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l. GSEQ Introduction

GeneChip Sequence Analysis Software (GSEQ) is used to analyze data from the Resequenc-
ing Arrays

GSEQ allows you to:

® Analyze CEL intensity data to generate sequence data

® View the CHP analysis results

e Create reports

® Export data in formats that can be used by other software applications
GSEQ uses two different algorithms to analyze data:

® Resequencing Algorithm Version 1 for 20 x 25 um arrays

® Resequencing Algorithm Version 2 for 8 um arrays

To Start GSEQ:
e Click the Windows Start button and select Programs — Affymetrix — GSEQ 4.1.

GSEQ User Interface at Startup

The Main Display Area displays:

® Resequencing Analysis window (See Section II)
® Analysis Results (See Section IV)

® Probe Intensity window (See Section V)

The Data tree lists:

e Sample Files (ARR)

® Cell Intensity Files (CEL)

® Probe Analysis Data Files (CHP)

e FileSets (GFES)
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The Shortcut bar provides quick access to:
® Windows in the main display area

e Dialog boxes for setting parameters

See the AGCC User’s Guide for information about viewing CEL intensity data in the Image
window



Il. Analyzing Cell Intensity Data See Chapter 3 of the GSEQ User’s Guide for more information about analyzing CEL Intensity
You can select Resequencing Cell intensity data (CEL) files for analysis using the Resequenc- data.

ing Analysis window. . .
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The Resequencing Analysis window automatically selects the proper algorithm for the Contains a summary of information about the Resequencing analysis.

selected array types.
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2. Select cell intensity data in the data tree and drag into the Resequencing Analysis win-
dow. See Chapter 6 of the GSEQ User’s Guide for more information about the Resequencing

NOTE: When performing a resequencing analysis, you should select at least 15 cell report.
intensity files for best results.

3. Click the Run button in the Resequencing Analysis window toolbar to generate geno-
type or base calls and associated quality information.

NOTE: If you do not have the analysis configuration file for your CustomSeq array;,
GSEQ will not be able to run the analysis and the following message will appear:

‘ Resequencing Calling Algorithm

The analysis configuration file SCID20v1r520186.analysis_configuration could not be found in the library path
! C:\Command_ConsoleLibrary).
Please ensure that the correct library path is selected and the analysis configuration file has been installed.

If an analysis configuration file is not available, please contact Affymetrix Applications Support:

United StatesjCanada: 888-DNA-CHIP
Europe: +44 (0) 1628 552550
Japan: +81 3-5730-8222

Follow the instructions in the notice before proceeding with the analysis.

When the analysis is finished, the Resequencing Algorithm report opens and the analy-
sis results files are listed in the data tree (see section IV).



lll. Opening Analysis Results

The analysis results (CHP) files are listed in the Data tree.
To open analysis results files:
e  Double-click on selected analysis results files in the data tree.

To select adjacent files, press and hold the Shift key while you click the first and last file
in the selection.

To select non-adjacent files, press and hold the Ctrl key while you click the files.

TIP: You can also display analysis results by selecting File — Open from the main
menu and using the Open dialog box. See the GSEQ User’s Guide for more informa-
tion.

IV.Viewing Resequence Analysis Results

The Resequence Analysis window displays Resequencing analysis results.

You can choose from:
e Table View

® Sequence View

e SNP Table

Resequencing Window: Table View
The Table view displays information on:

® Reference fragment

® Sample base calls

See Chapter 4 of the GSEQ User’s Guide for information on:
® Displaying forced calls and fail reasons

e Editing calls and saving the edits in a new analysis results file

e Sorting, searching, and exporting the data in the table
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Click the tabs to display the Sequence and SNP View

The selected analysis results are displayed in the Resequencing window

Fragment Information:

Sample Information:

Fragment: Reference fragment name

Fragment Position: The Sequence position of the reference base in the reference frag-

ment

Tiling Position: The tile position number on the resequencing array of the probes for

the reference base

Reference Base: The reference base at the fragment position

Heterozygosity: the relative frequency of mutations and reference base at a particular

site in the sample.

Call: The base call for the sample at the queried site

Forced Call: For a no call, the call that would have been made if the fail reason was

ignored (Optional for Algorithm Version 2 only)

Fail Reason: A code giving the fail reason a no call occurred (Optional for Algorithm

Version 2 files only)

Quality score: The total quality score computerd for the base call




Resequencing window: Sequence View Resequencing window: SNP View

The Sequence view displays the sequence of the selected reference fragment and the base Displays the bases and samples with SNPs.

calls for selected samples. [ ——
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Fragment Pane: List of the reference fragments (click to select a fragment for display)

Scroll Pane: Overview of the selected reference fragment Fragment ID and Position: The fragment name and sequence position of the reference

in the refe fi
Map Pane: Color-coded sequence maps of the base calls for the samples base in the reference fragment

Base pane: Detailed views of the base calls for the samples Reference Sequence Base: The reference base call at the fragment position.

See Chapter 4 of the GSEQ User’s Guide for more information about the Resequencing Sample Name: The analysis results with the SNP

window. SNP Calls: The base call at the position for the sample




V.Viewing Probe Intensity

You can use the Probe Intensity window to evaluate the cell intensity data for probe cells
used to call particular features.

To display cell intensity data in the Probe Intensity window:

1. Click the Probe Intensity window button in the Genotyping Views shortcut bar, or select

Run — Probe Intensity from the menu bar.
The Add Cell Intensity Data dialog box opens.

2. Select the cell intensity data for the samples that you want to view and click OK.

= -
Add  Copycells  Find Export  Options
= A-Fwd I T-Rey
14001 4001 100 TN — P £ R
= G-Fund | C-Rev
12000 T2001 TR § ARy
B0 B0
10000 A 10000
o o
: . B000
Intensity Plot: Trace Plot
soo 4000 4000
4000
20001 2001
\ 2000 a
k ! Sample Name
E o 2 5303 DCM_01

Iy

Forward Strand erse Strand

1 . 13570.20 5317.20 417540 ) il 4575.60
2 PrObe |nten3|ty table 12963.00 513250 3687.30 F,P(,Obe Ce”,l,p,'ﬂ 2868.80
3 | IQEX14 528330 549830 13200.40 £265.80 218740 B032.80 1769.40 1942.00
4 0 4915.20 4 0 0 2 ]

5 |IQEXTE 34120 1031390 31240 3289.70 671.30 £04.00 4890.50 830,50
B I0.EXA7 796270 2732.40 351310 2417.00 1633.70 1790.30 3103.40 5006.70
7 I0EX18 7RI.O00 . . . . . 1290.80
16 RS 5560 Click in a row to display the intensity data for a probe set 13m860
9 I0.EX20 164.40 230,90 474070 263.20 B03.60 4317.00 583.00 318.50
10 | 1G.E¥-21  BB7.20 B584.20 721.80 436,50 203.00 280.70 3536.50 233.00
11 | I0.EX-22 120300 1033.00 2681.20 5503.80 087,30 544.30 1022.80 554.50
12 |I0.EX-23 42560 414.80 R040.40 B53.60 344.40 3161.30 580.50 E17.80
12 [N Fx-24  AR7 NN 4789 30 a9 an 1312 R0 a91 nn arann Am7 AN 41220

Intensity Plot: Displays the intensity information for the probe cells of the selected feature as

a:
® Trace Plot (Shown)
® Bar Graph

® Line Graph

Probe Intensity table: Displays a list of the probe sets used in the selected assay and
probe array type with cell intensity values

See Chapter 5 of the GSEQ User’s Guide for more information.

5303 DON_O01 | 5303.0CN_O1 | B303.DCN.01 | 5303_DCN_0 303_DEN_0T 5303_DEN_01 5303_DCN_01 5303_DEN_01 :‘
Probe et Quattel! - AlSense]| Quartet! - ClSense]| Quartet] - GSense]| Quartet] - T[Sense)| Quatell Wpgtisenss)| Quartet! - Clbntisense]| Quartet] - Gléntisense]| Quartat] - Tintisanse)

www.affymetrix.com

P/N 702121 Rev. 2

© 2008 Affymetrix, Inc. All rights reserved. Affymetrix®, LG, GeneChip®, HUSNP®, GenFlex®, Flying Objective™, CustomExpress®, CustomSeq®, NetAffx™, Tools To Take You As Far As Your Vision®, The Way Ahead™, Powered by Affymetrix™,

GeneChip-compatible™, and Command Console™ are trademarks of Affymetrix, Inc. All other trademarks are the property of their respective owners.

For research use only. Not for use in diagnostic procedures.



