into the scoring scheme by defining appropriate prior
distributions on the network structure as well as on hyperparameters. A new approach called module
networks is introduced to scale up the original approach, which is limited to around 5 genes, to infer large
scale networks. We compare several heuristic approaches for their performance in terms of sensitivity,
specificity and speed. Instead of the data discretization step needed in the original framework, we propose
the usage of a beta-uniform mixture distribution on the p-value profile, resulting from differential gene
expression calculation, to quantify effects. Extensive simulations on artificial data and application of our
module network approach to infer the signaling network between 13 genes in the ER-alpha pathway in
human MCF-7 breast cancer cells show that our approach gives sensible results. Using a bootstrapping
approach this reconstruction is found to be statistically stable.

2 Software

The code for the module network inference method is available in the latest version of the R-package
nem, which can be obtained from the Bioconductor homepage.
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Figure 1: The combination of targeted interventions using the RNA interference technique with measuring effects on gene
expression by DNA microarrays enables researchers to gain insights into the signal flow between proteins in a cell based on
the observation of downstream effects. We distinguish between: a) S-genes, which are the silenced or signaling genes, for
which the network (F) is to be determined. b) E-genes, i.e. genes for which an effect after an intervention is measured. The
assignment of S-genes to E-genes is determined by the graph T. Displayed in the schema is an exemplary signaling network

for which the expected effects after a single intervention are highlighted.
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Statistics for Co-Occurrence of DNA Motifs
Utz J. Pape,’*? Martin Vingron!
1 Introduction

An important goal in computational biology is to decipher the transcriptional regulation of genes. Genes
are regulated by transcription factors (TFs), which bind mainly upstream of the gene to the DNA. The
TF's recognize TF-specific motifs called TF binding sites (TFBSs). By interaction with nearby TFs, they
can initiate or inhibit transcription of the gene [2]. Detection of co-operativity between TFs is a first
step to understand combinatorial transcriptional regulation. Such TFs are assumed to have exceptionally
many TFBS approximate to each other. Thus, a significant number of co-occurrences of the corresponding
DNA motifs is used to assess the strength of co-operativity.

Usually, Position Frequency Matrices (PFMs) are used as model for DNA motifs [6]. The methods to
detect co-operativity based on co-occurrences can be divided into approaches relying on small distances
between TFBSs (e.g. [7, 8]) and equivalently on high number of TFBSs in a small window (e.g. [1, 3, 4]).
The significance of the co-operativity is either calculated under assuming position independence [3, 7, 8]
or employing a randomization [1, 4]. The position independence of binding site occurrences is strongly
violated for (self-)overlapping TFBS [5, 7]. The significance calculation based on randomization also
encouters problems for similar PFMs, hence, the authors remove similar PFMs from the analysis [4].
Also, incorporating the complementary strand, introduces further dependencies and worsen the results.

We propose an accurate approximation for the significance calculation of the co-operativity of pairs
of TFs circumventing the position independence assumption, incorporating similarity between PFMs,
and including the complementary strand. We call two TF's to be co-operative if the corresponding DNA
motifs co-occur exceptionally often. Two DNA motifs co-occur if both TFs have at least one occurrence
in a specified window. Hence, we split the sequence into equal-sized non-overlapping windows covering
the whole sequence. Next, we count the number of windows with a co-occurrence of the given pair of
TFs. We can compute the overall significance for co-operativity based on the Poisson distribution. The
rate corresponds to the probability of a window with a co-occurrence of the two DN A motifs in a random
sequence (i.i.d.). Considering the overlap probabilities between the occurrences of the TFs, we capture
the (self-)overlap of the PFMs and most of the dependencies introduced by the complementary strand.
We call this a first-order approximation since we ignore dependencies between three or more positions.
The accuracy of the results is shown by comparing the probability of the co-occurrence with a simulation
based on random sequences, as well, as the performance of the co-operativity p-value in comparison to a
simulation.

2 Results and Discussion

The comparison of the approaches is based on five artificial PFMs. Since one can anticipate that
the overlapping structure between PFMs influences the result of the approximation, we include PFMs
with/without selfand inter-repetive elements. The PFM ‘nothing’ with consensus AAACAAACCCCC
has no self-overlapping structure. The ‘repeat’ motif ([AC]?) is strongly self-repetitive, while the ‘palin-
drome’ motif (AA[C/G]*TT) tends to have each hit twice (one on each strand). The ‘overlap’ motif
(ACACGT) overlaps with ‘repeat’.

We randomly generate 100 sequences each with a length of 1,000,000 using an i.i.d. model. The se-
quences are annotated by the PFMs. Subsequently, we count the number of windows with co-occurrences
for each pair of PFMs for different window sizes. Based on this number, we can compute the empirical
probability for a co-occurrence. The top row of Figure 1 compares the empirical probability with the
results of a model ignoring dependencies and the new approach for different window sizes. The results
for the independence model are consistenly biased towards too high values except for the pair ‘nothing’
- ‘overlap’. Only this pair neither contains a palindromic structure nor an overlap. The new approach
always yields accurate results. Obviously, the palindromic and overlapping structure of DNA motifs can
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Figure 1: The upper row contains the comparison of the empirical probability (y-axis) for a co-occurrence event (small
solid circles), an approach assuming independence (big circles), and the new approach (crosses) for different window sizes
(x-axis). The lower row compares the corresponding logarithmic (to base 10) co-operativity p-values of the empirical

distribution (x-axis) to the independence approach (circles) and the new apprach (crosses) for window of size 500.

have a strong influence on the probability of a co-occurrence. In contrast to the independence model, the
new approach can deal with this.

The lower row of Figure 1 compares the p-values for the co-operativity between the simulated, the
independence, and the new approach. The simulation is based on 10,000 sequences of length 10,000 which
are annotated with the PFMs. Again, the number of windows with co-occurrences yields an empirical
frequency. This is used to compute a p-value for the number of these windows based on a Poisson
distribution. The independence model over-estimates the p-values for all pairs except nothing - overlap.
This is not surprising since the probability for the co-occurence is strongly over-estimated for these pairs.
In contrast, the new approach yields very accurate p-values for all pairs of TFs. Only the smallest p-values
are slightly over-estimated. However, these small p-values just have minor support from the simulation.
The different number of obtained p-values (points in the plot) are due to the different (co-)occurrence
probabilities (see upper row of Figure 1) and the limited number of sequences and sequence length in the
simulation.

The results show that (self-)overlap of PFMs influence the probability for co-occurrences. In con-
trast to standard approaches, our approximation sufficiently captures this bias by considering overlap
probabilities. The new approach also incorporates the complementary strand. The major drawback is
the simple background model (i.i.d. sequence). Extension to a Markov model might be complicated
since many further dependencies are introduced. However, the i.i.d. sequence model has been widely
and successfully used in computational biology. Furthermore, the proposed significance calculation will
mainly be used for a filtering and ranking of co-operative TFs leading to experiments to confirm the
hypotheses. In the future, we will extend the approach to multiple TFs to compute the significance of
cis-regulatory modules. Incorporation of the observed frequency of a TF is planned, as well, as using
overlapping windows.
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Computational Simulations Suggest Transcription
Factors AP-1 and NF-xB are Key Regulators of
TLR3 Signaling

Mohamed Helmy,! Masaru Tomita,! Masa Tsuchiya,"* Kumar Selvarajoo!

1 Introduction

Toll-like Receptor (TLR) 3 is an intracellular pattern recognition receptor involved in the innate response
against viral infections. It recognizes double-stranded RNA (dsRNA) formed by most viruses during the
duplication process. It is well studied that stimulation of TLR3 by dsRNA recruits adaptor molecule
TRIF. This recruitment leads to activation of transcription factors IRF-3/7 and induction of proinflam-
matory cytokines (TNF-« and IL-6, etc) and interferons (CXC110 and RANTES, etc). The dysregulation
of these signaling processes plays a major role in the pathogenesis of viruses such as influenza A [1]
and major illnesses such as autoimmune diseases [3], where the levels of proinflammatory cytokines and
interferons often show significant increase. Thus, in order to understand and control proinflammatory
responses, a systemic approach is required to identify optimal regulators of immune signaling pathways.

In this study, we developed a computational model of the TLR3 pathway and simulated the temporal
activation dynamics of transcription factors IRF-3/7, AP-1 and NF-xkB and the temporal induction
of key proinflammatory cytokines TNF-a and IL-6. We particularly focused on AP-1 and NF-xB as
they are known to play important role in immune response as well as in many other cellular processes
such as apoptosis, cell differentiation and cell proliferation [5], however, their biological roles in TLR3
signaling have not been clearly understood. We compared our model simulations with similar experiments
performed on murine macrophages [2]. To determine the optimal target(s) for abberated proinflammatory
response regulation, we performed in silico Knock-outs (KO) and Knock-downs (Kd) simulations of all
known signaling molecules in TLR3 pathway and found the double downregulation (but not abolishment)
of AP-1 and NF-kB results in the most desired control for TNF-a and IL-6 in overt dsRNA response.
Our results suggest that AP-1 and NF-£B, not just IRF-3/7, are also key transcription factors of TLR3
signaling.

Vinus (dsRNA)
Aururam,

2 Methods

We developed an in silico model utilizing signaling
network originally obtained from the KEGG data-
base and published experimental data (Fig. 1, [4]).
Each reaction in our model was represented using
mass-action kinetics with pulse perturbation given to
TLR3 to represent the onset of signal transduction.
In silico KOs were performed by setting the reac-
tion upstream of the KO molecule to null, while Kds
were generated by slowing down the Kd molecules
upstream reaction kinetics. The details of model-
ing and parameters selection can be found in [6], the
model details can be found in [4].

Figure 1: Schematic representation of TLR-3 signaling
pathway adapted from [2].
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3 Results and Discussion

In viral diseases and pro-inflammatory diseases, such as influenza A and osteoarthritis respectively, the
induction of cytokines increases significantly [1, 3]. In order to control this increase we need to identify
the molecule(s) that is (are) crucial for mediating the cytokines induction so that it (they) could be
potentially targeted for therapeutic purposes. We therefore, performed several in silico KOs and Kds
to investigate the effect on downstream TLR3 response; the activation of NF-xB and AP-1, and the
induction of Tnf, Il6 and Czcl10 mRNA. Among all the KOs simulations (data not shown), removing
either NF-xB or AP-1 show significant effects in reducing the induction of Tnf and Il6 (Fig. 2 C and
D, WT, NF-kB KO and AP-1 KO), but they do not affect Cxcl10 levels (data not shown). This result
indicates both NF-kB and AP-1 can be the optimal regulators of TLR3 signal induced pro-inflammatory
cytokines.

A B

12

Figure 2: Simulation time
course of A) NF-xB, B) AP-1,
C) Tnf and D) Il6. Straight
black line indicates wildtype
(WT), dashed line indicates
NF-kB Knock out (KO), gray
line indicates AP-1 KO and
dotted line indicates NF-
xB/AP-1 Double Knock Down
(DKD). The x-axis represents

the simulation time in minutes

0.8

NF-xB

0.4

0.0

and the y-axis represents

ll6

Tnf

the relative activation.  (*)
WT and AP-1 KO curves
are overlapping.  (**) WT
and NF-sB KO curves are

Simulation ttme (min) Simulation time (min) overlapping.

However, removing either NF-kB and AP-1 or both is likely detrimental to many other important
cellular processes. Therefore, knocking out either of them may not be a viable option. We investigated,
in silico, the possibility of producing similar results by reducing their overall reaction dynamics, rather
than completely eliminating them. By doing so, Kds of NF-kB and AP-1, we were still able to obtain
desirable outcome (Fig. 2 A, B, C and D, DKD). Thus, double targeting of NF-xB and AP-1 can be
promising way of controlling cytokines increase in viral and pro-inflammatory diseases.

So far, it is well established that the main transcription factors of TLR3 pathways are IRF-3 and
IRF-7. In this study, we have shown that NF-xB and AP-1 can also be key transcription factors for
dsRNA response and should be collectively considered as possible target for pro-inflammatory control.
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Modelling Metabolic Processes in Insulin-Secreting
Pancreatic (3-Cells

Lee Hazelwood,! John M. Hancock?

1 Introduction

The mouse is a widely used model of human disease. However mouse “models” of specific diseases do not
recapitulate all the features of human diseases even when they carry a mutation that causes a disease in
humans, because the genetic background of the model organism is different to that in humans. Because
of this, there is a need to understand the consequences of individual genetic changes in as much detail as
possible. Systems biology provides an opportunity to develop such an understanding because it allows
us to put individual changes into a formally-defined systems context.

Type 2 diabetes mellitus (T2DM) affects at least 150 million individuals in the human population. Its
frequency has increased rapidly over the past 20 years, most probably due to changes in diet. However
there is strong evidence that predisposition to T2DM is genetic. We are collaborating with groups
who are attempting to identify mouse and human mutations which predispose to T2DM or T2DM-like
phenotypes.

Here we describe progress so far in developing a model of the processes taking place in pancreatic
(B-cells, the cells which are the primary secretors of insulin in the pancreas and therefore play a central
role in diabetes. Pancreatic (-cells secrete insulin in response to the concentration of glucose circulating
in the blood by using the glycolysis pathway as a sensor of glucose concentration. This is translated
into changes in ATP concentration which lead to opening and closing of the K s7p channel, subsequent
opening/closing of the voltage-gated Ca®>* channel, and eventual secretion of insulin at appropriate levels.

2 The GSIS model

As part of an on-going development of a systematic model of insulin secretion by pancreatic 3-cells, we
developed a core metabolic model of the glucose-stimulated insulin secretion system (GSIS) [1]. This is
a system of 44 ordinary differential equations which simulates the concentrations of 59 metabolites. The
model incorporates aspects of a number of previous models of glycolysis, the TCA cycle, respiratory chain,
NADH shuttles and the pyruvate cycle. Parameterization of the model was carried out using published
values and systematic harmonization of the model parameters has yet to be carried out. The model
incorporates three compartments: the cellular matrix and mitochondrial matrix and intermembrane
space. It simulates the response of ATP to variations in glucose concentration in a realistic manner
and shows oscillations in the concentrations of glycolysis metabolites and ATP broadly consistent with
experimental observations. The model is encoded in SBML and executed using CVODE solvers [2, 3] and
the Systems Biology Toolbox [4] in Matlab. The model is freely available to the academic community
from the authors.

3 Extensions to the Core Model

A primary aim of the model is to understand the role of mutations in the protein Nnt (nicotinamide
nucleotide transhydrogenase) in causing diabetes-like symptoms in laboratory mice [5], a model developed
at MRC Harwell. Nnt is a component of the ROS (reactive oxygen species) detoxification system in
mitochondria where it drives the reduction of hydrogen peroxide by glutathione - hydrogen peroxide is
a by-product of electron transport which needs to be removed efficiently to avoid membrane decoupling
and decreased levels of ATP production. The extended version of the model incorporates a model of
glutathione-moderated ROS detoxification. This is less detailed than the rest of the model as some
details of the reaction are still not known biologically, but we are collaborating with the Cox group at
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MRC Harwell and other groups to develop this aspect of the model further. We are also extending our
modelling to the downstream processes that respond to changes in ATP concentration: blocking of the
K o7p channels by elevated ATP concentration (in collaboration with F. Ashcroft, University of Oxford),
membrane depolarization as a result of elevated intracellular K+, opening of the voltage-gated Ca?*
channel and, ultimately secretion of insulin in response to higher intracellular Ca®*.

Finally we are developing experimental collaborations that will allow more accurate parameterization
of the core model. We are particularly interested in the conditions under which oscillation takes place in
the glycolytic pathway and the aspects that control the frequencies of these oscillations.

Ultimately we aim to provide a model that will be useful to bench biologists in interpreting the results
of their experimental work while also deriving a better understanding of the operation of a complex system
critical to an important human disease.

Acknowledgments. This work was supported by ENFIN, a Network of Excellence funded by the
European Commission within its FP6 Programme, under the thematic area “Life sciences, genomics and
biotechnology for health”, contract number LSHG-CT-2005-518254.
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Unsupervised Joint Analysis of ArrayCGH, Gene
Expression Data and Supplementary Features

Christine Steinhoff,! Matteo Pardo,? Martin Vingron?

1 Introduction

The development of high throughput gene profiling methods, such as comparative genomic hybridization
(CGH) and gene expression microarrays, enables for studying specific disease patterns in parallel.

The underlying assumption for studying both, genomic aberrations and gene expression is that ge-
nomic aberrations might effect gene expression either directly or indirectly. In cancer research, in par-
ticular, there have been a number of attempts to improve cancer subtype classification or study the
relationship between chromosomal region and expression aberrations.

Most studies apply the following intuitive procedure for the analysis of aCGH and expression data:
First determine regions with copy number aberrations (possibly tissue- or patients-specific) and then
look for differentially expressed (onco)genes inside these regions [2, 5]. There is a natural reason for
integrating results rather than data: strong heterogeneity does not allow sensible alignments of the
source data. Still, integrative approaches where data are fused before their analysis- are preferable.
Only recently, few integrative methods have been published [1, 6]. Nevertheless, these approaches do
not integrate covariate data like tumor grading, staging, age, mutation status and other disease features.
These features are frequently available and of interest for an integrative analysis. We address these two
problems, namely jointly analyzing different data sources and integrating supplementary categorical data.
Furthermore, our approach can easily be applied to diverse data sources, even more than two, with and
without supplementary patients’ information.

2 Methods

We established a new data analysis pipeline for joint visualization of microarray expression and arrayCGH
data (aCGH), and the corresponding categorical patients’ information. This pipeline comprises four parts:
(a) data discretization, (b) binary mapping, (c) gene filtering, (d) multiple correspondence analysis. All
computational analysis steps are programmed using R and Bioconductor [3, 4]. The first two steps
transform data to a common binary format, a necessary step for jointly analyzing them.

(a) We propose three different approaches for the discretization of expression data: Probability of
Expression, POE [9], ordinary fold change and DNAcopy [8, 11]. The different discretization proce-
dures each focus on a different biological objective. For arrayCGH we use standard discretization with
DNAcopy [8, 11].

(b) Discretized expression and arrayCGH data, and categorical supplementary data are mapped into
a binary space by transforming each of the three data matrices to its corresponding indicator matrix.

(c) For many applications it is customary to remove noise and redundancy from omics data by reducing
the number of features (genes). We considered variance filtering, expression-aCGH correlation filtering
and PCA loading on the first two principal components.

(d) In the last step, we apply a method based on correspondence analysis, namely multivariate corre-
spondence analysis with supplementary variables (MCASV) [7]. MCASV has been applied in the context
of social sciences but to our knowledge has not been used in the context of biological high throughput
data analysis. Features (expression and aCGH) and covariates (patients’ information) are transformed
into a common space. Vicinity between features and covariates can then be visualized and quantified.
We e.g. determine genes that are correlated with covariates, possibly for interesting subsets of patients.
In MCASYV vicinity is measured by the angle intercurring between covariate and feature.
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3 Application and Results

We applied our approach to a published dataset on breast cancer. Pollack et al. [10] studied genomic
DNA copy number alterations and mRNA levels in primary human breast tumors. We used the data
preprocessed as described in [1] which results in a total of 6094 genes. The patients variables comprise
tumor stage (stages 1 to 4), tumor grade (grades 1 to 3), node status (positive (+) or negative (-)),
histology (ductal), ER status (positive (+) or negative (-)) and p53 status (wild type (wt) or mutant).

In the figure we show the plot obtained for all patients with the pipeline settings: POE for the
discretization of expression values; filtering using PCA loadings. Gray points represent genes, while
selected covariate values are represented by crosses and corresponding names.

As an example, we extracted those genes relating to ‘Tumor stage 4’ by taking genes which are in
a 10 degree cone around ‘Tumor stage 4’ (circa 600). A Gene Ontology analysis of these genes showed
significant enrichment of biological processes of anatomical structure development, cell growth, regulation
of growth, defense response, responses to chemical and external stimulus, which all relate to cancer.

-2 -1 0 1 2
1 L 1 1 L

04

Grage. 6
p53status. mutant .
= Figure 1: Output from joint analysis of expression and

02

. * Node,+Tumor.1 aCGH data with supplementary patients’ information.
5 -TurQOE-.g Lower x axis and left y axis show first and second MCA
’ component axis of the decomposition of gene states Burt

matrix resp (black filled dots in the plot). Upper x axis

MCA component 2 genes
0.0

and right y axis show first and second MCA component

of covariate matrix decomposition (stars with covari-

-04

L oo ates’ names displayed above each star).

03 0.2 01 0.0 01 02 03

MCA component 1 genes

References
[1] Berger, J.A., et al., 2006. Jointly analyzing gene expression and copy number data in breast cancer using data reduction
models. IEEE/ACM Trans Comput Biol Bioinform, 3(1):2-16.

[2] Garraway, L.A. and W.R. Sellers, 2006. From integrated genomics to tumor lineage dependency. Cancer Res,
66(5):2506—2508.

[3] Gentleman, R., et al., 2004. Bioconductor: Open software development for computational biology and bioinformatics.
Genome Biology, 5(10):R80.

[4] Thaka, R. and R. Gentleman, 1996. R: A language for data analysis and graphics. J. Comput. Graph. Stat., 5:299-314.

[5] Jacobs, S., et al., 2007. Genome-wide, high-resolution detection of copy number, loss of heterozygosity, and genotypes
from formalin-fixed, paraffin-embedded tumor tissue using microarrays. Cancer Res, 67(6):2544-2551.

[6] Jeffery, I.B., et al., 2007. Integrating transcription factor binding site information with gene expression datasets.
Bioinformatics, 23(3):298-305.

[7] Nenadic, O. and M. Greenacre, 2006, Multiple Correspondence Analysis and Related Methods. Statistics in the Social
and Behavioral Sciences Series, London: Chapman & Hall/CRC. 523-552.

[8] Olshen, A.B., et al., 2004. Circular binary segmentation for the analysis of array-based DNA copy number data.
Biostatistics, 5(4):557-572.

[9] Parmigiani, G., et al., 2002. A statistical framework for expression-based molecular classification in cancer. JRSS,
64:717-736.

[10] Pollack, J.R., et al., 2002. Microarray analysis reveals a major direct role of DNA copy number alteration in the
transcriptional program of human breast tumors. Proc Natl Acad Sci USA, 99(20):12963-12968.

[11] Venkatraman, E.S. and A.B. Olshen, 2007. A faster circular binary segmentation algorithm for the analysis of array
CGH data. Bioinformatics, 23(6):657—663.



Pi11 188

A Procedure to Identify MicroRNA Gene Targets in
Human Kidney Cancer

H. Liu,! G. Alexe,? D. Juan,® T. Antes,® C. Delisi,* L. Liou,?
S. Ganesan,”* G. Bhanot!0:*

1 Introduction

MicroRNAs (miRNAs) are a class of naturally occurring, noncoding RNAs that regulate protein expres-
sion by targeting protein coding mRNA. It has been suggested that some miRNAs behave like oncogenes
or tumor suppressor genes by regulating genes involved in biological functions such as celluar differen-
tiation, development and apoptosis. Present computational predictions of gene targets of miRNAs are
primarily based on identification of complements of miRNA sequences in the conserved 3’UTR region of
genes and free energies of RNA-RNA duplexes [3, 4, 7]. These methods suffer from a high false positive
rate and their predictions are not algorithm independent. Here, we demonstrate a direct method to iden-
tify gene targets of miRNA which correlates expression levels of miRNA and mRNA in matched normal
kidney (NK) and renal cell carcinoma (RCC) samples. We identify candidate genes as those whose ex-
pression levels are highly (anti)-correlated with miRNAs and which are differentially expressed in tumor
tissue compared to normal tissue. A gene enrichment analysis of the identified genes reveals many known
RCC gene markers and biological pathways and directly pinpoints the miRNAs that regulate them.

2 Data and Method

Eight clear-cell RCC tissue specimens and surrounding NK tissue were collected from patients at Boston
Medical Center and Cleveland Clinic and processed by standard methods. miRNA expression profiling
was performed using real-time PCR in a 384-well format and normalized to “housekeeping” miRNAs,
identified as those most unchanged across normal and tumor samples. The mRNA expression levels for
the same samples were measured by hybridizing extracted RNA to Affymetrix HG-U133 Plus 2.0 arrays.

To identify mRNA targets of miRNAs in RCC, we used the hypothesis that “the expressions of
miRNA and their target gene mRNAs should co-vary when averaged over matched samples”. The most
direct regulation corresponds to an anti-correlation between miRNAs levels and corresponding target
mRNAs. Hence, the procedure we followed identified up/down regulated miRNAs in tumor samples
relative to normal samples and then searched for putative mRNA targets that were down/up regulated
respectively, also in tumor vs normal samples. We used the Pearson correlation coefficient at 1% sig-
nificance on the 8 matched RCC/NK samples and the permutation test to evaluate the robustness of
the correlations. Putative target mRNA were obtained from the TargetScan database Release 4.1 [4]
(http://www.targetscan.org) which uses an algorithm that identifies regulatory targets of mammalian
miRNAs by looking for conserved sites matching the seed region of each miRNA. We only considered
miRNA families which are highly conserved across human, mouse, rat, dog and chicken.

Figure 1 is a flowchart of our procedure. We have retained for future analysis and experimental
validation targets identified by our procedure but not captured in the database. Our method is based on
experimental measurement and does not suffer from ambiguities of interpretation and modeling which
plague sequence matching methods. It can be easily extended to other tumor types.

3  Preliminary Results and Discussion

We identified several known molecular markers of RCC. Expression levels of VEGF, a well-known protein
highly expressed in RCC [8], were significantly correlated with mir-200bc/429 (permutation p-value p =
0.0013). 70 other genes were also identified as targets of this miRNA family, including oncogene APC and
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TNFRSF6, growth factor GRB10 and VEGFC. More than 10 of these genes are located on Chromosome
5q (enrichment p-value=0.0038) which contains [1] two amplification regions in RCC: near 5q22 with
APC, PJA2, SEMAGA, PRRC1 and UBE2B, and near 5q31 with CSNK1A1, CANX, CLK4 and YIPF5.
In addition, we have identified 23 other miRNAs down-regulated in RCC with the following correlations:
the EGFR gene, an important marker of RCC was correlated with mir-135 (p = 0.007); LOX correlated
with mir-149 (p = 0.009) and several other oncogenes, for example, ECT2 (epithelial cell transforming
sequence 2 oncogene) and RAP2B (a member of RAS oncogene family), correlating with the mir-204/211
family. These targeted genes are enriched in cell migration, extracellular matrix (ECM) organization and
biogenesis and the ECM-receptor interaction pathway.

About 40 mRNAs were found to be suppressed in tumors by 9 up-regulated miRNAs. These include
several tumor suppressor genes such as VHL, a gene known to be mutated or inactivated in > 50% RCC
cases [6], correlated with mir-224 (p = 0.0035). In normal kidney, VHL inhibits VEGF and other hypoxia-
inducible angiogenesis genes. Its loss leads to a microenvironment favorable for epithelial-cell proliferation
and increases blood supply to the tumor [2]. Our observation of the control of VHL and other hypoxia-
inducible genes with miRNA differentially expressed in RCC implies a role for miRNAs regulation of the
hypoxia signaling pathway. Other identified targets of mir-224 include ERBB4 (p = 0.0046), a member of
EGFR family reported strongly down-regulated in RCC and a potential tumor suppressor [9]. SFRP1, a
negative regulator of the Wnt signaling pathway, is correlated with mir-34a (p = 0.005). Loss of SFRP1
expression is seen in a majority of RCC patients [5]. In summary, our results demonstrate that our
procedure is an accurate and practical method to identify the targets of miRNAs in tumor development.

P
/ 7 / 7
/  nilAs / / Muached afNA  /
/ 7 /
J vpoesiondds [ epmemendis
/

/

/

/ Caloutate eormelation batween /) nHhsdown S
/Y thenBNAsand the nRNAs [/ mmbtedn A
mong RCC sanples i - /

Idenifyy iR s
diTermnbzl oy expressedin

Idenrify MR ks

il g Figure 1: A flowchart of our pro-

y v posed procedure to identify robust
/ Calcutste come lation between / u{:‘,gfad-y.—
Vi ikl I A miRNA targets in RCC development.
Differentially expressed miRNAs and
/S Comei 2 mRNAs are obtained using com-
Y pasdaRliA
/ wdnlAr__/ putational and statistical methods

from several expression experiments

Orvariap withpmedicied
WJT;‘IEE?M [Alexe et al. unpublished datal.

1

4 s
/' wBNA targets for
/S futterveldeion

— 7

References

[1] Bugert P, Knobloch RV, Kovacs G (1998) Duplication of two distinct regions on chromosome 5Q in non-papillary
renal-cell carcinomas. Int. J. Cancer, 76:337—-340.

[2] Cohen HT, McGovern FJ (2005). Medical progress: renal-cell carcinoma. N Engl J Med, 353:2477-2490.

[3] Enright AJ, John B, Gaul U, Tuschl T, Sander C and Marks DS (2003). MicroRNA targets in Drosophila. Genome
Biol, 5:R1.

[4] Grimson A, Farh KKH, Johnston HK, Garrett-Engele P, Lim LP, Bartel DP (2007). MicroRNA targeting specificity
in mammals: determinants beyond seed pairing. Mol Cell, 27:91-105.

[5] Gumz ML, Zou H, Kreinest PA, Childs AC, Belmonte LS, LeGrand SN, Wu KJ, Luxon BA, Sinha M, Parker AS,
Sun LZ, Ahlquist DA, Wood CG, Copland JA (2007). Secreted frizzled-related protein 1 loss contributes to tumor
phenotype of clear cell renal cell carcinoma. Clin Cancer Res, 13(16):4740-4749.

[6] Kaelin WG Jr. (2004). The Von Hippel-Lindau Tumor Suppressor Gene and Kidney Cancer. Clin. Cancer Res,
10:62905-6295S.

[7] LinksKrek A, Grn D, Poy MN, Wolf R, Rosenberg L, Epstein EJ, MacMenamin P, da Piedade I, Gunsalus KC, Stoffel
M, Rajewsky N (2003). Combinatorial microRNA target predictions. Nat Genet, 37(5):495-500.

[8] Takahashi A, Sasaki H, Kim SJ, Tobisu K, Kakizoe T, Tsukamoto T, Kumamoto Y, Sugimura T, Terada M (1994)
Markedly increased amounts of messenger RNAs for vascular endothelial growth factor and placenta growth factor in
renal cell carcinoma associated with angiogenesis. Cancer Res, 54:4233-4237.

[9] Thomasson M, Hedman H, Junttila TT, Elenius K, Ljungberg B, Henriksson R (2004). ErbB4 is downregulated in renal
cell carcinoma - a quantitative RT-PCR and immunohistochemical analysis of the epidermal growth factor receptor
family. Acta Oncol, 43:453—-459.



P112 190

An Integrated Probabilistic Approach for Gene
Function Prediction Using Multiple Sources of
High-Throughput Data

Trupti Joshi,! Chao Zhang,! Ning Lin,! Dong Xu!
1 Introduction

Determination of gene function is one of the most important problems in the post-genomic era. Char-
acterizing gene function using large-scale biological data in an automated fashion can provide valuable
hypotheses for biological studies. The key to accurate function prediction lies in the integration of these
data, which is a challenging subject. Different approaches towards using single or integrating different
data types have been developed over the years [1, 3, 5]. Nevertheless, most of the methods are developed
for research purpose only and few approaches have been implemented as publicly available software. Con-
sidering the complexity of handling different types of high-throughput data and long computing time,
most of the applications are still web-based containing precomputed gene function predictions, and are
not readily extendible to predictions for user-supplied data sources

2 Results

To address this issue, we have developed GeneFAS (Gene Function Annotation System) [4], a gene func-
tion prediction method which utilizes all types of high-throughput data including microarray, SAGE,
inparanoid, phylogenetic, protein-protein interactions and protein domain information. GeneFAS uses
Gene Ontology [7] annotations for index level comparison of functional similarities. The method quan-
tifies the relationship between functional similarity and underlying high-throughput data, and codes the
relationship into a ‘neighborhood graph’, where each node represents one gene and each edge shows the
Bayesian probability of function similarity between two genes [4, 2].
For example, consider a protein X with unknown function has associations with proteins U, V' and
W with known functions. With the assumption that F;, i = 1, 2, ..., n, represents a collection of all the
functions that proteins U, V' and W have, a likelihood score for protein X to have function F;, G(F;|X),
is defined as:
GRIX) =1~ (1 P/(SIM))(1 - P(SIB))(1 - P'(S/]C)) (1)

where S represents the event that two proteins have the same function, F;, whose GO INDICES share
I levels. For a given F;, the probabilities of sharing the same function from various data type, P’(S;|M),
P’(S|B) , andi P’(S,|C) are calculated based on the Bayesian probabilities of interaction pairs defined
by gene expression correlation coefficient (M), protein-protein interaction (B), phylogenetic (C), etc.
respectively. In each type of high-throughput data, a protein with unknown function might have multiple
interaction partners with function F;. Suppose that there are ny;, np,and ne interaction partners with
function F; in the three types of high-throughput data, respectively. P’(S;|M), P'(S;|B), and P’'(S;|C)
in equation (1) are calculated as:

P(SIM)=1-]](A = Pi(SiIM)), j=1,2,...,ny (2)
P'(S|B)=1-]](1 - Pi(SiB)), j=1,2,...,np (3)
P'(5]C) = 1-T[(1 = Pi(S1[C)), j = 1,2,...,n¢c (4)

We applied GeneFAS to predict mouse gene functions using the MouseFunc competition datasets [6],
as outlined in Figure 1. The GO terms are grouped in 12 evaluation categories for evaluation purposes
and these categories are corresponding to all combinations of 3 GO Ontologies—Biological Process,
Molecular Function, and Cellular Component—with 4 ranges of “functional specificity” which is defined
as the number of genes in the training set assigned to a particular GO term, i.e. [3-10], [11-30], [31-100]
and [101-300]. A variety of performance measures like area under the ROC curve (AUC), precision at

IDigital Biology Laboratory, Computer Science Department and Christopher S. Bond Life Sciences Center, 1201
East Rollins Road, University of Missouri-Columbia, Columbia, MO 65211-2060, USA. This work was supported by
USDA /CSREES-2004-25604-14708 and NSF/ITR-11S-0407204.
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different recall % are applied. These measures are applied to each GO term individually, and mean
performance values are calculated for 12 categories of GO terms. The prediction results (Table 1) were
evaluated against two sets of genes: 1) test set of held-out genes, and 2) novel set of genes that had
been newly annotated to a GO term in the training set during the eight months since downloading of
the version of MGI GO annotation. Performance evaluation using single datasets for function prediction
shows that the Pfam and InterPro are the most important data sources for function prediction for all
three GO Ontologies. Microarray Su dataset also contributes very useful information and protein-protein
interactions data seems to contribute the least when used singly. Also, “Maryland-bridge coefficient”
performs the best in all subcategories when compared to “Pearson’s Correlation Coefficient” and “Jaccard
coefficient”. GeneFAS has a robust performance and gave good results in both the novel and test sets.

PFAM Domains (0.1) __ w .
Maryland Bridge |

INTERPRO Domains (0.1) I/

Microarray Zhang (0.3)

BAYESIAN FUNCTION
PROBABILITIES PREDICTION

SAGE(0.5) I’| Pearson Correlation Coefficient |

Phylegenetics (0.5)

Inparanoid (0.5)

|
|
l
| Microarray Su (0.3)
|
|
|
|

Protein-Protein Interactions (0) H Binary Pars |

o

Figure 1: Flowchart of function prediction method.

Ontology Evaluation Category Novel Set AUC Test Set AUC

3 0.64989 0.74850

GO_BP 11 0.67968 0.78512
31 0.69170 0.80624

101 0.66368 0.75502

3 0.65043 0.80907

GO_CC 11 0.67532 0.84761
31 0.72454 0.83561

101 0.64951 0.79763

3 0.75424 0.86666

GO_MF 11 0.78520 0.89558
31 0.81353 0.86472

101 0.80386 0.86614

Table 1: GeneFAS performance improvement with revised thresholds for similarity measure.

3 Conclusions

GeneFAS allows users to combine the public data with their own private data and integrate both in
functional inference. It is an automated tool that can provide robust and useful hypotheses for gene
functions. It is freely available for download at http://digbio.missouri.edu/genefas.
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Computational Studies of Lens Regeneration Under
Influence of Vitamin A and its Metabolite

Amit Nagal,'* O. P. Jangir!

The Present study support our previous finding that vitamin A can induce and accelerate lens re-
generation from dorsal iris PECs not only in amphibians but also in young and adult swiss albino mice,
guinea pig, rabbit and pigs. Mitogenic and dedifferentiative activity of vitamin A can be considered as
key factor for lens regeneration as shown by several workers that impairing of functions of retinoid re-
ceptor inhibits lens regeneration. Main purpose of this study is to know how retinoids and its derivatives
acting and interact of Retinoic acid receptor alpha and thus helping in lens regeneration. We have used
bioinformatics and drug designing tools: Autodock3, cerius2, Insight II. Analysis of file gave the number
of conformer generated and their respective docked energies. On the basis of best ranking conformers in
term of docking energy result shows the interaction between Rxr alpha receptor with vitamin A and 9 cis
retinoic acid. In the present study it can be concluded that vitamin A shows effect on dedifferentiation,
proliferation and differentiation similar to 9 cis retinoic acid. and this study proves that Vitamin A acts
on Retinoid X alpha receptor and it enhance lens regeneration in mammals.
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Structure-Based Approach for Predicting Kinase
Substrates: Role of Solvent Accessibility of the Site
of Phosphorylation

Narendra Kumar,' Debasisa Mohanty?

1 Introduction

Protein-protein interactions are important for almost every cellular process including replication, tran-
scription, translation, signal transduction, immune responses and cell growth. Often such interactions
involve recognition of short contiguous peptide stretch within one protein by the other interacting part-
ner. Protein kinases and MHC are two such important classes of proteins which recognize their substrates
as short peptides. Hence, theoretical methods for predicting substrates for kinases or MHCs attempt to
identify substrate peptides for these proteins. Although a number of sequence motif based computational
approaches are available currently, most of them are trained on the experimentally available peptide
binding data, and hence can make predictions only for those classes for which substantial amount of
experimental data is available.

On the basis of analysis of available protein-peptide complexes of kinases and MHCs, we have de-
veloped MODPROPEP (http://www.nii.res.in/modpropep.html) [4], a software for the modeling, visu-
alization, and detailed atomic level analysis of protein-peptide complexes involving kinases and MHC
molecules. MODPROPEP also predicts the substrates for any given protein kinase and MHC protein
using residue-residue statistical pair potential as the scoring function for ranking the protein-peptide
complexes. For 10 major kinase families, MODPROPEP could rank the actual binding peptide within
the top 30% of all the other potential binding peptides, in more than 60% of cases. Similarly, for 90
class I MHC-peptide complexes, the true binder peptides was predicted among top 30% in 61% of cases.
Unlike sequence based methods, MODPROPEP does not use any experimental data for training and it is
entirely based on structural properties of protein-peptide recognition. However, MODPROPEP performs
significantly better or similar to the other sequence based methods which are trained on experimental
data. Therefore, MODPROPEP can potentially be used to predict substrates for newly identified kinases
or new MHC alleles.

For further improving the prediction accuracy, we investigated the factors others than structural
and chemical complementarity of protein and peptides involved in interaction. In case of protein kinases,
surface accessibility of the substrate peptides is one such criterion. We currently rank all possible peptides
with potential phosphorylation sites from a putative protein. However some of these sites might be buried
deep inside protein interior, and hence not available for the phosphorylation by kinase in absence of major
conformational change. Although some computational method for prediction of phosphorylation sites take
into account solvent accessibility of peptides, the importance of solvent accessibility has not been analyzed
thoroughly [2, 5]. To investigate the importance of the surface accessibility in the phosphorylation event
by protein kinase, we systematically analyzed the solvent accessibilities of phosphorylation sites in known
substrate proteins, and compared with the accessibilities of sites which are not phosphorylated.

2 Methods

The protein sequences of experimentally verified phosphorylation sites were gathered from Phospho.ELM
database [1]. Since no information about the availability of crystal structures of these proteins was
available, we identified their structural homologes by carrying out the blast alignment against protein
sequence entries in PDB. Proteins with significant alignment over reasonable length were chosen for
further analysis. We further refined the dataset by choosing only those proteins which showed conservation
of the phosphorylation site in the protein structure. The protein structures corresponding to these
alignments were chosen for the calculation of the solvent accessibilities of the phosphorylation sites and
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the all other serine, threonine and tyrosine containing 7 mer peptides. The solvent accessible area was
calculated using NACCESS program [3]. The solvent accessible area of actual phosphorylation sites and
all other ser/thr/tyr containing peptides were compared.

3 Results

A comparison of solvent accessible surface areas of serine, threonine and tyrosine residue containing
stretches in the structural homologes of experimentally verified substrate protein showed that the phos-
phorylation sites are significantly more exposed compared to serine, threonine and tyrosine containing 7
mer stretches which are not phosphorylated. This trend was more prominent in the case of serine con-
taining peptides (Figure 1). In view of these results, incorporation of solvent accessibility term along with
the current scoring function based on the residue-residue statistical energy has the potential for further
improvement in the prediction accuracy of prediction program. Our analysis also showed few interesting
cases where a ser/thr/tyr containing sites with very low accessibility were also phosphorylated. It will
be interesting to analyze these proteins for determining the importance of the conformational flexibility
associated with phosphorylation.
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Figure 1: Average solvent accessible surface areas of serine, threonine and tyrosine residues as calculated by NACCESS

program.
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In Silico Modeling of Pesticidal Crystal-Like Protein
Cryl6Aa from Clostridium bifermentans

Jayasree Ganugapati,! Ravindra Babu Potti, Ashok Chakravarthy

1 Introduction

The family of genes coding for Pesticidal crystal-like protein is the Cry gene family. Cry genes of Bacillus
thuringiensis are found in Clostridial sps. These genes are present in 80% of the Clostridium bifermentans
strains tested [3]. A common characteristic of the cry genes is their expression during the stationary phase.
Their products generally accumulate in the mother cell compartment to form a crystal inclusion that can
account for 20-30% of the dry weight of the sporulated cells. When the inclusions are ingested by insect
larvae, the alkaline pH solubilizes the crystal. The protoxin is then converted in to an active toxin after
processing by the host proteases present in the midgut and causes the cell swelling, lysis and eventually
death of the insect [9].

2 3D Model Building

The initial model of cryl6Aa was built by using homology-modeling methods and the MODELLER
software, a program for comparative protein structure modeling optimally satisfying spatial constraints
derived from the alignment and expressed as probability density functions (pdfs) for the features con-
strained. The pdfs restrain C*—C?® distances, main-chain N-O distances, main-chain and side-chain
dihedral angles. The 3D model of a protein is obtained by optimization of the molecular pdf such that
the model violates the input restraints as little as possible. The molecular pdf is derived as a combination
of pdfs restraining individual spatial features of the whole molecule. The optimization procedure is a
variable target function method that applies the conjugate gradients algorithm to positions of all non
hydrogen atoms [8]. The query sequence from Clostridium bifermentans was searched to find out the
related protein structure to be used as a template by the BLAST (Basic Local Alignment Search Tool) [1]
program against PDB (Protein Databank), Table 1. Sequences that showed maximum identity with high
score and less E-value were aligned and were used as a reference structure to build a 3D model for
cryl6Aa. The coordinates for the structurally conserved regions (SCRs) for cryl6Aa were assigned from
the template using multiple sequence alignment, based on the Needleman-Wunsch algorithm [7]. The
structure having the least modeler objective function obtained from the modeler was improved by energy
minimization; Fig. 2. The final structure obtained was analyzed by Ramachandran’s map (Fig. 1) using
PROCHECK (a program to check the stereochemical quality of protein structures) [6]. A comparative
assessment of secondary structure was obtained using GOR IV, HNN and SOPMA.It revealed greater
percentage of residues as alpha helix and random coils against the beta sheets [2, 4, 5]; Table 2.

3 Results
% of residue in most favored regions 86.1
% of residue in the additionally allowed zones 10.6
% of residue in the generously regions 2.6
% of residue in disallowed regions 0.7

Figure 1: Ramachandran plot calculations on 3D
model of cryl6Aa computed with the PROCHECK pro-

o Figure 2: Energy minimised structure of crystal pro-
ram.

tein cryl6Aa from Clostridium.
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PDB Protein Chain Identity to cryl6Aa(%)

1IDLC Crystal structure of insecticidal delta- A 24%
endotoxin from 2 bacillus thuringiensis
at 2.5 angstroms resolution

1JI6A Crystal structure of the insecticidal A 23%
bacterial delta 2 endotoxin cry3bbl
bacillus thuringiensis

1CIY Insecticidal toxin: structure and chan- A 21%
Tiel formation

Table 1: Data for closest homologue for cryl6Aa with known 3D structure obtained with the blast server against PDB.

Prediction Alpha 319 Beta Extended Beta Random Ambigous Other
Tool Helix Helix Bridge Strand Turn Coil States  States
GOR4 17.78% 0.00% 0.00% 26.26% 0.00% 55.95% 0.00%  0.00%
HNN 32.63% 0.00% 0.00% 17.13% 0.00% 50.24% 0.00%  0.00%
SOPM  29.53% 0.00% 0.00% 25.29% 7.83% 37.36% 0.00%  0.00%

Table 2: Secondary structure prediction, percentage of helices, sheets and random coils.
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Patterns of Differential Over-Expression of the

Oncogene IKBKE in HER2+4 and
Basal Breast Cancer

Gabriela Alexe,! Erhan Bilal,? Nilay Sethi,® Lyndsay Harris,*
Vasisht R. Tadigotla,” Shridar Ganesan, Gyan Bhanot’

1 Introduction

This paper presents new developments on the role of the NF-xB pathway in subtypes of breast cancer
following from a recent paper by Boehm et al [2]. In [2] it was shown that IKBKE, a kinase in the
NF-xB pathway, is a breast cancer oncogene and is over-expressed in a subset of breast cancers. Using
microarray data from Wang et al [6], we have recently shown [1] that node negative breast cancers treated
with surgery and radiation but no adjuvant or neo-adjuvant therapy separate into at least eight distinct
subtypes characterized by differential expression of genes and different rates of long term metastasis free
survival. In particular, HER24 breast cancers split into two subtypes, one of which (HER2+,), has
a significantly low long term recurrence rate (11% vs 48%) compared to the other subtype HER2+ n;
correlated with an overexpression of immunoglobulins, cytokine and chemokine genes of the adaptive
immune system. This suggests that for HER2+ breast cancers, the presence of a lymphocytic infiltrate in
the tumor environment correlates with improved natural history. Using microarray and paraffin sections
from a neo-adjuvant HER2+ trial [3], we have verified this correlation between our HER2+1 subtype and
a lymphocytic infiltrate using a blind study involving pathologists at two different institutions.

We also find that Basal-like (triple negative) tumors separate into two subtypes (BA1l and BA2).
These subtypes correlate well with the subtypes found in a recent study [5] that showed that basal-like
tumors separate into a set with X isodisomy and another with Xp isodisomy. Our clustering analysis also
finds that the BA1 subtype is characterized by up-regulation of IFN genes in the innate immune system,
suggesting that it also elicits a differential immune response compared to the BA2 subtype.

In the present paper, we show that in the IKBKE oncogene is upregulated only in HER24; and
Basal-like breast cancer subtypes, suggesting that the immune signature seen in these subtypes may be
linked to the NF-xB pathway.

2 Results

Our observations on the Wang et al dataset suggest a connection between the NF-xB pathway and
immune system activation in some of the subtypes identified in our clustering analysis. To see if this
can be validated, we re-examined the microarray data of [4] to determine the expression level of IKBKE
among the 8 subtypes of breast cancer. We found that IKBKE is up-regulated in the Basal-like and
HER2+-; subtypes only. These results are summarized in Table 1. The other genes shown are those that
are highly correlated with IKBKE expression in the various subtypes.

3 Materials and Methods

The method we have developed [1] to analyze microarray data and identify subtypes of disease first
uses several techniques such as signal-to-noise ratio, t-test and principal component analysis to reduce
the set of genes to a subset which are useful in stratifying the data into subtypes. Next, using this
subset of genes, we use statistical measures to identify the optimum number of clusters in the data and
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separate the samples into these subtypes using consensus ensemble clustering. This approach averages
over many clustering methods and data perturbations to produce an agreement matrix which can be
sorted to separate the samples into clusters that are robust to perturbations of sampling bias and gene
and clustering method choice.

4  Discussion and Future Prospects

These results suggest that the IKBKE oncogene disregulates the NF-xB pathway only in two subtypes
of breast cancer (basal-like and HER2+;). To validate this claim by in-vivo experiments on tissue
microarray of samples classified into clinical subtypes of HER24, basal-like and luminals, we have es-
tablished a reliable positive control for NF-xB activation by comparing immunostaining for NF-xB in
two breast cancer cell lines that have increased IKBKE activity (MCF-7, MDA-MB-453) compared to
a cell line (MCF-10A) that has a normal expression of IKBKE as observed in the study by Boehm et
al [2]. Additionally, we isolated protein from these cell lines and immunoblotted for IKBKE to support
our immunofluorescence data. Paraffin embedded sections for the cell lines MDA-MB-453 and MCF-10A
were created and tested as positive and negative controls, respectively, for IKBKE and NF-xB activation.
These experiments were successful and resulted in positive and negative controls for IKBKE which could
be used as benchmarks for tissue microarray samples from patients.

We are currently studying tissue microarray from ~300 patient tumor samples with known ER, PR,
HER2 status using IRB approved protocols. We will use paraffin-embedded MDA-MB-453 as positive
control and paraffin-embedded MCF-10A as negative control to study whether the hypothesis that only
Basal-like and HER2+; samples show an up-regulation of IKBKE and activation of the NF-xB pathway.
Future directions include in-vivo experiments that will analyze the role of IKBKE in basal-like breast
cancer by inoculating mice with a basal-like breast cancer cell line compromised for IKBKE activity.
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ALL| CA| BA | BA1|BA2|HER2|HER2I|HER2NI| Lum| LumA| LumB| N

IKBKE| 0 0 1]06]067] 0.5]-0.19}) 0.57 -0.57 ]-0.13] -0.48 | -0.07 ] -0.8
CCLS| 0 0 J0.711.23] 02] 023 | 042 -0.35 |-0.32] -0.15 | -0.39 ] -0.3
E2F3 | 0 0 | 1.2]1099]0.38] -0.11] 0.08 -0.24 ]-0.35] -0.56 | -0.31 ] -1.4
IRF1 0 0 |]04]11.09]1-0.2] 0.18 | 1.34 -0.57 | -0.2 | -0.16 | -0.25 ] -0.2
RELB| 0 0 |]0.7]11.0910.32] 0.04 | 0.67 -0.24 1-0.27] -0.07 | -0.32 ] -0.1

Table 1: Relative expressions of IKBKE and correlated genes in subtypes. Upregulated gene expression values are
highlighted red. The subtypes are as follows: BA = basal-like; BA1 = basal-like with innate immune signature; BA2 =
basal-like w/o innate immune signature; HER2I = HER2+ with lymphocyte infiltrate signature; HER2NI = HER2+ w/o
lymphocyte infiltrate signature; Lum = luminals (ER+4, PR+, HER2-); LumA = luminal A; LumB = luminal B.



P117 199

Parameter Estimation of Oscillatory Systems

Kok Siong Ang, Rudiyanto Gunawan'

1 Introduction

Oscillatory systems are found in various processes of biological systems. Examples of such oscillatory
behaviour include the circadian rhythm (PER and TIM proteins) and the p53-mdm2 oscillations during
DNA damage. This work discusses the application of global optimization methodology for parameter
estimation of such oscillatory systems. A novel cost function is developed to facilitate the parameter
search and applied to a circadian rhythm model[3].

2 Theory

Oscillatory biochemical systems form an important area within Systems Biology. Such systems are
typically modeled as limit cycles with coupled ordinary differential equations (ODEs):

dx
o = (1)) (1)

An oscillatory system has 2 characteristics: shape and period, both of which can be the source of
mismatch between the model and data. In contrast, non-oscillatory systems have only the first charac-
teristic of shape. The characteristic of period gives rise to additional difficulty to the typical parameter
estimation problem. This can be illustrated by inspecting the parametric sensitivity of the state z; to

parameter p; [4]:
Ov; _ [ Ox\ _t O du (2)
op;  \ Op; T Op; dt

where 7 is the system period and ¢ is time. The first term contains the parametric state sensitivity with
respect to constant period, and the second term contains (07/0p;), the parametric period sensitivity.
However, the more interesting feature is the presence of (¢/7) within the second term. It is thus obvious
that as t — oo, the second term will blow up as well. Thus this gives rise to problems when attempting
parameter estimation with (time-based) data.

3 Parameter Estimation

3.1 Cost Function

In parameter estimation, the most common approach is to construct the cost function by summing the
square of the errors between the data and predicted values, or the least squares method. As mentioned,
the error for an oscillatory system contains error due to the shape and error due to period. We sought to
separate them by converting time based data into phase based data. Dividing time by the system period
(t/7) accomplishes this.

The cost function is now formed with the 2 errors:

min {w1 % Nik: Nf <iijk- - x(p)ijk> 2 + wy ;VZ;: (fh - Th(p)> 2} : (3)

k=1 j=1 i=1

where w1 and wy are weights for the error in data points and period respectively. The choice of weights
can be arbitrary but suitable values can be the number of data points per period. The errors are summed
over the number of readings at each time point for each particular state Nr(; ), the number time points
at during which measurements are made for each state Ns(;), and the number of states Nz.

IDepartment of Chemical and Biomolecular Engineering, National University of Singapore, Singapore. Email:
chegr@nus.edu.sg
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3.2 Search Algorithm

As in [1], the parameter estimation problem, with the cost function developed above, is states as a
nonlinear programming problem and a global optimization algorithm is applied. For this work the
Differential Evolution algorithm [2] was used.

Though [1] showed that the Differential Evolution algorithm was inefficient for its case study, satis-
factory performance was obtained for the case study within this work.

4 Results and Discussion

To test the efficacy of the method, it is applied on a 2 state, 9 parameter circadian model [3]. The data
is generated in-silico with the same model with noise added. Since the model parameters are known, it
is easy to verify success or failure.

Table 4 shows the parameters and the corresponding scores and periods obtained via parameter
estimation. Figure 1 shows the fit between the data and the estimated system (Run 1). It can be
seen that an excellent fit can be obtained even if not all the parameters match the original. Further
investigation by identifiability analysis will help in explaining the large discrepancies between the original
and estimated of certain parameters.

Vm km Vp kp1 kp2 kp3 Keq Peorit Jp Score Period
Actual 1.0 0.1 0.5 10 0.03 0.1 200 0.1 0.05 ~ | 24.67146
Run 1_| 1.03633 | 0.10684 | 0.46525 | 18.438 | 0.093544 | 0.051336 | 632.67 | 0.12955 | 0.084682 | 0.002888 | 24.29158
Run 2| 1.01958 | 0.10140 | 0.48119 | 22.494 | 0.088638 | 0.057906 | 903.69 | 0.10909 | 0.077047 | 0.002903 | 24.27552
Run 3 | 1.01504 | 0.10454 | 0.47588 | 21.739 | 0.098599 | 0.050996 | 825.17 | 0.12227 | 0.083191 | 0.002892 | 24.23535
Run 4 | 0.09868 | 0.10553 | 0.47245 | 16.805 | 0.072737 | 0.054970 | 459.61 | 0.12836 | 0.088153 | 0.002802 | 24.28700
4' T T T T T T T
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Figure 1: Predicted (solid lines) and data set (dash lines) for the system
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Aging Studies: A Stochastic Approach

Suresh K Poovathingal,! Rudiyanto Gunawan,’

Jan Gruber,? Barry Halliwell?
1 Introduction

Mitochondria are the powerhouses of eukaryotes, but at the same time they also produce mutagenic
reactive oxygen species (ROS) as the byproducts of cellular respiration. The accumulation of mitochon-
drial DNA (mtDNA) mutations has been postulated to result from the proximity of the mtDNA to the
mitochondrial electron transfer chain (ETC) which is thought to be the major source of ROS. The loss of
mitochondrial function due to such mutations has been associated with metabolic and degenerative dis-
eases, whose clinical symptoms progress with ageing [3]. The connection between mtDNA mutations and
ageing has been supported by evidence showing that the amount of somatic mtDNA mutations increased
with age [1]. Furthermore, mice with defective mtDNA polymerase show the symptoms resembling pre-
mature aging [2]. In this work, the consequence of inherent biological stochasticity on the maintenance
of genomic stability of mtDNA is investigated through the development of an in silico model.

Numerous mathematical models have been proposed to explain the accumulation of somatic mutations
in mtDNAs. Kowald and Kirkwood have done several pioneering works in the field of ageing modeling [3].
One important assumption made by previous investigators is the existence of a ROS “vicious cycle”
theory; ROS causes mtDNA mutations and in turn these mutations cause higher production of ROS. This
hypothesis however has been a source of intense debate over decades, due to the lack of experimental
evidence for the existence of such a vicious cycle mechanism. Today it is clear that many of the original
assumptions that led to the vicious cycle model are unfounded [9]. Furthermore, most of the existing
models were deterministic (ODEs). A few exceptions include Langevin-type stochastic models due to
Samuels and Chinnery [4], which were based on the assumption of relaxed replication of mtDNA from
cell cycle. Here, mitochondrial fusion and fission were assumed to occur frequently enough to justify
a single well-mixed mtDNA pool in the cell. This assumption is also used in the present model. One
weakness of the existing models is the large number of unknown parameters that need to be set or
estimated. In the work presented here, we developed a minimal chemical master equation model of
mtDNA somatic mutation which can capture features of experimental data on mouse [2].

2  Model Description

The model captures two main processes that contribute to the maintenance of mtDNA genomic stability,
namely the degradation and replication processes:

mtDNA — 0 a= kg -mtDNA (4)

(W + M)"
K+ (W + M)") (5)

mtDNA — 2mtDNA a= v, <1 —

where kg, v, K, and n are the model parameters. The a’s are known as the propensity functions, for
which a x dt gives the probability that a given process takes place in the time range [t, ¢+ dt). The model
further tracks the number of wildtype (W) and mutant (M) mtDNAs individually. In addition, there
exist a probability (k,,) that a replication of W will produce one W and one M, depicting a mutation
process during the replication process. As the mtDNA replication is known to be regulated by nucleus,
perhaps in response to the energetic needs of the cell, the propensity function for mtDNA replication
depends on the combination of (W + M) (non pathogenic mutations) according to a Hill-type function.

In order to deal with the stochastic elements inherent in cellular processes [7], Stochastic Simulation
Algorithm (SSA) was used to simulate the model [6]. A modified version of this algorithm has been
used for the present work, which is not detailed here for brevity. The parameters were obtained from
reported values based on experimental data for mouse, in which kg = 2.3377 x 10~3day~! [5], km =

IDepartment of Chemical & Biomolecular Engineering, National University of Singapore, 4 Engineering Drive 4, Singa-
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1.8 x 107% replication™! [7] and W, = 3000 (Brain cells); W, = 3500 (Heart) [8]. The remaining
parameter were either dependent on the above parameters or were specific for the present model. The
stochastic simulations realization were done in IBM Blade Linux computing cluster with 112 processors.

3 Results and Discussion

A comparison of the frequency of mutations as predicted by the model and a recent experiment in mouse
is illustrated in Figure la. In this experiment, mutations on the Tagl restriction site (TCGA) located
in the gene encoding region of the 12S rRNA (bp 634-637) subunit was tracked over 35 months [2]. The
simulation and the experimental results over 36 months were in good agreement. Although a best fit
analysis of both simulations and experiments using the same small sample numbers suggested that the
mutational burden accumulated exponentially with time, careful analyis of the model further revealed that
the average of the mutation frequency actually followed a linear dependence; see dotted line, Figure 1b.
According to Figure 1b, both the mean and median of the mutation frequency follow an linear dependence
with age. The apparent exponential increase in the mutational burden was an artifact of a small number
of data taken from long-tailed distributions.

Mutation Fraquency comparison (Simulation/Experiment)
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4 Conclusions

Precisely how a cell maintains its mtDNA population is fundamentally important to our understanding
the relationship between the mitochondrial genome, ageing, and diseases. In this work, a minimal model,
accounting only degradation, replication, and mutation of mtDNAs, is developed and shown to have good
agreement with experiments. Despite the apparent exponential increase of mtDNA mutation load with
time, the model predicts that the average mutation frequency to grow linearly with age. Importantly,
we were able to reproduce recent experimental results without the assumptions of either a vicious cycle
or a proliferative advantage for mutant mtDNA. The model provides a starting point for the develop-
ment of more complex and realistic representations of mtDNA somatic mutation, including the role of
mitochondrial fusion and fission.
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GlycoVault: An Online Storage and Visualization
System for Glycan Structures

Faraaz N. K. Yusufi,'! Satty Ganeswara Reddy,! May May Lee,!
Dong-Yup Lee!+?

1 Introduction

Glycans are complex chains of monosaccharides that play critical roles in several structural and modula-
tory functions in cells. Although glycans are considered one of the most important classes of molecules
after DNA and proteins, the development of informatics methods to support and advance their research
has lagged behind those available for other types of data. It is only in recent years that there has been an
increase in the availability of informatics resources such as glycan databases and algorithms for analyzing
glycan structures and their interactions [1]. Despite the deficiency in informatics tools, high throughput
technologies have only led to the production of ever increasing amounts of glycan data. Glycobiology labs
are currently using several different technologies to produce many different types of data. Unfortunately
this diversity in data makes it difficult to create a central storage system and information is saved as a
jumble of spreadsheets and text files. Further compounding the problem is the visual nature of glycan
data, with many labs resorting to storing structure information as hand-drawn annotation on printouts
of spreadsheets. In order to address the need for a centralized storage and visualization platform for
glycan data we developed the web-based GlycoVault system.

2 Features

GlycoVault allows users to upload and store experimental glycan data such as GlycoMod [2] files along
with some annotation data. These files can be later retrieved and used to generate visual reports listing
figures of glycan structures observed in an experiment. GlycoVault also contains several interactive tools
to visually explore glycan structures. A drawing tool is available to interactively draw and store glycan
structures. The glycosylation reaction network can be thought of as a graph with the nodes representing
glycan structures and edges showing possible enzymatic reactions. GlycoVault allows users to create
networks of glycan structures and then visualize pathways connecting different structures. Users can also
determine what reactions are necessary to convert one glycan structure into another.

3 Implementation

GlycoVault uses the GlycoDigit format to represent glycan structures internally. GlycoDigit is a fixedlength
alpha-numeric code for representing glycan structures commonly found in secreted glycoproteins. The
code uses a pre-assigned alpha-numeric index to represent the monosaccharides attached in different
branches to the core glycan structure. The numeric nature of the code makes it ideal for the development
of a mathematical operators and algorithms to compare glycan structures. GlycoVault is implemented
through Java Server Pages (JSP) and uses the MySQL database to store information. The interactive
visualization tools are developed using Adobe Flex.
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MFAML: Metabolic Flux Analysis Markup Language

Jong Myoung Park,® Hongseok Yun,'?3 Sang Yup Lee!:?3

Recent advances in bioinformatics have led to the need for information standards to define, share,
and evaluate computational models of complex biological systems. For this purpose, international com-
munities and research teams have been developing several eXtensible Markup Language (XML)-based
modeling languages. However, to our knowledge there is no standard format suitable for implementing
metabolic flux analysis, which is one of the most widely adopted techniques for quantitative analysis of
metabolic fluxes. This paper describes a new modeling language, Metabolic Fluxz Analysis Markup Lan-
guage (MFAML), designed for the formal representation of metabolic flux models, and presents an open
framework for the effective exchange of such models. It communicates basic information with System
Biology Markup Language (SBML) models and provides additional data structures for MFA: balancing
constraints, flux variables and objective function. MFAML also provides an Application Programming
Interface (API) for converting the models to a variety of Linear Programming (LP) format. It makes
it possible to use any efficient solver as modelers may want to do. With these functionalities, MFAML
makes the pipeline from modeling to analyzing the metabolic networks.
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EcoProDB: The Protein Database for FEscherichia coli
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EcoProDB database provides the information on E. coli proteins identified on 2-D gels along with other
resources collected from various databases and published literature. The database has a comprehensive
feature of showing the expression levels of E. coli proteins under different genetic and environmental
conditions. In addition, the database has detailed information on subcelluar localization, theoretical 2-D
map, and experimental 2-D map. Users can access and compare their own 2-D gels via an interactive
web interface and application such as the Map Browser and the Online tools. Using EcoProDB, users
can efficiently grasp the core information associated with the proteins and 2-D gel results obtained from
several different experimental sets for more convenient and enhanced analysis.
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Development of an Integrative Online Tool for
Modeling and Simulation of Cellular Networks
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Sunwon Park,'? Sang Yup Lee?3+

A web-based environment is developed for comprehensive modeling and simulation of cellular net-
works. WebCell provides the model library of rigorously validated and classified models that are publicly
available. It also serves as the personal database for uploading and evaluation of any models of interest.
The imported or created models can be validated based on thermodynamic principles and also explored
with steady-state or dynamic simulations by various methods including structural pathway and metabolic
control analysis. Models are allowed to be uploaded or exported in Systems Biology Markup Language
(SBML) for efficient communication with other packages supporting SBML. Since its first service in 2004,
WebCell has been continuously upgraded and utilized by more than one hundred registered members.
The current version of WebCell 2.0 supports recently released SBML Level2 Version3 and the number of
available kinetic models has been increased.
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Gene Expression Profiling for the Classification of
Cancers of Unknown Primary
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1 Introduction

In three to five percent of new cancer cases, the site of origin of a tumor cannot be determined by
conventional methods [2] and therefore treatment and patient management is not optimal. Such cases
are commonly referred to as cancer of unknown primary (CUP). Through the use of microarray gene
expression profiling, we have shown that it is possible to classify primary and metastatic cancers of
known origin into their respective cancer types [5]. However, the cost and time required to perform
microarray experiments and efficacy of the microarrays using small and degradable amounts of sample
limits the application of this technology in a clinical setting.

In addition to our work with microarrays we have also shown that it is possible to classify among
5 tumor types using less than 80 genes on a quantitative-PCR, (QPCR) low-density array with support
vector machine (SVM) classifiers [5]. We have now recently developed a QPCR classifier for 18 tumor
types using a 786 gene set derived from analysis of three independent microarray studies [3, 4, 5]. Using
a dataset representing 218 cancer samples (profiled across the 768 gene set) we evaluated several classifi-
cation algorithms, including SVM and a centroid classifier, in combination with various feature selection
procedures (centroid feature selection [cfs], recursive feature elimination and ttest) using leave one out,
3-fold cross-validation and bootstrap error estimation.

As the goal is a diagnostic test, suitable for clinical application it is important to develop highly
accurate classifiers using relatively few features (genes). Practical limitations on the number of genes
that can be assayed combined with the high number of classes and small sample size (some classes
contained fewer than 10 samples) provides a challenging problem. Nevertheless we were able to induce
classifiers able to predict the 18 types of primary tumors accurately using very few genes. In particular, the
combination of centroid based classification and feature selection [1] achieved a good level of performance
with remarkably few genes.

2 Results

Using the 218 samples as the training set we generated multi-class classifiers for each node in the tumor
subtype hierarchy (Fig. 1) as well as a single multi-class classifier for all cancer types. We used a one-vs-
all (OVA) strategy to generate all multi-class classifiers. Whilst we achieved reasonable accuracy for the
single multi-class classifier (29% error rate), significant improvement was achieved when the classifiers
were trained only within one node of the hierarchy, e.g. trained only within the epithelial (EPI) node
only (17%, Table 1). Further improvement in prediction was achieved by looking at the top three
predictions (relaxed error rate, Fig. 2). For all trained classifiers there was approximately a 2 fold or
better improvement in accuracy (Table 1).

Node (# tumor types) Balanced Error Rate Relaxed Error Rate # features (total ave unique)
All tumor types (18) 29% 14% 16 (239)

Root (2) 12% N/A 16 (31)

Epithelial (11) 17.3% 7.7% 8 (83)
Non-Epithelial (4) 9.5% 1.9% 16 (60)

Gastric Intestinal Tract (4) 60.4% 13.9% 4 (20)

Table 1: Summary of the best performance (defined as the minimum balanced or relaxed error) for each classifier generated
for the different nodes in the hierarchical tree (Fig. 1). Using centroid classification in conjunction with CFS with bootstrap

0.632+ error estimation.
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Figure 2: Line plots showing the mean relaxed error rate for the classification of all tumor types and only the epithelial
subtypes. One-vs-all (ova) multi-class classification strategy was used. Using centroid classification in conjunction with cfs

and ttest feature selection and performing the feature selection only for the given comparison.

By generating separate classifiers at each node there is a reduction in the total number of genes
required in comparison to the single multi-class classifier, 194 genes and 239 genes respectively (Table 1).
However, while there is a reduction in error rate per node (Table 1), it is unclear if a lower error rates
will be realised when using a hierarchical classifier on unknown samples due to the potential problem of
compound errors. Therefore further experiments are required to ascertain the hierarchical performance.

3  Summary

Here, we have shown that accurate multi-class gene expression based classifiers can be generated using a
relatively small number of gene features when used in combination with quantitative real time PCR (194
genes for classification of all 18 cancer types). Increasing the number of samples available for training the
classifiers (currently in progress) is expected to further increase the accuracy of the classifiers. Given the
technical advantages of QPCR over microarray we believe a diagnostic test based on expression profiling
and the centroid classifier is viable in a clinical setting for classifying cancers of unknown primary.
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Inference of Prote,in—ProtKin Interactions: An
Evolutionary Approac
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1 Introduction

Large amounts of protein-protein interaction (PPI) data generated by high-throughput experimental
techniques can provide new insights into the cellular system organization and processes. However, the
coverage of interactomes of most model organisms is still low and currently available data is contaminated
by false-positive measurements inherent to high-throughput screens. Complementary computational tech-
niques have proven useful in filtering noise and predicting missing interactions [4].

We propose a new method for inferring PPIs which applies an evolutionary model to integrate diverse
experimental data from multiple organisms and assign a probability value to each possible interaction.
We apply this framework to infer protein interactions in yeast, worm and fly. The interactions identified
by the proposed method show strong support in the indirect Gene Ontology (GO) evidence and match
many interactions extracted from known protein complexes.

2 Methods

We developed EPPI, a probabilistic framework for predicting protein-protein interactions in multiple
species. The method utilizes an extended version of a Bayesian model of protein network evolution
presented in [1] which takes into account phylogenetic history of each protein family and the probability
of interaction loss or gain during protein duplication or speciation. We extend this model to integrate
diverse experimental data from multiple species with different confidence levels (see Fig. 1). Pearl’s
message passing algorithm [3] is applied to efficiently determine the posterior probability of interaction
for each pair of extant proteins.

predecessor
interactions

——— speciation
extant

______ » duplication interactions

» experiment outcome

experimental
observations

Figure 1: Bayesian tree model of evolution of interactions between members of two protein families for three species:
b, y and r. Two reconciled trees for the considered families together with putative protein interactions at each level of
evolution are shown. For each species we have a certain number of experimental datasets: two for b and r and one for y.
We associate a random variable with each putative protein interaction. Solid arrows indicate dependences between random
variables which come from speciation events. Similarly, dashed arrows indicate dependences associated with duplications
events. Finally, dotted arrows represent an interface between the true interactions in extant species and the observed

experimental evidence.
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3 Results

We apply EPPI to infer protein interactions in S. cerevisiae, D. melanogaster and C. elegans. Using
a recently proposed scoring scheme [5], we comprehensively assess biological significance of inferred in-
teractions based on biological process (BP), molecular function (MF), and cellular component (CC)
assignments in Gene Ontology (see Fig. 2). We also utilize a competing scoring procedure to estimate
the rate of true positive and false positive predictions using the MIPS intracomplex interactions as a
gold standard. We determine the number of predicted interactions in which both proteins are part of
the same yeast complex, as opposed to the number of predictions in which the two proteins are assigned
to different sub-cellular localization categories. We conclude that our method yields biologically relevant
interactions, both in terms of the GO assignments and in terms of identifying protein pairs present within
known complexes. We have found that networks comprised of top EPPI predictions significantly out-
perform the input datasets used for training. Our method also performs favorably to the domain-based
approach presented in [2].
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Figure 2: Assessment of predicted yeast interactions using GO functional similarity score (ranging from 0 to 1 with
increasing similarity). The similarity of GO annotations for each pair of interacting proteins is measured in each ontology
(BP, MF and CC). The interactions are ranked by their probabilities and the average score for the top n predictions is
shown. EPPI 4 and EPPI 7 L versions are based on different input datasets and different confidence levels. EPPI 4 uses
the same four datasets and uniform confidence levels as in Liu et al [2]. EPPI 7 L uses three additional input datasets and

dataset confidence levels derived from literature.
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Integrative Analysis of Transcriptome and Genomic
Aberration Map in Cancer

Xing Yi Woo,! Edison T. Liu,? Guillaume Bourque?

1 Introduction

It is well known that copy number alterations in the genome also results in genetic instability and modify
gene expression and functions that contributes to tumor progression [1]. Array comparative genomic
hybridization (array CGH) has enabled high-resolution and genome-wide detection of copy number vari-
ations in the cancer genome [2]. Through comprehensive characterization of the human cancer cell
transcriptome, novel transcripts or alternative transcript variants can be identified [3]. In addition, the
genome-wide identification of transcription factors binding sites and regulated genes describes the tran-
scriptional activity across the genome in cancer [4]. Hence, an integrative analysis of the transcriptome,
gene expression, binding sites and copy number variation maps can possibly lead to the identification of
transcripts and genes resulting in cancer progression [5], and thus shedding light into the gene regulation
network in cancer.

This poster presents the identification of transcripts, regulated genes and binding sites for different
copy number deletions and amplifications for the breast cancer cell line, MCF7, treated with estrogen.
The ultimate goal is to develop a systemic and integrative analysis platform for these genome-wide
datasets, for the purpose of understanding the transcription regulation pathway in breast cancer cells.

2 Results

The copy number aberrations were obtained from a high-resolution, genome-wide, array CGH profile.
The comprehensive transcriptome map of the breast cancer cell line (MCFT), treated with estradiol, was
obtained from the GIS-PET technology [3]. A brief analysis shows that 48.8% of the transcripts in the
entire transcriptome library have more that 90% overlap with known genes, while 10.5% of the transcripts
are identified to be novel transcripts, possibly containing novel genes.

Transcriptome and genomic aberration maps. Figure 1 shows that about 22% of the MCF7
genome is partially or completely deleted, while about 15% of the genome is amplified. Combining
the known genes and the transcriptome map with the array CGH data, most of the known genes and
transcripts are in the normal (2 copies) and the partially deleted (-1 copy) region. There is also an
increase in the number transcripts relative to known genes with copy number.
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Figure 1: Distribution of copy number variations for MCF7 treated with estradiol, and the distribution of the known
genes, transcripts, and the genomic span for the respective deleted and amplified regions.
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Regulated genes and genomic aberration maps. Using the list of regulated genes obtained from
microarray gene expression data [4], an increase in the proportion of regulated genes relative to known
genes with copy number is observed, which is consistent with the transcriptome analysis above.
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Figure 2: Distribution of known genes and regulated genes for the respective deleted and amplified regions.

Binding sites and genomic aberration maps. The genome-wide identification of estrogen recep-
tor (ER) binding sites describes the transcriptional activity following estrogen treatment [4]. Relative to
the genome distribution across the aberrated regions, there is an increase in the proportion of the binding
sites with copy number (Figure 3).
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Figure 3: Distribution of genome span and binding sites for the respective deleted and amplified regions.

The combined analysis of the various genome-wide datasets can lead to the understanding of copy
number effects in gene regulation in breast cancer with estrogen treatment. This motivates the further
development of an integrated and systemic analysis platform for these genome-wide datasets for the
understanding of the effects of copy number variations in gene regulation in cancer, and the development
of gene regulatory network in breast cancer.
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Discovery of Novel Relationship Among Single
Nucleotide Polymorphisms, Alternative Splicing
Events and Tumor

Fang Rong Hsu,! Wen Chun Lo?

1 Introduction

In mankind’s genetic difference, the 90% of the diseases are the genetic mutation caused by Single
Nucleotide Polymorphism (SNP) [8, 1]. Also, SNP has high stability according to evolution. It has
hereditary characteristics. Recent genome-wide analyses of alternative splicing indicate that 40%—60% of
human genes have alternative splice forms [3]. The analytic results also believe alternative splice forms
are one of the most significant components of the functional complexity of the human genome. At the
same time, the cancer of the first of domestic ten major causes of the death. It is also caused by a series
of gene mutation [9].

For this reason, we attempt to find the relationship among SNPs, alternative splicing events and
tumor.

2 Materials

We used some datasets in our methods. The datasets are as follows. The Avatar Database (A Value
Added Transcriptome Database) contains the information of the ESTs of the human sequences and
alternative splicing events [4]. (The Avatar website, http://avatar.iecs.fcu.edu.tw/). The EST se-
quences were downloaded from NCBI (National Center for Biotechnology Information). (The NCBI web-
site, ftp://ftp.ncbi.nih.gov/repository/dbEST /gzipped/dbEST.reports.date.no.gz). The EST sequences
in dbEST database has nearly 7.6 million human ESTs. Human genomic sequences were retrieved from
NCBI. (The human genomic sequences, build 35, ftp://ftp.ncbi.nih.gov/genbank/genomes/). In addition,
the dbSNP database contains the relevant SNP information from NCBI. (The relevant SNP information,
build 125, ftp://ftp.ncbi.nih.gov/snp/organisms/human_9606/chr_rpts/). The histological information
was provided by NCI-CGAP (The Cancer Genome Anatomy Project) Library database. (The NCI-
CGAP Library database, ftp://ftpl.nci.nih.gov/pub/CGAP/Hs_LibData.dat).

3 Methods

First, we used Mugup [7, 5] to align ESTs to human genome. It can get the detailed result include
mismatch or gap position. We also identified each SNP which may place on exon, using the SNP location
data and Avatar exon boundary data. And we get the SNP data which was supported by ESTs. According
to the SNP location and alternative splicing events in addition, we distinguish the relationship of SNP and
alternative splicing events. Therefore, in finding the relationship between SNP and alternative splicing
events, ESTs were divided into four pools: SNP and isoform 1, General nucleotide and isoform 1, SNP
and isoform 2, and General nucleotide and isoform 2.

Besides, we found seven million ESTs from 8872 libraries were categorized into 47 tissues and three
types of histology, normal, tumor and unknown. In finding the relationship between alternative splicing
events and tumor, ESTs were divided into four pools: isoform 1 and tumor, isoform 2 and tumor, isoform
1 and normal, and isoform 2 and normal. In finding the relationship between SNPs and tumor, ESTs
were divided into four pools: isoform 1 and tumor, isoform 1 and tumor, isoform 2 and normal, and
isoform 2 and normal.
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Finally, we use Fishers exact test to confirm the result and find the significant information. The
Fishers exact test divided left tail of P-value by right tail of P-value as confidence C. The P-value of C
was smaller than 0.05, were suggested as certain information.

4 Results

First, we found alternative splicing events which may be caused by SNPs. There were 1,624 such SNPs.
In addition, we found 579 cancer-specific alternative splicing events. We also tried to find the relationship
between SNPs and tumor. We have found 21,619 cancer-related SNPs.

Finally, we further analysis relationship among SNPs, alternative splicing events and tumor. Among
tumor-specific alternative splicing events, some of them may be caused by SNPs. We have identified 36
such SNPs. These SNPs may cause alternative splicing events and further result in tumor
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Role of Interaction Databases in Studying
Cross-Talks Between Pathways

Arathi Raghunath,! Sangjukta Kashyap,! Usha Mahadevan,'
Jignesh Bhate,! Pratap Dey!

1 Introduction

Bi molecular interaction database constitute a major source of data for understanding signaling pathways
or in the course of drug discovery and other biologically relevant studies. NetPro”™ is a bi molecular
interaction database containing protein-protein, protein-small molecule and small molecule-small molecule
interactions. Cross talks between pathways form an important link in understanding interactions in the
physiological context. This analysis highlights the utility of interaction databases in understanding cross-
talk between pathways.

2 Method and Discussion

Ligands form the starting points of any receptor mediated pathway. In order to understand cross-talks
between pathways, we looked at interactions in NetPro”™ triggered by different ligands having different
effects on a common downstream target. Interactions in NetPro” brought to light an interesting fact
that Insulin and Angiotensin II (AGT II) via their respective receptors can induce activity of PI3K,
AKT and ERK1/2. Further evaluation of the interactions highlighted the fact that prior treatment with
AGT II for 5 minutes would inhibit insulin-mediated activation of PI3K, AKT and ERK1/2. These data
suggest that insulin and angiotensin by themselves activate the same pathway but when present together,
angiotensin would interfere with the insulin signaling.

Analysis of the data in NetPro”™ along with their kinetic details, for the reasons for this differential
regulation, brought out the following facts:

o AGT II increases the level of intracellular calcium as early as 40—60 secs

e Calcium can increase the activity of Protein kinase C as early as 1 min with the maximum activation
around 3 mins.

e Protein kinase C can phosphorylate INSR on Ser/Thr residues and inhibit Tyr phosphorylation of
INSR and hence its activity.

The above mentioned observations project the following physiological scenario: Insulin through insulin
receptor /PI3K/AKT pathway would increase the activity of ERK1/ERK2 while AGT II through its
Gprotein coupled receptor would increase levels of calcium and follow the Protein kinase C pathway to
increase activity of PI3K/AKT and MAPK. Prior addition of AGT II would inhibit Tyr phosphorylation
and activity of INSR and hence any further addition of INS might not have any downstream affect.

AGT has been known to be involved in inducing insulin resistance. This could be the pathway in
which it induces resistance to insulin. These data also to some extent justifies the use of ACE inhibitors in
inducing insulin sensitivity and in diabetes related complications like diabetic retinopathy, nephropathy
etc [1]. Reports of the possible role of protein kinase C in insulin resistance associated disorders might be
a further proof for this pathway in insulin resistance [2]. This analysis highlights the role of interaction
databases and the contrast information in highlighting the data from various sources enabling one to
come to meaningful conclusions. Thus interactions databases form a useful platform, enabling pathway
analyzing and cross talks between pathways based on collated data from various sources.
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Figure 1: Schematic representations of the networks highlighting the cross talk between angiotensin and insulin signaling.
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AVATAR II: An Alternative Splicing Database Using
Three Alignment Tools!

Fang Rong Hsu,? Dung-Lin Hsieh,®> Shao-Peng Yeh*

1 Introduction

Alternative splicing (AS) is an important post-transcriptional process and one of the most significant
elements leading to increase protein functional complexity. Recent genome-wide analysis of alternative
splicing indicate that 40-60% of human genes have alternative splice forms, suggesting that alternative
splicing is one of the most significant components of the functional complexity of the organism genome.

Recent alternative splicing database have two major problems: one is the species are too few in AS
database that can not to satisfy users, and on genomic mapping processing, most AS database only use
single genomic mapping tool, therefore will get lower reliability.

We perposed AVATARII (A value added transcriptome database version 2.0) through an analysis of
large scale ESTs. Addition, there are about thirteen species (Figure 1) such as homo sapiens, rattus
norvegicus, mus musculus, ..., etc. AVATARII promoted the utilization ratio of ESTs by using multiple
genomic mapping tools. In addition, we made the improvement on presenting at AS events.

2 Method and Features

AVATAR [7] compare to ASAPII [2] which used UniGene [5] to cluster EST to assemble a whole gene.
However, we already knew UniGene Cluster has not certainly considered Exons/Introns boundary char-
acteristic [1]. It may cause the EST have the wrong result of clustering.

We proposed Mugup(Multi-layer genome-wide unique marker positioning) [3] which is much faster
than common tools such as SIM4 [6] and BLAT [4]. In Avatar project, We use Mugup to align ESTs
to genome. Mugup use the multi-layer unique markers alignment method by which we can extensively
reduce the time required, however, no decrease of specificity and sensitivity. And when aligning EST's to
genome, we also can get the detailed result include mismatch or gap position and the different nucleotide
between ESTs and genomic sequence.

AVATARII promoted the utilization ratio of ESTs by using Mugup, Gmap [8] and SIM4 which is
described as following. Because each kind of genomic mapping tool be designed with different algorithm,
therefore respectively has the advantages and defects in the genomic mapping processing. First, we adopt
ESTs that have good mapping score better than a given threshold by using Mugup and Gmap. Finally,
we use SIM4 to process EST's that have lower mapping score in Mugup and Gmap. Take rattus norvegicus
as the example, we promoted approximately 2% to be possible the amount of ESTs (Figure 2).

We used simple diagram to express the complex AS event (Figure 3), substitutes for the before edition
complicated method of portrayal. In addition, users can request specify AS event to watch some AS event
diagram.
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Organism Exon 3’ site 5’ site Mutual Intron  Total
Skipping Splice Splice Exclusion Retention

Homo sapiens(HS) 7728 4292 4085 176 1985 18266
Mus musculus(MM) 3983 4076 5139 251 2437 15886
Rattus norvegicus(RN) 589 614 699 21 656 2579
A.thaliana(AT) 22 191 266 1 191 671
C.elegans(CE) 50 96 121 5 153 425
Macaca Mulatta(MUM) 19 27 45 0 13 104
Anopheles gambiae(AG) 53 96 78 5 56 288
A .mellifera(AM) 25 40 39 3 29 136
Bos taurus(BT) 1284 1261 975 73 1149 4742
Canis familiaris(CF) 277 370 318 17 148 1130
D.melanogaster(DM) 210 315 363 15 533 1436
Danio rerio(DR) 371 753 991 24 534 2673
Gallus gallus(GG) 811 959 1359 74 925 4128

Figure 1: All alternative splicing events about thirteen species on AVATARII.

Rattus norvegicus(RN)
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Large-Scale Comparative Studies in GPFlow

Lawrence Buckingham,! Xin-Yi Chua,! James M. Hogan,!
Paul Roe,! Jiro Sumitomo'

1 Introduction

Sequence data is typically analyzed through a pipeline of tools, perhaps to align sequences and search for
motifs. Tool pipelines are either realized manually or through some kind of script or workflow system.
The explosive increase in the number of genomes available has made single sequence analyses almost
obsolete. Bioinformaticians now wish to compare and analyze multiple versions of similar sequences, and
the greater statistical significance afforded by automated comparisons is vital to scientific investigation.

This work describes recent extensions to the GPFlow scientific workflow system, previously reported
in [1]. The system supports interactive experimentation, automatic lifting of computations from single-
case to collection-oriented computation, and automatic correlation and synthesis of collections.

GPFlow provides an interactive web-based workflow environment which allows the user to construct
workflows from scientifically meaningful components without programming. The system implements
a structured data flow model, in which a cumulative data structure is created over the lifetime of a
computation. A GPFlow workflow presents as an acyclic data flow graph, yet provides powerful iteration
and collection formation capabilities.

2 Data Model

A GPFlow workflow consists of a sequence of Component objects organized into an acyclic data flow graph.
The restriction to acyclic graphs supports the construction of a simple data structure that captures the
entire execution history of the workflow. Each Component acts as a placeholder for a collection of
Processor objects, the result set. A Processor is the fundamental data storage and computational unit
in a workflow. When a Component is created it is attached to the type definition of a specific Processor
subclass from which the Component derives the name and type of each of its input and output channels.

A Processor plays two roles. As an active object it provides a method called Do Work which performs a
computational task. As a data capsule it acts as a process activation record, preserving input and output
values in publicly accessible data fields, thereby recording the execution outcome of the component
applied to a single set of input values. Input and output fields are designated by annotating the fields of
a Processor subclass with Input and Output attributes. These attributes are queried by the encapsulating
Component to discover its input and output channels.

In addition to a result set, each Component maintains a named list of user input collections, one for
each input channel. When a workflow is constructed, connections are established between input channels
and the output channels of other Components: an input channel connected in this way is said to be
bound. Any input channels that are not bound are said to be unbound: they will source their values from
the user input collection of the same name.

Each Processor output field implicitly defines an output collection, which consists of the array of values
obtained by iterating over all Processor records in the associated Component’s result set and selecting
the value of the corresponding field from each Processor object.

A Component becomes eligible to run when all collections attached to its input fields have been
populated. At this time the input collections are queried to create a set of partially populated Processor
records, in which all input fields have been assigned values but output fields retain their default values.
The resulting incomplete activation records are queued for execution. Subsequently, each Processor is
invoked to populate its output fields, thus completing the result set for the Component.

3 Data-Driven Iteration

At the most basic level, a Component iterates over the Cartesian product of its input collections and
queues one Processor for each combination. This works well if the data flow graph is a simple pipeline
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or strictly divergent tree structure, but if the data flow graph contains a fork-merge subgraph the simple
iteration model breaks down by introducing spurious computations that could never have occurred if the
user inputs were locked in manually. We remedy this situation by introducing key-based correlation.

Key-based correlation exploits the fact that every data value in a user input collection has a unique
and well-defined address, from which the originating component, collection and position within that
collection can be deduced. We use the user input addresses to form a key for each result in the system.
The key of a user input value is its own address. Any value derived, directly or indirectly, from a user
input value, contains the address of that value as part of its key. Thus a key is a list of user input
addresses which encodes the provenance of each derived value.

We consider two user input addresses to be comparable if and only if they originate in the same channel
of the same component. Two keys k1 and ko are said to be correlated if and only if

e No address a; in ky is comparable to an address as in ks, or
e For every address a; in k; that is comparable to an address as in ko, a1 = as.

That is, two values are correlated if and only if they derive from completely distinct lineages, or in the
case that they are derived from overlapping sets of channels, they are derived from the same value in each
of those channels. To preserve structural integrity of the iterated workflow, a Processor is only queued for
execution when its input values are mutually correlated. This also removes the need for user intervention
to specify the correlation mode.

4  Collection Formation: Aggregation and Key-Slicing

GPFlow provides two ways to form a collection: aggregation and key-slicing. An example of aggregation
is where we wish to merge the elements of two parallel arrays to form a single array of 2-dimensional
vectors. An example of key-slicing is where we wish to gather all values produced by a component to
perform some synthesis or summarizing operation.

If an input field has type “Array of T” for some type T, it may be connected to one or more output
channels, provided their types are T or “Array of T”. When a value is assembled for such an input
field, a single sequence is constructed. This sequence contains all constituent elements of the nominated
antecedent output channels, subject to the key correlation criterion described above. This extension alone
is sufficient to enable aggregation.

Key-slicing is based on the observation that the collected keys of the result set generated by a com-
ponent form a discrete hypercube, with dimensionality defined by the set of keys that index the elements
of the result set. An output value is associated with each point in this hypercube. If we remove a key
field, we project onto a hypercube of lower dimension, each point of which indexes a collection of values,
namely those distinguished by the value of the key removed. Intuitively, we take a slice through the
result cube. To implement this in GPFlow, we permit the user to nominate one or more unbound input
variables to be removed from the key for a particular input channel. Sliced inputs may belong to the
component that contains the output channel or to any of its antecedents. Any sliced input values are
selectively ignored when the correlation test is applied during input value assembly.

5 Conclusions

The problem of managing collections arising in comparative studies is fundamental to post-genome bioin-
formatics. This work introduces a novel key based approach to tracking data tuples, ensuring correctness
and enabling convenient selection from the available Cartesian product of data vectors. In addition to
the guarantee of result integrity, the approach provides a ready made platform for provenance tracking
and reporting. Above all, the system supports automated lifting of computations, allowing the user
conveniently to prototype singleton computations and routinely apply them to full scale data sets.
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Is Transcription Factors Mediated Gene Regulation
Hard Wired? A Microarray-Based Statistical
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1  Summary

Understanding of dynamic control of gene regulatory networks (GRNs) is a prime challenge in molecular
biology. A specific GRN is underpinned by dynamical interaction of transcriptionalregulatory systems
whose starting point is the binding of a transcription factor (TF) to the promoter region of the gene to be
expressed. Thus the binding of a TF to its specific target is considered as the elementary component of
GRNs [1, 2, 6]. Even if it is widely accepted that gene regulation involves players different from TFs, such
as micro-RNAs and post-transcriptional regulation by means of m- RNA degradation and translational
repression [3], the TF based model is still considered as the main responsible of the selective activation of
different GRNs. The DNA sequences specifically recognized by each TF are now known for hundreds so
giving the possibility to check the feasibility of the construction of a cell regulation map in terms of TFs
sharing. In other words, if TF based regulation is the main responsible for the generation of preferential
gene regulation circuits, we should expect genes involved in same GRNs to share higher proportion of
common TFs than expected by chance.

We challenged this hypothesis by performing a statistical experiment on a microarray dataset referring
to the innate immune response to LPS stimulus regulating expression of pro-inflammatory cytokines such
as Tnf, 116, 1112, and interferons such as Ifn-a and Ifn-3 via Toll-Like Receptor 4 (TLR4) pathways.
We compared set of genes that were observed to be strongly co-regulated against randomly extracted
groups of genes and calculated, at a population level, specificity and commonality of TFs binding sites
determined from sequence analysis of promoter regions and database search.

We show only some (15%) groups of co-regulated genes, such as genes co-regulated with Tnf, Nfkbia,
Irg1, Czcl2, etc. having TFs commonality higher than random populations. However, majority of groups
of co-regulated and random genes resulted to be practically identical in terms of TFs commonality. This
shows, as for micro RNAs [5], that static analysis of TFs sharing cannot systematically determine the
fact that genes tend to be involved in the same regulation pathways and that organization of the entire
genome expression regulation is far from a rigid ‘hard wired’ system, and indicates the importance of
dynamic activity of TFs and other regulatory systems such as non coding RNAs mediated regulations.

2 Materials and Methods

Promoter regions and Transcription Factors binding sites databases. We used DBTSS database
(http://dbtss.hge.jp) that contains the [-1000; +200] promoter regions for mus musculus. The TF binding
sites database we used is the commercial version of Transfac database which contains information for
binding sites of mus musculus (http://www.biobase-international.com).

Microarray data. The microarray data we based our analysis upon, contains expression levels for
22690 ORFs, and refers to the response of mus musculus macrophages to Lipopolysaccharide (LPS)
stimulus triggering the activation of innate immunity (TLR4 pathway) [4]. The cell response was ob-
served in 3 time points (0, 1 and 4h) and wild type and 3 mutated phenotypes (MyD88 KO, TRIF KO,
MyD88/TRIF KO).

Sequence analysis and Database search. Patch algorithm and Transfac database were used over
promoter regions of DBTSS database to build a dataset containing TF binding sites information for the
different ORFs. We used Fatigo+ web tool (http://babelomics.bioinfo.cipf.es) to extract the TF binding
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sites of the different ORF's, predicted using Match program and Transfac database in the 1kb 5’ region
of the gene with high quality matrices.

Statistical analysis. Using Principle Component Analysis, we selected 136 genes highly regulated
in LSP response. We extracted 136 groups of N genes co-regulated with each of these genes (with
high Pearson correlation in gene expression) and calculated binding sites commonality (average binding
sites commonality of all pairs of genes defined by: Number of TF binding sites shared among a pair of
genes/Number of binding sites of both genes) among groups of co-regulated genes, then compared these
values with those obtained with 30 groups of N randomly selected genes and calculated 95% confidence
interval for statistical significance.

3 Figures and Tables
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Contrast Interaction Database: A Novel Approach to
Study Contextual Relevance of Interactions
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1 Introduction

Molecular interactions constitute the basis for all physiological processes in a cell. Till recent times,
the major afflict faced by the scientific community was the inability to use information about molecular
interactions dispersed in scientific literature. The birth of interaction databases catered data in a struc-
tured format, which became an essential and easily searchable resource for biologists. Having an easily
searchable repository in hand, the scientific communities are now looking for more granular information
to validate the data more precisely. In an effort to understand the needs of the scientific community we
closely studied the details of molecular interactions. A very common revelation was that all interactions
are tightly regulated by certain conditions or factors. The nature of interaction between two interacting
molecules varies based on various factors, so much so that we found interesting instances of contrast-
ing interactions between pair of molecules every now and then. Making a conscious effort, we built a
pioneering database, “NetPro Contrast Interactions database” based on this concept to bring such infor-
mation at the disposal of the scientific community which otherwise would not have been easy to retrieve.
This study is made to bring contrast interactions into focus and state the importance of capturing such
granular information by correlating with biologically relevant instances.

2  Source of data

Contrast Interaction database: We utilized data from “NetPro Contrast Interactions Database”
that contains sets of interactions, hand curated from literature, where the Effector has been shown to
have contrast effects on the affected molecule or interactors has been shown to have contrast associating
tendency. Interactions are supplemented with experimental conditions data and domain, residue details
to explain the difference of contrasting effects. We studied a set of interactions in from the database as
shown below.

EFFECTOR MOLECULE
. Rho-associated, coiled-coil containing : Homo
2l . (=
MC Gene Id EZHsF00092 Symbaol protein kinase Species sapiens
AFFECTED MOLECULE
Cas 1d 10102-43-9 Symbol Nitric oxide
General Information
Verb Inhibits level ( indirect ) Increases level ( indirect )
] species:: Human organ / tissue:: Spinal cord
Expﬂ_’lmenlal cell:: AV3 cells o —_ y
location and onditions: ¢NOS mediated Nitr condition: : nNOS mediated Nitric oxide production
method folee I“I_‘_;'I .I I"|l| ::: “h:ll\ G Vs upon stumulation by Prostaglandin E2
Reference Reference
Interaction id 156616 217038
PubMed Id 12446767 16188227

NO has a role in neurotransmitter release and is also implicated to have a role in memory and learning
by regulating long-term potentiation (LTP) in the hippocampus. Recent studies also suggest its role in
sleepwake cycle. One of the many mechanisms for NO production in brain involves signaling via the
principal pro-inflammatory prostanoid, PGE2, as evidenced by the interaction from the database as
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shown above (interaction id 217038). PGE2 stimulates NO production in brain stem via the following
cascade: PGE2 — EP3 — Rho-kinase — nNOS — TNO.

Apart from its role in brain development, NO is heavily involved in smooth muscle relaxation. Nitric
oxide as a vasodilator is speculated to be effective in keeping blood vessel plaque free as it reduces the
tendency of white blood cells and platelets to aggregate on the walls of the vessel. Endothelial nitric oxide
synthase (eNOS) is an important regulator of cardiovascular homeostasis leading to production of nitric
oxide (NO) from vascular endothelial cells [PKB — eNOS — TNO]. Interestingly, in contrast to nNOS,
eNOS is inhibited by Rho-kinase via PKB inhibition, essentially leading to decrease in NO production as
shown above (interaction id 156616) [Rho-kinase + PKB +4 eNOS 4 |[NO]J.

3 Discussion

Studies suggest that inhibition of Rho-kinase pathway may play a key role in the cardio protective effect
on cardiovascular remodeling associated with eNOS. Mita S et al. (2005) showed that treating Dahl
saltsensitive hypertensive rats with a specific Rho-kinase inhibitor, Y-27632, significantly ameliorated
increased left ventricular weight in the hypertrophy stage. It also effectively inhibited vascular lesion
formation, such as medial thickness and perivascular fibrosis. Hence they suggested that Rho-kinase
pathway inhibition could be a potential therapeutic strategy for hypertension with cardiac hypertrophy.
We realized that the interaction database could be important in suggesting such crucial therapeutic
strategy in research. Data from interaction id 217038 may give an insight of the expected effect of nNOS
mediated NO production upon Rho-kinase inhibition. Such data would make scientists conscious about
the negative phenotypic characteristics that may arise upon target inhibition.

This paper also elaborates on instances of contrasting interactions in the database which could be of
use to the research groups in making crucial decisions like target identification, and also in many cases
would help normalization of experimental set ups.
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Finding MicroRNA-mRNA Modules
Based on Rule Induction
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1 Introduction

MicroRNAs (miRNA) are a class of small noncoding RNA molecules (20-24 nt), which are believed
to participate in down-regulation of gene expressions. They can inhibit their target genes (mRNA) at
posttranscriptional process by complementary base pairing. Researchers have devoted many attempts to
understand the function of miRNAs in cellular processes more clearly using both experimental and com-
putational methods. Most efforts concentrate on finding miRNAs and their targets [1]. The relationship
between miRNAs and their target genes, however, is generally complicated. One target gene could be
regulated by several miRNAs and conversely, one miRNA may have several target genes. In order to
understand the regulatory mechanism of miRNAs in complex cellular systems, we need to identify the
functional modules involved in complex interactions between miRNAs and their target genes. Yoon and
De Micheli introduced the concept of miRNA regulatory modules (MRM) in 2005 [8], it was defined as
groups of miRNAs and their target genes that are believed to have similar functions or involved in similar
biological processes. Nevertheless, the main drawback of their method is that it deals only with miRNA-
mRNA duplexes in the sequence level. Another approach, proposed by Joung et al [2], tries to combine
multiple information sources to extract the MRMs. This method relies on population-based probabilistic
learning, whose result quality depends on many sensitive parameters thus making it unreliable. Recently,
we introduced a method based on closed itemset mining for finding coherent MRMs [7]. The method
considered only the similarity between mRNA expression profiles and the putative mRNA-miRNA re-
lationships. In this paper, we developed a new method that combines expression profiles of miRNAs
and mRNA with miRNA-target gene binding information to discover the MRMs. Our method is based
on rule induction, a machine learning technique that can efficiently deal with subgroups discovery. The
MRMs, which are found by our methods, consist of highly-related miRNAs and their target genes on
aspect of biological functions.

2 Methods

2.1 Approach Overview

The problem can be formulated as follows: given a set of miRNAs (miy, mia, ..., miy) and a set of their
target genes (my, ma, ..., my). We need to find a set of MRMs, each MRMs can be defined as groups
of a subset of miRNAs (mi;1, mi2, ..., mi;) and a subset of target genes (mj1, mje, ..., mj;), where
jik| < |M] and |ji] < |N].

Figure 1 shows procedural steps of our approach. Firstly, we use a clustering method to divide the
set of target genes into clusters. Genes in the same cluster have more similar expression profiles than
genes in different clusters. Secondly, for each cluster, we build a decision table by adding a class-column
into miRNA binding information table. We then apply the CN2-SD rule induction system [4] to produce
a set of mMiIRNA-mRNA regulatory rules. After that we use a filtering procedure to discard uninteresting
rules. Only significant rules, which contain the miRNAs with highly correlated expression profiles, are
considered. Finally, these rules will be evaluated by using Gene Ontology.

2.2 Datasets

In our experiments, we extracted the expression profiles of miRNAs and mRNAs from the experimental
data previously published by Lu et al [5]. This dataset consists of 217 miRNAs and about 16063 mRNAs
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on 89 multiple human cancer samples. The miRNA-mRNA binding dataset was obtained from Krek
et al [3]. From two kinds of data, we analyzed the relationships among 121 human miRNAs and 801
mRNAs, which are linked together. Of these 801 mRNA x 121 miRNA possible binding pairs, 4629 pairs
with significant binding scores (PicTar’s score = 1.0) were used in our experiments.
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Figure 1: A schematic description of our approach for finding MRMs from predicted target genes and two respective
expression profiles of miRNAs and mRNAs.

3 Results and Discussion

We applied our method on the human miRNA datasets as described above. Of 276 potential MRMs found,
we keep only a set of 189 coherent MRMs for analyzing after removing some trivial and uninteresting
MRMs. Each of above set contains 4.18 miRNAs and 6.74 target genes on average. To validate these
modules, we calculated correlation coefficients between miRNAs. So our modules contain not only the
similarity between mRNAs expression profiles but also the similarity between related miRNAs. In order
to find significant modules with aspect of biological functions, we used the GO:termFinder tool (with a
corrected P-value = 0.05) to confirm genes in the same module. This analysis reveals that genes included
in the modules have similar biological functions. Moreover, the supporting evidences from literature
showed that genes and miRNAs in our modules related to human cancer diseases (e.g. breast cancer) [6].
In future, we plan to apply our method on plant and other animal miRNA genes.
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Computational Studies on Role of Large
Hydrophobic Residues in Proteins
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1 Introduction

There is lot of work gone into proteins to understand the ultimate truth of real hideous information [1,
2, 3, 4, 5, 6]. To understand the nature of proteins further, the role of large hydrophobic residues in
globular proteins are studied here.

2 Methodology

The probable number of large hydrophobic residues in the given window length or number of amino acids
is computed using the programs written in C. That is the total number large hydrophobic residues are
counted for a given window length. The windows are grouped based on the number of large hydrophobic
residues. This grouped number of windows in the given number of large hydrophobic residue is further
divided by total number of window in the given species to get the point at which maximum frequency
as shown in the figure. Though the window length taken from 5 to 90, only window length 45 is plotted
here for discussion. The protein sequences of human, chimpanzee, bovine, dog, rat, mouse, chicken,
zebrafish, fruitfly, honeybee, mosquito, roundworm, A. thaliana, yeast, K. lactis, E.coli, Influenza virus,
P. falciparum and V. cholerae are taken from ftp site of NCBI website and analyzed.

3 Results and Discussion

The frequency plot as a function of large hydrophobic residues is shown in Figure 1. Note that the
maximum frequency is observed at 26.67% (ie., 12/45; number of large of hydrophic residues/window
length) for human. Similarly for yeast it is 28.89% (ie., 13/45). Though more species at different window
length are studied, only two of them (Yeast and Human) are shown for window length 45. Tt is observed
that given any length, the number of large hydrophobic residues per unit length is preferably 27%. In
other term the globular proteins prefers to have 27% of large hydrophobic residues.
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Figure 1: Distribution of windows as a function of large hydrophobic residues for Yeast (blue diamond) and Human (pink

square) for window length of 45 amino acids.
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This number of large hydrophobic residues per unit length is observed to be less in heterosexuals. In
another study it is observed that the length of proteins higher in heterosexuals. To balance the carbon
amount, more number of small hydrophobic residues is added in the proteins. So the length of the animal
proteins increases. Globular proteins are expected to follow this distribution profile. It is noticed that
more number of large hydrophobic residues in the active site. This increase in the active site is adjusted
(decreased) in other portions of the protein to maintain 27% of large hydrophobic residues.

4 Conclusion

One of the interesting observations is that except the active site the other portions of the proteins are
maintaining a definite fraction (27%) of large hydrophobic residues that gives local stability all along
the sequence or structure. Heterosexual animal show up less number of large hydrophobic residues than
fungi or plants. The diseased sequences lack these large hydrophobic residues in total or in some portion
along the sequences that leads to malfunctioning of the protein.
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HP Distance Via Double Cut and Join Distance
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1 Introduction

The genomic distance problem in the Hannenhalli-Pevzner theory is the following: Given two genomes
whose chromosomes are linear, what is the minimum number of inversions and translocations that trans-
form one genome into the other? The first answer to this question was given by Hannenhalli and
Pevzner [2] in 1995. Their distance formula for calculating the so-called HP distance, denoted by dgp,
requires preprocessing steps such ascapping and concatenation and involves seven parameters. In the
last decade, different authors pointed to problems in the original formula and in the algorithm given by
Hannenhalli and Pevzner. The algorithm was first corrected by Tesler [5]. In 2003, Ozery-Flato and
Shamir [4] found a counter-example and modified one of the parameters of the distance formula. Very
recently, another correction was presented by Jean and Nikolski [3].

In contrast to this rather complicated distance measure, Yancopoulos et al [6] presented a general
genome model that includes linear and circular chromosomes and introduced a new operation called
double cut and join, or shortly DCJ. Such an operation can be viewed as making up to two cuts in a
genome and joining the resulting segments in any order. In addition to inversions and translocations, the
DCJ operation also models transpositions and block-interchanges by creating an intermediate circular
chromosome that is re-integrated by another DCJ operation. Beside the simple distance computation,
the sorting algorithm is also basic and efficient [1].

On this poster, we will show how the rearrangement model considered in the HP-theory can be
integrated in the more general DCJ model. Moreover, given the DCJ distance dpcy, the HP distance
can be expressed as

dgp =dpcj+1

where t represents the extra cost of not resorting to unoriented DCJ operations. This extra cost can
easily be computed by a tree data structure associated to a genome.

2 Components and Oriented Sorting

Let A and B be two linear multi-chromosomal genomes on the same set of N genes. A linear chromosome
will be represented by an ordered sequence of signed genes, flanked by two unsigned telomere markers:

(0,915 -+ Gn,0).

An interval (I,...,7) in a genome is a set of consecutive genes or telomere markers within a chromosome;
the set {I, —r} is the set of extremities of the interval; note that o = —o. An adjacency is an interval of
length 2, an adjacency that contains a telomere marker is called a telomere.

Definition 4 Given two genomes A and B, an interval (I,...,r) of genome A is a component relative
to genome B if there exists an interval in genome B with (a) the same extremities, (b) the same set of
genes, and (c) that is not the union of two such intervals.

Definition 5 A component is oriented if there exists a DCJ operation acting on its adjacencies and
telomeres that reduces the DCJ distance and that does not create circular chromosomes; otherwise it is
unoriented.

Theorem 2 Given two linear genomes A and B, dgp(A, B) = dpcj(A, B) if and only if there is no
unoriented component.
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3 The HP Distance Formula

Two components are either disjoint, nested, or they overlap on one gene. When they overlap on one
gene, we say that they are linked. Successive linked components form a chain. A chain that cannot be
extended to the left or right is called mazimal.

Given a genome A, we define a tree T' as follows: For each chromosome X of A, the linking and
nesting relation of the components of X define a forest F'x where components are represented by round
nodes and maximal chains of components are represented by square nodes. The root nodes of all trees
of the F'x are children of one round node, the root of 7. The round nodes of T' are painted according
the following classification: (1) The root and all nodes corresponding to oriented components are painted
black. (2) Nodes corresponding to unoriented components that do not contain telomeres are painted
white. (3) Nodes corresponding to unoriented components that contain one or two telomeres are painted
grey. An example is given in Fig. 1.

Figure 1: The tree T associated to the genomes
A = {(0,2,1,3,5,4,0), (0,6,7,—11,-9,—10,—-8,12,16,0),
(0,15,14,—13,17,0)} and B = {(0,1,2,3,4,5,0),
(0,6,7,8,9,10,11,12,0), (0,13,14,15,0), (0,16,17,0)}

has two grey leaves, one white leaf and one black leaf.

Let T be the tree associated to the components of genome A relative to genome B, and let T” be the
smallest subtree that contains all the unoriented components, that is, the white and grey nodes.

Definition 6 A cover of T” is a collection of paths joining all the unoriented components, such that each
terminal node of a path belongs to a unique path.

A path that contains two or more white or grey components, or one white and one grey component,
is called a long path. A path that contains only one white or one grey component, is a short path. The
cost of a cover is defined to be the sum of the costs of its paths, where the cost of path is the increase in
DCJ distance caused by destroying the unoriented components along the path: (1) The cost of a short
path is 1. (2) The cost of a long path with just two grey components is 1. (3) The cost of all other long
paths is 2. An optimal cover is a cover of minimal cost.

Theorem 3 Given two linear genomes A and B. Then dgp(A, B) = dpcj(A, B) +t where t is the cost
of an optimal cover of T'.

4 Conclusion

We have given a simpler formula for the Hannenhalli-Pevzner genomic distance equation. It requires
only a few parameters that can easily be computed directly from the genomes and from simple graph
structures derived from the genomes.
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A Novel Scoring Scheme to Evaluate Match of
Peptide and Mass Spectrum

Yantao Qiao, Shiwei Sun, Gongjin Dong, Yu Lin,
Chungong Yu, Dongbo Bu!

1 Introduction

Most of the current peptide identification techniques suffer from the inaccuracy in theoretical spectrum
prediction for the reason that the fracture mechanism of a peptide is not very clear so far. We presented
a model taking the fragment probability of the peptide bond into account [1]. Under this model, we
predicted a normalized theoretical intensity vector using our learned parameters. By explaining the
peaks generated from the fragment event at specific peptide bond, the experiment spectrum can be
transferred into a intensity vector as well. Here, a novel score scheme is used to evaluate the similarity
of these two vectors which contain much intensity information and this scheme gives a better result in
our experiments compared with other common methods, i.e. the Pearson Correlation Coefficient and
Cosine Correlation. An open source package PI (Peptide Identifier) can be downloaded freely from
http://www.bioinfo.org.cn/MSMS.

2 Event Model with Jensen-Shannon Divergence

In our model, we assume that the fragmentation probability of a peptide bond is decided by the type of
specific peptide bond and the position in the peptide. For a peptide P = X; X5 ... X, with L amino acids,
fi represents the fragmentation reference at the ith position, and the F(Xaa, Y aa) means the fragment
probability of the Xaa — Yaa peptide bond. Then, we can derive the theory vector VI = {v v ...,
vT'} and the experiment vector VF = {vf vF .., vEF} where v] = a x fi x E(Xaa,Yaa) denotes the
probability of the fragmentation event at the ith position in a peptide, and v¥ is the normalized intensity
which can be explained in the spectrum by the ith fragmentation event. Here, we solve a non-linear
programming problem to train these parameters with a training dataset.

With the learned parameters, we can predict a theory vector V7 for a peptide, and transfer a spectrum

to a experiment vector VE by explaining fragment event. We applied the Jensen-Shannon divergence [3]

. _ 1 L T 2viT E 2le . .
which can be defined as JSD = 5> ;" (vi log TP + v;” log wToF ) @8 our scoring function to eval-

uate the similarity of these two vectors in our experiments.

3 Result of Event Model

We use the LTQ and QSTAR datasets from Gygi to test our scoring function [4]. In each experiment, we
take some high reliability matches selected by other software as our training sets, other matches as testing
sets. Figure 1 showed that our method can improve the results of the software, such as SEQUEST and
Mascot, and other evaluation methods, i.e. Pearson Correlation Coefficient and Cosine Correlation [2].

4 Event Model with EM Algorithm

We use the EM algorithm to learn the neutral loss probabilities of amino acids, and use these probabilities
to predict the theoretical spectrum [5]. When comparing an experiment spectrum with a theoretical
spectrum, Jensen-Shannon divergence also represents a good performance on the same datasets from
Gygi (See Figure 2).

1Bioinformatics Lab, Institute of Computing Technology, Chinese Academy of Sciences, Beijing, 100080, China. Email:
{qiaoyantao, dwsun, donggongjin, linyu, cgyu, bdb}@ict.ac.cn
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Sequence Complexity Measures for Alignment Free
Genome Comparisons

Yuriy L. Orlov?

1 Applications of DNA Sequence Complexity

The classical problem of biological sequences comparison has traditionally been assessed by pairwise (or
multiple) alignment. The task of identifying functional relationships between large, greatly diverged or
highly repeated sequences demands “alignment-free” measures of sequence similarity [1, 2] including com-
pression and complexity measures. Several measures of text complexity including combinatorial, linguistic
and Lempel-Ziv estimates were implemented [3]. The low complexity may be preconditioned by strong
inequality in nucleotide content (biased composition), by tandem or dispersed repeats, by palindrome-
hairpin structures, as well as by combination of all these factors. We use the measures developed for
mitochondrial genomes analysis, coding/non-coding and regulatory region analysis. Plant mitochondrial
genomes have an average a less complexity sequences in comparison with nuclear chromosomes in the
same species. As a rule low complexity regions don’t contain gene coding regions. A correlation of the
nucleosome potential estimate with text complexity was established [4].

2  Algorithms and Statistical Analysis

Analysis of genomic sequences issues the challenge to search for the regions with the low text complexity,
which could be functionally important [5]. Low complexity regions are often treated as the regions of
biased composition containing simple sequence repeats [6]. The problem of local sequence complexity
becomes more significant with developing new genome-wide high-throughout sequencing technologies
and whole genome arrays. Process of mapping tags to the reference genome can bias the analysis toward
genomic regions with unique and complex sequence patterns, what demand filtration and probabilistic
analysis of such regions. Regarding to alignment-free comparisons, widely used approach is based on word
frequencies (sequence words, k-tuples). Another set of alignment-free methods is based on information
theory approach, the so-called Kolmogorov complexity.

Conditional Kolmogorov complexity K (X|Y) is defined as the length of the shortest program comput-
ing sequence X on input Y [7]. Kolmogorov complexity is a non-computable, and in practical applications
it is approximated by the length of the compressed sequence calculated by a compression algorithm like
LZW [8]. The Lempel-Ziv compression may be interpreted as representation of a text in terms of repeats.
Based on this approach, Internet-available tools “Complexity” were developed [3].

The scheme of symbol sequence presentation by Lempel and Ziv was used to measure complexity of
sequence by the number of steps of generating process. The permitted operations here are generation of
a new symbol (this operation is necessary at least to synthesize the alphabet symbols) and direct copying
of a fragment from the already generated part of the text. Copying implies search for a prototype (repeat
in a common sense) in the text and extension of the text by attaching the “prepared” block. The scheme
for generating the sequence X may be represented as a concatenation H of the fragments:

H(X) = S[l : il],S[il +1: iQ],...,S[ik_l +1: ik},...,S[im_l +1: N], (1)

where Sig_1 + 1 : i), is the fragment (component) generated at the kth step (a sequence of elements
located from the position iy_1 + 1 to ig); N, the length of sequence.

The scheme with minimal number of steps m generating the process should be selected. This scheme
determines the complexity of sequence X. The minimal number of components in (1) is provided by selec-
tion at each step of the maximally long prototype in the previous history. The complexity decomposition
of a sequence is performed from left to the right. The algorithm implementation for DNA research was
described in details in [3]. Example of complexity analysis for sequence AGAGAGTCCCACATACGAGA
is presented in Figure 1.

LGenome Institute of Singapore, Singapore. Email: orlovy@gis.a-star.edu.sg
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Figure 1: Example of complexity decomposition (grey arrows present prototypes of the fragments with underlying black

arrows).

We construct the complexity profile in the sliding window with the length NN, the evaluation of
complexity is calculated as the whole number CLZ(X) of components of complexity decomposition in
the window N, or as the relative number of the components CLZ(X)/N. For the example in Figure 1,
normalized complexity value CLZ(X)/N = 11/20 = 0.55. Length N may vary from tens nucleotides
to megabases. Other complexity measures such as entropy and linguistic complexity correlate [3] and
could be used mainly by sliding window measure. Complete sequence decomposition allow reveal and
non-redundantly present patterns of sequence/chromosome structure.

3 Discussion

Results on complexity measure application refer to different domains: from genome structure investigation
to extended regulatory region comparison. Recently compositional complexity measures were applied to
periodicity patterns [9]. Alignment-free measures might be useful as pre-selection filters for alignment-
based querying in large-scale applications.

Comparison and complexity analysis of plant mitochondrial (mt) genomes revealed mosaic structure.
In mitochondrial genome of A.thaliana sequences of nuclear origin represent 4% of the sequence. About
2% of the genome is composed of unaccounted sequences found both in the nucleus and the mitochondria
and 1.2% of the genomic DNA are sequences of plastid origin. We found such regions by compositional
bias. Low complexity regions in Beta vulgaris (sugar beet) mt genome contain tRNA genes. Other mt
genomes also shown similar distribution of large low complexity regions.

Overall our analysis of genomic DNA shown high correlation of Lempel-Ziv and linguistic measures
of text complexity. Entropy measures have less correlation with Lempel-Ziv estimation for large sliding
window size (> 1Kb). At average mt genomes have less complexity by Lempel-Ziv measure than such
complexity estimations for chromosomal sequences. This observation suggests greater presence of long
repeats in mitochondrial genomes. Note, for example, extra large size of maximal exact repeat 43.7Kb
in rice mt genome. This value is unique for sequences of such size. (Another two bacterial genomes have
exact repeats greater than 40Kb E.coli (strain O157 H7) and S.agalactiae, strain NEM316).
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A Gene Ontology-Based Method to Present Pathway
Relations

Chia-Lang Hsu,! Yen-Hua Huang,? Ueng-Cheng Yang!?3*

1 Introduction

Biology researches usually start with identifying a gene set that relates to a given phenomenon. The
order of interactions between these gene products is a pathway. Those pathways that share components
imply cross talks. These related pathways are the basis for pathway integration, which is essential for
reconstructing a regulatory network. Since different pathways may contain different numbers of genes,
the absolute number of shared component is not a good way to present relation. To address this issue,
we propose a gene ontology-based method that aims to evaluate whether any pair of pathways is related
functionally.

2 Rationale

A vector space model has been used to compute similarity between pairs of pathways [1]. Since a pathway
is a gene set, we have extended this vector space model to determine the relatedness between pairs of
pathways. A pathway is represented by a specific vector p; as follows:

pj = (W15, W25, ..., Wy j)

where w; ; is the weighting value that the GO term ¢ takes on for pathway j. We only consider the
biological process ontology to construct the vector. Since each GO term may annotate more than one
gene in a pathway, we need to consider both the term frequency (tf) and inverse document frequency
(idf). The weighting value of each GO term ¢ is thus defined by using tf * idf method:

TEQ; s N
fﬁ*logi

’LUZ‘J‘ = tfi,j * dez = o
J 7

where fregq; ; is the number of components in the pathway j annotated by the term 7 and the children
term of term ¢, n; is the number of components in the pathway j, n; is the number of proteins annotated
by term ¢ in human, and the N is the total number of proteins in human. The functional relatedness
between two pathways, sim(pi,p2), is defined as follows:

: pip2
sim(p1,p2) = ——
p1l|p2]
The functional relatedness is computed pairwise for all the pathways from BioCarta [4]. The GO term
annotation of each component of pathways is derived from NCBI Entrez Gene. We used a set of genes
published by West et al [2] to test our proposed method.

3 Results and Discussion

We obtained 314 pathways from BioCarta and generated 98,282 pairs of pathways. Only 8,770 pairs
contain one or more components between two pathways. The Pearson’s correlation coefficient of shared
components and the functional relatedness is only 0.63 and it means functional relatedness is not strongly
correlated with shared components of two pathways. In order to determine the threshold, we randomly
generated gene sets with size from 10 to 50 and computed the functional relatedness with BioCarta
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pathways. The mean of relatedness of random set is 0.527 and the maximum of that is 0.740, so we set
threshold as 0.7. The gene set published by West et al [2] was used to draw a relation graph. This set
contains 94 genes that showed significant difference in gene expression level between two breast cancer
subtypes—the presence or absence of estrogen receptor (ER). Cytoscape [3] was used to visualize the
relation of pathways. As shown in Figure 1la, this relation graph contains 50 pathways and 458 relations,
i.e. the two pathways share one or more components. This pathway relation graph is too complex to
interpret. If, however, our gene ontology-based method was used (Figure 1b), the noise is reduced and it
is more clear for us to understand the relation the pairs of pathways.
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Figure 1: Pathway relation graph. Nodes indicate the pathways and edges indicate relation between two pathways. a)

relations found by shared components; b) relations found by gene ontology-based methos.

4 Conclusions

This approach greatly simplifies the relation among pathways presented by shared components, but
preserve the biologically significant relations. Therefore, this method can be used to display the relation
among a group of pathways, which are extracted by using state-specific gene expression information. The
ER+ and ER- states of breast cancer have been used as an example to demonstrate the usefulness of this
method.
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Information-Guided Knowledge-Based Potential
Functions for Protein Structure Prediction

Armando D. Solis,! S. Rackovsky?

1 Introduction

Success in the computational protein structure prediction relies on score functions or potentials to eval-
uate the native fitness of a given sequence-structure alignment. Among the myriad approaches, “knowl-
edgebased” potentials, referring to a class of methods that utilize experimentally derived sequence and
structure data to derive function parameters, have gained prominence in large part because of their re-
duced computational complexity, as compared to more ab initio methods. Knowledge-based potentials
succeed primarily by simplifying the description of sequence and structure, as well as their interactions,
making it readily derived from data and applied in a diversity of prediction efforts. Not surprisingly,
the ad-hoc nature of knowledge-based methods has resulted in an overwhelming diversity of potential
functions that span the range of theoretical rigor, detail, and performance. Faced with a finite set of
structural data (in the PDB) from which to derive these functions, optimization of data use becomes a
worthy goal.

The principal objective of our recent and current work [1-4] is to establish a systematic and rigorous
method for constructing the best performing knowledge-based potentials, in light of the pressure from
limited data. These potential functions, whether proper “energy” functions or probabilistic quantities, are
fundamentally information-theoretic functions, a correspondence we have demonstrated rigorously [1, 2].
By recognizing that deriving potential functions from prior data is primarily an informatic concern, any
physical justification required by the “energetic” viewpoint is conveniently bypassed, replaced instead by
a greater flexibility to choose the best functional form and parameterization. Once the problem is recast
in an information-theoretic framework, it becomes straightforward to design potential functions by direct
and automatic maximization of the information which can be extracted from existing data. The key
point, as we have firmly established [1, 2], is that knowledge-based potentials optimized for information
extraction show increased performance in comprehensive fold recognition/threading tests.

2 The Complete Information Equation

Our primary task in developing a better strategy to formulate knowledge-based potential functions is to
examine how these score functions relate to the basic concept of information storage in protein sequences.
The powerful maxim, that all the information needed to specify the native conformation (C') of a globular
protein resides in its amino acid sequence (S), can be translated into an information-theoretic framework.
Structural information encoded in sequence can be expressed using mutual information between S and

C:
C,S) 1 C S
[C.8)= X pe.s)m PO ~ 3wl 1)
p(C)p(S)  ns
(C,s) all seq
The right-most quantity is an empirical estimate of mutual information, formed from an average
over all (C,S) pairs in the protein universe, or more specifically, from a representative set of ns natural
sequences in the data set.

If the conformation can be described by a set of desciptors C = {¢1, ¢2, ..., ¢} (a combination of
structural states like side chain orientation, backbone trace, contact map, etc.) and the sequence as a
chain of letters S = {s1, sa, ..., S}, then the equation above expands to what we shall henceforth call

the “complete information equation” of protein folding:

t

[(075):1% 3 <1np(cl|513527...75w)+Zlnp(ci|517527---,SM,Cl,CQ,..).,Ci_l)> @
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which contains the fullest expression of sequence-dependent conformational propensities. It is easy to
see that each term of the inner summation, including the first term, is the complete form of the score
functions commonly used in protein structure prediction.

A comparison with traditional knowledge-based potentials allows us to understand the kinds of simpli-
fications made (unwittingly) by those models which partition the potential into independent interactions.
Foremost, the effect of the entire length of the sequence is always truncated in the conditional probability
to include only the most dominant subsequences. While limitations of the size of the database is a crucial
consideration in restricting sequence description, this guiding equation argues that more effort should be
expended if one wants to develop the most accurate of knowledge-based potentials. An equally key issue
is the common practice of excluding the effect of other structural features in both the conditional and
the reference probabilities. Sequence is used exclusively to condition the structural propensities in these
score functions, but the complete information equation demonstrates that correlative effects of other
structural features are a factor in scoring. Structural correlations can take on two types: those that occur
within the same descriptor (in this case, the successive phi-psi dihedral angles in the backbone chain) or
those that occur across different descriptors (e.g., residues far in sequence but make close contact with
the residue in question in the folded environment). While these phenomena have been recognized by
some and incorporated in a number of score functions, there remains an opportunity to organize and
systematize of these correlative structural factors.

3 Current Developments and Future Direction

We are currently developing a comprehensive informatic strategy, and apply it to a number of current
relevant problems in protein structure prediction. Our over-all goal is to derive the most informative total
potentials, something that has not been done before. We envision the important features of these poten-
tials to be: (a) they will be exhaustive, aiming to include all local and non-local sequence and structure
descriptions and their correlations; (b) they will automatically reduce redundancies between overlapping
descriptions (e.g., between phi-psi dihedral angle pair and reduced a-carbon backbone descriptions), while
still incorporating information from all of them; (c) they will be derived from all structural data in the
current Protein Data Bank (PDB), adjusting descriptions and parameterizations automatically to re-
spond to the pressures of limited but growing data; (d) they will maximize information retention overall,
assuring their superior performance in any type of protein folding application.

In deriving potentials from informatic principles, we are also addressing the reference state prob-
lem directly. Deriving the correct reference state, a fundamental problem in energy-based (Boltzmann)
approaches, becomes forthright if the problem is restated in terms of optimizing for information reten-
tion. The functional form of the reference state that maximizes information gain shall be chosen by our
methodology, irrespective of whether it conforms to popular pseudo-theoretical justifications.

As a next step, we are also designing the next generation of knowledge-based potentials: true queryspe-
cific potentials, whose parameters will be tailored automatically for any sequence of interest. We can
demonstrate, in conjunction with the reference state study and the maximum information approach,
the significant advantage of potentially including the contribution of every structure in the PDB to the
resulting potential, weighted with respect to their relative similarity to the query sequence.
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Extraction and Grounding of Protein Mutations via
Ontology-centric Knowledge Integration

Rajaraman Kanagasabai,! Christopher Baker?

1 Introduction

Rich information on point mutations is scattered across heterogeneous data resources. In order to convert
this information into actionable knowledge, the researcher has to extract this information and map the
mutation to its associated protein. This task is complicated by the heterogeneous document formats,
languages style and slow adoption of common and standardized vocabulary to describe the mutations.
Consequently integrating this information is time-consuming and manually curated databases have been
shown to contain errors in the order of 40% [4]. A number of mutation extraction systems have been
developed to automate the retrieval of this information [1, 3]. In some cases the specific goal is the
mapping of mutations to proteins for visualization in 3D [2, 5] requiring accurate identification and
retrieval of sequences from protein databases. Here we propose an improved algorithm for extraction
and mapping of mutations in an ontology-centric framework [6], and examine the efficiency of targeted
sequence retrieval for proteins reported as mutated.

2 Methodology

In [5] we described a multi-tier system to automate the workflow required to support extraction mutation
and structure annotation with mutation mentions. The system coordinates two main pipelines: (i) the
ontology population workflow comprising of document retrieval, information extraction, data integration,
and ontology instantiation (ii) the ontology employment workflow comprising; query of the populated
ontology, protein structure coordinate retrieval, homology modeling if a structure is unavailable, mu-
tant residue mapping and protein structure visualization. A key subsystem in the ontology population
workflow instantiates protein names and point mutations extracted through text mining and mines the
ontology instances based on a cross validation between protein sequences retrieved from an NCBI protein
name search and the successful mapping of text-derived mutations onto the sequences (See Figure 1).

=
Full texts lI

Protein name,
mutant extraction

Complete
instantiated

ontology

Protein structure
metadata retrieval

Ontology populated
with protein sequence
information

Protein-mutant
relation extraction

Document
details and

sentence data ontology (Jena API)
—
Cntology mining &
Ontology populated reinstantiation
by text m inin?

Protein sequence Mutant
search mapping

Figure 1: Mutation extraction and mapping workflow.
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Following the same framework, here we propose an improved algorithm for the extraction and mapping
of mutations by integrating additional domain knowledge. The improved strategy employs: 1) a more
comprehensive protein name dictionary compiled from a custom-cleaned version of Uniprot, 2) a better
protein name normalization technique to resolve synonyms and abbreviations, and 3) the extraction of
organism names from the texts using a list of NCBI Taxonomy terms as the dictionary, and use of
the dictionary to filter out false positives in the protein sequences retrieved. Furthermore, we employ
additional heuristics (such as using task-specific keywords to expand the protein search query) to improve
the precision. To benchmark the performance of our system we used the Protein Mutant Database
(PMD?) as a gold standard. We collected PMD records reporting two mutated protein families namely,
phosphatases (47 records) and kinases (45 records), that had at least 2 point mutations and a MEDLINE
citation whose full text paper was download-able with our content acquisition engine. With this corpus,
we evaluated two tasks: 1) Protein-Mutant Tuple Extraction and 2) Mutation Grounding, and measured
performance by computing task-specific precision and recall [7]. The results are presented in Table 1.

Task Phosphatases Kinases

Precision Recall Precision Recall

Protein-Mutant Tuple Extraction  81% 74% 73% 58%
Mutation Grounding 78% 1% 67% 46%

Table 1: Performance evaluation.

We observed marginal improvements in the performance (< 3%) for phosphatases. However, in the
cases of kinases, our earlier algorithm resulted in a 32% recall for Task 1 and 22% recall for Task 2. By
effectively handling the term ambiguities in kinase protein names and incorporating additional domain
knowledge, the new algorithm achieved significant improvements in the performance.

3 Discussion

Our work addresses a pivotal step in the workflow facilitating the provision of mutation mentions as
protein structure annotations. In particular we have employed a diversity of approaches to improve our
algorithm and tested it for the transfer of mutation mentions from commercially relevant protein families,
albeit with moderate performance in the case of kinases. Our ongoing work involves further improvements
and testing the effectiveness of the algorithm for mutation grounding, i.e. mapping mutations and
retrieving the correct protein sequences using an offset analysis. Specifically we will examine performance
on a wider range of protein families.
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Improving Detection Performance for Gene Set
Functional Enrichment and Finding Transcription
Factor Binding Sites

Przemyslaw Biecek,! Adam Zagdanski,?2 Rafal Kustra,® Stanistaw Cebrat*
1 Introduction and Methodology

We propose a novel method for adjusting p-values when probability of being false for each hypothesis is
a priori known or can be estimated. We show theoretical basis of our method. Two applications in gene
set functional enrichment and in finding transcription factor binding sites are presented. Results show
that our method significantly improves predictive performance and decreases false positive rate.
Let us consider a set of m null hypotheses H(gz). Let W%Z) denote the known probability that Héz) is
false, while p() stands for p-value corresponding to this hypothesis. Using the Bayes theorem we get
. ' i .
P?“(Hi _ O|p(z)) — : p(z)(l — 7T£ )) : _ < p(i) (1 _.775 )) — 4p(z) :
PO =)+ F(p®)r” =" Ri(p®)mi?  OROEGY)

where OR() = ’R{i) /(11— w%i)) (called “odds ratio”) represents how many times the null hypothesis is less
probable than the alternative while F; (p(i)) corresponds to p-value distribution for true ith alternative.
We propose to use the quotient of p-value and OR (as a reasonable approximation of Pr(H; = O\p(i))
instead of the original p-values. Term Fj(p?) is neglected since it cannot be directly estimated. The
advantage of such approach lies in incorporating the known or estimated false null frequencies. These
weights may be normalized (see [1], Theorem 1) in a way which allows to control FDR. Finally, we propose
to compute the adjusted p-values in the following way

p(ig. — p(i) ijl OR(J) ) (1)

adi = Poro ™ OR®

Note, that ordering of adjusted p-values may be different from the ordering of original ones. Below, using
two examples, we show that the adjusted p-values give better results.

2  Applications and Results

Gene Set Functional Enrichment Analysis (GSFEA). The main purpose of the GSFEA is to
identify the biological attributes, shared by a given set of genes (query set), that distinguish them from
the remaining ones (reference set). A set of genes is deemed to be functionally enriched for a given
attribute if the fraction of genes within this set sharing that attribute is larger than could be expected by
chance. The enrichment is typically ascertained using the one-tailed Fisher’s exact test (for more details
see e.g. [2]). Enrichment p-values are used to rank functional categories predicted for a gene.

Table 1 presents 10 first level GO terms in Biological Process ontology. For each term one may
estimate frequencies of false nulls and corresponding odds ratios (from annotation databases). We apply
GSFEA to these GO terms and set of 1730 genes derived from yeast protein-protein interactions dataset
(eg. from BioGRID database). Figure 1 shows summary of outcomes from original p-values and adjusted
p-values computed from equation (1). Using different error measures (ROC, Precision, Recall) we show
that results obtained for the modified p-values outperform results for the original p-values.

Finding Transcription Factor Binding Sites (TFBS). An important research is the identification
of transcription factor binding sites. The main step here is to test (eg. using likelihood ratio test) that a
given DNA sequence is significantly related to a given motif. Many different tests are used in such case
(see e.g. [3]). They incorporate information specific to given motifs and sequence (eg. length, nucleotide
composition etc.) but do not incorporate known or estimated frequencies of motifs.
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From database of known TFBS [4] one may estimate these frequencies. As mentioned, they differ
markedly among motifs (see example motifs frequencies in Table 2). In Figure 2 (left) we compare FDR
for different motifs as function of the threshold . For given « average FDR is different for motifs with
different OR. Figure 2 (right) shows the average FDR, computed for all considered motifs. If we neglect
information about differences in frequencies (original p-values), the rate of false signals is higher than for
adjusted p-values.

Conclusion. The fraction of false positives may be significantly reduced by using adjusted p-values.
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GO term T OR function GO term T OR function

GO:0000003 0.06637 0.07109 reproduction GO:0050896 0.13085 0.15054 response to stimulus

G0:0022610 0.00402 0.00403 biological adhesion GO:0040011 0.03094 0.03193 growth

GO:0032501 0.09495 0.10491 multicellular organismal process  GO:0032502 0.10510 0.11745 developmental process

GO:0009987 0.92726 12.7468 cellular process GO:0008152 0.68399 2.16442 metabolic process

GO:0051704 0.02881 0.02967 multi-organism process G0O:0048511 0.00024 0.00024 rhythmic process

Table 1: Estimated frequency of annotations 7 for ten first-level GO-BP terms.

Motif # obs T OR Motif # obs T OR Motif # obs T OR

CAAT 13 0.0200 0.0204 CEBP 37 0.0569 0.0604 TBP 95 0.1462 0.1712
SP1 89 0.1369 0.1586  HNF1 27 0.0415 0.0433 HNF4 10 0.0154 0.0156
HNF6 4 0.0062 0.0062 IRF 2 0.0031 0.0031 TEF1 7 0.0108 0.0109

Table 2: Estimated frequency of specific transcription factors in promoters. Data from ABS database [4].
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Structural Strand Asymmetry for
Transcription Orientation Prediction in Unaligned
ncRNA Sequences

Brian J. Parker,! Jiayu Wen,? Georg F. Weiller?
1 Introduction

Many RNA functions are determined by their specific secondary and tertiary structures. In our previous
work [1] we introduced the concept of structural strand asymmetry between complementary strands in
ncRNA sequences due to G::U non-canonical base pairings. RNA structures are folded by the canonical
G::C and A::U base pairings as well as by the non-canonical G::U complementary bases. G::U base pairings
in RNA secondary structures may induce structural asymmetries between the transcribed and non-
transcribed strands in their corresponding DNA sequences. This is likely so because the corresponding
C::A nucleotides of the complementary strand do not pair. As a consequence, the secondary structures
that form from a genomic sequence depend on the strand transcribed, and this information can be used
to identify the transcribed strand. In our previous work, we compared both global and local structural
formation asymmetry and analyzed it on non-protein-coding transcripts. We investigated this idea further
to show that both thermodynamic stability of global RNA structures in the transcribed strand and RNA
structure strand asymmetry are statistically stronger than that in randomized versions preserving the
same di-nucleotide base composition and length [2].

Such structural strand asymmetry features have potential application in detecting transcribed region
and de novo ncRNA prediction in genomic data, and have the advantage that they also can be used to
identify the transcription orientation. Other recent approaches to this problem have incorporated the
structural strand asymmetry feature in transcribed strand identification in conserved RNA secondary
structures using multiple sequence alignments [3]. Yet, the requirement for the presence of multiple
sequence alignments is not suitable for detecting transcribed strands in all cases such as non-conserved
ncRNAs and where multiple sequence alignment data is otherwise not available.

In this paper, we further characterize the strand asymmetry features described in [1] and analyze their
application to transcribed strand detection in sequences without multiple alignment information. Using a
machine learning approach, we show that measures of local structural strand asymmetry in combination
with base composition asymmetry features can be used to predict the transcription orientation across all
the studied non-coding RNA families with classification accuracy approaching 90%.

2 Results and Discussion

RNA intrinsic structural constraints may affect base compositions and cause deviation from approxi-
mately A%=T% and C%=G%. Both our previous work [1] and other studies [4] have suggested that
base compositional biases may serve as indicators of ncRNAs and transcription. We tested whether a
combination of RNA structural strand asymmetry and base compositional asymmetry leads to better clas-
sification accuracy for predicting strand direction. Five features representing local RNA structure strand
asymmetry and local base composition strand asymmetry were input to a random forests classifier.

In the potential application of the asymmetry feature to genome-wide studies, it is of interest to
examine the performance using a fixed-size sliding window, as would be required in this application.
We estimate local structural strand asymmetry using RNALfold [5] (in Vienna RNA package) which
computes all possible local structures smaller than a fixed window size L. RNALfold was run on the two
complementary strands to estimate the structural asymmetry. The mean minimum free energy (MFE)
over all the local structures, normalized by the length of the local structures, was computed for each
strand and the difference between the two strands was defined as AMFEDy, ;. AMFED,,_,r was
calculated on the original RNA sequences and on di-nucleotide shuffled sequences. To get a measure of the
strength of the structural asymmetry compared with the dinucleotide shuffled randomized background,
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we computed the Z-score for AMFEDy,_ .. Z-score = (x — p)/o, where x is the AMFEDy,._ - values
from the original sequences, u is the mean value over the di-nucleotide shuffled sequences, and o is the
standard deviation over the shuffled sequences.

Local base composition asymmetry in the predicted structures was estimated using the following

features: (G = C) = (fa = fe)/(fa+ fe). (A=U) = (fa— fv)/(fa+ fu), and log, (422 ). Note that

these features are standardized such that a value of 0 indicates no asymmetry across strands.

The classiffication discriminative power of the combined features was evaluated using classification
accuracy and the area under the receiver operating characteristic (ROC) curve (AUC). The ncRNA
sequences used in this study were obtained from the Rfam database (release 8.0). The results of the
combination of all features (see Table 1) shows that most ncRNA sequences are classified correctly with
an improved classification accuracy of 89% and an AUC of 94% for detecting strand direction. Except for
7SK, all other individual ncRNA families show substantially improved accuracy rates, and particularly
miRNAs (93%), 5.8S rRNA (95%), Hammerhead 3 (98%), intron gpl (97%), intron gpll (99%), IRES
(91%), Nuclear RNase P (97%), and SRP euk arch (97%). The strand asymmetry feature combination
therefore provides a reliable prediction for detecting transcription orientation of unknown ncRNA families
in practice. An estimation of feature importance (as measured by the mean decrease in Gini index) in
the random forest gave the ranking of features, in decreasing order: local (G-C), AMFEDy,._ 4., Z-score

of AMFEDy,_ 4y, log, (Jf‘jj;ﬁg ) and (A — U).

By comparison, the approach using multiple sequence alignment and structure conservation features as
well as structural strand asymmetry in [3], gave an overall accuracy for ncRNA (alignment) classification
of 82.2%. Although the test sets used are not directly comparable, the results shown here for the
combination of the structural strand asymmetry and base asymmetry features shows approximately
similar if not higher performance.
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ncRNA type Predictive accuracy using AMFED¢, _ ¢, Classification using feature combination
No. seq original di-shuffled Accuracy AUC
ncRNA 10423 78% 67%* 89% 0.94
miRNA 1000 85% TT%* 93% 0.99
5.8S rRNA 1000 89% 68%* 95% 0.98
53 rRNA 1000 81% 64%* 89% 0.96
7SK 171 64% 48%* 49% 0.49
Hammerhead 1 62 48% 34%* 55% 0.62
Hammerhead 3 252 65% 57%* 98% 0.99
Intron gpl 1000 76% 55%* 97% 0.99
Intron gpll 1000 98% TT%* 99% 1.00
IRES 1000 7% 69%* 91% 0.97
RNase MRP 45 64% 52%* 87% 0.89
Nuclear RNase P 110 71% 68% 97% 1.00
snoRNA CD-box 1000 58% 60% % 0.84
snoRNA HACA-box 1000 78% 68%* 7% 0.86
SRP euk arch 430 87% 88% 97% 1.00
tmRNA 350 73% 59%* 84% 0.93
tRNA 1000 72% 67%* 83% 0.89
mRNA 614 65% 51%* 72% 0.80

Table 1: *Statistically significant AMFEDy¢,_ ¢, difference between original and di-nucleotide shuffled.
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Zero Recombinant Haplotype Inference
with Missing Data

Xin Li,! Jing Lit

1 Introduction

Haplotype information is important in representing human genetic variation and in association mapping
of complex traits. However, humans are diploid and in practice, genotype data instead of haplotype
data are collected directly. Therefore efficient and accurate computational methods for haplotype re-
construction are needed and have been investigated intensively recently. We study the problem of zero
recombinant haplotype configuration from pedigree data. We formulate the problem as a linear system of
inheritance variables and use disjoint-set structures to encode the connectivity information and to detect
constraints from the pedigree. Another disjoint-set structure is used to encode and check the consistency
of constraints. By doing so, our algorithm can output a general solution in near linear time O(mna(n))
on a tree pedigree without missing data, where m is the number of loci, n is the number of individuals
and « is the inverse Ackermann function. This is a further improvement over existing ones. For a looped
pedigree or a pedigree with missing data, we can directly extend the above approach by considering ex-
isting constraints on inheritance variables. The search space thus is dramatically reduced. The algorithm
has been implemented into a software program and experiment results show it can effectively infer all
haplotype solutions for a pedigree with 128 members over 200 loci with 20% missing within 0.1 second.
Comparisons with other two popular programs show that it achieves 10-10° fold improvements over dif-
ferent settings. The experimental study also provides some empirical evidence on the complexity bounds
suggested by theoretical analysis. The program is available at http://www.eecs.case.edu/jx1175.

2 Methods

Definition 7 ps variable p? € {0,1} is defined for each locus i of each individual x. p¥ = 0 if the smaller
allele of locus i is of paternal source, pi = 1 if it is of maternal source. We technically let pf = 0 if locus
i is homozygous (two alleles being the same).

Definition 8 Inheritance variable h***2 € {0, 1} is defined between a parent x1 and a child xo. h™*2 =0
if xo inherits the paternal haplotype of x1, h***2 = 1 if x5 inherits the maternal haplotype of 1.

Mendelian laws of inheritance impose constraints on ps and h variables for each parent-child pair at
each locus. These constraints can be represented by a linear relationship of ps and h variables over the
group (Z2,+) (where 04+0=0,0+1=1,1+4+1 = 0). To process the constraints, [1] introduced the
concept of locus graph. The original idea of [1] was to integrate edge constraints to construct a new
subsystem that only consists of h variables first. Their algorithm will then solve the subsystem and
use its solutions to solve the ps variables. We also record these constraints on locus graphs. However,
instead of explicitly listing and solving the constraints on h variables, we use disjoint-set structures to
collect, encode and thus examine the consistency of these constraints, which help us achieve a better time
complexity result to obtain a general solution.

There are essentially two types of constraints on h variables in a locus graph L;, path constraints and
cycle constraints. For example, if p{ and p! are pre-determined constants, we will have a path constraint

on h variables, which is
Yo =pipit Y (1)

epyEP—— €pyEP——

Vs,Ut Vg,V

where the right-hand side is a constant. A similar equation can be defined for a cycle constraint. By
exploiting special features of the constraints on A variables, it is not necessary to explicitly list every
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path and cycle constraint to check their consistency. We employ disjoint-set structures to detect and
to check the consistency of constraints on h variables. For each locus graph L;, we build a disjoint-set
structure D; to encode its connectivity information. We update the disjoint-set structure incrementally
upon processing each edge constraint on a locus graph. Path constraints on a locus graph are detected
during this process and will be stored in another disjoint-set structure D. The whole algorithm works
on m + 1 such disjoint-set structures, one D; for each locus graph L; and one D for encoding all path
constraints. Cycles on a locus graph from a tree pedigree can only be generated within a nuclear family
when it has multiple children. The algorithm first breaks all such short cycles through node splitting,
which results in only path constraints for further processing. D; will then be constructed from each locus
graph L; to recode the connectivity information and to detect path constraints. Processing of constraints
and consistency check will be then performed, and a general solution of A variables will be encoded in
the disjoint-set structure D. Solutions of ps variables will then be obtained. The algorithm can correctly
output a general solution in near linear time O(mna(n)) on a tree pedigree without missing data. One of
the advantages of the proposed algorithm is that it can be easily extended to the general cases of looped
pedigrees and pedigrees with missing data (with some extra time).

3 Results

We have implemented the above algorithm and we have studied the performance of our program (denoted
as ZRHC) under dierent settings (pedigree size, number of loci, missing rate, pattern of missing) and
compare its performance with two representative programs Merlin [2] and PedPhase (the integer linear
programming ILP algorithm in [3]). All three algorithms output exact the same set of haplotype congura-
tions in our setting. Merlin and PedPhase.ILP scale exponentially with parameters. While ZRHC scales
smoothly with all parameters, and the improvement over Merlin or PedPhase.ILP is from 10 to 10° folds
for large pedigrees with large number of loci or high rate of missing (Figure 1).
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A Document Classification Strategy to Predict
Protein Subcellular Localization Using Sequence
Motifs and Evolutionary Information

Jia-Ming Chang, Emily Chia-Yu Su, Allan Lo, Hua-Sheng Chiu,
Ting-Yi Sung, Wen-Lian Hsu!
1 Introduction

Protein subcellular localization is important for genome annotation, protein function prediction, and
drug discovery. However, determination of subcellular localization using experimental approaches is
time-consuming; thus, efficient prediction using computational approaches becomes highly desirable. We
present a prediction method, PSLDoc (Protein Subcellular Localization prediction based on Document
classification), which incorporates a probabilistic latent semantic analysis (PLSA) with a one-vs-rest
support vector machine (SVM) model based on document classification techniques for both prokaryotes
and eukaryotes.

Our method extracts biological features from gapped-dipeptides of various distance, where evolution-
ary information from the position specific score matrix is utilized to determine the weighting of each
gapped-dipeptide. Then, the features are further reduced by PLSA and incorporated as input vectors for
SVM classifiers. The accuracy of PSLDoc reaches 93.0% for Gram-negative bacteria proteins and 81.7%
for human proteins in a five-fold cross-validation compared to previous results of 91.2% and 78.0%,
respectively. Experiment results show that feature selection and reduction by document classification
techniques can lead to a significant improvement in the prediction performance. Moreover, we demon-
strate that PLSA automatically selects discriminating sequence motifs and greatly reduces the feature
dimension without sacrificing the prediction accuracy.

Most notably, compared to similar approaches based on motif co-occurrences, PSLDoc achieves a much
higher coverage because it starts with the examination of dipeptides and also considers the collocation of
higher-order sequence motifs by PLSA feature transformation. Because of the generality of this method,
it can be extended to more species or multiple localization sites in the future.

2 Figures and Tables

Table 1 shows the performance of PSLDoc, HYBRID [1], and PSORTb v2.0 [2] on PS1444 [3]. PSLDoc
achieves the best performance of 93.01%, better than HYBIRD of 91.6% and PSORTb of 82.6%.

Loc. Sites PSLDoc HYBRID PSORTD v2.0
Acc(%) MCC Acc(%) MCC  Acc(%) MCC
CP 94.96(94.24) 0.91(0.91) 95.00 0.89 70.10 0.77
M 93.20(93.53) 0.94(0.94) 90.60 0.92 92.60 0.92
PP 89.13(89.13) 0.87(0.85) 88.80 0.84 69.20 0.78
oM 95.65(95.14) 0.95(0.94) 95.10 0.93 94.90 0.95
EC 90.00(87.37) 0.87(0.86) 85.30 0.87 78.90 0.86
Overall 93.01(92.45) - 91.60 - 82.60 -

Table 1: Comparison of PSLDoc, HYBRID and PSORTb v.2.0 on the PS1444 data sets. The PSLDoc performance of

incorporating a three-way data split procedure is indicated in the parentheses.
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Statistical Analysis of Macrophage Cell Morphology
after Microtubule Disruption

A. Ng,'2 J.C. Rajapakse,''? J.G. Evans,®> R. Welsch*

1 Introduction

High Content Screening (HCS) is a high throughput technology that applies sophisticated image process-
ing algorithms to analyze cell images generated by automatic fluorescence microscopy [5]. HCS has gained
popularity as a systemic approach in the large scale study of biological systems. The requirement for
analyzing and mining data generated from HCS extends well beyond the present generation of informatics
tools [3]. The real benefit of utilizing HCS in systems biology research can be enhanced via the use of
statistical and machine learning tools.

We study the dose dependent response of IC-21 macrophages to a microtubule disrupting drug, de-
mecolcine [2]. Cell morphology readings are taken over 65 parameters that cover intensity, texture and
shape over three fluorescence dyes that demarcate the cytoplasm (CMFDA), nucleus (Hoechst) and F-
actin (Texas red phalloidin). Cells are treated over 48 drug concentrations (16 attoM to 1 microM) with
dimethyl sulfoxide (DMSO) used as a control.

2 Methodology

We use the Kolomogorov-Smirov (K-S) statistics to quantify differences between demecolcine and DMSO
treated cell populations. The K-S statistic for each morphological feature per drug concentration yields
a 65 x 48 heat map which represents the drug response profile of demecolcine.

Heat Map of K-S values
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Figure 1: Heat Map of K-S values before and after bi-clustering. The 65 x 48 values obtained from each morphological
feature per drug dosage. The map is color coded to show the morphological parameters that did not change (blue), changed
moderately (orange) and changed extensively (red) as a result of demecolcine treatment. After bi-clustering (right map),
the significant morphological features and the drug concentrations which they occurred clustered as the block on the lower

right corner of the heat map.

Distinctive patterns in the K-S Heat Map can be identified by simultaneously clustering features and
drug dosages with bi-clustering. 31 features at 13 drug dosages are identified as significantly different
from the control. The Primary Effective Concentration (PEC) [4] of demecolcine occurs at Concentration
36 (0.026M). This concentration reflects the point at which many of the morphology descriptors become
different from the control values.

1Singapore MIT Alliance, Nanyang Technological University, Singapore 637460. Email: R060002@ntu.edu.sg
2Biolnformatics Research Centre, Nanyang Technological University, Singapore 637553. Email: ASJagath@ntu.edu.sg
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Z-scores quantify the significant differences between the general population of cells with post-PEC
cells. A high absolute Z-score ranks an important feature. A selection of the 31 significant features are
tabulated.

No Feature Name 436—48 036—48 [41—48 O1—48 2 score
27  EntropyIntenChl 8.53 1.02 9.73 0.91 -185.24
24  VarIntenChl 1366.39 312.88 931.90 367.76 165.06
23  AvglntentChl 1498.49 324.40 1139.11 371.24 135.25

6  LengthChl 39.45 11.96 51.07 19.28 -84.18

2 PerimChl 122.53 38.81 165.68 73.34 -82.21

7  WidthChl 27.56 8.18 34.67 12.65 -78.73
35 MemberAvgAvgintenCh2 1303.42 274.46 941.83 256.59 196.89
43 AvglntenCh2 334.04 112.70 245.92 101.59 121.17
38 MemberAvgEqCircDiamCh2 13.99 3.07 16.47 3.49  -99.06
30 MemberAvgAreaCh2 101.20 82.12 222.71 105.08 -81.79
50  VarIntenCh3 531.65 213.42 301.79 174.14 184.41
60 DiffIntenDensityCh3 84.13  28.60 62.25 25.87 118.19
49  AvglntenCh3 468.58 152.00 372.04 127.23 106.01
44  SpotFiberCountCh3 64.73 45.81 114.04 77.55 -88.84

Table 1: List of a some significant features describing the change in morphology after demecolcine treatement. In particular,

cytoplasm and nuclear sizes decrease, while fluorescence increase. F-actin spots are fewer and its fluorescence brighter.

We incorporate our morphological findings with current literature [1] to develop a model of the
macrophage cytoskeleton upon demecolcine treatment (see Figure 2).

Fre-PCC

Fost-PEC

Figure 2: Model of the main cytoskeletal descriptors upon Demecolcine treatment. The Pre-PEC shows microtubles

(pink) extending towards the protruding edge with actin fibers (red), nucleus (blue). The different shades of green and blue

are meant to depict fluorescence changes.

3

Conclusion

We have demonstrated use of statistical tools in a simple but novel way of identifying and selecting
important features in a HCS drug response profile. With these selected features, we propose a model
describing macrophage cytoskeletal behavior under demecolcine treatment.
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Fragment-Based Analysis of Protein-Ligand
Interactions Using Localized Stereochemical Features

Reetal Pai,! James Sacchettini,? Thomas Ioerger?

1 Introduction

The binding affinity between a protein and its cognate ligand is determined by their steric and chemical
complementarity. Yet, modelling binding site patterns and using them to predict cognate ligands remains
challenging. Computational analyses of protein structure-function relationships have traditionally been
based on sequence homology, fold family analysis and 3D motifs/templates [2]. Despite the successes
of these approaches, they are unable to capture similarities between active sites that span multiple fold
families despite catalyzing the same reaction (convergent evolution). In a recent paper [1], the authors
observed that significant variations exist in the shape of active sites binding the same ligand due to the
flexibility observed in larger ligands (due to the number of internal degrees of freedom). This flexibility
makes it additionally difficult to capture the patterns of protein-ligand interaction.

In this work, we use a novel fragment-based approach to limit the effect of ligand flexibility on active
site analysis. We also extend previous feature-based analyses of active sites by defining a system of local-
ized geometric and electrostatic descriptors that identify localized patterns of protein-ligand interactions.
Singular Value Decomposition is used to identify linear combinations of features with maximum infor-
mation content which are then used to compute the class conditional probability density distribution of
active sites using kernel density estimation. In the case of multi-fragmented ligands, this methodology
is extended by combining predictions based on a graphical model. We successfully tested our algorithm
on a database that contained examples of adenine, citrate, nicotinamide, phosphate, pyridoxal and ri-
bose binding proteins with over 75% accuracy. We also tested our fragment-based approach on an AMP
binding site and accurately identified the position of the ligand within the active site.

2 Application to Multi-Fragment Ligands

Our database is composed of fragments of larger ligands and therefore, to predict the binding of larger
ligands we analyze the entire active site of an unliganded protein in a piecewise manner and then combine
the piecewise analysis to recognize the native ligand that fits the entire site. The analysis begins with
breaking the active site into overlapping regions by considering each active site vertex as the center of
a region and all other surface vertices within a chosen uniform radius are considered to be part of this
region. Localized sterochemical features are then computed for each of the regions and these vectors are
then transformed onto a reduced-dimension SVD space based on the feature vectors from our database.
These reduced-dimension vectors are used to compute the posterior probability of each ligand class given
the feature vector at active site vertex j, i.e. P(C;|z;), using kernel density estimation.

In addition to the fragment database, a database containing multiple examples of all of the corre-
sponding larger ligands (AMP, ADP, ATP, NAD, PLP, etc.) is also created. These larger ligand examples
are used to create a statistical model that describes the relationship between the positions of the centers
of the corresponding fragments using simple distance constraints. In order to complete the analysis of
the larger ligand, we model complex ligands using Bayesian graphical models where the nodes IV are the
ligand fragments and the edges F denote the connectivity between fragments. Absent edges are assumed
to represent conditional independence. The probability of any multi-fragment ligand can be written as a
joint PDF"

P(fi,. s fa)= T[] PG TI Pl (1)

fi€eN (fjﬁfk)eE

An example graphical model for the ligand AMP is shown in Figure 1.
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Figure 1: The three fragments of adenine, ribose and phos-
phate that comprise the ligand AMP and a graphical model

showing the positional dependence between the centers of

these fragments.

@& FO 1]

3 Results and Discussion

Table 1 shows the various ligand fragments used in this study. The examples within each ligand class were
chosen so as to create a diverse dataset containing examples belonging to various fold families with very
low sequence homology to each other. The third column in Table 1 shows the diversity in fold families
within the dataset and the fourth column shows the average homology of the examples of each fold to
the other members of the ligand family (less than 30% in all cases).

The active site surface can be defined as all those protein-molecular surface atoms that are in contact
with the ligand. This definition requires knowledge of ligand coordinates unavailable in the case of
hypothetical proteins. To ensure that our methodology was extendable to the study of hypothetical
proteins, we tested the accuracy of the feature-based approach using active site surfaces created based on
known ligand coordinates as well as using uniform radius active sites centered on atom closest to ligand
center. The fifth and the sixth columns of Table 1 show the efficacy of our novel localized stereochemical
acive site descriptors designed to capture spatial information about the pocket shape and electrostatic
nature on the active sites generated using the two different techniques.

The seventh and the eighth columns in Table 1 show that in the case of all ligand classes there is
a 30% or greater drop in classiffication accuracy when only geometric or only electrostatic features are
used except in the case of phosphate binding examples. When only geometric features are used, there
is a clear distinction between active sites that bind phosphate and those that do not, leading to a 100%
accuracy in the classification of phosphate binding sites. Despite this anomaly, these results clearly show
that neither shape nor electrostatic descriptors alone are sufficient to describe the active site patterns
and that it is necessary to combine these features to capture the binding patterns observed among the
diverse active sites binding the same ligand.

We applied the fragment-based analysis to 2AK3 (adenylate kinase that binds AMP) and 2LYZ
(lysozyme that does not bind AMP). Despite the inaccuracies in shape descriptions with the use of
fragment-based analysis as well as uniform-radius active site definitions, we were able to define a ligand
position within the active site of 2AK3 very close to the original position. We were also able to correctly
distinguish it from 2LYZ, a non-AMP binding protein. This is highly encouraging for future applitcations
to functional annotation of hypothetical proteins. Additionally, this piecewise analysis of a large active
site has higher probability in helping in the identification of other inhibitors and the design of other
small-molecules to interact with the active site.

Ligand # Fold +# Examples Ave Accuracy Accuracy Accuracy Accuracy
Name Families Within Homology Contact Uniform Only Only
Class Betw Surface Radius Geometric  Shape
Families Surface  Features Features
Adenine 19 55 7.9% 78% 69% 45% 52%
Citrate 12 16 8.7% 81% 56% 44% 38%
Nicotinamide 11 55 7.3% 84% 64% 56% 40%
Phosphate 23 55 6.9% 91% 96% 100% 45%
Pyridoxal 6 55 10.2% 87% 67% 36% 47%
Ribose 22 55 8.5% 78% 64% 44% 42%

Table 1: Description of fragment database and analysis of classiffication accuracy.
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QSAR Studies of Anti Influenza Neuraminidase
Inhibitors [Oseltamivir]

Avinash Kumar S., Namit Bharija!

1 Introduction

Influenza, one of the most common infectious diseases of mammals in general and humans in particular,
is caused by an RNA virus of the paramyxoviridae family (The influenza virus). ‘Flu’, as it is more
commonly known, spreads in seasonal epidemics that may sometimes develop into deadly pandemics,
wreaking havoc on a global scale. Each flu pandemic so far has been caused by the appearance of a
new strain of the virus. The appearance of the new bird flu strain (H5N1) has reawakened fears of an
impending flu pandemic.

Due to the high mutation rate of the virus, efforts to produce a vaccine against the disease have
not been successful. Combating the flu is currently dependent on anti-influenza drugs that are being
commercially produced. Neuraminidase inhibitors are a one of the most successful categories of anti-
influenza drugs that have been developed. Neuraminidase is an enzyme that helps the virus to enter into
host cells during the infection. Use of neuraminidase inhibitors has been shown to greatly reduce the
infection rate due to influenza virus.

QSAR [Quantitative Structure Activity Relationship] analysis is a way to quantitatively correlate
the biological activity of a molecule to its structure. (i.e. find a relationship between the structure
and function). To better understand the mechanism of action of neuraminidase inhibitors and to help
in designing better and efficient drugs against influenza, a QSAR analysis of the interaction between
Neuraminidases N1 & N2 (two viral enzymes that have been implicated in most influenza epidemics) and
the commercial drug Oseltamivir [TamifluTM] was performed.

3D QSAR is a related method that gives quantitative relationship based not on the values of various
molecular descriptors but on the 3D interaction between the ligand and receptor. This too was performed
for the chosen enzymes and drug analogues. The COMFA method was used to perform 3D QSAR.

2 Software and Files

The structural analogues were chosen so as to give a total picture of the factors impacting the interaction,
based on docking studies of Oseltamivir with the two enzymes. Structural analogues of Oseltamivir
were obtained from the Pubchem database or created using Chemsketch. Crystal structures of the
neuraminidase enzymes were sourced from PDB database. Various biological activity values that were
analysed during the course of the study (IC50, ClogP, XlogP ) were all calculated using Quantum ver
3.0 [1].

Various descriptors like topological and 2D autocorrelation descriptors for the training set were calcu-
lated by e-dragon server. A multiple regression analysis was performed and various QSAR models were
obtained. All the analogues were then used for performing a 3D-QSAR [2] analysis by CoMFA method.
The fit atom based alignment yielded best predictive CoMFA model .The contour maps obtained from
3D-QSAR studies were appraised for the activity trends of the molecules analyzed

1School of Biotechnology, Chemical and Biomedical engineering, VIT University, Vellore, India.
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3 Figures and Tables

Mol ID

1C50

pIC50

Wap

D/Dr06

480256
480257
480260
480262
490476
490477
493853
493857
493859
493872
493873
493877
505918
505919
505922
505929
5464654
6481599
6481600
6483690
9926260
9967681
10357442
10640758
10713139
10763205
10881879
11441321
11630102
15956756

0.0475
0.0177
0.0214
0.00721
0.00929
0.01428
0.0194
0.0732
0.00339
0.0161
0.03557
0.01447
0.01078
0.01633
0.02069
0.01563
10.2751
0.3549
0.0273
0.0958
0.0143
0.01601
0.00853
0.00664
0.0885
15.956
0.016
2.99
0.02136
0.01383

1.323306
1.752027
1.669586
2.142065
2.031984
1.845272
1.712198
1.135489
2.4698
1.793174
1.448916
1.839531
1.967381
1.787014
1.68424
1.806041
-1.01179
0.449894
1.563837
1.018634
1.844664
1.795609
2.069051
2.177832
1.053057
-1.20292
1.79588
-0.47567
1.670399
1.859178

1056
1248
1694
2426
2711
1689
2326
3948
2158
2175
2492
2113
1470
2235
2157
2113
5236
1470
2326
3065
2175
3044
2158
3188
3410
4368
2714
4988
1246
1667

55.486
59.914
69.137
83.076
86.613
69.698
79.123
99.71
78.321
77.573
82.329
77.432
64.525
78.792
78.359
77.432
183.743
64.525
79.123
89.296
77.573
91.224
78.321
91.812
95.835
108.883
86.613
114.53
60.335
68.954
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Significant Descriptor Values

1. WAP regression model: plC50=2.925234 -
0.000596(wap)

2. D/Dr06 regression model: pIC50=1.433855-
0.00182(D/Dr06)
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De Novo Design of Peptides: Potential Vaccines
against the Influenza A Virus

Sandro Andreotti,! Jiirgen Kleffe,> Paul Wrede?

1 Introduction

The human influenza A virus causes about 100 000 deaths per year worldwide [6]. Until today the design
of an effective vaccine failed because of the high variability of the virus. Especially the two viral surface
proteins haemagglutinin (HA) and neuraminidase (NA) mutate very rapidly. These two proteins are
recognized by immunoglobulins of the adaptive immune system. Current influenza A vaccines depend
on the production of inactive sub-virions in embryonated eggs. For each season a special vaccine must
be produced in advance. For 30 million people 90 million eggs are required to get enough material. The
production takes about 6 to 8 month. A concept is suggested for the rational de novo peptide design
to gain subtype independent vaccines which can be used each year. An advantage of using peptides in
vaccination is their cheap production in kilogram scale and high stability for years.

2 Concept

A novel idea of vaccination against influenza A virus is the stimulation of the T-cell mediated immune
response. When a virus infects a cell the viral proteins are fragmented and via the intra-cellular transport
system nonameric peptides are bound to MHC I molecules which are displayed on the cell surface. This
peptide-MHC I complex can be recognized by a CDS8 T-cell. In case such peptide is unknown to the
T-cell it destroys the infected cell immediately. Peptides recognized by T-cells are called T-cell epitopes.

Our concept includes the computer-based rational design of T-cell epitopes which are derived from
highly conserved regions of the viral proteins [3]. To decide which nonamer peptide can be used as
influenza A vaccine a thorough search for all known nonamers of the viral proteome is done with the
fast program ClustDBP [4]. In addition a comparison with all unique nonamers of the human proteome
revealed a disjoint distribution set of viral and human nonamers. Both sets have only 4 nonamers in
common, three occur in the viral protein NA and one in PB2. The total number of different nonamers
for human is: 9 109 196; for influenza A: 78 288. For avian influenza A viruses 153 545 unique nonamers
exist, not surprising human influenza A and avian influenza A virus have 31 190 nonamers (HA: 6858;
NA: 5954) in common. Both sets of human and viral nonamers represent only a very small fraction of the
total nonamer sequence space with 5.120 000 000 000 peptides. For the human influenza A proteins we
analyzed also the number of octamers and hexamers. Total number of octamers: 11 716 493; hexamers: 11
770 815, unique octamers: 69 708; unique hexamers: 52 748. There are 102 octamers and not surprising
12 387 hexamers in common with the total human peptidome.

In order to design influenza A vaccines a number of nonamer T-cell epitopes should be derived from
the conserved regions of several viral proteins. We analyzed for all nonamers the frequency of occurrence
in each of the ten viral proteins (Table 1). Originally this table has 78 288 rows of which we show only 12
for space reason. The peptide FGAIAGFIE occurs in 2819 from 2830 HA proteins. It does not exist in
any other of the viral proteins. In another case the peptide PFLDRLRRD occurs in 2650 NS 1 proteins
and in only one NS2 protein while the peptide EQITFMQAL is found in 2619 NS2 proteins and in one
NS1 protein. Two proteins occur as alternative splice variants MP1 and MP2 as well as NS1 and NS2.
In both cases a single peptide was found almost in all MP 1 and MP 2 proteins while 65% of the NS1
and 66% of the NS2 proteins contain the same peptide.

A complete analysis of these data will be presented on the poster. Our results show that a sufficient
number of conserved peptides not occurring in the human genome exist. Currently we investigate simi-
larity searches on the basis of physicochemical properties of the peptides. Selected peptides are used as
training data for improving our current T-cell epitope prediction algorithms [1, 2]. The rational de novo

LCharité-Universitatsmedizin Berlin, Institut fiir Molekularbiologie und Bioinformatik, Arnimallee 22, D-14195 Berlin.
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design will be a combination of evolutionary algorithms in combination with experimental immunological
testing of the designed peptides [5, 7, 8, 9]. Each set of peptides is analyzed by using the fast matching
algorithm ClustDBP for similarity with the human peptidome. This will be a first step in selecting out
most likely candidates for cross reaction.
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Viral protein: HA MP1 MP2 NA NP NS1 NS2 PA PB1 PB2
Length 565 249 95 467 497 228 120 715 757 758
#. sequences 2830 2839 2827 3409 2635 2700 2638 2508 2488 2522

FGAIAGFIE 2819 0 0 0 0 0 0 0 0 0
FVQNALNGN 0 2825 1 0 0 0 0 0 0 0
PESMREEYR 0 0 2723 0 0 0 0 0 0 0
ILRTQESEC 0 0 0 3377 0 0 0 0 0 0
MIWHSNLND 0 0 0 0 26340 00 0 0

PFLDRLRRD 0 0 0 0 0 2650 1 0 0 0
EQITFMQAL 0 0 0 0 0 1 2619 0 0 0
HLRNDTDVV 0 0 0 0 0 0 0 2508 0 0
AIATPGMQI 0 0 0 0 0 0 0 0 2488 0
KAVRGDLNF 0 0 0 0 0 0 0 0 0 2521
MSLLTEVET 0 2709 2703 0 0 0 0 0 0 0
DSNTVSSFQ 0 0 0 0 0 1778 1754 0 0 0

Table 1: Frequency of occurrence of nonamers in each of the ten human influenza A viral proteins.
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Size-Specific and Brightness-Weighted Cell Tracking
in 2D images

Merlin Veronika,!? James G. Evans,® Paul Matsudaira, '3

Roy E. Welsch,!'® Jagath C. Rajapakse!?

1 Introduction

One of the major challenges of biomedical research in the post genomic era is the unraveling of the
spatiotemporal relationships of complex biomolecular systems [5]. Naturally this involves acquisition of
timelapse image series and tracking of objects over time. From image analysis point of view, a distinction
can be made between tracking of single molecules (or complexes) and tracking of entire cells. A number
of tools are available for studying the dynamics of proteins based on fluorescent labeling and time-lapse
imaging, such as fluorescence recovery after (and loss in) photo bleaching (FRAP and FLIP respectively),
but these methods yield only ensemble average measurements of properties. More detailed studies into the
different modes of motion of subpopulations require single particle tracking [3, 4] which aims at motion
analysis of individual proteins or microspheres. We propose a brightness weighted centroid method
for size-specific tracking of cells in time-series of two dimensional images. The method consists of two
parts: segmentation of cells using a level-set method and tracking the centroid of the cells by Euclidean
distance measure. The efficiency of this method can be improved by increasing the area of the cells under
consideration.

2 Methodology

The segmentation method [1] can be described as a minimization of an energy based-segmentation. It
implements Mumford-Shah functional via a level set function for bimodal segmentation. The segmenta-
tion is performed by an active contour model which uses the information inside regions rather than the
intensity gradients along the edges. Segmented regions are represented via a level set function ® which
minimizes an energy funtional. The optimal curve would separate the interior and exterior with respect
to their relative expected values. The local maxima is identified to pixel level accuracy by gray scale
dilation and further approximated to the geometric center by measuring the offset using a pre-determined
window (Fig. 1). Having located the objects in the sequence, the locations are matched in each image
with the corresponding locations in the later image to produce the trajectories [2] given by

N

plrit) = 6(r—ri(t))

=1

where 7;(t) is the location of the ith object in the field of N objects at time ¢.

3 Experimental Results

We demonstrate our method on series of six time-lapsed microscopic images taken from mouse microphage
IC21 cell lines (Fig. 2). The data consists of approximately 475 cells per frame which differ in size, shape
and volume. This method is suitable for tracking cells of specified size, i.e. of given diameter. From the
above method we conclude that the dataset consists of approximately 330 cells which are less than or
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equal 12p and travel not more than 25u. Analyzing the velocity distribution, 70% of the cells travel with
a velocity of 18u/h.
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Figure 1: The location of object’s centroid calculated from the local maxima.
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Figure 2: Results of segmentation and tracking cells using level set and brightness weighted approach.
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EVOG: Evolution Visualizer for Overlapping Genes
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1 Introduction

Increasing the number of sequenced genomes has come a corresponding propagation of computational
tools for analyzing, viewing, comparing, searching, and annotating genome sequences [1, 2, 3, 4, 5]. The
UCSC Genome Browser Database(GBD) provides integrated sequence and annotation data for a large
collection of vertebrate and model organism genomes [7]. The UCSC data are very useful but they have
too many additional information to handle a few focussed information such as only revealing overlap
genes among genomes.

Recently, increasing numbers of sense-antisense transcripts and overlapping genes have been identified
in a variety of eukaryotic organisms using large-scale genome analysis. Many overlapping genes and sense-
antisense transcripts have been indented in the genomes of eukaryotic, some of which have been reported to
have functional roles, but their evolutionary origin is not clearly understood. We systematically analyzed
all overlapping genes and sense-antisense transcripts in the eukaryotic genomes. In particular, careful
comparisons were made for the othologous genes that are overlapped and sense-antisense transcripts in
the various species.

So we developed a evolutionary visualization tool EVOG(Evolution Visualizer for Overlapped Genes)
to visualize and analyze overlapped regions from the UCSC annotation data. This tool is simple and easy
to control parameters for finding overlapped genes and sense-antisense transcripts in whole genomes.

2  Evolution Visualizer for Overlapping Genes

The UCSC Genome Browser [7] is a very nice and famous tool for analyzing and visualizing various
information related genomes. Too much information gives us obstacles to understand what we should
notice features from the biological data. We are interested in finding and analyzing the implication
of sense-antisense transcripts and overlapping genes expression for human evolution and disease. The
overlapped region may induce malfunction of genes when they have to express. To support this work,
we developed searching and visualizing tool EVOG for finding overlapped genes and sense-antisense
transcripts.

The EVOG use the UCSC annotation data as input and reports the overlapped genes among the
whole genomes. Figure 1(a) shows a result of EVOG. We can get a whole overlapped genes among given
10 genomes by just gene name. For more detail information of special region shown in red box, EVOG
supports dragging a region to zoom in and its zooming in-out in Figure 1(b). Gene B3GNT4 is overlapped
with gene Diablo in Chromosome chr5 of Mouse.

The EVOG has the following features :

e Displaying all overlapped genes in whole genomes.
e Simple interface.

e Selecting genome, chromosome, and search area.

1School of Computer Science and Engineering, Pusan National University, Busan 609-735, Korea. Email:
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2PBBRC, Interdisciplinary Research Program of Bioinformatics, College of Natural Sciences, Pusan National University,
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e Displaying additional annotation information of around overlapped regions.

e Adaptive zoom-in for rapid scale via dragging region.

Control Panel p
search by gene name search by position
e | Reference Genome :
GeneName: B3GNTH | go | e
= L= [chicken ~
chromosome : i
lenr ~|
st[37104894) - ena [67106293 l w |
e O i e B v A i
Species - Mouse e [ T e T T s i i

Gene Name :B3gntd, Diablo
Species  Mouse
Gene Name :B3gntd, Disblo
Chromosome : chis gni4,

AK178615(mRNA), Direct + Ghromosame  chr§

AK178815(rRNA), Direct:+

AKO77198(mRNA), Direct -

AVDTTISE(TRNA), Direct:-

BCI1STSS(mRNA), Direct +
BCHSTRmRNA), Diect +

AKDD2BB7(mRNA), Direct -

AKODZEB(MRNA), Direct:

™1 —_—
AK135627(mRNA), Direct - AK13EE27(mRNA), Direct:
(a) (b)

Figure 1: Interface of EVOG. (a) Up left of screen is control panel for setting gene name and parameters that can be
selected by genome, chromosome, and position. The lower part shows the overlapped position, gene and genome name,
and chromosome. B3GNT4 is overlapped with gene Diablo in Chromosome chrb of Mouse. Red box is dragged area for

zooming. (b) Zoom-in result of (a).

3 Discussion

We developed a intuitive and simple visualization tool for analyzing and displaying overlapped genes
and senseantisense transcripts in whole genomes. The system also perform adaptive zooming, and its
function is very useful to handle huge data such as genome. We use 10 vertebrate genomes, Human,
Mouse, Rat, Chicken, Cow, Drosophila, Gambiae, Zebrafish, Xenopus tropicalls, and Chimp. From
the those overlapped genes, we will systematically analyze evolutionary relationship among species
in the future. Furthermore EVOG will help us gain insight into the implications of sense-antisense
transcripts and overlapping genes expression for human evolution and disease. EVOG is available on
http://164.125.34.87/~evog.
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A Study of Microsatellites Dominating Mammalian
Size Variation

Meng-Chang Hsiao,! Chien-Ming Chen,! Tun-Wen Pai,*
Wen-Shyong Tzou,? Ron-Shan Chen?

1 Abstract

Microsatellites, also referred to as variable number of tandem repeats or simple sequence repeats (SSRs),
are polymorphic loci in the genome that consist of repeating units of 1-6 base pairs in length and
play a crucial role in genome mapping and various genetic studies. The Insulin-like growth factor 1
(IGF1) gene is a highly conserved polypeptide which regulates growth and metabolic functions in several
vertebrate species. In a recent study, alleles of a dinucleotide (CA),, microsatellite appeared within
different frequencies and located at the promoter regions of the IGF1 gene for variant sizes of dogs are
unveiled, and the allelic forms of the microsatellites are significantly associated with adult body size.
Base on these discovered results, we have developed a system employing series genomewide comparative
genomics analyses and tried to efficiently identify whether the important microsatellites are also located
in the promoter regions from other vertebrate species. In this study, we indeed found the important
pattern and most of the dinucleotide (CA),, were located in the highly conserved regions among various
species. Consequently, these microsatellites can stand a good chance to dominate mammalian size variety,
and we will conduct further experiments to decipher the size variation enigma.

2 System Description

In the developed system for retrieving microsatellites, there are ten representative species collected for
comparative genomics analysis. A database was created which facilitates the search for microsatellites and
provides the information of corresponding primers for PCR from different species. However, performing
in silico analysis of biological data sometimes attempts to result in very high false positive rates. In
order to promote the specificity of discovering important microsatellites form the proposed system, we
take advantage of evolutionarily conserved segments among sequences from various species. Users are
able to choose specific species or specific genes as comparing targets, through an orthologs look-up table,
the system will filter out microsatellites which are not located in conserved regions. Screening processes
narrow down candidate microsatellites and improve the performance of specificity of characteristics in
functional gene annotation. Taking the IGF1 gene as the target, Alleles of a dinucleotide (CA),, and
(TG),, microsatellites are found in the promoter regions from several vertebrate species, and the relative
positions are displayed in the resulting figures.
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3 Examples
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Figure 1: Alleles of a dinucleotide (CA),, and (TG)y, microsatellites found in promoter regions of IGF1 gene in several

vertebrate species.
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Investigating the Promise of Extrinsic Similarity
Measures for Gene Expression Analysis

Duygu Ucar,! Fatih Altiparmak,! Hakan Ferhatosmanoglu,'
Srinivasan Parthasarathy!-?

1 Introduction

Due to advances in microrray technology, a wealth of information on the expression of genes during
the life cycle of an organism is accumulated. To analyze and mine these datasets for vital information,
various techniques and ideas have been proposed. Of particular interest to many scientists is the problem
of identifying gene groups that have similar expression patterns over various samples, known as co-
expressed genes. Genes with similar cellular functions have been theorized to behave similarly over
different conditions. Thus, an effective similarity measure is essential to draw valuable conclusions from
gene expression studies. A prevailing technique is to calculate the similarity of two genes based on their
expression levels over all samples. In the follow-up studies, these pairwise similarities are accumulated
in the form of interaction networks where genes are denoted as the nodes and two nodes are linked if
the corresponding genes are significantly correlated across the samples.However, given the noise inherent
in these datasets, these measure may not be adequate to distinguish random gene pairs from those that
react similarly to changing conditions. We argue that since any given gene is likely to fluctuate in its
measured expression level due to many possible sources of error, a similarity based on measurements of
two genes (i.e., intrinsic) is more error-prone than a similarity based on relative positions of these two
genes with respect to many genes (i.e., extrinsic). In addition, inferring the similarity of two genes based
on their relations with a set of other genes will be in accordance with the biological hypothesis about
gene products acting as complexes to accomplish certain cellular level tasks. Here, we will investigate an
extrinsic way of deducing gene similarity from microrray studies and demonsrate the efficacy of extrinsic
measures in inferring pairwise gene similarity, in constructing gene networks and in clustering genes.

2  Similarity Measures

In a typical microarray experiment, each gene is expressed at some certain level at each condition which is
defined as the expression profile of the gene. In the context of microarray analysis, the intrinsic similarity
of two genes is defined on the expression profiles of these two genes, where the most commonly used
measure for microarray analysis is the Pearson Correlation Coefficient. Recently, Ravasz et al. proposed
the Topological Overlap Measure (TOM) which takes into a step in incorporating external information,
i.e., number of common neighbors, to infer similarity of two nodes in a biochemical network [3].

On the other hand, extrinsic similarity of two attributes (i.e., genes) is defined over other attributes
in the dataset [2]. Before defining the specifics of an extrinsic similarity measure, a general definition can
be given as follows:

ESp(i,5) = > |f(i,k) — f(G, k)| (1)

keP

Here, f(i,k) denotes a function that signifies association between attributes i and k. P refers to the set
of attributes that will contribute to the extrinsic similarity of attributes i and j.

As noted by Das et al [2], proper choice of the Attribute Set P and Association Function f is crucial for
the usefulness of the resulting extrinsic measure. To derive an efficient extrinsic measure for microarray
analysis, we first identify a gene set, P, that will be used to infer the extrinsic similarity of two genes. We
propose to include genes that are similar to both of the genes under question to this set. Thus, initially
we identify a set of genes that are intrinsically similar to a gene (say i), named as the neighborhood list
of a gene (say N;). Next, the Attribute Set of two genes (say ¢ and j) is designated as the intersection
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of their neighborhood lists (i.e., P;; = N; N N;). Next, we determine which Association Function to use
in our extrinsic similarity calculations. Das et al [2], proposed using the confidence of association rules
in an application on market basket dataset, which we apply on our problem and compare against our
own measures. However, we propose to base our Association Functions to the co-occurrence patterns
of gene pairs in neighborhood lists, which we refer as Mutual Independence of genes in the rest of this
section. Accordingly, we explore three possible type of Co-occurrence Relations between any two genes:
co-occurring, independent or non-co-ocurrring. We used two existing independence tests to leverage Co-
occurrence Relations between genes: Specific Mutual Information and a signed version of Chi-Square
Independence Test. Our hypothesis is that if two genes have similar Co-occurrence Relations with the
same set of genes, then they are extrinsically similar to each other.

3 Experiments

We evaluate the efficacy of extrinsic measures on a well-studied cancer dataset, which is composed of
gene expression values of 62 colon tissue samples where the Affymetrix Hum6000 array with 6819 probes
is used [1].

In our first experiment, we compare gene pairs that are labeled as ‘similar’ according to the discussed
measures. For each measure, gene pairs are sorted starting from the most ‘similar’ one. We calculated
semantic similarity of all the annotated pairs and calculate the average semantic similarity in each case [4].
This measure quantifies biological relevance of two genes with respect to the significance of their shared
Gene Ontology (GO) annotations. As can be seen in Figure 1(a), the pairs identified with the SMI, Chi
and Confidence measures show greater biological relevance when compared to the pairs identified by the
other measures. For the top 1000 pairs, the improvement in the average semantic similarity score is up
to 18%. The improvement obtained by using TOM measure is not as significant as that of the extrinsic
measures.

Next, we construct association networks by connecting the top scoring gene pairs identified by each
measure. Here, nodes represent genes, and two nodes are linked if the corresponding genes are ‘similar’
to each other. To keep the same size for all networks, we only used the top 0.01% of ‘similar’ gene pairs in
each case. We calculate the average semantic similarity of pairs (i.e., edges) in each network and observe
that Chi network has a score of 1.48, whereas the Pearson network only has 1.41. We also examine
the quality of clusters extracted from these networks. To identify dense regions from our networks, we
employ the most commonly used clustering algorithm, i.e., hierarchical clustering with average linkage.
Each network is partitioned into 200 clusters, and each clustering arrangement is validated using the
enrichment score, i.e., p-value, that signifies the statistical value of the functional homogeneity of a
cluster. The p-value distributions for the significant clusters extracted from various gene association
networks are shown in Figure 1(b). As can be observed from the figure, extrinsic similarity measures
produce more number of clusters that are functionally homogenous.

Our experimental results prove that using the extrinsic measures, it is possible to identify gene pairs
that are biologically more relevant. In addition, association networks generated based on these measures
are shown to be more informative and useful for further analysis.
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A Dense Graph Model for Haplotype Inference
Sharlee Climer,! Alan R. Templeton,? Weixiong Zhang!

Phasing genotype data to identify the composite haplotype pairs is a widely-studied problem due to its
value for genome-wide association studies, population genetics research, and other significant endeavors.
The accuracy of the phasing is crucial as identification of haplotypes is frequently the first step of expensive
and vitally important studies. We present a combinatorial approach to this problem, which we call
Splitting Heirs, that is based on a dense graph model. We have tested Splitting Heirs with several
popular existing phasing methods including PHASE, HAP, and Pure Parsimony, on seven sets of real
biological haplotype data. Our method yields the highest accuracy obtainable by these methods in all
cases. Furthermore, Splitting Heirs is robust and had higher accuracy than any of the other approaches for
the two data sets with high recombination rates. The success of Splitting Heirs validates the assumptions
made by the dense graph model and highlights the benefits of finding globally optimal solutions.

Many methods used for haplotype inference have favored reduction of the cardinality of unique haplo-
types. Pure Parsimony [2] is an extreme case in which a set of haplotypes are found such that the number
of unique haplotypes is the least possible. Splitting Heirs favors reduced cardinality, but simultaneously
considers other favorable properties and does not always yield a strictly parsimonious solution.

Some of the previous algorithms (e.g. PHASE [6]) have favored additional properties, such as pair-
wise similarities between haplotypes. That is, if a potential haplotype is similar to one in the current
solution, it is favored. In contrast, Splitting Heirs favors cluster-wide similarities by favoring solutions in
which many haplotypes are similar to a number of other haplotypes. The dense graph model can be used
to quantify the quality of a solution with regard to reduced cardinality and cluster-wide similarities.

Let A equal the number of unique haplotypes in a solution. Consider a graph with h nodes, in which
each node represents a haplotype in the solution. The weight on an edge in the graph is set equal to the
distance between the two haplotypes that are endpoints of the edge. Distances between haplotypes can
be defined in various ways. A simple distance measure is just the number of sites in which they differ. If
pair-wise similarities were the only concern, a graph to consider would contain only edges that connect
each haplotype with its nearest neighbor. When relying completely on simple pair-wise distances, it is
possible to have h/2 disjoint subgraphs with arbitrarily large distances between them. In real populations,
we would expect to find clusters of haplotypes that are similar to each other, so it is desirable to enforce
similarities beyond a single nearest neighbor.

In a dense graph model, the density of the graph is required to be greater than or equal to a given
value, . The density of a graph can be defined as e/h, where e is the number of edges in the graph. By
considering these additional edges, similarities beyond single nearest neighbors are taken into considera-
tion. We evaluate the quality of the dense graph solution using;:

e h
CD:Zwidi—&—Zui (1)
i=1 i=1

where d; is the distance of edge i and w; and u; are weights. In our experiments, we used a constant u;
value and w; = 1 for all 7.

The dense graph with the minimum cost Cp is considered optimal. We have cast this model as an
Integer Linear Program (IP). The constraints of our IP require that the selected haplotypes resolve all of
the genotypes. These constraints are similar to the constraints for the Pure Parsimony IP formulation.
The key differences between our IP and the Pure Parsimony IP is that our objective function is Equation
(1), and we add the following constraint to ensure the density of the graph: e/h > «. Like Pure
Parsimony, this problem may require exponential time to compute in the worst case. However, we were
able to obtain globally optimal solutions using ILOGs Cplex 8.11, which is a generic IP solver.

On some occasions, the optimal dense graph may have more than one pair of haplotypes that can
resolve a given genotype. When this is the case, Splitting Heirs assumes that common haplotypes are
very common, and assigns the pair that contains the haplotype with the highest frequency in the set.
Alternate pairs, along with their frequencies, are also provided for the user.
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The dense graph model is biologically intuitive as it utilizes three widely accepted principles: the
number of unique haplotypes within a given population is relatively small, many haplotypes are similar
to others, and common haplotypes are very common. PHASE incorporates the first two of these principles
in its priors. However, PHASE favors pairs of haplotypes that are similar. It is biologically intuitive that
clusters of haplotypes are similar, not just pairs. Splitting Heirs effectively incorporates this intuition.

We have tested the biological accuracy of various haplotype inferencemethods using seven sets of true
haplotype data derived experimentally (i.e. the individual haplotypes were identified, not the melded
pairs). The first source of data used for comparisons is a set of 80 human ApoFE haplotype pairs, each
with nine SNPs [5]. These SNPs are drawn from the apolipoprotein E locus. Data set A in Table 1 is
composed of these 80 pairs of haplotypes.

The second source [1] contains 39 pairs of human haplotypes, each with 411 sites, in a 48 kb region
containing the KLK13 and KLK1/ genes. There is a substantial amount of missing data in this set. Pure
Parsimony, EM-DeCODER, and the current implementation of Splitting Heirs all require complete data.
Six regions of complete data from this set are used for this study and correspond to data sets B through
G in Table 1. They range from 5 sites to 47 sites in length. The 17 sites of set D have no recombination
and are combined with 9 additional sites, which have a low recombination rate, to make set F.

We compare Splitting Heirs with several popular haplotype inference methods: Pure Parsimony [2],
HAP [3], EMDeCODER [4], and PHASE [6]. Two of these implementations use combinatorial methods
and the other two use statistical approaches. Table 1(a) shows the results for the data sets with little
or no recombination. These results list the number of genotypes incorrectly phased as well as the total
number of sites that were incorrectly phased by each method. As shown in the table, Splitting Heirs did
better than, or as well as, all of the other solvers in every case. Table 1(b) contains the results for data
with high recombination rates. Splitting Heirs outperformed the other algorithms on both data sets.

Due to consequences for vitally important genome-wide association studies and population genetics
studies, the benefits of accuracy for the haplotype inference problem cannot be measured by mere financial
gains. Splitting Heirs finds globally optimal solutions for this problem that favor low cardinality of
unique haplotypes as well as similarities across clusters of haplotypes. Favoring cluster-wide similarities
is biologically intuitive and this assumption is experimentally validated using true haplotype data.
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#of Gen. Wrong # Her. #of Sies Wrong
Data | n | Pars HAP EM PHASE Splt | Sites | Pars HAP EM  PHASE  Spht
A 80 5 11 10 4 4 154 3 13 13 4 4
B 39 4 4 4 4 4 44 4 4 4 4 4
(a) C 39 1 0 0 2 0 136 3 0 0 3 0
D 39 1 1 2 0 0 52 1 2 3 0 0
E 39 3 3 4 1 193 7 3 6 1
) E 39 4 11 6 4 186 5 12 8 4
G 39 14 20 7 5 257 27 44 8 6

Table 1: Results for genotype sets with (a) little or no recombination and (b) high recombination rates. Number of
genotypes in the set (n); the number of genotypes incorrectly phased by Pure Parsimony (Pars), HAP, EM-DeCODER
(EM), PHASE, and Splitting Heirs (Split); total number of heterozygous sites in set of genotypes; and number of sites
incorrectly phased by each method are tabulated.



P156 267

Large-Scale Inference of Condition-Specific
Regulation Using Gene Expression Data and
Predicted Transcription Factor Occupancy of

Promoters

Neil D. Clarke,! Hock Chuan Yeo, Zhen Xuan Yeo, Ye Li

Gene expression experiments have been performed under many different conditions. In contrast,
large-scale ChIP-chip experiments (i.e., those involving many transcription factors) have been performed
under just a few. It is likely, therefore, that only a fraction of condition-specific functional binding sites
have been identified. Computational methods are required to further correlate factors, conditions, and
target genes in order to infer more comprehensive regulatory networks, and to generate hypotheses that
can be tested by directed ChIP experiments.

We have previously developed a method for predicting the probability of transcription factor binding
to a promoter [1]. The method models cooperative and competitive binding in a physically meaningful
manner, and appropriately uses protein concentration as a parameter. Genomewide nucleosome location
data has also been incorporated into the model to improve the prediction of bound sites [2]. We are now
using this method to systematically compare predicted binding profiles for over a hundred transcription
factors to the changes in gene expression in hundreds of microarray experiments, and have identified
many conditions under which predicted binding is significantly correlated with gene regulation. A joint
probability analysis, using gene expression changes and predicted binding probabilities, further identifies
the genes that are most likely to be direct targets of the transcription factor under that condition. This
analysis recapitulates interactions inferred from expression and ChIP-chip analyses, and makes novel
predictions that can be tested by ChIP experiments under previously unexplored conditions.
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