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Sequencher 5.4 5 for Sanger Sequencing Analysis

You’re in control with Sequencher’s powerful,

user-friendly tools and features

Sequencher is intuitive, so each step from importing your reads to assembly to searching for SNPs and heterozygotes is
straightforward. Sequencher is flexible. You can adjust parameters and preferences and save them to easily standardize
your workflow.

Sequence editing and trimming tools

»» Sequencher makes it easy to clean up raw data

by trimming vector, low quality base calls, and
other artifacts. Rapid editing tools let you correct
sequencing errors before or after they have been
incorporated into alignments.

Assembly and alignment

»

Perform de novo or reference-based assembly

with flexible, understandable parameters. Take
advantage of your laboratory’s naming conventions
to assemble multiple samples from multiple sources
using Assembly by Name. Use available Clustal or

MUSCLE programs for multiple-sequence alignment.

Detect SNPs and produce reports

»

Analyze traces locally or globally to find secondary,
uncalled peaks. Use the Sequencher Variance Table
to navigate your assembilies, discover SNPs, and
more. Generate reports that quickly and clearly
document your findings.
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Sequencher Connections allows you to run

multiple analyses in parallel

Sequencher Connections is your portal to local and remote analyses. Connections allows you to run multiple analyses on
one or more sequences in parallel. The Connections control panel updates in real time to show you the progress of each
analysis on each part of your data, so you can explore them as they complete. Simultaneously run multiple instances of
the same application with different parameters and see how the results compare graphically.

Run multiple BLAST searches
simultaneously

Connections links to the NCBI BLAST server to
search for sequence similarity against the broad
availability in the GeneBank database. In addition,
you can run the same query sequences using
different parameters, and simultaneously use Local
Blast to search databases stored on your machine.
Run PrimerBlast to design primers and check their
specificity and then save your predicted primers to
your Sequencher project. Save your Sequencher
Connections sessions to view your results later, even
after they have expired on the NCBI website.

Perform multiple-sequence alignments

with MUSCLE

A

> Another example of using Connections is trying
different variable settings for multiple-sequence
alignments and comparing the resulting phylogenetic
trees. You can run the same sets of sequences at

the same time with different parameter settings, or
test the impact of adding or removing some samples
from your alignment. As each alignment completes,
the indicator in the Connections control panel turns
green to let you know that the data is ready to review,
even while other analyses are still running.
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sequencher 545 for NGS Analysis

Use the top tools developed by biocinformatics
researchers with an easy-to-use interface

Most NGS tools utilize the command line. Sequencher provides an interface that gives access to all of the power of
those tools, without the command line. For each algorithm, Sequencher uses recommended settings or you can set up
Advanced parameters. Each Advanced parameter is accompanied by a description and setting it is as easy as a single

click and changing the values to suit your data.

Perform de novo assembly or reference-
guided alignment without the command line

7> Sequencher has a plugin lineup featuring Velvet for de novo assembly
and Maq, GSNAP, and BWA for reference-guided alignment. With
GSNAP you can perform SNP-tolerant alignments and SNP analysis,
generate methylation reports from bisulfite-treated DNA, and perform
A-to-1 RNA-editing tolerant alignments.

Multiplex ID for barcoded data

72 Use Multiplex ID barcodes with GSNAP, BWA-MEM, or Velvet to
sequence a mixture of DNA samples in a single run.

Processing bin BCS (barcode 5 of 11)...
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sequencher 545 for NGS Analysis
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Check the quality of your FastQ

- asc Report (hemsplarfole ]
reads files - P :
gﬁ..a e
7> A new plugin added for Sequencher 5.4.6 is FastQC gmw 4
which allows you to produce quality control reports of 5w I
your data. Check up to 11 different metrics including per O i
base and per sequence quality and GC content. gmmwm
@W
Variant calling
2 With Sequencher 5.4.6 you can now utilize SAMtools P b AN o513 '

to analyze the output from your GSNAP or BWA-MEM
alignments for variants, saved in the standard VCF
format. Then explore the alignments and the variants in
the Tablet genome browser.

Viewing assemblies and alignments Soec Al A e | CllsersUasoniDocum. 8co7aM3talignment sam

This file is created by an aligne: such as GSNAP or BWA,

Select Refenence FASTA File | ClUsersUason\Docum.. Bce7903freference fasta
This must be the same reference used in the oreation of the SAM file.

77 View your NGS results using Tablet in a number of
different modes. Get information on individual reads e
and read pairs and arrange the stacking of the reads " Minimum Read Depth
to reveal pairings. Customize the color of the individual [0 Maximum ReadDepth
bases, variants, read types, and read groups. Annotate Number of Reads temate Bases
alignments with GTF and VCF files. Tablet has controls ~Curent Reauts Folder
to enable translations, zoom in and out, as well as LGS WP Ao O ROe S ek
highlight variant bases, making it a cinch to explore
your reads.
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Sequenciier 5415 for RNA-Seq Analysis
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Easily perform powerful RNA-Seq analyses
with Sequencher’s user-friendly interface

Extend Sequencher with more options for RNA-Seq analysis. Plug-in algorithms from the Cufflinks' suite can be
downloaded right from the Gene Codes website (www.genecodes.com), including tools for normalizing and quantifying
NGS data. In addition, the graphical user interface lets you have complete and easy-to-understand control of Advanced
options that would require you to set flags and in-line parameters if you were using the same tools from the command
line. Add annotated replicates to your workflow with ease using Sequencher’s Conditions and Replicates editor.

Unique tools to help you organize
and streamline your analyses

Input Diata Files

Add/Remave nput Fles i Requirement satisfied.

Input SAMBAM or XA files for conditions and regiicate snalysis. You need at feast 2 conditions

Input Files Preview
CiProgram Files [186)Gene Codes\Se._.ataRNA-Seq Datalearly_sample 10am |-
CiProgram Files (36 )Gene Codes\Se. ataiRiA-Seq Datalearly_sample 2.bam
CoProgram Files (x367WGene Codes\Se. DataiRMA-Seq Datzlate_sample 2.0am
CProgram Files Codes\Se. DatsiRMA-Seq Datsiiate_sample 1.oam |- |

There are 2 condiions in your data set
“four data inoludes replicates.

Select Merged GTF Rl I AL

GTF flle produced by Cutfmene

Selec Fsfarence FASTA Fls I Optional

FASTA file of eanscript sguances for Fragmani biss semecticn

7> Sequencher’s External Data Browser makes it easy
to track and organize your NGS runs. Add free-form
text annotations to each run to remind you about data
and parameters. View any alignment in Tablet without
opening its project and delete old space-consuming runs
without having to spend time searching for them.

Deseription
Comma separated list of condition labels,
False discovery rate used in testing.

Use ‘rescue method' for multi-reads.

| =emulti-read-correct

[ --no-diftf Den't generate differential analysis files.

--na-j-tests Don't perform isaform switching tests.

[ --frag-len-mean Awerage fragment length (unpaired reads coly).

i) (i

Current Paramaters

Open Run Folders  View Using Tablet OpenlogFles DeleteRune  Fiter: DNA-Seq ~ RMASeq ~ MSA « '-B‘!.‘i eah‘r. IaIé -mmm‘m

24 Kuns Uate Aigorithm Size MNotes Freview =t
RunabbecbS58422375aE |w6M51145 AM

Run$633022b01100110  8/26/200511:38 AM Cuffmerge 433 MB
Run?3led47lcde2496a? 82520151130 AM Cufflinks 380 MB late sample 2

RunbSad4fS%eddacedZl 82620151133 AM Cufflinks 380ME late sample 1
IRun&l'JBt‘lZaEe:a’e&:Sa B/26/201511:32 AM Cutflinks 385ME early sample 2
|Bun04ealbld0dcdiica  8/26:2005 11:30 AM Cutflinks asme early sample 1
II{unaad.'b-!Sc—inGB3272 5/29/2015 271 PM Cufflinks 666.00 bytes

IR“nOSSB 5700d2196941  LA5/2015 5:50 PM Cubfaadf 515 ME
RunfRRrcRATaRGrheld 115905 557 PM Cuffmerge 101 MR

RunBac639fbef4c57d3 1152015453 PM Cutflinks 269 ME

&6

Scart time: 2015-Aug-26 11:45:

Uoing Cuffdiff woroion "2.2.1 (4237)".

Condition labcl: carly cample, Imput filc{ols Ci\Program Filco (x8€)\Ccnc Codeo\Scquencher
S.1\Somplc Doca\RMA Scq Dasahcarly samplc l.baom CilProgzam Filco (x86)\COcne Codea’Scquencher
S.9\Eomplc Doto’\[MA Scqg Datahcorly samplc 2.bam

Condition labcls late sample, Input filc(a)s Ci\Program Filco (x26)\Ccnc Codco'\Scquoncher
5.4\Famplc Data'\RHA Scq Datahlate _samplc 2.boam CiZ[rogram Fileo (x8%)\Cocnc CodeohScguonchor
S.9\Samplc Dato'\[HA Scq Datahlate_osample 1.bom

Mcrged CTF file: C:i'\Uacra\Jaoon Cene Codco

' Cole Trapnell, Brian A Williams, Geo Pertea, Ali Mortazavi, Gordon Kwan, Marijke J van Baren, Steven L Salzberg, Barbara J Wold, and Lior
Pachter. Transcript assembly and quantification by RNA-Seq reveals unannotated transcripts and isoform switching during cell differentiation.
Nature Biotechnology 28, 511-515 (2010).
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sequencher 545 for RNA-Seq Analysis

Design publication-quality plots and charts with
Sequencher’s customizable visualization tools

Sequencher has easy-to-use visualization tools that allow you to produce high-quality charts and plots without worrying
about command-line statistical programming or forcing your data into a spreadsheet. Choose your data and view your
results as a Scatter Plot, Volcano Plot, or Bar Chart.

Interactive charts and plots

77 The charts and plots are linked to the underlying data.
Search by gene name or genelD to locate your data
of interest. Click on a bar or data point to view more
information in the data table, or click on a line in the data
table to locate that data point in the graph.

Customize and export charts o m
and plots

7> Sequencher allows you to select and plot on only the
genes you want to focus on. Sort the data and then
choose which rows you want to include or exclude from :
your plot. Once you have the graph you want, you can ' =
export it as a high-resolution png file.
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Make the move to Sequencher 5.4.6 for powerful, user-ispired
and [ab-tested functionality, facilitating accurate and rapid
assembly and down-Stream analysis

With applications inclusive of the following fields of study:

> Forensics

7> Genetics

> Microbiology
> Pathology
7> Systematics
7 Virology

Choose your best-fit license option

7’ Licenses are available for Windows, Macintosh, or Dual Platform.

7> Choose between a Standalone License, a Shared Network License, or an
Institution-Wide Site License.

7> Standalone licenses are available as a USB license key (dongle) or a software-
based dongle-free license.

Maintenance Program

> Included with purchase for first year
77 Available by subscription subsequent years
> Technical support, training, upgrades.

Extensive tutorials and videos show you how to get
the most out of your data with Sequencher

7> Sanger DNA sequencing tutorials

77 Next-gen sequencing tutorials

7 RNA-Seq tutorials

7> Sequencher Connections tutorials for single and hybrid analyses

Visit www.genecodes.com to learn more and to download a
free 15-Day trial of Sequencher 5.4.6.

Contact Information:
(734) 769-7249

525 Avis Drive
Suite 4
Ann Arbor, Ml 48108 USA
gcinfo@genecodes.com
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