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IDT can provide controls for your nextgen sequencing needs.

Single-stranded DNA Ultramers

*  Upto 200 bases in length

*  ESImassspec QC for verification of full-length product
*  PAGE purification availoble

* Ideal for highly repetitive constructs

Double-stranded DNA genes and miniGenes

*  Sequence verification
*  2ug of plasmid provided
*  PCR priming and restriction sites easily included

Single-stranded RNA

*  Upto 50 bases (longer targets individually quoted)
*  HPLC purification available
*  Provided in RNase-free buffer

miRNA cloning linkers for small RNA sequencing

*  Based on pre-activated, adenylated linking technology
*  Permits cloning from any RNA source in any species
*  miRCat Small RNA Cloning Kit also availoble
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Meet & Greet Party

060212010 -
Time Type Abstract # Title Speaker
30 - 3:30am Sreakfast . La Fonda Breakfast Buffet_Scrambled Eggs with applewood smoked bacon and toast, Fruit jam and butter, Freshly brewed regular and .
decatfeinated coffee
8:30- 8:45 Intro x Welcome Intro from Los Alamos National Laboratory Mary Neu
N . N . Chair - Mike Fitzgerald
X ion Chair X ion Ch: . G
Session Cha Session Chalrs Chair - Jessica Hostetle
8:45 - 9:30 Keynote FF0030 Complex Microbial Communities: We're not in Kansas anymore Dr. Claire Frasier- Liggett
9:30 - 9:50 Speaker 1 FF0004 Genome, and RNA of twins for multiple sclerosis Stephen Kingsmore
e National Interagency Genome Science Coordinating Committee
9:50-10:10 Speaker 2 FFo012 Retrospective View of the Response to Intentional Release of Pathogens Ron Walters
10:10-10:30 Speaker 3 FFO141 Data for the Rapid and Cl of Unknown Genomic Samples Nicole Rosenzweig
10:30 - 10:50 Break x Beverages and snacks provided x
10:50 - 11:10 Speaker 4 FFO166 The Future of Microbial Genomics Nikos Kyrpides
11:10-11:30 Speaker 5 FF0028 454 - Investing in the future generations - from sequencing symbiotic environments to Peer-Reviewed Online Science Education Clotilde Teiling
11:30 - 11:50 Speaker 6 FF0069 illumina - New and Haley Fiske
11:50 - 12:10 Speaker 7 FF0025 SOLID - The $6,000 Genome and beyond Michael Rhodes
Coronado Lunch Buffet  Tossed mixed greens with vegetable gamishes served with a choice of dressing,
12:10 - 130pm Lunch RainDance  |Grilled chicken breast with spicy barbeque vinaigrette, Three cheese tortellini with classic marinara and Alfredo sauces Sponsored by RainDance
Fresh seasonal vegetables, Chef's choice of starch, Sourdough rolls and butter, Beverages
o . . . Chair - Bob Fulton
X Session Chair X Session Chairs Chair - Patrick Chain
130 1:50 Speaker 8 J—— Pacific Biosciences - Towards Autofinishing in Complex Genomes: Hybrid Assembly of Rhodopseudomonas palusiris Without Steve Turner
Manual Intervention
1502110 — Fro12e Qdot - Single molecule real-time nucleic acid sequencing-by-synthesis using Quantum-dot (Qdot) nanocrystal DNA polymerases with —
FRET-based detection
2:10-3:10 Panel Discussion x Next Generation Sequencing Technology Panel Discussion Chair - Chad Nusbaum
:10 - 3:40 Break x Beverages and snacks provided x
FF0060 Genome Sequencing Center at NCGR Faye Schilkey
FFO074 Genome Sequencing Center at DOE JGI Chris Daum
FFO051 Genome Sequencing Center at Sanger Darren Grafham
Tech Time Talks  |FF0125 Genome Sequencing Center at Broad Mike Fitzgerald
3:40 - 5:20pm (10 min each)
with question panel |FFO129 Genome Sequencing Center at Baylor Donna Muzny
FF00101 Genome Sequencing Center at WashU Bob Fulton
FFO085 Genome Sequencing Center at JCVI Jessica Hostetler
FF0227 Genome Sequencing Center at OICR Johar Ali
P Posters - even #s Sponsored by Roche
5:30 - 7:00pm Moot & Greet Party  [EVEN#s Poster Session with Meet & Greet Paty (Sponsorted by Roche) Food & Drinks S ST
7:00 - 8:30pm Posters - 0dd #s oDD #s Poster Session with Meet & Greet Party (Sponsorted by Roche) Food & Drinks Sponsored by Roche

5:30pm- 9:00pm

T
06/03/2010 - Thursday

Time Type Abstract # Title Speaker
2430 - 8:30am Breakfast « Santa Fe Breakfast Buffet Frittata with applewood smoked bacon and English muffin, Fruit jam and butter, Freshly brewed regular «
and decaffeinated coffee
8:30 - 8:45 Intro X Welcome Back from DOE Joint Genome Institute Jim Bristow
. : . : Chair - Alla Lapidus
n Ch: n Ch: . o e
X Session Chair X Session Chairs Chairs MikelFitzqerald
8:45 - 9:30 Keynote FF0003 DNA Sequencing Technology as the Engine of Scientific Advancement Dr. Chad Nusbaum
9:30 - 9:50 Speaker 1 FF0044 Large Genome Assembly with 454 Data 3im Knight
950 -10:10 Speaker 2 FF0201 A General Method for Assembling Genomes from lllumina data Dariusz Przybylski
10:10 - 10:40 Break x Beverages and snacks provided x
10:40 -11:00 Speaker 3 FFO172 Rnnotator: ade novo transcriptome assembly pipeline from short RNA-Seq reads Jeff Martin
11:00 - 11:20 Speaker 4 FF0006 Phytophthora capsici: genome assembly of a polymorphic organism Joann Mudge
11:20 - 11:40 Speaker 5 FF0165 Breaking the BLAST bottleneck Robert Edgar
11:40 - 12:00 Speaker 6 FF0061 Towards gene by deep Andrew Bradbury
New Mexican Lunch Buffet Green salad with vegetable garnishes and assorted dressings,
12:00 - 1:30pm Lunch illumina Beef fajita quesadilla gamished with lettuce, tomato, sour cream and guacamole, Cheese enchiladas with red chile, Black beans and rice, Sponsored by illumina
Beverages
. . . . Chair - Donna Muzny
n Ch: n Ch: p .
X Session Chair X Session Chairs e oAl
1:30 - 1:50 Srtien T FFO116 The Medicago truncatula HapMap Project: of and strains using Illumina’s 2° Arvind Bharti
Generation solexa Technology
1:50 - 2:10 Speaker 8 FFO111 the L human heavy chain locus from Rene Warren
hydatidiform mole
2:10-2:30 Speaker 9 FF0098 of a cost-effecti process through automation, molecular barcoding and process improvement Niall Lennon
FF0040 Univ. of Florida - Use of optical mapping in bacterial genome finishing Dibyendu Kumar
ome Finishing | gegg 05 Baylor Finishing - Microbe Assembly Strategies and Finishing at BCM-HGSC Christian Buhay
230 3:30 (Selected Posters)
:30 - 3:30pm (10 min each) FF0100 Sanger Finishing - Gold Standard: Finishing Using Next Generation Technologies Andries Van Tonder
with question panel |FF0127 Broad Finishing - Multiplex Template Preparation for Finishing With Next Generation Sequencing Anna Montmayeur
FFO119 LANL Finishing - A high-throughput next generation genome finishing pipeline Karen Davenport
3:30 - 3:50 Break x Beverages and snacks provided x
FF0209 Caliper - Advanced Nucleic Acid 1 for Next Sample P Mark Roskey
FF0090 Covaris - AFA-based DNA Fragmentation: A Critical First Step for the Optimization of Next Gen Sequencing Jim Laugharn
550-5:200m rech Time Talks  |FFO164 OpGen - Use of Optical Mapping to Aid in the Assembly and Finishing of Human Microbiome Genome Projects Trevor Wagner
: : (15 min each) FF0035 Geospiza - Increasing the Scale of Deep Sequencing Data Analysis with BioHDF Todd Smith
FF0193 CLC bio - Exploring highly Next Analysis tools in CLCbio's Genomics Workbench Saul Kravitz
FF0059 NABsys - Hybridization Assisted Nanopore Sequencing John Oliver
545 - 7:45 Happy Hour LifeTech Happy Hour at Cowgirls Cafe - Sponsored by Life Technologies (3 drink tickets per person) Map Will be Provided
7:45 - bedtime on your own x Dinner and night on your own - enjoy x

06/04/2010 - Friday

meeting

Fresh seasonal vegetables, Chef's choice of starch, Sourdough rolls and butter, Beverages

Time Type Abstract # Title Speaker
2:30 - 8:30am Breakfast « Breakfast Buffet Harvey House French toast with warm maple syrup and butter, Sausage links, «
Freshly brewed regular and decaffeinated coffee

8:30 - 8:45 Intro FF0232 Welcome Back - Review Genome Standards Paper.... What's next? Patrick Chain

o a . . Chair - Patrick Chain

n Ch n Ch 2

x Session Chair x Session Chairs Chal - Darren Grafar
8:45 - 9:30 Keynote FF0048 Analysis of from to terabast Dr. Folker Meyer
9:30 - 9:50 Speaker 1 FFO142 Community genomic analysis of relatively low diversity and for up-scaling Jill Banfield
9:50 - 10:10 Speaker 2 FFO115 Whole genome shotgun metagenomic sequencing, assembly, and analysis of human microbial with health and diseasgJoe Petrosino
10:10 - 10:30 Break x Beverages and snacks provided x
10:30 - 10:50 Speaker 3 FF0218 Grepping Life: A New Paradigm for Analyzing Metagenomic Data Joel Berendzen
10:50 - 11:10 Speaker 4 FFO160 One Microbial Cell, One Complete Genome Tanja Woyke
11:10 - 11:30 Speaker 5 FFO135 Single Amplified Whole Genome Shotgun — Applications Eric Pelletier
11:30 - 11:50 Speaker 6 FF0208 Whole Genome Sequencing of Individual Bacterial Cells from the Ocean Rex Malmstrom
11:50 - 12:10 Speaker 7 FF0055 DNA sequencing from single bacterial cells using the multiple displacement amplification (MDA) reaction Roger Lasken
12:10 - 12:30 Closing Discussions  |x Closing Discussions - discuss next year's meeting Chair - Chris Detter
12:30 - 2:00pm Lunch & Close of La Fiesta Plaza Lunch  Pork tenderloin served with papaya coulis and mango salsa «







06/02/2010 - Wednesday

Time Type Abstract # Title Speaker
7:30 - 8:30am Breakfast . La Fonda Breakfast Buffet Scrambled Eggs with applewood smoked bacon and toast, Fruit jam and butter, Freshly brewed regular and
decaffeinated coffee
8:30 - 8:45 Intro X Welcome Intro from Los Alamos National Laboratory Mary Neu
X Session Chair X Session Chairs Chair - Mike Fitzgerald
Chair - Jessica Hostetler
8:45-9:30 Keynote FF0030 Complex Microbial Communities: We're not in Kansas anymore Dr. Claire Frasier- Liggett
9:30 - 9:50 Speaker 1 FF0004 Genome, epigenome and RNA sequences of monozygotic twins discordant for multiple sclerosis Stephen Kingsmore
. . National Interagency Genome Science Coordinating Committee
9:50-10:10 Speaker 2 FFo012 Retrospective View of the Response to Intentional Release of Pathogens Ron Walters
10:10 - 10:30 Speaker 3 FF0141 Data Management Requirements for the Rapid Identification and Characterization of Unknown Genomic Samples Nicole Rosenzweig
10:30 — 10:50 Break X Beverages and snacks provided X
10:50 — 11:10 Speaker 4 FF0166 The Future of Microbial Genomics Nikos Kyrpides
11:10 - 11:30 Speaker 5 FF0028 454 - Investing in the future generations - from sequencing symbiotic environments to Peer-Reviewed Online Science Education Clotilde Teiling
11:30 - 11:50 Speaker 6 FF0069 illumina - New Applications and Sequencing Instrumentation Haley Fiske
11:50 - 12:10 Speaker 7 FF0025 SOLID - The $6,000 Genome and beyond Michael Rhodes
Coronado Lunch Buffet Tossed mixed greens with vegetable garnishes served with a choice of dressing,
12:10 — 130pm Lunch RainDance Grilled chicken breast with spicy barbeque vinaigrette, Three cheese tortellini with classic marinara and Alfredo sauces Sponsored by RainDance
Fresh seasonal vegetables, Chef's choice of starch, Sourdough rolls and butter, Beverages
. . . . Chair - Bob Fulton
X Session Chair X Session Chairs Chair - Patrick Chain
1:30 — 1:50 Speaker 8 FE0065 Pacific B|osuencgs - Towards Autofinishing in Complex Genomes: Hybrid Assembly of Rhodopseudomonas palustris Without Steve Turner
Manual Intervention
1:50 — 2:10 Speaker 9 FE0124 Qdot - Single molec.ule real-time nucleic acid sequencing-by-synthesis using Quantum-dot (Qdot) nanocrystal DNA polymerases with e VEnakr M
FRET-based detection
2:10 - 3:10 Panel Discussion X Next Generation Sequencing Technology Panel Discussion Chair - Chad Nusbaum
3:10 - 3:40 Break X Beverages and snacks provided X
FF0060 Genome Sequencing Center at NCGR Faye Schilkey
FF0074 Genome Sequencing Center at DOE JGI Chris Daum
FF0051 Genome Sequencing Center at Sanger Darren Grafham
Tech Time Talks FF0125 Genome Sequencing Center at Broad Mike Fitzgerald
3:40 - 5:20pm (10 min each) FF0129 G s ing Center at Bayl D M
with question panel enome Sequencing Center at Baylor onna Muzny
FF00101 Genome Sequencing Center at WashU Bob Fulton
FF0085 Genome Sequencing Center at JCVI Jessica Hostetler
FFO227 Genome Sequencing Center at OICR Johar Ali
X . Posters - even #s . . . Sponsored by Roche
5:30 — 7:00pm Meet & Greet Party EVEN #s Poster Session with Meet & Greet Party (Sponsorted by Roche) Food & Drinks 5:30pm- 9:00pm
7:00 - 8:30pm Posters - Odd #s ODD #s Poster Session with Meet & Greet Party (Sponsorted by Roche) Food & Drinks Sponsored by Roche

Meet & Greet Party

5:30pm- 9:00pm







Speaker Presentations (June 2"

Abstracts are in order of presentation according to Agenda

FFO0030

Keynote

Claire Frasier- Liggett

Institute for Genome Sciences, University of Maryland School of Medicine

Complex Microbial Communities: We're not in Kansas anymore




NOTES
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FF0004

Genome, epigenome and RNA sequences of monozygotic twins discordant for
multiple sclerosis

Sergio E. Baranzini1, Joann Mudge2, Jennifer C. van Velkinburgh2, Pouya Khankhanian1, Irina
Khrebtukova3, Neil A. Miller2, Lu Zhang3, Andrew D. Farmer2, Callum J. Bell2, RyanW.Kim2,
Gregory D.May2, Jimmy E.Woodward2, Stacy J. Caillier1, Joseph P. McElroy1, Refujia
Gomez1, Marcelo J. Pando4, Leonda E. Clendenen2, Elena E. Ganusova2, Faye D. Schilkey2,
Thiruvarangan Ramaraj2, Omar A. Khan5, Jim J. Huntley3, Shujun Luo3, Pui-yan Kwok®6,7,
Thomas D. Wu8, Gary P. Schroth3, Jorge R. Oksenberg1,7, Stephen L. Hauser1,7 & Stephen

F. Kingsmore2

1Department of Neurology, University of California at San Francisco, San Francisco, California
94143, USA. 2National Center for Genome Resources, Santa Fe, New Mexico 87505,USA.
3lllumina Inc., Hayward, California 94545, USA. 4Stanford Medical School Blood Center, Palo
Alto, California 94303, USA. 5Department of Neurology, Wayne State Medical School, Detroit,
Michigan 48201, USA. 6Cardiovascular Research Institute, University of California at San
Francisco, San Francisco, California 94143, USA. 7Institute for Human Genetics, University of
California at San Francisco, San Francisco, California 94143, USA. 8Department of
Bioinformatics, Genentech Inc., South San Francisco, California 94080, USA.

Monozygotic or ‘identical’ twins have been widely studied to dissect the relative contributions of
genetics and environment in human diseases. In multiple sclerosis (MS), an autoimmune
demyelinating disease and common cause of neurodegeneration and disability in young adults,
disease discordance in monozygotic twins has been interpreted to indicate environmental
importance in its pathogenesis1-8. However, genetic and epigenetic differences between
monozygotic twins have been described, challenging the accepted experimental model in
disambiguating the effects of nature and nurture9-12. Here we report the genome sequences
of one MS-discordant monozygotic twin pair, and messenger RNA transcriptome and
epigenome sequences of CD41 lymphocytes from three MS-discordant, monozygotic twin
pairs. No reproducible differences were detected between co-twins among 3.6 million single
nucleotide polymorphisms (SNPs) or 0.2 million insertion-deletion polymorphisms. Nor were
any reproducible differences observed between siblings of the three twin pairs in HLA
haplotypes, confirmed MS-susceptibility SNPs, copy number variations, mMRNA and genomic
SNP and insertion-deletion genotypes, or the expression of 19,000 genes in CD41 T cells. Only
2 to 176 differences in the methylation of 2 million CpG dinucleotides were detected between
siblings of the three twin pairs, in contrast to 800 methylation differences between T cells of
unrelated individuals and several thousand differences between tissues or between normal and
cancerous tissues. In the first systematic effort to estimate sequence variation among
monozygotic cotwins, we did not find evidence for genetic, epigenetic or transcriptome
differences that explained disease discordance. These are the first, to our knowledge, female,
twin and autoimmune disease individual genome sequences reported.
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FF0012

National Interagency Genome Science Coordinating Committee
Retrospective View of the Response to Intentional Release of Pathogens

Ronald A. Walters, Ph.D.

Pacific Northwest National Laboratory
Richland, Washington, USA

The September-October 2001 releases of anthrax spores shortly after the 9/11 attack
on the World Trade Center and Pentagon were sobering in their timing, the potential for
great harm, and their impact on our society and global view. That remains true today.
A very recent report from the Congressional Research Service summarized the issues
associated with the federal response to threats of bioterrorism. The continued attempts
to launch terror attacks on U.S. citizens are a clear indication that the threat has not
disappeared. Not surprisingly, there has been both support of and criticism for every
federal response taken to address the threat of an intentional release of pathogens,
and it is not the intent here to debate outcomes that have led to the current
infrastructure to deal with dangerous pathogens associated with biocrime or
bioterrorism. What will be presented is a description of and success in mobilizing the
federal agencies that could assist in characterizing the genomes of dangerous
pathogens, information for which was sorely lacking in 2001. The National Interagency
Genome Sciences Coordinating Committee (NIGSCC) was established in 2001 to
coordinate the sequencing of pathogens considered to be the most dangerous agents
of potential biocrime or bioterrorism. The NIGSCC was chaired by Dr. Rita Colwell,
then NSF Director. Member organizations originally contributing representatives
included NSF, NIH/NIAID, IC, DOE, DOJ, CDC, USDA, DOD, and DHS. The NIGSCC
continues to function and has added additional representatives from FDA, EPA,
NBACC, DTRA, and various other DOD organizations. @ Accomplishments and
perspectives will be presented.
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FFO141
Data Management Requirements for the Rapid Identification and Characterization
of Unknown Genomic Samples

C. Nicole Rosenzweig'?, Alvin Liem'"?, Ed Fochler'?, Greg Donarum'?, Jessica Hill'?,
Lauren A. McNew', Henry S. Gibbons', Evan W. Skowronski’

'Genomics IPT, Edgewood Chemical Biological Center, Aberdeen Proving Ground, MD
2OptiMetrics, Inc., *Battelle Memorial Institute

The rapid identification and characterization of uncharacterized or unknown samples
following shotgun sequencing requires a rigorous data management plan. To support
this end, Edgewood Chemical and Biological Center (ECBC) Genomics IPT has
developed an informatics infrastructure to support the objective of identifying emerging
and genetically engineered bacterial pathogens. An automated analytical pipeline has
been developed and is required in order to (1) scale the sequencing effort to develop a
capability to filter, analyze and interpret a large amount of data, and (2) to ensure
standardized analytical methodologies are pursued while capturing and documenting
the exact methodology used at any time. The analytical pipeline identifies the main
genomic components of a sample, identifies nearest neighbors, and enables research-
driven analysis.

Samples are sequenced using the Roche 454 GS FLX Genome Sequencers using the
Titanium Reagent Platform. A Laboratory Information Management System (LIMS)
captures all laboratory data. Once sequencing is complete, the automated pipeline is
initiated. Roche De Novo Assembler and Reference Mapper, MPI BLAST, and
MUMmer are utilized in analysis. Analytical results are parsed back into LIMS. When a
species-level match is found in the reference database, the unmapped reads are re-
evaluated to determine if plasmids, phages, or other genomic components are present.

Currently, purified bacterial samples are processed at ECBC. Analytical pipelines are
in place to support this analysis. All samples with species-level reference genomes
available in the Genbank RefSeq database were automatically identified correctly.
Additionally, results suggest the ability to identify the presence of insertion elements,
plasmids, and the main chromosomal components of the samples. These results
suggest that automated analysis can provide an initial identification and
characterization of an unknown sample following whole genome sequencing.

Support for this project was provided by Defense Threat Reduction Agency project
TMT_CB2847 to H.S.G. and E.W.S.
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FF0166

The Future of Microbial Genomics

Nikos C. Kyrpides

Genome Biology Program,
DOE Joint Genome Institute, 2800 Mitchell Drive, Walnut Creek, CA 94598, USA

At the time of the completion of 1000 microbial genomes, the field is poised at a
crossroads. The enabling technology which birthed the field and brought it to this point
is fundamentally different from the one that is currently pushing it to the next phase.
The future holds great promise for far-reaching advancements in microbiology as well
as in diverse related sciences. To realize that potential will require meeting the
challenges that have accompanied the rapid development of the underlying technology
and the exponential growth of data. New technologies provide unprecedented
opportunities, but also call for conceptual shifts. Experience gained in the first decade
of genomics can guide the improved approaches now needed for the selection of
genome sequencing projects and their funding, for genome annotation standards, as
well as for data analysis and integration. | will discuss the current challenges in the field
and present a vision of its future.
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FF0028

Investing in the future generations - from sequencing symbiotic environments to Peer-
Reviewed Online Science Education”

Clotilde Teiling

454 Genome Sequencing, Roche Applied Science

While historically, symbiosis has received less attention than other interactions, it has
become a booming field in the last decades as we are becoming more aware of our
environment. Symbiosis between species is increasingly recognized to be an important
selective force behind evolution. As high-through put sequencing is more available,
sequencing one genome is not sufficient anymore, one genome with its entire
environment gives a lot more information on how it is affected by disease,
environmental desiquilibrium, etc...

Roche applied Science serves the scientific research community with an extensive
product portfolio featuring cutting-edge instruments and reagents for genome
sequencing, micro array analysis, nucleic acid purification, real-time PCR and cell
analysis. But we also provide a wealth of valuable resources from educational
websites to dedicated technical teachers, showing a commitment to today’s future
generation.

17



FF0069

New Applications and Sequencing Instrumentation

Haley Fiske
illumina, Inc. 25861 Industrial Blvd, Hayward, CA 94545

Improvements to the lllumina platforms and methods will be discussed. lllumina has
launched two new sequencing platforms. These platforms will be briefly discussed.
Method improvements will cover whole transcriptome sequencing of samples from
small amounts of nucleic acid and ffpe. The effect of PCR on library amplification will
also be covered.
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FF0025

The $6,000 Genome and Beyond

Michael D. Rhodes

Life Technologies, 500 Cummings Center, Beverly, MA 01915

The amazing growth in the capabilities of Sequencing Platforms has outstripped
Moore’s law over the past few years, both in terms of increases in throughput and
decreases in cost of sequencing. Life Technologies is the world’s leading sequencing
company and has a complete portfolio of sequencing solutions from a single capillary
machine through to ultra high throughput sequencing, with single molecule solutions
available soon.

This growth in throughput and range of solutions has made the decision on what
solution to select challenging. With the ability to easily generate enormous volumes of
data the challenges have moved to workflow and data analysis. The intellectual
challenge becomes the process of designing and constructing libraries so that the
desired information is sequenced and then extracting that data from the resultant
sequences.

In this talk, various technologies will be presented, including the SOLID™ system and
Single Molecule Sequencing. The SOLID 4 system generates up to 100 gigabases of
mapped data in a single run, some of the applications successfully carried out on the
SOLID system include:

Complete cancer genome re-sequencing, single cell transcriptome analysis,
Methylation and de Novo sequencing. The latest applications will be presented
including results and data analysis and automation solutions.

The SOLID instrument is For Research Use Only, and is not intended for any animal or
human therapeutic or diagnostic use

19



Lunch
12:10 - 1:30pm

Sponsored by

@ RainDance

Technologies
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FF0065

Towards Autofinishing in Complex Genomes: Hybrid Assembly of
Rhodopseudomonas palustris Without Manual Intervention

Steve Turner

Pacific Biosciences

Despite their nearly universal use in DNA sequencing for several decades, DNA
polymerases possess performance characteristics far beyond what first and second
generation sequencing technologies have achieved. Through the use of phospholinked
nucleotides, which can be incorporated with near-native kinetics by DNA polymerases,
and zero-mode waveguides, which allow single-molecule detection at the high
nucleotide concentrations required for DNA replication, the natural power of these
enzymes has been harnessed for single-molecule, real-time (SMRT) DNA sequencing.
Here, the high processivity of certain phage polymerases is translated into long
readlength and applied to the shotgun whole genome assembly of a hydrogen-
producing bacterium, Rhodopseudomonas palustris (R. pal). To demonstrate the
effectiveness of long reads and strobe reads in resolving complex genome structure,
we employed a hybrid assembly strategy using Pacific Biosciences’ long reads and
strobe reads in conjunction with reads from the Illumina sequencing platform. An
important component of our approach was the development of fast and sensitive
methods for overlapping SMRT reads with assembled contig sequences and
themselves. In conjuction with this novel overlap algorithm we developed an
automated pipeline for combining Illumina reads and SMRT reads through the steps of
filtering, assembly, and scaffolding. The resulting assembly produced significantly
fewer contigs and longer contig lengths than the starting lllumina assembly, with no
misassembles when compared to the finished genome sequence. We show the role
these assemblies play in the network analysis of hydrogen production by R. pal.

21



FF0124

Single molecule real-time nucleic acid sequencing-by-synthesis using Quantum-
dot (Qdot®) nanocrystal DNA polymerases with FRET-based detection

Peter Vander Horn, Joseph M. Beechem and Manfred W. Lee

Genetic Systems, Life Technologies, Carlsbad CA USA

Our Generation-1 (Sanger-based) and Generation-2 (SOLiID) sequencing platforms
have helped to define the limits of current DNA sequencing technology. In our
continuing efforts to advance (& complement) our Gen-1 and Gen-2 technologies, Life
Technologies has developed a single molecule real-time sequencing-by-synthesis
technology that builds upon our core competencies in Qdot® nanocrystals, Molecular
Probes® organic dyes, Invitrogen™ DNA polymerases, and Applied Biosystems
experience in manufacturing robust DNA sequencing instrumentation. A key
component of our Gen-3 platform is the complete “portability” of the DNA sequencing
engine. The sequencing engine is (essentially) a reagent, ~ 10nm in size, capable of
sequencing DNA on a variety of substrates, from simple microscope coverslips, to
nanochannels, to complex surfaces. Five-color fluorescence resonance energy-
transfer technology (FRET) (donor signal plus 4 acceptor signals), forms the basis of
detection, as a single excitation line excites a donor-labeled DNA polymerase. The
extra “fifth-color” (from the donor-polymerase) provides a very specific “anticorrelation-
signal” (donor-down signals temporally linked to acceptor-up base-calling signals), that
allows for more accurate base-calling. Ultimately, sequencer portability enables
reagent-exchange, which in turn yields a highly flexibly sequencing capable of
achieving tunable continuous read-lengths and accuracies. In one sequencing mode,
when the single-molecule sequencers “wear-out” in mid-run (e.g., after sequencing 1Kb
or so), new Qdot® polymerases can be added and the sequencing can be continued
from exactly where the previous sequencer left-off. In this manner, the read-length can
be continuously extended without requiring circularization of genomic templates. In
another sequencing mode, both the sequencer and newly synthesized template can be
washed out, new Qdot® polymerases can be added, and the template can then be re-
sequenced (termed recursive sequencing), greatly increasing the net accuracy. In this
manner, one can “tune” the desired accuracy one wishes to obtain by adjusting the
number of reagent exchanges. A detailed description of the step-by-step construction
and implementation of this portable single molecule sequencing engine will be
presented. Examples of real-time sequencing of homopolymeric, patterned, and
complex templates will be shown.
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FF0060

The Genome Sequencing Center at NCGR
Ryan W. Kim, Jimmy E. Woodward, Peter B. Ngam and Faye D. Schilkey

National Center for Genome Resources, Santa Fe, NM

National Center for Genome Resources (NCGR) is a non-profit research institute
whose mission is to improve human health and nutrition through genome sequencing
and analysis. The Genome Sequencing Center at NCGR offers next generation
sequencing, genotyping, and analysis services, currently housing eight lllumina
Genome Analyzers lIx for sequencing and lllumina’s BeadExpress and iScan for
genotyping. Sequencing services include whole genome and transcriptome shotgun
sequencing, ChIP, small RNA, whole or targeted exome, and methylome sequencing.
This summer, NCGR is one of only 10 sites including the Broad institute of MIT and
Harvard, CSHL, JGI, and Wash U who are receiving the third generation Pacific
Biosystem single molecule sequencing instrument. The PacBio system boasts very
long nucleotide read lengths that provide fidelity especially helpful for de novo
sequencing and resequencing projects.

NCGR has a longstanding reputation for developing effective bioinformatics tools for
scientific research evident by two recent awards: 2009 Bio-IT World Best Practices in
Basic Research in Schizophrenia and 2009 Laureate by Computerworld for Alpheus® a
web-based analysis pipeline for variant and expression detection of next generation
sequencing data.

Leveraging NCGR’s own research, sequencing and analysis experience, the NCGR
Genome Sequencing Center provides an unprecedented knowledgebase and facility
with approximately 100 customers/collaborators to date from around the globe. Please
contact Faye D. Schilkey at seq@ncgr.org to find out how NCGR can accelerate your
research.
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FFO074

An inside look at the JGI's Sequencing Operation

Christopher Daum and Susan Lucas

US Department of Energy Joint Genome Institute, 2800 Mitchell Drive, Walnut Creek,
California 94598, USA

The U.S. Department of Energy (DOE) Joint Genome Institute’s (JGI) Production
Sequencing group is committed to the generation of high-quality genomic DNA
sequence to support the mission areas of renewable energy generation, global carbon
management, and environmental characterization and clean-up. Within the JGI's
Production Sequencing group, a robust Roche Genome Sequencer and lllumina
Genome Analyzer pipeline has been established. Optimization of these sequencer
pipelines has been ongoing with the aim of continual process improvement of the
laboratory workflow. Discussion will include assessment of gDNA through data
analysis, including assessment of quality on the production line.

This work was performed under the auspices of the US Department of Energy's Office
of Science, Biological and Environmental Research Program, and by the University of
California, Lawrence Berkeley National Laboratory under contract No. DE-ACO02-
05CH11231, Lawrence Livermore National Laboratory under Contract No. DE-AC52-
07NA27344, and Los Alamos National Laboratory under contract No. DE-AC02-
06NA25396.

LLNL-ABS-408975
LBNL-1310E Abs.
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FF0051

Sequencing at the Wellcome trust Sanger institute

Darren Graftham

The Wellcome Trust Sanger Institute

The Wellcome Trust Sanger Institute (WTSI) has been a world leader in genomic
sequencing for over 15 years and supports over 35 faculty researchers at the institute.
The institute currently has 3 platforms for sequencing : 3730 capillary, 454 FLX and
lllumina GAIl which provides a diverse range of projects and needs. A brief overview of
the variety of projects supported along with the lims, software and pipelines available
will be presented.
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FF0125

Center Presentations: NexGen Production Sequencing and Analysis

Mike Fitzgerald

Broad Institute

Next generation sequencing platforms have ushered in a new era of high throughput
sequencing with a substantial change in the type and volume of projects now underway
at genome centers. These instruments allow for innovative and cost effective strategies
for both de novo sequencing and improving existing draft assemblies as well as whole
genome and targeted re-sequencing for mutation discovery. We will discuss the focus
of our institutions and provide pipeline overviews including library construction, RNA
sequencing, capture methods, automation, LIMS, software tools and genome
assembly. We will also discuss internal programs and metrics to evaluate pipeline
performance and the underlying technology.
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FF0129

Center Presentations: NexGen Production Sequencing and Analysis

Donna Muzny

Baylor College of Medicine

Next generation sequencing platforms have ushered in a new era of high throughput
sequencing with a substantial change in the type and volume of projects now underway
at genome centers. These instruments allow for innovative and cost effective strategies
for both de novo sequencing and improving existing draft assemblies as well as whole
genome and targeted re-sequencing for mutation discovery. We will discuss the focus
of our institutions and provide pipeline overviews including library construction, RNA
sequencing, capture methods, automation, LIMS, software tools and genome
assembly. We will also discuss internal programs and metrics to evaluate pipeline
performance and the underlying technology.
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FF0101, #1

Center Presentations: NexGen Production Sequencing and Analysis
Bob Fulton

The Genome Center at Washington University, 4444 Forest Park Blvd., Saint Louis,
MO 63108

Next generation sequencing platforms have ushered in a new era of high throughput
sequencing with a substantial change in the type and volume of projects now underway
at genome centers. These instruments allow for innovative and cost effective strategies
for both de novo sequencing and improving existing draft assemblies as well as whole
genome and targeted re-sequencing for mutation discovery. We will discuss the focus
of our institutions and provide pipeline overviews including library construction, RNA
sequencing, capture methods, automation, LIMS, software tools and genome
assembly. We will also discuss internal programs and metrics to evaluate pipeline
performance and the underlying technology.
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FF0085, #1

Center Presentations: NexGen Production Sequencing and Analysis

Jessica Hostetler

The J Craig Venter Institute, Rockville, MD, U.S.A.

Next generation sequencing platforms have ushered in a new era of high throughput
sequencing with a substantial change in the type and volume of projects now underway
at genome centers. These instruments allow for innovative and cost effective strategies
for both de novo sequencing and improving existing draft assemblies as well as whole
genome and targeted re-sequencing for mutation discovery. We will discuss the focus
of our institutions and provide pipeline overviews including library construction, RNA
sequencing, capture methods, automation, LIMS, software tools and genome
assembly. We will also discuss internal programs and metrics to evaluate pipeline
performance and the underlying technology.
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FF0227

Center Presentations: NexGen Production Sequencing and Analysis
Johar Al

The Ontario Institute for Cancer Research (OICR)

Next generation sequencing platforms have ushered in a new era of high throughput
sequencing with a substantial change in the type and volume of projects now underway
at genome centers. These instruments allow for innovative and cost effective strategies
for both de novo sequencing and improving existing draft assemblies as well as whole
genome and targeted re-sequencing for mutation discovery. We will discuss the focus
of our institutions and provide pipeline overviews including library construction, RNA
sequencing, capture methods, automation, LIMS, software tools and genome
assembly. We will also discuss internal programs and metrics to evaluate pipeline
performance and the underlying technology.
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Meet and Greet Party

600pm — 830pm, June 2"

Sponsored by Roche Diagnostics

Enjoy!!!
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Poster Presentations (June 2"
Even #'s 5:30-7:00pm, Odd #'s 7:00-8:30pm

FF0024

12x coverage 454/Sanger Hybrid Assembly of Cucumber (Cucumis sativus L. cv.
Borszczagovski) genome — the most efficient way to begin post genomic era

Woycicki R., Witkowicz J., Pawelkowicz M, Siedlecka E., Gutman W., Plader W.,
Seroczynska A., Smiech M., Niemirowicz-Szczytt K., Karpinski S, Malepszy S.,
Przybecki Z.

Dept. of Plant Genetics, Breeding & Biotechnology, Faculty of Horticulture and
Landscape Architecture, Warsaw University of Life Sciences - SGGW,
Nowoursynowska 159, Warsaw, 02-606, Poland

New sequencing technologies make it possible to achieve genome sequence fast and
cheap. Since the assembly step of such next generation reads is still not well
standardized it is the most cumbersome part of sequencing projects. We present here
approaches undertaken on the way to the draft assembly the cucumber (Cucumis
sativus L. cv. Borszczagowski) genome done with the use of 8x unpaired and 4x paired
(3 Kbp) pyrosequenced 454 XLR Titanium reads, together BAC library ends fragments
(12,7x physical coverage).

Two different assembly approaches, namely Celera and Celera/Arachne were finally
used. The Celera result was 15’196 contigs of 197 Mbp length and N50 27°086 bp and
4’157 scaffolds of 224 Mbp length and N50 2’324 Kbp. In the Celera/Arachne method
contigs after prior pyrosequencing reads assembly (in the form of ~ 800 nt reads) were
used together with the STCs as the input to Arachne assembler. Number of contigs
were 15764 of the length 193 Mbp with N50 23’280 bp. Number of supercontigs were
12’438 with the coverage of 323 Mbp and N50 323’092 bp.

Correctness of the assemblies were proven after mapping 95,56% of 63’035 cucumber
unigenes with the average identity 97,81%. Additionally 6 BAC/Fosmid cucumber
sequences (totally 372’277 bp) had identity of 97,61% to the assembled genome.
Average reads coverage of the genome were 14,20x and 98% of the assembled
genome had reads coverage higher than 3x.

Taking into consideration coverage used in already reported cucumber assemblies (32x
by Miller J. et al., 2009 and 72x by Huang S., et al., 2009), as well as no differences in
the quality and the best overall quantity statistics of contigs/scaffold lengths, the Celera
approach used in this project should be considered the most optimal one to get omics-
ready quality draft sequence of highly repeated eukaryotic genome.
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FF0039
Resequencing or de novo sequencing? Targeted sequence finishing for the
proteomic analysis of glycosylhydrolases from Caldicellulosiruptor spp.

David E. Graham, Karen Walston Davenport, James Elkins, Richard Giannone, Lynne
Goodwin, Loren Hauser, Robert Hettich and Miriam Land, and Adriane Lochner

Oak Ridge National Laboratory, Oak Ridge, TN

The Caldicellulosiruptor genus includes thermophilic, anaerobic bacteria that efficiently
hydrolyze cellulose and hemicellulose polymers. These fermentative microbes could
become valuable catalysts for biofuel production through consolidated bioprocessing,
or as sources of thermoactive glycosylhydrolase enzymes. With complete genome
sequences for Caldicellulosiruptor bescii (formerly "Anaerocellum thermophilum" DSM
6725) and C. saccharolyticus, this BESC project will produce complete genome
sequences of six more species for comparative analysis, proteomics and transcriptional
profiling. These genome sequences vary from 78 to 98% pairwise average nucleotide
identity, with broad gene synteny. However, large scale chromosomal rearrangements,
and significant variability in a crucial island encoding most cellulose-degrading
enzymes complicated genome assembly. Highly repetitive carbohydrate binding
modules in these genes have hindered the assembly of these regions. We show the
utility of comparative analysis for targeting finishing efforts to interpret quantitative
proteomic data from C. obsidiansis. The combined data illustrate a new bacterial
strategy for lignocellulose degradation that incorporates aspects of both fungal and
clostridial cellulases.

"The work conducted by the U.S. Department of Energy Joint Genome Institute is
supported by the Office of Science of the U.S. Department of Energy under Contract
No. DE-AC02-05CH11231."
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FF0040

Use of optical mapping in bacterial genome finishing

Dibyendu Kumar and William G Farmerie

Interdisciplinary Center for Biotechnology Research,
University of Florida, Gainesville, FL-32611

The cost-efficiency of modern DNA sequencing technology, such as the Roche 454
GS-FLX, allows individual investigators to undertake bacterial genome projects that
were not affordable only a few years ago. Our core laboratory has several ongoing
bacterial genome projects presenting a variety of challenges to genome assembly and
closure. Several factors contribute to these challenges; including sequence repeats
versus read length, intrinsic sequencing errors, and dynamic genome rearrangements.
Together these factors complicate genome closure when using shotgun DNA
sequencing alone. The genome finisher may experience difficulty validating their
assembly in the absence of a physical map. To address this problem, we adopted
whole-genome optical mapping as a tool to validate bacterial genome assemblies.
OpGen, Inc. (Gaithersburg, Maryland) prepared the optical maps used in this project.

Briefly, an optical map is a complete genome restriction map deduced from a number of
partial restriction maps. Optical maps are generated by spreading carefully extracted
genomic DNA onto a treated glass surface containing many narrow channels, followed
by digestion in situ with restriction enzymes. About 50-100 contiguous restriction
fragments with sizes approaching up to one-third of the whole genome are selected
and optically measured. The overlapping partial optical contigs are combined by
alignment software to produce a contiguous whole genome restriction map. The
contiguous optical map can be aligned and compared with the in silico restriction map
determined for the partially complete whole-genome assembly. We successfully used
optical mapping for guiding the closure of four closely related bacterial genomes. The
optical map allowed us to identify assembly errors not possible using shotgun DNA
sequencing data alone. Thus, we conclude that, in order to ensure the accuracy of a
finished bacterial genome, optical mapping is an important tool to validate de-novo
assemblies generated by next-generation DNA sequencing.
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FF0041

Bacterial biodiversity and function in a cold desert ecosystem

Cristina_Takacs-Vesbach', David Van Horn', Lydia Zeglin"?, Shannon FitzPatrick',
Michael Gooseff®, and John Barrett*

'Department of Biology University of New Mexico Albuquerque, NM 87131

’Department of Crop and Soil Science Oregon State University

Corvallis, OR 97331

*Department of Biological Sciences Virginia Tech Blacksburg, VA 24061
“Department of Civil & Environmental Engineering Pennsylvania State University
University Park, PA 16802

For many decades the soils of the McMurdo Dry Valleys, Antarctica were thought to be
essentially sterile. We now know that this is an ecosystem that is dominated by
microorganisms, however, early cultivation efforts largely failed to detect the
biodiversity of the region’s poorly weathered, low organic carbon soils. Initial surveys
of microbial diversity using 16S rRNA gene sequencing has revealed a surprising
bacterial richness, including representatives from at least ten different phyla, including
a high proportion of unique and rare sequences. Yet, a thorough and exhaustive
survey of microbial diversity has not been conducted and little is known about the
function of the detected microorganisms. Furthermore, given the low in situ microbial
activity and decomposition rates, the question of whether this richness is illusory has
been raised. We are conducting an exhaustive survey of the microbial richness,
function, and activity of soil bacteria across gradients of moisture and salinity using
pyrosequencing of 16S rRNA bacterial tag-encoded FLX amplicons (bTEFAP) and
environmental DNA (metagenomics). These data will be used to identify the extent of
active bacteria in dry valley soils and elucidate potential microbial function with the
ultimate goal of understanding the role of bacteria in cold arid soils.
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FF0052

Investigation of Virulence and Possible Expanded Host Range in Rickettsia
species by High-Throughput Sequencing

K. A. BISHOP-LILLY ', H. GE', P. MISHRA', M. PATEL", K. M. WILLNER ', A. BUTANI
. DORSEY ', M. GEORGE ', T. D. READ ?, T. N. BRAHMBHATT !, A. MATECZUN
. SOZHAMANNAN " A. L. RICHARDS '

1,S
1,8

'Naval Med. Res. Ctr., Silver Spring, MD, ?Naval Med. Res. Ctr., Silver Spring, MD.
Current address: Emory GRA Genomics Core, Emory Univ. Sch. of Med., Atlanta, GA.

Rickettsiae are Gram negative, obligate intracellular bacteria that cause a variety of
human diseases transmitted by arthropods. Rickettsia prowazekii is a NIAID Category
B priority pathogen for biodefense research and has a history of incapacitating military
troops. We have undertaken whole genome sequencing of various R. prowazekii
isolates using 454 high-throughput sequencing in order to understand certain
differences between the isolates, such as host preference and virulence. Specifically
we performed whole genome sequencing (WGS) on several R. prowazekii isolates,
including an avirulent type strain, a virulent strain, and a strain isolated from a flying
squirrel (a potential example of expanded host range). Using these draft sequences,
we have identified putative differences among the three genomes that may account for
phenotypic differences in terms of reservoirs and virulence. Additionally, for two of the
strains, we were able to close the genomes to one contig without performing any
additional wet lab experiments. Subsequently, we performed metagenomic sequencing
of arthropods to detect and characterize rickettsial agents in their vectors. To assess
metagenomic sequencing for identification of Rickettsiae in ticks, total DNA was
extracted from ticks and sequenced. For one tick, of the reads that could be classified
by MG-RAST 1,311 were classified as being derived from the Rickettsiales.
Interestingly, these reads had their best hits to a variety of rickettsial species and 2
different Wolbachia species. Species with the most hits were R. felis and R. belli,
although there were notable differences in the overall coverage of these genomes.
These results appear consistent with previous studies that have shown presence of R.
felis and R. bellii. These results highlight the potential of nextgen sequencing
technologies for application to not only rapid characterization of virulence genes and
other factors by WGS but also for vector surveillance.
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FF0059

Hybridization Assisted Nanopore Sequencing

John S. Oliver, Heidi Geiser, Peter lanakiev, Peter Goldstein, Maryam Jouzi, Peter H.
Goldstein

NABsys, Inc., Providence, Rl 02903

NABsys Inc. is developing a nanopore based DNA sequencing instrument. In the past
decade it has been shown that nanopores are sensitive resistive pulse detectors
capable of discriminating between individual DNA molecules based on length, state of
folding, or duplex versus single stranded forms.

NABsys' technology, termed Hybridization Assisted Nanopore Sequencing (HANS)
relaxes the stringent requirement that the nanopore have single base resolution. The
nanopore is used to detect hybridization of probes to target DNA and to give relative
positional information. The positional accuracy required for assembly of the sequence
is reduced by orders of magnitude with respect to direct nanopore sequencing.

We will discuss progress towards implementing HANS using a procedure that allows us
to detect probes bound to single-stranded template DNA with high signal-to-noise and
high resolution. We will discuss the sample preparation procedure, results of
translocation experiments and the ramifications for correct assembly and reconstruction
of sequence information.
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Figure 1: Three probes bound to M13 at positions 1600 bases, 3850 bases, and 4850
bases from the end of the template strand.
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FF0060

The Genome Sequencing Center at NCGR
Ryan W. Kim, Jimmy E. Woodward, Peter B. Ngam and Faye D. Schilkey

National Center for Genome Resources, Santa Fe, NM

National Center for Genome Resources (NCGR) is a non-profit research institute
whose mission is to improve human health and nutrition through genome sequencing
and analysis. The Genome Sequencing Center at NCGR offers next generation
sequencing, genotyping, and analysis services, currently housing eight Illlumina
Genome Analyzers lIx for sequencing and lllumina’s BeadExpress and iScan for
genotyping. Sequencing services include whole genome and transcriptome shotgun
sequencing, ChIP, small RNA, whole or targeted exome, and methylome sequencing.
This summer, NCGR is one of only 10 sites including the Broad institute of MIT and
Harvard, CSHL, JGI, and Wash U who are receiving the third generation Pacific
Biosystem single molecule sequencing instrument. The PacBio system boasts very
long nucleotide read lengths that provide fidelity especially helpful for de novo
sequencing and resequencing projects.

NCGR has a longstanding reputation for developing effective bioinformatics tools for
scientific research evident by two recent awards: 2009 Bio-IT World Best Practices in
Basic Research in Schizophrenia and 2009 Laureate by Computerworld for Alpheus® a
web-based analysis pipeline for variant and expression detection of next generation
sequencing data.

Leveraging NCGR’s own research, sequencing and analysis experience, the NCGR
Genome Sequencing Center provides an unprecedented knowledgebase and facility
with approximately 100 customers/collaborators to date from around the globe. Please
contact Faye D. Schilkey at seq@ncgr.org to find out how NCGR can accelerate your
research.
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FF0067
FUNCTIONAL ANNOTATION of Clostridium thermocellum GENOME
Applying 454 sequencing to phage display selections

Sara D’Angelo’’, Flavio Mignone ', Nileena Velappan ', Tiziano Gaiotto ', Andrew
Bradbury '

Los Alamos National Laboratory, Los Alamos, NM " University of Milan, Milan, Italy 2
*Equal contributors

454 sequencing was applied to a Phage display selection of genomic DNA from
Clostridium thermocellum. This is a thermophilic and anaerobic gram-positive
bacterium with the highest rate of cellulose utilization of any known bacterium [1],
whose genome was recently resequenced (US DOE JGI, 2007) and partially
annotated. DNA encoding protein domains were first filtered from the genomic DNA and
then displayed on phage and selected on microcrystalline cellulose in order to identify
known and new cellulose binding domains (CBD).

The limit in Phage display selection is in the number of clones that can be screened by
means of functional assays; we demonstrated that the application of a bioinformatic
algorithm to 454 sequencing outputs allowed us analyze the whole phage display
selection and identify the most enriched clones as strong CBDs.

We have shown in this work, and in the past [2], the power that the application of 454
deep sequencing can bring to library analysis, and, in particular, as it relates to the
analysis of protein/substrate and protein/protein interactions. Moreover, beyond the
identification of specific proteins involved in interactions, the fragmented nature of the
library allows information to be obtained at the domain level.

The first clear advantage of this approach is the reduction of the screening effort.
Furthermore, it appears feasible to use 454 sequencing applied to selections carried
out on a wide variety of targets to carry out experimental functional annotation on the
basis of phage selection outputs.

References:
[1] Gold et al, Journal of Bacteriology, 2007
[2] Di Niro et al, NAR, 2010
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FF0070

Experimental gene annotation by deep sequencing: Identifying cellulose binding
domains in Clostridium thermocellum

N. Velappan, S. D’Angelo, T. Gaiotto, F. Mignone and A.R.M. Bradbury

Los Alamos National Laboratory, Los Alamos, NM 87545
University of Milan, Milan, Italy

Many proteins have binding as part of their function, which is usually encoded by
separate domains. In this project we have developed the experimental and
computational methodology to identify specific binding protein domains from a genome,
using cellulose binding domains (CBD) from the Clostridium thermocellum genome as
a model system. The first step is to “filter” the genome for encoded protein domains.
This is carried out using open reading frame (ORF) filtration vectors in which DNA
fragments are cloned between a leader sequence and the [I-lactamase gene. If the
cloned DNA fragment encodes an open reading frame and all three components are
correctly translated and functional, the bacteria will survive on ampicillin. Higher
concentrations of ampicillin will select better folded protein domains. Three series of
vectors with different leaders (pelB, TAT, SRP) were constructed to isolate domains
with different folding properties. After open reading frame filtration, isolated fragments
were cloned into corresponding phage display vectors using p3 in M13 as a display
protein. After selection on cellulose, ELISA screening and 454 based deep sequencing
were used to identify cellulose binders. We found four strong CBDs in C.thermocellum.
Two of them (CBD of Cthe_3077 and Cthe_2972) were identified in random screening
and are the most enriched genes in 454 analyses of pelB and SRP libraries
respectively. In addition 454 analyses facilitated the identification of two new CBDs.
Currently, Cthe-1068 is described as hypothetical protein and Cthe_2159 is designated
as cytidine deaminase. This work indicates that experimental gene annotation can be
carried out by a combination of phage display and 454 sequencing.
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FFO072

DNA Production Sequencing at the Joint Genome Institute:
A Multi-Process Operating System

Miranda Harmon-Smith1, Simon Roberts2

1. Lawrence Livermore National Laboratory,2. Lawrence Berkeley National Laboratory
US Department of Energy Joint Genome Institute, 2800 Mitchell Drive, Walnut Creek,
California 94598, USA

The U.S. Department of Energy (DOE) Joint Genome Institute’s (JGI) Production
Sequencing group is committed to the generation of high-quality genomic DNA
sequence to support the mission areas of renewable energy generation, global carbon
management, and environmental characterization and clean-up. In 1999, the Joint
Genome Institute opened its doors to the world of production sequencing with its
participation in the Human Genome Project. This project set in motion a major change
in how DNA sequencing was performed. A mostly manual process was turned into a
fully automated production line at the JGI, allowing for an unprecedented amount of
DNA sequence to be provided to the scientific community at large. The advances made
in technology during and after the Human Genome Project, and the continuous process
improvements made to our workflow design, helped to push forward the ability to obtain
the equivalent of the human genome (3 billion bases) in only one month time. From
1999 until 2009, the JGI performed this work largely through a process known as
Sanger sequencing using capillary sequence technology. Today we run Sanger
sequencing at a greatly reduced capacity, along with two new platforms which utilize
pyro-sequencing and sequencing by synthesis technologies. The Roche Titanium
Genome Sequencer and lllumina Genome Analyzer pipelines have allowed us to
increase our sequencing capacity to new levels, 1 trillion bases in a month! What took
us 1 month to sequence using capillary technology can now be accomplished in one
week. With these continuous advances and changes in our production pipeline, come
new challenges. Our production group is now focused on how to schedule and operate
a 3 platform multiprocess operating system, on a daily basis, while maintaining the
safety of our staff and the quality of our sequence data. Presented here will be the
Sanger, Roche, and lllumina pipelines and our current strategies for scheduling and
operation, along with current optimization projects underway. This work is a joint effort
among the Process Optimization, Sequencing Technologies, Instrumentation &
Industrial Engineering, and the core Sanger, Roche and lllumina Production group.

The work conducted by the U.S. Department of Energy Joint Genome Institute is
supported by the Office of Science of the U.S. Department of Energy under Contract
No. DE-AC02-05CH11231
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FF0080

Automation of Finishing Project Startup Tasks

Y. Xu, L. Meincke, R. Arnaudville, E. Davydenko, A. Seirp, R. Tapia, C. Han, J.
Challacombe.

Genome Science Group (B-6), Los Alamos National Laboratory. Los Alamos, NM
87544

New sequencing technologies brought many challenges to finishing: short reads,
massive amounts of data, new assemblers, and data quality challenges. At LANL,
these were addressed with a series of informatics tools: new assemblers, incorporation
of JGI-developed code to post-process assembly data and support phrap assembilies,
and new tools to examine assembly data, QC, adjust for quality, and propose finishing
reactions. These steps were fairly routine, but also time and resource intensive, for
incoming finishing projects. When FinishingStartup was initiated in June 2009, the goal
was to automate those sequential startup tasks to allow: 1) Finishers to focus on the
intellectual challenges of finishing, rather than routine tasks, 2) optimization of
computer resources, by delegating cpu- and memory-intensive tasks to specialized
servers, and 3) increase the size and decrease the number of contigs in projects
delivered to the LANL Finishing Team. The system was put into place in August of
2009. The process has been refined since then, and is continually being refined in
order to provide the best possible inputs into the finishing process.

The JGI-LANL Informatics system built upon the existing infrastructure, using the Pipes
and Filter and the Broker Architectural Patterns. A new Finishing Startup Manager was
developed along with a Monitor to track each FinishingStartup task as it moves through
the automated steps of project initiation. The Finishing Startup Manager relies on
existing servers, queues and other mangers in a complex web of services, which are
linked together into one process. The result is the same, mostly better and consistent
output, delivered automatically, with time determined by process speed, without
requiring human input. When the project is delivered, the human interaction begins.
The finisher will then examine the current state to determine which of the suggested
reactions should be submitted for further improvement of the genome assembly.
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FF0081

Ecological and Evolutionary Relevance of the Genomes of Thermophilic Fungi

Amy J. Powell,®" Joslyn Bustamante,' Eric Ackerman,® Bryce Ricken,? Randy
Berka,>Adrian Tsang* and Donald O. Natvig'*(dnatvig@unm.edu)

'Department of Biology, University of New Mexico, Albuquerque; “Sandia National
Laboratories, Albuquerque, NM; *Novozymes, Inc., Davis, CA; “Center for Functional
and Structural Genomics, and Department of Biology, Concordia University, Montreal,
Canada

Although thermophilic fungi have received substantial attention for potential use in
industrial applications, important questions remain regarding their distributions,
ecology, life cycles and diversity. If these organisms are to be exploited fully in industry,
including the production of biofuels, it will be important to better characterize aspects of
their fundamental biology. We are examining the ecology and evolution of major
groups of thermophilic fungi, combining information from new genome sequences with
field and laboratory studies of isolates obtained from arid ecosystems. Within the
Ascomycota, thermophily has arisen independently in at least two groups, the
Chaetomiaceae and the Eurotiales. The genomes of three closely-related members of
the Chaetiomiaceae have been sequenced, and at least eight well-curated genomes
are available for mesophilic and thermolerant taxa within the Eurotiales. Two
sequenced members of the Chaetomiaceae, Thielavia terrestris and Sporotrichum
thermophile, are thermophiles, while the third, Chaetomium globosum, is not. Analysis
of these genomes underscores key unresolved issues within the family. One is that
taxonomic and nomenclatural problems are rampant among thermophilic species. For
example, in many cases a single genus name has been applied to species from
distantly related groups. This includes Sporotrichum, a name that has been used for
diverse filamentous fungi and is perhaps properly applied to particular anamorphic
species in the Basidiomycota. Moreover, it would appear that the genus Chaetomium
as currently viewed is paraphyletic. Aside from engendering confusion about naming,
the poor understanding of phylogenetic relationships within the Chaetomiaceae makes
it impossible to evaluate where thermophily has been gained or lost in the family, which
in turn hampers efforts to probe the molecular basis of thermophily. Our field studies of
litter, biological crusts, rhizosphere soils and herbivore dung from the Sevilleta Long-
Term Ecological Research Site in central New Mexico reveal a large diversity of
thermophilic fungi from both the Chaetomiaceae and the Eurotiales. One early
conclusion based on analyses of ribosomal ITS and other sequences is that species
diversity in both major groups of thermophilic fungi has been underestimated.
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FF0083
Development of High Throughput Processes for Constructing 454 Titanium and
lllumina Libraries

Shweta Deshpandel1, Chris Hack1, Eric Tang1, Stephanie Malfatti2, Aren Ewing1,
Susan Lucas2, Jan-Fang Cheng1

1. Lawrence Berkeley National Laboratory, 2. Lawrence Livermore National Laboratory
US Department of Energy Joint Genome Institute, 2800 Mitchell Drive, Walnut Creek,
California 94598, USA

We have developed two processes with the Biomek FX robot to construct 454 titanium
and lllumina libraries in order to meet the increasing library demands. All modifications
in the library construction steps were made to enable the adaptation of the entire
processes to work with the 96-well plate format. The key modifications include the
shearing of DNA with Covaris E210 and the enzymatic reaction cleaning and fragment
size selection with SPRI beads and magnetic plate holders. The construction of 96
Titanium libraries takes about 8 hours from sheared DNA to ssDNA recovery. The
processing of 96 lllumina libraries takes less time than that of the Titanium library
process. Although both processes still require manual transfer of plates from robot to
other work stations such as thermocyclers, these robotic processes represent about
12- to 24-folds increase of library capacity comparing to the manual processes. To
enable the sequencing of many libraries in parallel, we have also developed sets of
molecular

barcodes for both library types. The requirements for the 454 library barcodes include
10 bases, 40-60% GC, no consecutive same base, and no less than 3 bases difference
between barcodes. We have used 96 of the resulted 270 barcodes to construct libraries
and pool to test the ability of accurately assigning reads to the right samples. When
allowing 1 base error occurred in the 10 base barcodes, we could assign 99.6% of the
total reads and 100% of them were uniquely assigned. As for the lllumina barcodes, the
requirements include 4 bases, balanced GC, and at least 2 bases difference between
barcodes. We have begun to assess the ability to assign reads after pooling different
number of libraries. We will discuss the progress and the challenges of these scale-up
processes.

The work conducted by the U.S. Department of Energy Joint Genome Institute is
supported by the Office of Science of the U.S. Department of Energy under Contract
No. DE-AC02-05CH11231

LLNL-ABS-420646

LBNL-2902E Abs
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Large Gap Size Paired-end Library Construction for Second Generation
Sequencing

Ze Peng, Matthew Hamilton, Jeff Froula, Aren Ewing, Brian Foster, and Jan-Fang
Cheng

US Department of Energy Joint Genome Institute, 2800 Mitchell Drive, Walnut Creek,
California 94598 USA

Fosmid or BAC end sequencing plays an important role in de novo assembly of large
genomes like fungi and plants. However construction and Sanger sequencing of
fosmid or BAC libraries are laborious and costly. The current 454 Paired-End (PE)
Library and lllumina Jumping Library construction protocols are limited with the gap
sizes of approximately 20 kb and 8 kb, respectively. In the attempt to understand the
limitations of constructing PE libraries with greater than 30Kb gaps, we have purified
18, 28, 45, and 65Kb sheared DNA fragments from yeast and circularized the ends
using the Cre-loxP approach described in the 454 PE Library protocol. With the
increasing fragment sizes, we found a general trend of decreasing library quality in
several areas. First, redundant reads and reads containing multiple loxP linkers
increase when the average fragment size increases. Second, the contamination of
short distance pairs (<10Kb) increases as the fragment size increases. Third, chimeric
rate increases with the increasing fragment sizes. We have modified several steps to
improve the quality of the long span PE libraries. The modification includes (1) the use
of special PFGE program to reduce small fragment contamination; (2) the increase of
DNA samples in the circularization step and prior to the PCR to reduce redundant
reads; and (3) the decrease of fragment size in the double SPRI size selection to get a
higher frequency of LoxP linker containing reads. With these modifications we have
generated large gap size PE libraries with a much better quality. We are also testing
the construction of large gap size PE libraries with the lllumina adaptors. The result of
the test will be discussed.
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JCVI's Viral Finishing Pipeline: Incorporating Next Gen Sequencing Data and
Automation

E. Hine, N. Fedorova, J. Sitz, D. Katzel, T. Stockwell, L. Overton, B. Szczypinski, J.
Hostetler, R. Halpin, D. Spiro

The J Craig Venter Institute, Rockville, MD, U.S.A.

The viral finishing pipeline at JCVI traditionally employed amplicon-based PCR Sanger
sequencing and increasingly automated data processing steps to complete over 4500
Influenza A and B genomes as part of the Influenza Genome Project supported by the
NIAID Genomic Sequencing Center for Infectious Disease (GSCID). Recently, over
1000 H1N1pdm samples were closed using Sanger sequencing and the latest
automated processing software, detailed below. JCVI is also transitioning to Next Gen
sequencing technologies, specifically for use with diverse avian influenza samples.

Currently, two automated software suites are integrated into a Sanger pipeline
designed for HIN1pdm Influenza samples. The first, Vapor, is an assembly software
suite that loads, assembles, and validates Influenza and other viral samples. The
second is autoTasker, which examines samples for low coverage and low quality using
contigChecker, and then automatically assigns PCR tasks needed to finish samples.
Our ultimate goal is to combine these programs into a single, integrated software suite
for rapid and efficient complete genome sequencing of Influenza and other viruses.
The combination of highly optimized Sanger sequencing and an automated software
suite allows for large volumes of sample processing with limited manual interaction.

The above software development is also integrated into a new Avian Influenza
sequencing pipeline that utilizes SISPA-generated genomic libraries and Next Gen
sequencing, including 454 and lllumina technologies. The new sequencing
technologies allowed us to more efficiently and completely sequence traditionally
challenging avian influenza genomes. The software is also incorporated into the
finishing and analysis of these influenza genomes, allowing us to maintain an
automated sample processing pipeline that requires little RA interaction. In addition,
finishing work is now performed using the widely available Consed editor or could be
done using other, flat-file based editors.

All of these new developments have significantly increased production, effectively
decreasing costs, manual labor, and sample completion time.
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Rapid Finishing of Yersinia pestis KIM D27 at JCVI
D. Radune, J. Hostetler, M. Kim, J. Varga, W. Nierman

The J Craig Venter Institute, Rockville, MD, U.S.A.

Yersinia pestis KIM D27 strain is an avirulent strain of Yersinia pestis, the etiologic
agent of plague. The KIM D27 strain, a derivative of the fully virulent strain KIM 10,
contains a 100kbp deletion that encodes several genes including genes for iron
acquisition. The KIM D27 strain sequenced at JCVI was isolated from a lab where a
researcher died from an accidental infection by the D27 strain. JCVI was tasked to
rapidly sequence and analyze the KIM D27 strain and to investigate any differences
between KIM D27 and KIM 10 that may have contributed to the sudden virulence and
death.

The strain was sequenced with a full plate 454 Titanium 8 kb paired-end run and a
single lane of 100 base paired-end lllumina. The average coverage of the
chromosome was 400x. In addition, Sanger sequences were generated to fill the gaps
and produce a final finished molecule as well as to confirm differences between the
D27 strain and the KIM 10 reference (NCBI gi|22002119|gb|AE009952.1]). A number of
genome assemblers were first used with the 454 only data with variable results. Most
of the assemblies were very fragmented with a high degree of discrepant bases relative
to the KIM 10. lllumina sequencing was added to correct consensus errors and
improve the overall assembly quality. A total of 57 chromosomal SNP/INDELs and one
plasmid SNP were identified relative to the KIM 10 reference and these were verified by
sequencing of PCR products. In addition, several repeat areas were verified to be
different in length and repeat number compare to the KIM 10 sequence.

In order to verify that the detected repeat and SNP differences new in the D27 strain,
the Y. pestis KIM10+ DNA was obtained from ATCC and all SNP and repeat PCRs
were run on this DNA. This poster will highlight the JCVI finishing process of Y. pestis
KIM D27, the results of the comparative analysis between KIM D27 and KIM 10 strains
and some challenges that finishing group faced during this process. It will also review
the consequence of the 454 homopolymer induced sequencing errors in performing this
analysis.
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Finishing of Human Microbiome Project (HMP) Reference Strains at JCVI
N. Fedorova, D. Radune, M. Kim, B. Szczypinski, M. Torralba, J. Hostetler

The J Craig Venter Institute, Rockville, MD, U.S.A.

The Human Microbiome Project (HMP), funded by NIH, studies the microbial
communities living in and on the human body in order to understand their role in human
health and disease. A major objective of the HMP is to define a core set of microbial
species that are associated with the human body known as the “core microbiome”.
JCVI was selected as one of four sequencing centers to generate a microbial genome
reference set of at least 1000 genomes and characterize the microbial communities
from multiple body sites. In 2009, JCVI's Genome Finishing and Analysis group
improved 11 microbial strains, which represent 22% of the 50 strains sequenced during
the project's Jumpstart phase. Seven of these genomes were fully finished. The
Jumpstart component ended December 31%, 2009, and the project has fully entered the
large scale phase. JCVI's Genome Finishing and Analysis group is scheduled to
improve up to 30 additional genomes to Improve High-Quality Draft, Noncontiguous
Finished or Finished levels.

Sequencing of HMP genomes at JCVI primarily uses 454 fragment or paired-end
sequencing technology. Early genomes contained low coverage Sanger sequencing.
While in the past, JCVI's finishing strategy relied heavily on database-dependent in-
house software, it is now moving towards widely-used tools and flat files. HMP
Jumpstart genome, Neisseria flavescens SK114, was finished exclusively using
Consed. Finishing HMP genomes presents many challenges mainly because they are
often phylogeneticaly novel. Culturing samples and obtaining DNA can be very difficult.
At least two HMP genomes scheduled for finishing were discovered to be a mixture of
two strains. This poster will highlight the finishing process of HMP genomes at JCVI as
well as various challenges that the finishing group encountered.
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Robotic Enrichment Processing of Roche 454 Titanium Emulsion PCR at the DOE
Joint Genome Institute

Matthew Hamilton', Steven Wilson', Don Miller?, Kecia Duffy-Wei', Nancy Hammon',
Susan Lucas?, Martin Pollard’, Jan-Fang Cheng'

1. Lawrence Berkeley National Laboratory, 2. Lawrence Livermore National Laboratory

US Department of Energy Joint Genome Institute, 2800 Mitchell Drive, Walnut Creek,
California 94598, USA

Enrichment of emulsion PCR product is the most laborious and pipette-intensive step in
the 454 Titanium process, posing the biggest obstacle for production-oriented scale up.
The Joint Genome Institute has developed a pair of custom-made robots based on the
Microlab Star liquid handling deck manufactured by Hamilton to mediate the complexity
and ergonomic demands of the 454 enrichment process. The robot includes a custom
built centrifuge, magnetic deck positions, as well as heating and cooling elements. At
present processing eight emulsion cup samples in a single 2.5 hour run, these robots
are capable of processing up to 24 emulsion cup samples. Sample emulsions are
broken using the standard 454 breaking process and transferred from a pair of 50ml
conical tubes to a single 2ml tube and loaded on the robot. The robot performs the 454
enrichment protocol and produces beads in 2ml tubes ready for counting. The robot
follows the Roche 454 enrichment protocol with slight exceptions to the manner in
which it resuspends beads via pipette mixing rather than vortexing and a set number of
null bead removal washes. The robotic process is broken down in similar discrete
steps: First Melt and Neutralization, Enrichment Primer Annealing, Enrichment Bead
Incubation, Null Bead Removal, Second Melt and Neutralization and Sequencing
Primer Annealing. Data regarding machine to machine variability and validation studies
will be discussed.

This work was performed under the auspices of the US Department of Energy's Office
of Science, Biological and Environmental Research Program, and by the University of
California, Lawrence Berkeley National Laboratory under contract No. DE-AC02-
05CH11231, Lawrence Livermore National Laboratory under Contract No. DE-AC52-
07NA27344, and Los Alamos National Laboratory under contract No. DE-ACO02-
06NA25396.
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Covaris AFA-based DNA Fragmentation: A Critical First Step for the Optimization
of Next Gen Sequencing
Jim Laugharn, Guillaume Durin, and Edwin Rudd

Covairis, Inc., 14 Gill Street, Unit H, Woburn, MA 01801 USA

The controlled generation of random fragments from genomic DNA, with high recovery
and high quality, is the most critical sample preparation step required by all the currently
available next generation sequencing platforms. As the requirements for improved
sensitivity and application depth of these platforms increase, high demands are also
placed on the standardization of the sample fragmentation process to be easily
transferable between laboratories (intra- and inter-lab) and scalable to enable both
automation and higher throughput requirements.  To be successful in the next-gen
sequencing market, it requires utilizing an efficient, easy-to-use, high throughput, and
highly reproducible DNA shearing technology. Standardizing on high accuracy and high
precision will become a fundamental prerequisite of all nucleic acid fragmenting sample
preparation processes, as genomic sequencing technologies continue to develop;
particularly in clinical trials and clinical applications.

Although nebulization (wind shear), enzymatic digestions, hydrodynamic shearing, and
low frequency sonicators have been used to shear DNA, they all have significant intrinsic
disadvantages which make them the weak points in next generation sequencing
workflows. These limitations and disadvantages include; thermal and sequence specific
biased fragmentation, thermal degradation, valuable sample loss, automation
incompatibility, and user-dependent reproducibility issues. In stark contrast, the closed
vessel, non-contact, isothermal processing, and easily automatable Covaris Adaptive
Focused Acoustics™ (AFA) process stands out as the most widely used and preferred
method for easily and reproducibly shearing DNA.

We will show how AFA enables standardization of a sample preparation process and work
flow. We will present data which demonstrates the reproducibility of our validated
protocols to efficiently fragment DNA in the 100bp to 5kb size range, and we will discuss
the use of our technology in chromatin shearing for ChlP-chip, ChIP-Seq applications.
Performance data from new products will be presented on a designed—for-automation,
pre-assembled 96 microTUBE plate and the parallel LE220 instrument (automation-
ready) for high-throughput laboratories.
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Gold Standard: Finishing Using Next Generation Technologies

Andries J. Van Tonder

Wellcome Trust Sanger Institute, Wellcome Trust Genome Campus, Hinxton
Cambridge, CB10 1SA, UK

A pipeline for finishing genomes to published criteria has been designed using
Staphylococcus lugdunensis. This pipeline is scalable and applicable to a variety of
data sets consisting of next generation sequencing technologies.

S. lugdunensis is a Gram-positive bacterium which occurs as a commensal on human
skin. The 5Mb genome was sequenced using both the lllumina GAIl platform to a
depth of 630x coverage and the 454/Roche Titanium FLX3 platform to a depth of 16x
coverage. lllumina data was assembled using Velvet before IMAGE (lterative Mapping
and Assembly for Gap Elimination; Tsai In press) improved the assembly by iterative
gap closure. Velvet consensus sequences were combined with 454 data to create an
assembly using Newbler. The Ace file generated by Newbler could then be converted
to be viewable in a sequence editor such as consed or gap4. ABACAS (Algorithmic
Based Automatic Contiguation of Assembled Shotgun Sequence; Assefa 2009), along
with the 454scaffold.fna file from Newbler, identified the correct contig order. This
allowed manual finishing, including the ordering of reactions such as PCRs, to be
undertaken. Once the genome was contiguous scripts such as iICORN (lterative
Correction of Reference Nucleotides; Otto Unpublished), which provided sequence
correction by mapping Illlumina reads back to the assembly, were used to improve the
quality of the data.

A set of criteria was applied to ensure that the genome was finished to Gold Standard,
as detailed by Chain et al. (2009). This requires every position in the sequence be
covered by at least two technologies and the error rate of the consensus needs to be
less than 1 error per 100,000 base pairs. The assembly was checked to ensure that it
was free of misassemblies and that repeat regions had been ordered and correctly
assembled.

The described pipeline will be presented detailing the work flow and methodologies.
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Variant Validation and Screening Methods at the Genome Center at Washington
University School of Medicine

Bob Fulton, Li Ding, Vincent Magrini, Michael D. McLellan, Daniel Koboldt, Heather
Schmidt, Michelle O’Laughlin, Rachel M. Abbott, Timothy J. Ley, Elaine R. Mardis, and
Richard K. Wilson.

The Genome Center at Washington University, 4444 Forest Park Blvd., Saint Louis,
MO 63108

The emergence of next generation sequencing technologies has resulted in an
explosion of data production capabilities and the capability to study entire human
genomes on a daily basis. With this massive sequencing capacity expansion, the
ability to call, validate, and screen additional samples for putative variants is essential.
Although variant detection methods are ever improving, with greater sensitivity and
specificity, the investment in generating the primary data, as well as the need to
understand each genome’s exact mutation spectrum, means that validation of putative
variants is still a necessary component. The Genome Center at Washington University
has developed a robust, multi-platform, cost-effective validation platform, with the
capability of validating variants at a comparable pace as the raw data production
capabilities. The validation process is capable of leveraging lllumina, Roche 454, and
ABI 3730 sequencing instruments. Template targeting is provided by either PCR or
hybrid-capture. Both platform selection and template generation methods are
determined based on scale, timeline, and data output requirements. The composition
of the variant lists can include single nucleotide variants (SNV), small (< 20-30bp)
insertion or deletion events, as well as structural variations including large (> 20-30bp),
insertions or deletions, translocations, and inversions. Validation can be performed on
single samples, panels of individuals that maintain individual genotypes, or pools of
individuals providing pooled genotypes. The use of sample tags or DNA barcodes are
utilized when possible, to maintain as much sample-to-genotype specificity as possible.
Pooling strategies and sample barcodes are particularly useful when working with
sample pools or panels, although they also can be applied for small sample sets such
as tumor and normal samples. These barcodes enable more efficient use of the large
sequence throughput per run provided by the next generation sequencing instruments.
In addition to current technologies, new methods and instrumentation are in
development with new validation and screening procedures coming soon. Without
these developments and continued confirmation of the detection methods,
improvements and significant findings will not likely be produced as quickly, accurately,
or effectively. This presentation will highlight many of the current methods and ongoing
work to improve these processes.
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Separation of Propionibacterium acnes genomes HMP110/SK182

Sergey Koren (1), Scott Durkin (1), Marcus Gillis (1), Jessica Hostetler (1), Jamison
McCorrison (1), Jason Miller (1), Guillermo Perez-Perez (2), Diana Radune (1), Julian
Tatz (2), Manolito Torralba (1), Martin Blaser (2), Granger Sutton (1), Karen Nelson (1)

(1) The J. Craig Venter Institute, Rockville, MD, (2) New York University Langone
Medical Center, New York, NY

Propionibacterium acnes is a Gram-positive bacterium abundant in the human
cutaneous microbiome. The genome sequence of the KPA171202 strain was published
in 2004. Four other strains, isolated at NYU Medical Center and sequenced at JCVI,
had shown consistent genome sizes of about 2.5 Mbp. A fifth strain, SK182, underwent
454 Titanium unpaired shotgun sequencing expected to generate 86X coverage. The
assembled result spanned 4.2 Mbp unexpectedly. 16S sequencing had revealed no
contamination in the DNA. Alignment of reads to the KPA171202 reference revealed
two populations with about 99% and 89% identity, respectively. Based on a hypothesis
that two similar strains were present in the sequenced sample, the reads were
partitioned by read similarity to the reference and contig depth in the initial assembly.
Each partition was assembled separately and aligned to the KPA171202 reference.
There were no rearrangements, few coverage gaps, and consistent levels of coverage
within both assemblies. Average coverage was 55X and 30X, respectively. These
results indicate that a partition-and-assemble method successfully recovered two
complete genomes from a sample containing two highly similar members of the same
species. These results have positive implications for future analysis of metagenomics
samples and uncultured samples, both of which are essential components of the
Human Microbiome Project.
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Metagenomic Assembly Strategies

Sergey Koren (1), Doug Rusch (1), Jason Miller (1), Granger Sutton (1), Mihai Pop (2)
(1) The J. Craig Venter Institute, Rockville, MD (2) The University of Maryland Center
for Bioinformatics and Computational Biology, College Park, MD

Metagenomic assembly (the simultaneous assembly of DNA from all
organisms present in an environment) enlarges the substrate for analysis
but undermines the assumptions made by current assembly software.
Metagenomic datasets present variations in coverage independent of the
repetitiveness of a region within an organism. Large-scale polymorphisms
lead to conflicts and breaks in the assembly while conserved regions
cross between distant organisms. We present a scaffolding module that
aims to address these challenges. It analyzes long-range graph
connectivity to identify conserved regions while relying only on local
coverage variations. It also identifies regions of polymorphism and
avoids fracturing the assembly. We compare our software to current
assemblers using simulated and real metagenomic data.
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Microbe Assembly Strategies and Finishing at BCM-HGSC

Christian J. Buhay, Yuan-Qing Wu, Shannon Dugan-Rocha, Sandra L. Lee, Michael E.
Holder, Yan Ding, Xiang Qin, Vandita Joshi, Irene Newsham, Joseph Petrosino, Sarah
K. Highlander, Donna M. Muzny and Richard A. Gibbs

Baylor College of Medicine, Human Genome Sequencing Center, Houston, TX 77030

BCM-HGSC is one of four major centers involved in the Human Microbiome Project. To
date, 105 microbial genomes have been assembled as part of the jumpstart portion of
this project. 37 of those genomes are currently in the finishing pipeline with 89%
completed at various finishing levels. These finishing levels range from automated and
or/manual work that provides an “improved” quality over the initial draft sequence to
high quality or “gold standard” finished genomes with no unresolved or unconfirmed
regions.

As we have continued to evaluate additional microbial genomes, we have identified
some primary issues related to assembly and finishing. In addition to informatics based
pipeline improvements, experiments with larger 8kb — 10kb insert libraries have been
conducted to improve assembly accuracy and contiguity. One major hurdle in finishing
microbial genomes has been dealing with large repeats such as rRNA operons. These
larger insert libraries enable us to span these repeats and provide better assembly
contiguity.

This new technique has been applied to additional microbes currently in the finishing
pipeline and further comparisons of 3kb long tag paired ends, 3kb recombi paired ends,
and 8kb recombi paired ends for 13 genomes have been completed. Sequence
coverage was normalized within each organism as well as across all 13 genomes.
Eleven additional 8kb recombi paired-end assemblies were also assembled and
analyzed. Assemblies of these microbes with 8kb libraries showed great improvement.
More significantly, scaffolding statistics showed that for many of these organisms, most
of the genome was found in one large scaffold. For one microbe, Aeromicrobium
marinum DSM 15272, there was an 8-fold increase in the scaffold N50 from 384 kb in
the 3kb long tag paired-end and recombi paired-end assemblies to 3 Mb in the 8kb
recombi paired-end assembly. Success with this new technique means most of the
genome will be ordered and oriented upon initial assembly, generating higher quality
draft assemblies that would require significantly less finishing effort. We are continuing
to evaluate and optimize this strategy with additional microbes and plan to implement it
for all reference strain sequence assemblies and finishing.
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Y Chromosome Finishing Project

Shannon Dugan-Rocha’, Yan Ding', Christian J. Buhay', Ziad Khan', Michael E.
Holder', Qiaoyan Wang', Wen Liu', Jennifer Hughes®, Helen Skaletsky?, Donna
Villasana', Lynne Nazereth’, David Page?, Donna M. Muzny' and Richard A. Gibbs'

'Baylor College of Medicine, Human Genome Sequencing Center, Houston, TX 77030,
’Howard Hughes Medical Institute, Whitehead Institute, Massachusetts Institute of
Technology, Cambridge, MA 02142

In an effort to adequately address the Y chromosome and better understand its
evolution and biology, the BCM-HGSC is currently sequencing several mammalian Y
chromosomes in collaboration with the Page laboratory at the Whitehead Institute. This
project specifically targets mammalian Y chromosomes including Macaca mulatta
(rhesus monkey), Bos taurus (bovine), and Rattus norvegicus (rat) for additional
sequencing and sequence finishing. The Y chromosome is well known for its highly
repetitive and largely duplicated regions. To deal with these challenges, traditional
Sanger sequencing with a large insert library of 5-8kb has been employed. To date,
approximately 415 bovine BACs, 57 macaque BACs, and 74 rat BACs have been
prepped, sequenced and assembled in the BCM-HGSC pipeline. Of these, 372 bovine
BACs, 56 macaque BACs and 11 rat BACs totaling over 75Mb of unique sequence
have been completed at the highest quality or “gold standard”.

At an average insert size of 175kb, these difficult BACs with 8-10X Sanger coverage
usually assemble into fewer than 10 contigs. Many of these contigs may be
misassembled over large duplicated regions and must be manually sorted using read
pair information. Results have shown that the difficulty of sorting and binning many of
these larger duplications is highly dependent on the number of copies present in the
BAC. After tedious tearing and re-joining of contigs, closure of all remaining gaps and
low quality regions is largely dependent on direct sequencing of BAC DNA amplified
with the GE TempliPhi Sequence Resolver Kit. Although results may vary depending on
the size and complexity of the target sequence, results have shown success rates of
95%-98% with an average Phred20 of 550bp. Transposon bombing or specialized
shotgun libraries have also been applied for difficult regions such as larger tandem
repeats or GC rich regions. Finally, each completed BAC is validated by at least two
restriction digestions to confirm assembly contiguity and accuracy. Additional direct
BAC sequencing data and results of these strategies will be presented.
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Sequencing and analysis of virus-CRISPR interactions in a natural system

Christine Sun, Brian Thomas, Jill Banfield

University of California, Berkeley, CA 94720

The recent identification of CRISPRs (clustered regularly interspaced short palindromic
repeats) as rapidly evolving, adaptive microbial immune systems provides a new route
for studying virus-host interaction dynamics. CRISPRs contain short sequences
(spacers) originating from viral or other foreign DNA. After incorporation into the
CRISPR region, spacers serve as a template for the targeted destruction of the source
DNA. Since spacers are incorporated in a unidirectional manner, CRISPRs serve as
historical timelines of virus exposure. The relatively low diversity microbial community
in acid mine drainage (AMD) from Iron Mountain, CA, allows the opportunity to develop
methods to comprehensively examine the dynamics between virus populations and the
CRISPR loci of targeted natural bacterial and archaeal populations.

CRISPRs assembled from AMD community genomic datasets are extremely dynamic,
rapidly diversifying regions that display evidence of extensive loss and gain of spacers.
Consequently, traditional assembly methods are inadequate for locus reconstruction,
necessitating strategies that rely upon analysis of single reads. For studies that use
454 pyrosequencing, high error rates in single reads cause additional challenges. We
have developed a pipeline to process reads from large metagenomic and targeted
datasets to extract spacer sequences. The spacer sequences, as well as associated
metadata (library/sample, read of origin, position on read, unique spacer identifier, etc.)
are used to populate a database that enables us to track CRISPR locus dynamics over
space and time. The approach has been used to follow virus-host interactions in AMD
biofilms and document both static and diversifying loci from different lineages.
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rBFH artifacts can affect up to 10% of reads in 454 genomic datasets

Vincent J. Denef, Christine L. Sun, Jill F. Banfield

University of California, Berkeley, CA 94720.

We have observed a novel artifact in genomic datasets generated using Roche/454
FLX Titanium technology. The phenomenon resembles the well-known artifact of
stacked replicate reads (“bubble reads” or “ghost reads”), which all start at the same
location and are presumably created during the emulsion PCR step. Reverse
bubble-forming hotspots (rBFH) consist of stacks of up to hundreds of reads that: 1) all
appear on the same strand, 2) all end in the same location, and 3) reproducibly form
across independent libraries. rBFHs generally occur where other reads (on both
strands) read through the region. Yet, in some cases the extensive stacking can lead to
dead ends in contigs, resulting in irresolvable gaps in assemblies. In the datasets
where we observed this phenomenon, 7-10% of the reads are rBFH artifacts.

We observed an organism independent conserved motif that follows (and sometimes
includes) the termination of the rBFH reads. This motif is complementary to the 3’ end
of the PCR primer within the B adapter. Inspection of the untrimmed rBFH reads
revealed that their 3’ end contains the B PCR primer, but not the sequencing primer nor
the key. This suggests that library fragments containing an internal sequence that is
partially complementary to the B PCR primer (specifically to 5’-... GTGCCTTG-3’) allow
for mispriming during the emulsion PCR. This results in covalently attached fragments
that only contain the B PCR primer followed by the truncated library fragment.
Preliminary data also indicate that fragments that share more identity with the adapter
result in more stacked reads than those that are less similar. While the reason for both
mispriming and the enrichment of these sequences over any other fragments in the
library is unclear, we hypothesize that kinetic advantages to short fragments during
PCR might be at the

basis.
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DNA Sequencing Pipeline for Contig Auto Assembly and Automated Request
Completion

Li, Tony; Hicks, Lyndon; Koffman, Don; Aitzahra, Mostafa; Kieleczawa, Jan; Sookdeo,
Hemchand.

Global BioTherapeutics Research, Pfizer

Although many core facilities have embraced next generation DNA sequencing
technology since its introduction in 2005, the traditional Sanger method continues to
thrive and in many cases expand its usages. Since this technology is mature and
robust, the issue is not how to generate good quality chromatograms, but how to
efficiently process and analyze the data. For years we have recognized that the true
bottleneck in the overall Sanger sequencing pipeline is data finishing and analysis. This
is particularly important in the pharmaceutical industry, where quality and error-free
data is of paramount importance and where the preferred procedure is still the manual
editing of overlapping reads. Frequently, however, the strict adherence to manual
editing may not be necessary and more automated protocols can be implemented.

In our lab we have built a custom DNA sequencing LIMS that is exclusively tailored
towards finishing work and recently we have added the contig auto assembly
(AutoSeq) and auto completion modules (AutoComplete) to our pipeline. The AutoSeq
module automatically assembles all reads belonging to any requested DNA, and
compares that contig to the reference sequence (if provided). If needed, the output can
be reviewed in the Sequencher application and then the finished result is transferred to
our LIMS sequencing database and finally posted to the central storage for all
sequencing results (WyseCat). -

Since the AutoSeq module was implemented few months ago, over 95% of our
sequencing reads are processed through this pipeline, resulting in an over 65% time-
saving compared to our standard manual finishing effort. The implementation of this
workflow enabled us to more than double our sequencing capacity. Currently, we
continue to refine AutoSeq and AutoComplete modules thereby providing the ability to
process even larger number of sequencing requests with no or minimal human
intervention.
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Project Management and Targeted Finishing in a High-Throughput Finishing
Pipeline

K. Davenport*, L. Meincke, L. Goodwin, O. Chertkov, C. Han, and C. Detter.

Los Alamos National Laboratory, Los Alamos, NM.

New developments in high-throughput finishing include automated start-up, automated
closeout, targeted finishing, and project management. With the increasing number of
projects coming into our finishing pipeline we are actively developing new ways to
streamline the finishing process. We're working to decrease the amount of time a
project spends in manual finishing by improving and automating the first phase of
genome finishing as well as implementing a formal project management system. These
improvements will allow for a faster genome finishing process while reducing costs and
improving overall tracking and management of projects at JGI-LANL. Additionally, at a
collaborator’'s request, we can quickly finish targeted regions of interest within a
genome while still maintaining the capability to finish the entire genome. We have
developed these new targeted finishing strategies in an effort to aid specific and
important research interests of the Bioenergy Centers. Several projects have
undergone this new approach which has produced the targeted data of interest in a
much shorter turnaround time to aid researchers for various bioenergy studies.
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Plumbing the hidden depths of the Wellcome Trust Sanger Institute’s Illumina
Production Pipeline

Ruth Gilderthorp

Wellcome Trust Sanger Institute, Wellcome Trust Genome Campus, Hinxton
Cambridge, CB10 1SA, UK

The Zebrafish sequencing project at the Wellcome Trust Sanger Institute (WTSI)
followed a traditional capillary based shotgun sequencing method until July 2009. The
progression of second generation sequencing technologies has provided new
opportunities for the Zebrafish project. In order to utilise these improvements we are
currently sequencing, assembling and finishing pooled Zebrafish bacterial artificial
chromosomes (BACs) using combined lllumina GAIll data and Whole Genome Shotgun
(WGS) capillary reads. Results so far have provided evidence that utilising this
sequencing platform can deliver coverage and contig numbers comparable to the
capillary method. In order to establish this method a new Illumina Production Pipeline
was created. The Pipeline was designed to generate data useful to the Zebrafish
Community in addition to providing a starting point for manual finishing. (See Lauren
Robertson, Finishing Zebrafish Clones sequenced on Illumina GAll's; old problems on
new technology, this meeting)

Individually prepped BAC clone DNA was pooled in units of 12 and was then used to
create noPCR libraries, with an insert size of 500 base pairs for the Illlumina platform.
Utilising noPCR libraries ensures good representation of TA di-nucleotide repeats that
are prevalent in Zebrafish by reducing the likelihood of an uneven read distribution
(Kozarewa et al., 2009).

The lllumina data produced is combined with WGS capillary reads to generate an
assembly with 200 fold coverage. These assemblies are created by Phusion Fuzzy
Path (Sudbery et al, 2009) and SSAHA (Sequence Search and Alignment by Hashing
Algorithm) (Ning et al, 2001). Aligning data from WGS capillary shotgun data ensures
minimal contig numbers and provides scaffolding information to bridge sequence gaps
in the BAC'’s.

The WTSI production pipeline will be presented. Adaptations we have made from the
traditional process together with improvements for the future will be presented.
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Finishing Zebrafish Clones sequenced on lllumina GAll's; old problems on new
technology.

Lauren Robertson

Wellcome Trust Sanger Institute, Wellcome Trust Genome Campus, Hinxton
Cambridge, CB10 1SA UK

As a consequence of advancements in sequencing technology, the data generation
strategy for the Zebrafish project at the Wellcome Trust Sanger Institute (WTSI)
changed (See Ruth Gilderthorp, Plumbing the hidden depths of the Wellcome Trust
Sanger Institute's lllumina Production Pipeline, this meeting). Incorporated with this
change, was the development of an lllumina Production Pipeline which produces draft
sequence clones suitable for manual finishing. By combining data from lllumina GAII
and Whole Genome Shotgun (WGS) capillary reads this method can produce
assemblies comparable to that of traditional capillary sequencing allowing finishing to a
Phase 3 accession of the HTGS division of EMBL.

BAC (bacterial artificial chromosomes) clone DNA, which is pooled in groups of 12, is
used to create noPCR libraries for the lllumina platform. Data generated is assembled
using Phusion Fuzzy Path (Sudbery et al., 2009) which results on average, 120 contigs
with a coverage of greater than 95%. Due to the assembly algorithm utilized gaps are
still present in the data, hence prior to employing additional chemistry, IMAGE (lterative
Mapping and Assembly for Gap Elimination) (Tsai) is run. By sequence searching
contig ends, IMAGE can find additional data to extend contigs and close gaps, closing
approximately 55% of gaps. Following this, an initial round of automated PCR
selection is generated using ABACAS (Algorithm Based Automatic Contiguation of
Assembled Sequences) (Assefa et al., 2009). ABACAS makes use of a reference
sequence and uses this to align, order and orientate data. Furthermore, it can
automatically generate primer oligos for gap closure using Primer3 (Rozen and
Skaletsky 2000). From here finishing is carried out adhering to many of the standards
already in place at the WTSI.

Visualization and manipulation of these clones is currently carried out using Gap4
(Staden 1995) but with a view to eventually switching to Gap5 (Bonfield), currently
under development. When completed, Gap5 will permit users to view individual lllumina
reads and confidence values associated with these allowing a better understanding into
how the lllumina and capillary data contribute to the final consensus.

Here we present the finishing strategy that has been formulated examining 72 BACs
that were combined in 6 pools and delivered finished clones.
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Echinococcus Multilocularis Sequencing Project

Anne Babbage, on behalf of the Helminth Finishing groups.

Wellcome Trust Sanger Institute, Hinxton, Cambridgeshire, UK

The Wellcome Trust Sanger Institute (WTSI) is currently working on one of the first
cestodes to be sequenced. Echinococcus multilocularis is a fox tapeworm, the larval
stage of which causes alveolar echinococcosis in humans and in most cases is fatal.
Increased disease prevalence in humans is thought to be linked to the migration of wild
foxes to urban areas. This cestode is relatively easy to cultivate in the laboratory, with
rats being the intermediate host, making it a model subject for a sequencing study.
E.multilocularis is closely related to E.granulosus (hydatid disease) and Taenia solium
(pig tapeworm) which are both important pathogens, therefore it will serve as a very
useful reference for future cestode sequencing projects. The genome size is estimated
to be 120MB across 9 chromosomes (2n=18). It is the first large scale sequencing
project at the Sanger Institute to take advantage of three sequencing technologies:
illumina (150X), Roche Life Sciences 454 (9X) and capilliary (6X). The assembly was
made using shredded consensus from 454 reads, capillary shotgun, fosmid end
sequences and capillary shotgun and pre-finishing reads. In house program IMAGE
(Iteratively Mapping and Assembly for Gap Elimination) was used to close gaps using
illumina reads (818 closed with 700 bridged gaps remaining). Another in house
program ICORN (lterative Correction Of Reference Nucleotides) was then used to
highlight possible sequence errors, regions of extreme illumina coverage and possible
heterozygous bases to improve the assembly and aid manual finishing (5064 regions
tagged).

Here we present an overview of the genome project, including current progress and
statistics. We will also illustrate future strategies such as use of transcriptomics data.
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Evaluation of Scaffold Gap Closure Methods Using 454 Sequencing

Chelsea Dunbar, Anna Montmayeur, Amr Abouelleil, Harindra Arachchi, Gary Gearin,
Annie Lui, J. Pendexter Macdonald, Margaret Priest, Niall Lennon, Jennifer Baldwin,
Bruce Birren and Michael G. FitzGerald

Broad Institute of MIT and Harvard, Cambridge, MA

The study of emergent pathogens has changed substantially with the advent of next
generation sequencing platforms. Streamlined sample prep, instrument sequencing
capacity and effective assembly and read mapping software facilitate our ability to
study pathogen outbreaks using whole genome sequence. We are now able to study
topics such as bacterial transmission and the rise of drug resistance in exquisite detail.

Reference quality, finished sequence is an important component of these efforts.
Complete genomes provide a comprehensive template for rapid read mapping along
with the organism’s entire gene complement. While the next-gen platforms have
dramatically accelerated our ability to produce draft sequence, similar gain in our
genome finishing capacity is yet to be realized. One approach to accelerate the
elucidation of directed sequence involves taking advantage of the next generation
sequencing platform’s high sequencing capacity.

The lack of physical clones complicates gap closure, dictating that bacterial genome
finishing largely remains the domain of PCR and Sanger sequencing. Closure of
scaffold gaps, those not spanned even by a next-gen jumping read, is a critical part of
the finishing process. We will detail Broad efforts to improve the efficiency of large and
scaffold gap closure. In particular, we are developing a series of approaches using
Enterococcus casseliflavus 899205, Mycobacterium tuberculosis H37Rv, and
Staphylococcus aureus 55/2053 as test templates and all for eventual sequencing on
the Roche-454 system. Standard PCR, combinatorial PCR and bubble-adapter PCR
are used to generate sequencing template. Multiple sequencing approaches are under
evaluation. One variant employs shear library preparation from the larger molecules.
We have also employed end sequencing, including from the adapter end of bubble-
adapter amplicons. Molecular bar codes are utilized to maximize PTP efficiency. We
will present results on 454 sequenced targets versus Sanger controls.

This project has been funded in whole or in part with Federal funds from the National
Institute of Allergy and Infectious Diseases National Institutes of Health, Department of
Health and Human Services, under Contract No. HHSN272200900006C.
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Multiplex Template Preparation for Finishing With Next Generation Sequencing

Anna Montmayeur, Gary Gearin, Amr Abouelleil, Annie Lui, Niall Lennon, Rachel Erlich,
Harindra M. Arachchi, Chelsea Dunbar, Jennifer Baldwin, Bruce W. Birren and Michael
G. FitzGerald

Broad Institute of MIT and Harvard, Cambridge, MA

Finished genome sequence is an important component of our bacterial pathogen
research program. Complete sequence facilitates identification of resistance
mechanisms, epidemiological work and provides a complete reference for mapping
related strains.

Finishing by means of next generation sequencing technologies is only cost effective
when a very large number of targets are processed simultaneously. In the case of the
Roche-454 GS FLX Titanium sequencer this calls for the labor-intensive steps of large-
scale PCR amplicon generation followed by sample barcoding and 454-adapter
addition, so that samples can be pooled together prior to sequencing.

In an effort to simplify sample preparation we turned to molecular inversion probes
(MIPs), also known as “padlock probes”. MIPs were originally used for high-throughput,
multiplex SNP detection. Recently they have also been used for the multiplexed
capture and sequencing of a large number of small exons.

We are conducting a series of pilot experiments using pathogen genomes currently
involved in our active finishing process. Targets are designed around gap regions of
the pathogens, Neisseria gonorrhoeae MS11, Enterococcus casseliflavus 899205 and
Staphyloccus aureus 55/2053. All assemblies are based on 454-FLX data and are
assembled using Newbler. We will present an evaluation of MIP results for 64 gaps.
All have reference data available from our production (Sanger) finishing process. Pilot
targets range from 0.2kb to 2.5kb. Preliminary results are quite positive and
demonstrate our ability to capture and derive sequence from targets up to 1.5kb.

This project has been funded in whole or in part with federal funds from the National
Institute of Allergy and Infectious Diseases National Institutes of Health, Department of
Health and Human Services, under Contract No. HHSN272200900006C.
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Origins of broadly neutralizing anti-HIV-1 antibodies as elucidated by deep
sequencing of expressed immunoglobulin heavy chain repertoires

Henry KA1, Murira A1, Lepik C1, Breden F2, Bradbury ARM3, Scott JK1

Departments of 1Molecular Biology and Biochemistry and 2Biological Sciences,
Simon Fraser University, 8888 University Drive, Burnaby, BC V5A 1S6
3Bioscience division, Los Alamos National Laboratory, Los Alamos, NM 87545

Antibodies (Abs) capable of neutralizing a broad spectrum of heterologous HIV-1
isolates are rarely produced in natural infection, yet their elicitation will likely be a
requirement for a successful vaccine. Several of the monoclonal (M)
broadlyneutralizing (bNt) anti-HIV-1 Abs identified to date have very long third
complementarity-determining regions of the heavy-chain (CDRH3s) and high levels of
somatic mutation (SM). Furthermore, it has been proposed that they are polyreactive
autoAbs and thus unlikely to be elicited by conventional vaccination approaches. We
have assembled a sequence database of 590 human MAbs of known specificity
isolated from patients with chronic viral infections, acute viral or bacterial infections,
and systemic autoimmune diseases. Comparisons of CDRH3 length, SM rate and VH
gene usage reveal that bNt anti-HIV-1 MAbs are indistinguishable from anti-HIV-1
MADbs as a whole, and that long CDRH3s, high SM and distal VH gene usage may be
general features of T-cell driven Ab responses arising in chronic viral infection. In
contrast, Abs from acute viral infection have short CDRH3s and low levels of SM, while
Abs arising in autoimmunity have intermediate CDRH3 lengths and SM rates. We now
plan to analyze sera and peripheral blood lymphocytes from HIV+ donors whose sera
are bNt, HIV+ donors whose sera are not bNt, patients with systemic lupus
erythematosus, and healthy donors. Peripheral B cells will be sorted into naive,
memory and plasmablast subsets, and the full repertoire of expressed VH genes from
each cellular pool will be amplified by RT-PCR, sequenced to full coverage, and
analyzed for VH gene usage, CDRH3 length and SMs. Sera will also be analyzed on
protein microarrays bearing autoantigens, HIV-1 antigens, and markers of
polyreactivity. We expect to describe the specific molecular features associated with
broad neutralization, which should better guide HIV vaccine design.
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Gap Closing/Finishing by Targeted Genomic Region Enrichment and Sequencing

Kanwar Singh, Jeff L. Froula, Hope Tice, Len A. Pennacchio, and Feng Chen

Department of Energy, Joint Genome Institute, 2800 Mitchell Drive, Walnut Creek,
California, United States.

* This work is done in collaboration with RainDance Technologies*

Gap Closing/Finishing of the draft assemblies of genomes is a labor and cost intensive
process whereby several rounds of repetitious amplification and sequencing are carried
out. Here we demonstrate a high throughput procedure where custom primers flanking
gaps in draft assembled genomes are designed and primer libraries containing up to
4,000 unique primer pairs in independent droplets are prepared. Then by using
RainStorm microdroplet-based technology from RainDance, droplets of custom primer
library and fragmented genomic DNA template are merged to form millions of picoliter
scale droplets. Each droplet is the functional equivalent of an individual test tube, which
are pooled and amplified. The resultant enriched fragments are concatenated and
processed through Illlumina sequencing. The Sequencing data is assembled and
resulting contigs can be added to draft assembly to close gaps. We will present overall
experimental strategy, primer design algorithm and initial results.
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Functional Data Analysis Approach to Association Studies of Genetic Data from
Next-generation Sequencing

Li Luo, Eric Boerwinkle and Momiao Xiong

Human Genetics Center, School of Public Health,
The University of Texas Health Science Center at Houston

Genome-wide association studies (GWAS) have become the primary approach for
identifying genes with common variants influencing complex diseases. Despite
considerable progress that GWAS have made in identifying hundreds of putative
disease loci, these newly discovered loci account for only a small proportion of disease
heritability. A potential source of the missing heritability is the contribution of rare
variants. Millions of rare variants will be discovered by next-generation sequencing
technologies. These technologies have three defining features: large number of rare
variants, a high proportion of sequence errors, as well as a large proportion of missing
data. These features raise great challenges for testing the association of rare variants
with complex disease. To meet the great challenges raised by next-generation
sequencing, instead of modeling the genome as a few separated individual loci, we use
a genome continuum model and functional principal components as a general principle
for developing novel and powerful association analysis methods designed for
resequencing data. To evaluate the performance of functional principal component
analysis (FCPA)-based statistics, we use simulations to calculate the type | error rates
and the power of five alternative statistics: FPCA-based statistic, the generalized T?,

Collapsing method, CMC method and individual ?test. We also examined the impact

of sequence errors on the type | error rates of the five test statistics based on 1000
genome data. Finally, we apply the five statistics to published resequencing dataset
from ANGPTL4 in the Dallas Heart Study. We report that FPCA-based statistics have
higher power to detect the association of rare variants and stronger ability to filter
sequence errors than the other four methods. Our work represents a paradigm shift
from the current single marker association analysis to sequence-based association
analysis.
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Overcoming Some of the Challenges to Single Cell Genomics

Janey Lee' Damon Tighe', Mei Wang', Stephanie Malfatti', Mansi Chovatia', Shweta
Deshpande', Erika Lindquist', Feng Chen', Ramunas Stepanauskas?®, Jan-Fang
Cheng' and Tanja Woyke'

'DOE Joint Genome Institute, Walnut Creek, California and Bigelow Laboratory for
Ocean Sciences, West Boothbay Harbor, Maine

Single cell genomics, the amplification and sequencing of genomes from single cells,
can provide a glimpse into the genetic make-up and thus life style of the vast majority
of uncultured microbial cells, making it an immensely powerful and increasingly popular
tool. This is accomplished by use of multiple displacement amplification (MDA), which
can generate billions of copies of a single bacterial genome producing microgram-
range DNA required for shotgun sequencing. Here, we would like to address several
challenges inherent in such a sensitive method and propose solutions for the improved
recovery of single cell genomes. While DNA-free reagents for the amplification of a
single cell genome are a prerequisite for successful single cell sequencing and
analysis, DNA contamination has been detected in various reagents, which poses a
considerable challenge. Our study demonstrates the effect of UV radiation in efficient
elimination of exogenous contaminant DNA found in MDA reagents, while maintaining
Phi29 activity. Second, MDA is subject to amplification bias, resulting in uneven and
sometimes insufficient sequence coverage across the genome. In a post-amplification
method, we employed a normalization step within library construction in both 454
Titanium and lllumina platforms. Populations of highly abundant sequences were
specifically targeted and degraded from the library via duplex-specific nuclease,
resulting in decreased variability in genome coverage. While additional challenges in
single cell genomics remain to be resolved, the two proposed methodologies are
relatively quick and simple and we believe that their application will be of high value for
future single cell sequencing projects.
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Use of Optical Mapping to Aid in the Assembly and Finishing of Human
Microbiome Genome Projects

T. K. Wagner, E. A. Meudt, E.B. Zentz. OpGen Inc., Gaithersburg, MD 20878.

One of the goals of the Human Microbiome Project (HMP) is to sequence the whole
genomes of over 1,000 human commensals. However, currently less than 2%
(25/1482) are considered as contiguous and finished. Optical Mapping is a technology
that can rapidly yield whole-genome ordered restriction maps that can be used as a
whole-genome scaffold to position, order, orient, and validate the assembly of DNA
sequencing contigs. The hypothesis of this study was that Optical Mapping could be
used to place the majority of contigs 40 kb and larger of the selected HMP reference
genomes.

Whole-genome Optical Maps were generated from 7 HMP reference microbes ordered
from ATCC, which included Chryseobacterium gleum (ATCC 35910), Citrobacter
youngae (ATCC 29220), Enterobacter cancerogenus (ATCC 35316), Neisseria cinerea
(ATCC 14685), Neisseria sicca (ATCC 29256), Streptococcus infantarius infantarius
(ATCC BAA-102), and Weissella paramesenteroides (ATCC 33313). Contigs of whole-
genome DNA sequence for each bacteria were obtained from GenBank, imported into
MapSolver™ software to generate an in silico restriction map of each contig, and
compared to the Optical Maps.

Over 85% of the contigs 40 kb and larger were positioned and ordered against the
Optical Maps. The placement of contigs resulted in an average of over 75% coverage
of the unfinished genomes. The gaps between contigs were located and the sizes
determined. Potential misassemblies were identified in the DNA sequence contigs.

These data support the ability of Optical Mapping to position, order, orient, and validate
the assembly of DNA sequencing contigs for whole-genome sequencing projects. The
use of Optical Mapping could not only help assemble the 98% of the HMP reference
genomes that are still considered unfinished but also decrease the time to do so by
locating gaps and identifying misassemblies in the DNA sequence contigs.
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Clone-based Sequencing Using Next Generation Technology
Tina Graves

The Genome Center/Washington University School of Medicine

With increased ease and lower cost of sequencing whole genomes with new
sequencing technologies, there is a decreased need for clone-based projects. In many
cases it is possible to produce a final high quality product without clone-based efforts,
however there are some projects where clone-based methods are still preferred. One
such project is currently underway through the Genome Reference Consortium (GRC).
The goal of the GRC is to correct the small number of regions in the human and mouse
reference sequences that are currently misrepresented, due to errors and gaps as well
as provide alternative assemblies of structurally variant loci. In order to adhere to the
standards previously set for the current reference sequence, clone-based sequence is
being used where possible. These regions of the genomes, particularly the gaps and
structural variation, tend to be associated with repetitive sequences which make them
better suited for the traditionally longer paired end sequences that result from capillary
sequence. Another project requiring clone-based effort is the NHGRI Structural
Variation Project
(http://www.ncbi.nlm.nih.gov/projects/genome/StructuralVariation/NHGRIStructuralVaria
tion.shtml). For this project, the goal is to sequence new euchromatic sequences that
are not represented in the reference due to structural variation. Again, these new
sequences typically tend to be associated with duplication and repeat rich genomic
intervals, thus the whole genome approach is less effective than clone-based methods.

Until recently, clone-based sequencing projects have utilized capillary sequencing
platforms, with libraries being created on a clone-by-clone basis. This method is costly
as well as labor intensive. Because of this, and the need to continue working on a
small number of clone-based projects, we have developed methods to sequence a pool
of clones using the Roche 454 sequencer. In comparing costs of the two methods, a 4-
fold cost reduction is realized with the next generation sequencing method. Although
there are significant cost savings using this method, there are some regions of the
genome that do not lend themselves to sequencing with only next generation
sequencers. For these cases, we are investigating combined capillary and next
generation sequence data, utilizing the strengths of each platform. In order to increase
the efficiency of generating the capillary data, the library construction event will be done
on a pool of clones. With this strategy a 2-fold decrease in cost will be realized when
compared to the strategy of capillary only data on a clone-by-clone basis. Utilization of
next generation technology where possible, enables continued clone-based work in a
much more efficient manner, while still providing the benefits of localized clone-based
assembly.
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Improving Structural Variation Detection with De Novo Assembly of NGS reads

Joel Martin, Kurt LaButti, Alla Lapidus, Igor Grigoriev, Len Pennacchio, Wendy
Schackwitz

U.S. Department of Energy Joint Genome Institute, Walnut Creek, CA 94598 USA

We have analyzed the efficacy of local de novo assembly, using a variety of
assemblers, for improving and confirming structural variation detection at varying
depths in a set of microbes, fungi, and plants. Additionally we compare local de novo
with whole genome de novo across a subset of the organisms.
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Short-read Assembly of Bacterial and Archaeal Genomes

Alicia Clum , Brian Foster, Kurt LaButti, Alexander Sczyrba , Alla Lapidus and Tanja
Woyke

DOE Joint Genome Institute, Walnut Creek, California 94598, USA

Since the emerging of second generation sequencing technologies, the evaluation of
different sequencing approaches and their assembly strategies for different types of
genomes has become an important undertaken. Next generation sequencing
technologies dramatically increase sequence throughput while decreasing the cost,
making them an attractive tool for whole genome shotgun sequencing.

To compare different approaches for de-novo genome assembly, appropriate tools and
a solid understanding of both quantity and quality of the underlying sequence data are
crucial. Here, we performed an in-depth analysis of short-read lllumina sequence
assembly strategies for bacterial and archaeal genomes. Different types of lllumina
libraries as well as different trim parameters and assemblers were evaluated.
Assemblies were generated using Velvet (publicly available assembler) and
MERaculous (JGls in house development). Results of the comparative analysis of the
tools and sequencing platforms will be presented.

The goal of this analysis is to develop a cost-effective approach for the increased
throughput of the generation of high quality microbial genomes.

The work conducted by the U.S. Department of Energy Joint Genome Institute is
supported by the Office of Science of the U.S. Department of Energy under Contract
No. DE-AC02-05CH11231.
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Controlling The Variation in Microbial SNP Detection

Sean M. Sykes, Sarah Young, Aaron Berlin, Carsten Russ and Chad Nusbaum

Broad Institute of MIT and Harvard, Cambridge, MA

The ability to assess microbial sequence diversity has increased at an unprecedented
level thanks to the low-cost, high-yield next generation sequencing platforms. It is
crucial to be able to accurately and reliably curate these data to uncover the underlying
sequence polymorphism that yields increased drug resistance or pathogenicity. The
high quality, deep sequence coverage generated by the lllumina sequencer provides
data that enables the ability to detect mutations with confidence, however, this method
faces challenges both new and old from short read lengths, base composition bias,
repeat content, and a