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Chapter 1 Introduction

Eureka Analysis Suite Overview

Eureka Analysis Suite allows you to perform the following functions:

Set up your Eureka™ Genotyping Assay plate

Calculate amounts of each pooled library that will be blended together on a single sequencing lane.
Run QC and Genotyping Algorithms

View Cluster Graphs of genotype calls

Export your Data

The Suite contains three modules:

Eureka Genotyping Calculator—Enables an end user to calculate the amount of each pooled library
(one 384 plate pooled = one pooled library) to be mixed together & run on a single NextSeq lane. The
calculator takes into account the control library from Illumina (PhiX), number of reads required,
DNA concentration, read length, and SNP panel size.

Eureka Analysis—Uses a genotyping algorithm to call genotypes.

Eureka Viewer—Displays analysis summary metrics, Sample summary metrics, and SNP summary
metrics, including visualization of cluster plots of the genotypes called.

Minimum Recommended Requirements

64-bit Operating System Speed Memory (RAM) /Available Disk Web browser
Space*

Microsoft Windows 7 (64 [2.83 GHz Intel 16 GB RAM 150 GB HD + data [[E 8.0 and above

bit) Professional with Pentium Quad Core storage

Service Pack 1 IProcessor

*Minimum storage requirements are for a single run. Total storage space should include additional space for data storage of input and output
files from current and previously completed analyses.

Installation Instructions

1.

Eureka™ Analysis Suite User Guide

Go to the Eureka Analysis Suite web page on the Thermo Fisher web site.
Locate and download the Eureka Analysis Suite software zip package.
Unzip the file, then double-click EurekaAnalysisSuiteSetup.exe

Follow the on-screen instructions to complete the installation.




Creating Sample to Well Mapping Files

1.

IMPORTANT: Before using the Genotyping Calculator, you must first create a file that
represents each 96 or 384 plate you want to blend.

Open MS Excel or Notepad.

2. Create a new table as you normally would.

e Your table must contain these five headers:

Sample to well mapping information file
PlateName
PlateBarCode
PlateType

Items:

e Your table must contain these three columns:

WellPosition
SampleName

Panel

NOTE: If you attempt to import a sample to well mapping file that does not resemble Figure
1.1, an error message (with an option to select a pre-formatted template) appears. (Figure 1.2)
To access this template, see Plate File Template.

Figure 1.1 MS Excel table example

W 00 =~ h W ke

10

A

B

Sample to well mapping information file

PlateName
PlateBarCode
PlateType
Items:
WellPosition
Al

A2

A3

A4

11|A5

12
13
14
15
16
17

o
]

AbB
A7
AB
A9
Al0
All
Al12

Eureka

@0119707101234567171612309104631

SampleName
SampleAl
SampleA?2
SampleA3
SampleAd
SampleAS
SampleA6
SampleA7
SampleAS
SampleAS
SampleAl10
SampleAll
SampleAl2

AltoAlZ-SamePanell - 96

96

el
PG7_
PG7_12
PG7_12
PG7 12
PG7 12
PG7 12
PG7 12
PG7 12
PG7 12
PG7 12
PG7 12
PG7_12

©)

For 384 Plates, you
must change this
PlateTvpe 96 value
to 384.
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Figure 1.2 Sample to well mapping file import error message

Sample to well mapping file import error

Errer occumred while trying to lead sample to well mapping file.

The selected file is not in the carect format for the sample to well mapping. Plzaze refer to the manual forthe correct format.
See more information in details,

v Details
Save Plate Templa‘te* n 4 |

3. After completing your table, you must save it as a tab-delimited.txt file.

4. Open your file and make sure it is formatted correctly, as shown in Figure 1.1.

5. Repeat steps 2-3 to create additional plate text files.

n IMPORTANT: Sample Name and Panel fields cannot have blank values. If there is no sample
in a particular well, use the word EMPTY in the Sample Name field(s). Sample names must
be unique. For example, add Rep1 and Rep2 to a replicated Sample name.

Viewing your Library Folder Path

In the Eureka Analysis module, click the Preferences window tab to view and make note of the assigned
library folder path, as shown in Figure 1.3.

Figure 1.3 Main Preferences window

affyr-net rix Eurcka Analysis - Pete

Mew Analysis Dashboard Preferences

Library Folder: 3 UserssPublich Diocurmentsh Eurekadna besizSuite’ L ibrary’,

E NOTE: The library folder path is auto-assigned during installation and cannot be
changed.
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Chapter 2 Eureka Genotyping Calculator

Starting the Genotyping Calculator

n IMPORTANT: Before using the Genotyping Calculator, you must first create a file that
represents each 96 or 384 plate you want to blend. See Creating Sample to Well Mapping
Files.

1. Double-click on the Eureka Genotyping Calculator Desktop shortcut icon or click Start -> All
Programs -> Eureka Genotyping Calculator.

A Select Profile window appears. (Figure 2.1)

Figure 2.1 Select Profile window

Select Profile

Enter a new or sel=ct an easting profile neme

2. Enter a profile name, then click OK.
An Explorer window appears.

3. Navigate to (or create) a folder to save your analyzed files, then click Select Folder. This is required
after a new installation. If needed, you can change this save location. See Changing your Default
Sample File Folder Location.

The Eureka Genotyping Calculator window appears. (Figure 2.2)

Figure 2.2 Main window

Ayt
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Configuring your 384 Plate(s)
Selecting your 384 Plate Mapping Configuration

1. Click the Plate mapping drop-down menu (Figure 2.3), then click to select the plate mapping

configuration you want.

Figure 2.3 Plate mapping - Available plate configurations

Mapping Plete Layout:

(uadrant -

CQuad staggered

Full 384 Plate

Your selection is reflected in the master 384 plate view graphic, as shown in Figure 2.4.

Figure 2.4 Plate mapping - 384 Plate view

Plate Mame: <Enter Flate Name=

Sarnple Inclex Plate Barcade: |

Sample Index Block Type: Mane
Sarmple Index Block:

P apping Plat= Layout:

Duadrant

Sample te Well Mapping:

Mame:
Code:
MName:
Code:
B
1 2 3 9 5 6 7 8 92 10 11 12 13 14 15 1fF 17 18 19 20 22 &Z 3 2
Code:
& {
B Wame:
C Htcdm
o Well Posit Index  Original” Sample Mame
E AL O AL
F 2 0 il
G w30 03
H A4 0 Aand
1 805 0 A5
I ME 0 A6
K M7 0 a7
L g 0 ADG
ki M8 0 408
i a0 0 A1l
a al11 0 All
: M2 0 A1
Eureka™ Analysis Suite User Guide
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Importing your 96 Plate File(s)

1. Click the Set 1 @ button. (Figure 2.5)

Figure 2.5 Sets 1-4

Marmes

Code:

Parmes

Code:

Mame:

Codes:

Marmes

Code:

An Explorer window appears.

2. Navigate to the save location of the 96 plate text file(s) you created earlier. See Configuring your 384

Plate(s).

3. Click on the text file you want to import, then click Open.

The Name and Code fields auto-populate. (Figure 2.6)

Figure 2.6 Example: Populated Set 1 fields

Code

I arie:

Eureka

B0118707101 234567 1716123091 (1636

MName:

L o

4. Repeat steps 1-3 to populate each additional 96 plate set.

If needed, click to remove an imported plate set.

Eureka™ Analysis Suite User Guide



Plate File Template

If you attempt to import a plate file that was not formatted correctly, the following error message appears:

(Figure 2.7)

Figure 2.7 Sample to well mapping file import error message

Sample to well mapping file import error

Emror occumred while trying to load sample to well mapping file.
The selected file is not in the cemrect format for the sample to well mapping. Plzase refer to the manual for the correct format.
See more information in details,

v Details

Save PIateTemplate{l* 14

Acknowledge the message, click OK, then re-format your text file, as described in Creating Sample to Well
Mapping Files.

OR
1. Click the Save Plate Template button.

A Save template file window appears.
2. Enter a file name, then click Save.
3. Click OK to close the error message window.
4. Locate your saved template file, then double-click on it.

A pre-formatted text file appears (Figure 2.8) and is ready to be opened in MS Excel. If you make
edits to the file in MS Excel, make sure you save it as a .TXT file.

Figure 2.8 Plate template of sample to well mapping file import error example

| Bampletit - Noteped
File Edit Format View Help
sample to well mapping information file

Platename <PlateName>
PlatesarCode <PlacesarCodes
PlateType 9

Trems:

wellposition  Samplename rarel

01 <campleNamex  <Pane]Namex
4072 <SarrmeName> <PaneINamex
403 }eName> <Pane]Name-

404 <sarrp eMames  <Panelames
405 eName>  <Pane]Name>
406 eMame=  <Pane]Name>

407 <53W,’J eName> <Pane]Name>

408 eName>  <Pane]lName>
A09 eNames  <PanelNames
al0 ID EeName= <PanelNanes
A1l SampleName»  <Pane]Name>
ALZ Sarrp eNama> <Pane]nama>
501 eName>  <Pane]Name>
202 esarrp eNames=  <Pane]names
B03 <5aMp | eName:> <Panelnanes
804 <GampleNamex  <PaneINamer
805 <Sam

806 eName=  <Pane]Name>
807 E: arrp eNames  <PanelNamax
B08 EName> <Panelnanes

809 eName-  <Panelnamer
210 <sarrp eName>  <PanalNamas
511 eName=  <Pane]Name>

5
812 esarrp eMame>  <PanalNana>

oL eNalli> <pane]Nane>
c02 Gmrp eNamex  <Parelname>
c03 <sarrp eMame>  <PanelNames

c04 eName=  <Pane]Name>

anp ]
1
1
amg |
1
1
1
1
amp |
1
1
1
1&Name> <PaneINane:>
1
]
1
1
anp ]
1
o]
1
1
anp ]
c05 <sarrp1eName> <PanaIName>

n IMPORTANT: Sample Name and Panel fields cannot have blank values. If there is no sample

in a particular well, use the word EMPTY in the Sample Name field(s).

Eureka™ Analysis Suite User Guide
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Custom Settings (Optional)
¢ Changing Plate View Colors.

¢ Adjusting Well Circle Opacity.

¢ Changing your Default Sample File Folder Location.

Changing Plate View Colors

1. Click on the button (upper right corner).
The Settings window appears. (Figure 2.9)

Figure 2.9 Settings Window

Settings
Plake 1 Color:
Plate 2 Calor:
Plate 2 Color:
Plat= 4 Color
Control 5ample Color | b
Well Circle Opacity: 50%%

Sami e Files Default Location:

ARy etriE ureks _I

Circle Sarnple:
Circle Sample:

| -
I_v
I!v
|!v

Circle Sample:
Circle Sample:

Circle Sarnple:

2. Click the plate number’s drop-down arrow.

A pallet of available colors appears. (Figure 2.10)

Figure 2.10 Settings Window - Available Colors

Platel Colon w  Circle Sample

= Circle Sample:
Plate 3 Calor: | - | Circle Sample:

Plate 4 Color M- g mple:
Contrel Samgle Color irche Sample

Well Circle Opacity: 505, ool Colors

Plate 2 Colon

| ONOCONEC]EEE
[ OREOEOO0O0E

| Standard Colors

DOEEEEEODE
-

Achranced
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3. Click on the color you want, then click OK to close the Settings window.
4. Optional: For more color options, click on the Advanced button.
A custom coloring tool appears. (Figure 2.11)

Figure 2.11 Settings Window - Available Colors

Plate 1 Colon = Circle Sample
Plate 2 Color ~ Circle Sample i
Plate 3 Calor S| = Circle Sample:
Plate 4 Colen B ~ Circle Sample:
Control Sample Color: v‘ Circle Sample
‘Well Circle Opaciby: 509 A -
Sarmple Files Defautt Lo :
Ciaffymetric\Eureka
2FFIFFFD
R L 127
G L 255
B ] 212
A 1) 255
| | Standard ]

5. Use the tool’s color mixing features to create the plate number color you want.

6. (Optional) Repeat steps 2-5 to change additional plate number colors.

7. Click anywhere on the Settings window to close the coloring tool and save your custom color.
8. Click OK to close the Settings window.

Your newly assigned color is saved and reflected on the application’s plate view.

Adjusting Well Circle Opacity

Click, hold, then drag the opacity slider left or right to change the opacity level of your plate well circles.
(Figure 2.12)

Figure 2.12 Opacity slider

I Well Circle Dgacity: 50% , |‘

Eureka™ Analysis Suite User Guide 15



Changing your Default Sample File Folder Location

1. Click on the

The Settings window appears.

button.

2. Click the Browse button. (Figure 2.13)

Figure 2.13 Sample File Location Browse button

I Sample Files Default Location: ‘.

Chaffymetio\Eureka

An Explorer window appears.
3. Navigate to (or create) a folder to save your analyzed files, then click Select Folder.
Your default path is now changed.
4. Click OK to exit the Settings window.
Entering your Plate Barcode
After importing your 96/384 Plate text files and selecting your mapping configuration, you must scan or
manually enter each plate’s barcode.
Plate Barcode Breakdown
A Plate Barcode (for example @0119707101234567171612309104636) is defined as follows:
e @01 = Start of Barcode code
e 19707 = Part Number
e 10 = Separator code
e 1234567 = Lot number
e 17 = Separator code
e 161230 = Expiration Date (YYMMDD)
¢ 91 = Separator code

e 04636 = A five digit incremental serial number based on a 32 digit serial number. A three digit
incremental serial number denotes a 30 digit serial number.

1. Enter a Plate Name. (Figure 2.14)

Figure 2.14 Plate information

Plate Mame Test_Plate_1 +

Sample Index Flate Barcode: n

Sample Index Elock Type: Mone
Sample Index Elock

Your assigned plate name is displayed in the Main window’s left column. (Figure 2.15)

Eureka™ Analysis Suite User Guide



Figure 2.15 Plate information

| 384 Plate| Open Saved|

Test_Plate_ 1 E.am.-r:l Remuove

2. Use a hand-held scanner to scan the plate’s barcode or click inside the Plate Bar Code field to enter it
manually. (Figure 2.16)

Figure 2.16 Plate information

~ Plate Mame: Test_Plate 1
Sample Index Plate Barcode:  @01197071012342367171012309104530 +
Sample Index Block Types Mone
Sample Index Block:

Save
3. Click the L' button.
A Save Library Plate window appears.

4. Enter a file name, then click Save.

Adding, Removing, and Opening Saved Plates
Adding 384 Plates
1. Click the M'b

A new <Enter Plate Name> field appears.

utton.

2. Click inside the <Enter Plate Name> field, then enter a plate name. Your entered plate name appears,
as shown in Figure 2.17.

Figure 2.17 Entering a plate name

3 Effymﬂt i Eureka Genotyping Caloulator

Plate Setup
Audd 284 P|E1E|C'|JEI’I SdM'Edl Plate Marme: Test_Plat=_2 +
=il Save|Remove Sample Indes Plate Barcode: n

Test Fiate 2 ‘ SMEIREMWE Sample [ndex Block Type None

Semple [ndex Block:

Removing Plates

Remove
1. Clickthe - button.

The plate is removed from the plate name list.

Eureka™ Analysis Suite User Guide 17
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Opening Saved Plates

|'D|:| en Saved

A Open Saved Library window appears.

. Click the button.

Locate, then click on your previously saved plate name, then click Open.

The previously saved plate name appears on the plate name list.

Using the Well Position Table
After importing your 96/384 plate text files, the Well Position table auto-populates. (Figure 2.18)

Figure 2.18 Well position table

Changing your Panel Selection

AL
AD2
AD3
ADd
AQS
AdG
AO7
ADE
A09
A1D
All
Al2
B01

Well Posit  Index

1537
1536
1539
1540
1541
1542
1543
1544
1545
1546
1547
1548
1561

Original Sample Name Panel
ADL SampleAl PGT12 ~|
A02 Sample A2 PGT12 ~|
403 Sample A3 PG712 - |
A04 Sample Ad PG712 |
A0S Sample A5 PGI12 |
A06 Sample_AG [Pe712 -+ |
207 Sample AT lPe7i2 |
A08 Sample A8 P6712 ~|
A9 Sample A9 [Pe112 ~|
A0 SampleAlD [Pe712 +]
M SampleAll [Pe112 +]
A12 Sample AL2 [Pe712 +|

BO1

— ]

Each Panel is auto-detected and displayed in the Panel drop-down button. The Panel ID is based on your
library file. If the Panel drop-down is blank (Figure 2.18), you must assign a panel manually. To do this:
Click on the blank drop-down button, then click to select the appropriate Panel selection. (Figure 2.19)

Figure 2.19 Selecting a Panel

Fanel ’

Barley
Bovine
PG7 12
HID1
HID?
HID3
Chicken
Wheat

NOTE: If a Panelis from an imported file that does not exist in the software’s Library file,
the Panel field and its drop-down menu will appear blank.
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Viewing Specific Well Position Properties
1. Click on any 384 plate well position to view its properties, as shown in Figure 2.20.
Figure 2.20 Plate mapping selection

S8 Mame:  Eureka

Code:  @0L197061002 3456717161 23091 04

Mame:  Eureka
Code  @OLISTIGL0O2345671T1612309104

Well Pogit Indes Original Sarnple Marme
A3 1558 all

1 2 3 4 5 & 7 8 9 1p 11 12 13 14 15 16 17 18 1r 2k A 22 331 M

&34 1560 a2
El3 1572 B0l
B4 1574 BO2
ELS 1575 BO3
ELE 1576 B4
EL7 1577 BOS

Eld 1578 BOG Sarmple_EDG
Fig 1579 Ar? Saminl= FITY

T r ™ = — I & M om @ Hom P

Setting Up your Sequencing Run Calculations

1. After selecting your 384 mapping configuration, importing your 96 Plate text files or 384 Plate text
file, and scanning your plate barcode, click the Run Setup tab.

The Run Setup window tab appears. (Figure 2.21)

Figure 2.21 Run Setup window tab

a'l;fyrnetr 1% Fureka Genatyping Caleulatar
Pleie Setup | Fun Selup
Total mpected culput From seguencer in milions [e.g. NedSeq Seres High Dulput=400M resds): m
Seie Blend Information | Impert Blend [nformation | Save Eureka Genotyping Caloulztor File | Stark Analysis Setup
Wolume of sequencing reaction (25-50 pl): il
Blend  Plete(Block type/Block nemel DHA Concenbration inbl] Desired Read Depth % of Blend Aecommended % of Blend Us=d (Total: 01 Yolme of DNA for Sequendng Tube (Totel Qul)
! Test Platz 1 [Phte Type: Hone/) 0 00 1.00 1 n

E NOTE: You can edit most of the text fields on the Run Setup window tab. The non-editable
fields are used for auto-generated calculations.

2. Click inside the DNA concentration field, then enter the DNA concentration for the pool. (Figure
2.22)

Figure 2.22 DNA concentration

DMA Concentration (nh)

+ 5
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3. Click inside the Desired read depth field, then enter a value. (Figure 2.23)
Figure 2.23 Desired read depth

Desired Read Depth
- 200

The software auto-calculates the % of blend Recommended field based on the number of samples,
loci, and read depth, as shown in Figure 2.24.

Figure 2.24 % of blend Recommended

% of Blend Recommended
2.64

4. If needed, click inside the % of blend Used field (Figure 2.25), then enter a value. The software
updates the percentage total automatically when a % of blend Used plate field is modified.

Figure 2.25 % of blend Used

% of Blend Used (Total: 4.23)

+ 264

The software calculates and displays the volume of pooled libraries to add (based on percentage and
concentration values entered), as shown in Figure 2.26.

Figure 2.26 Volume of DNA for Sequencing

Volume of DNA for Sequencing Tube (Totak Opl)

E NOTE: The Volume of DNA used for the Sequencing Tube cannot be greater than the volume
of the sequencing reaction.

5. All plates recorded in the Plate Setup window tab are auto-populated in the Plate column. Make sure
the plates you want to include in your sequencing run calculations are checked, as shown in Figure
2.27.

Figure 2.27 Plate check boxes

Blend Plate(Block type/Block name)

=i Test Plate 1 (Plate Type: EG Set 1/B)

o Test_Plate_2 (Plate Type: EG Set 1/A)

Eureka™ Analysis Suite User Guide



Saving your Calculations for Analysis
After setting up your plate and its sequencing run calculations, do one of the following:
¢ Save your blending information for importing into the Eureka Analysis and Viewer application.

e Save your current table information for later use/editing.

Saving your Blending Information
1. Click the Save Blend Information button. (Figure 2.28)

Figure 2.28 Save Blend Information

Save Blend Information

A Save As window appears.
2. Navigate to a network drive or a location that is easily accessible.

3. Enter a filename, then click Save.

Saving your Calculator File
1. Click the Save Eureka Genotyping Calculator File button. (Figure 2.29)
Figure 2.29 Save in Table

Sawve Eureka Genotyping Calculator File

A Save As window appears.
2. Navigate to a network drive or a location that is easily accessible.
3. Enter a filename, then click Save.

A Save As window appears.
4. Navigate to a network drive or a location that is easily accessible.

5. Enter a filename, then click Save.

NOTE: Genotyping Calculator Files use the file extension .brfc.

E If you click the Start Analysis Setup button without saving your Eureka Genotyping
Calculator file (as described above), the .brfc file is auto-saved in your default folder as:

Run-date-time.brfc
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Loading Previously Saved Blend File
1. Click the Import Blend Information button. (Figure 2.30)
Figure 2.30 Import Blend Information

Import Blend Inl"l:!rrn.:tinn\

An Open window appears.
2. Locate the blend information file you want to import into the table, then click to select it.
3. Click Open.

The table populates.

Running your Calculations

e C(lick the Start Analysis Setup button (Figure 2.31)

Alternatively, click Start ->All Programs -> Affymetrix -> Eureka Analysis Suite -> Eureka
Analysis, then continue to Importing your Eureka Genotyping Calculator File.

Figure 2.31 Start Analysis Setup

Start Anabysis Setup

E NOTE: After you click the Start Analysis Setup button, a brfc file with the name format
of Run-date-time.brfcis saved in the default folder you set earlier.

After clicking on the Start Analysis Setup button, the Eureka Analysis module opens automatically.
For instructions on how to setup your analysis, continue to Setting Up an Analysis.

E NOTE: If you click on the Start Analysis Setup button and a Binning process run error
message appears, click OK to acknowledge it, then change your Default Sample File
Folder location.

Einning process run error

Error occurred while running binning process.
See more information in details.

| Details

Could not find 3 part of the path "CA\Usarsh, WDocumentsiMew folderRun - 10022016 _125343.brfc.

oK |

To do this, go to Changing your Default Sample File Folder Location. After changing the
location, click on the Start Analysis Setup button again.
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Chapter 3 Eureka Analysis

Setting up an Analysis

After you click the Genotyping Calculator’s Start Analysis Setup button, the Eureka Analysis window
auto-populates with your blend information, as shown in Figure 3.1.

Continue to Selecting a Mode (Workflow) for instructions on how to set up your analysis.

If the Analysis module was not launched (opened) from the Genotyping Calculator, go to Importing your
Eureka Genotyping Calculator File.

Figure 3.1 New Analysis window tab

ilef‘p’l"ﬂe—r'IH Fureka Analysts
Mew Aralysis  Dashbosrd  Preferences
Moda: |Best Practices Woikflow ¥ | Panel 1565 Bov 120 % | | Ipost Eursa Genetyping Cabculator Fila | | Ramous Suected Samplis || Equor Binner Fis |
Serte i Tt sty
Semple frcdes | 33 Ple 384 We D5Plate 06 Well Select Analysis Configurations Salect Thrashald Configurations
tg::-l ﬂ gm E gﬁ Eé || [ raata B = | [Rastora] [savs | [save a5 | | 150 gey 122 Daruiy = | [Rustors| | save| |saens
ACL. (3 @0, 405 @001, 803 ~ Binner Parameters ~ Sample QC
A CL. |22 o0l | Al o0, & £ 1| Anatysis Inpurt Diartas Mame Settings
ACL. |1 el |a0s @0 s -
AL @ T onL. A | OUL. A6 ¥ Saquanca 0 £ Ennar Daa L 15 | EQE Min Num OF Reads to Pass SN, [2 =] 20 €
e - - Livziis Leqgth:
ACLY|Z95  BOL, A7 oL, 47 = EQE Max Num OF SPs 1o Fol Sam.. [z =] 12 P
ACL. | %%  OOL.|AN | ©0I1. A6 1
A CL,.. | 2097 ol | A @nl,. A0 Lecus Start: QC call_rate (4l S4Ps) z=| 00 (3]
ACL.. |26 ooLl... | A10 @011.. Al [ EQCSpriﬁCSNP File )
AcCL. |me | pmi.|an  |gon. an
AclL. |Z0 poi. | a1z | goi. A2 ~ Sample QC EQC fin Bhure OF Faads to Pass SML. 2 =] 20 1
ALLD |2 | GO, ALY G001 A3 Analysis File: EQE Ma Nurn OF SUPs 1o Fail Sam... [2 v] & A
Ari. |71 gii. A |gom. ata PR .
ACL. |23 Got1... | A15 G0l A5 Prior Mode! Files 0 call_rate (Specific ShPs] & ow| 00 1
AL F04 QL. | AdG Q0il. A6 —
AcL.. | 205 BoLt... | a7 B0l M7 generic_priors _ﬁ Percent of paasing sanples w00 (2]
ACL. (206 | Eoul.|Ald | @0d. AdB SN List File: twerage call rate for passing sarnples | [& | 08 "
AFLA[T07 | e |19 @0l A8 ¥
AL [ZX8 | DL [ 420 | @0, AN Hints/lnkeed Fila [optionall: ~ SNPQC
AEL. |IX¢ | OOl |42 |O0il. AN .
Lt I ' Hi B Wl
Afl. |Z0 B | A2F | G0, A2 [ & e 2 Hinks LY, - S
ACL. |T1 | oML [42F  |o0ll. a1 [~ Genotyping [ | species-typs Diploid N
AfL. |T11 | OOL.|a |00 A2
= 2 - = EX ¥
ACLS @3 OOl |80 | ©0l. 8L Analysts Fies cr-cutt s |
ACL. |ZMH BN, |B02 |80l Be Bilfeka-SLri Py genotype = ||| fekcukaft =38 N
ALL. [Z13 @0l |B03 | ©01l. B3 Prior Model Fle: . p; —
ACL. T8 | pOl. |E04 | goll.. B qeneric_griors [ hao-cute Ed I i
ACL. |51 gOll. E05 | @OIl. 89S SNP Lict File: [ E——— > | 04 n
ACL. |31 @il | BE gni.. e =
Acie|zme | gmi. |7 |gm. w7 : horm-ro-1-cukefl Zaml U8 “
AfL. DM Gl |G B0 B Hintafinbred File: foptionall O s < 03 n
AfL. |BA gt [@me | go. e & Inbred 7+ Hints o [
B Ol H2 QoLl... | B0 Q011 BI0 Paosterior File Name [optionall; hom-ro-3-cukeff x ~|-09 L]
'“—2'-'-- gﬁ EE ;‘: gﬁ E 2] ||| hom-ro rue = "
B L )
ACL9|TN il B | @0l B3 pademp Fle [recommendedl hom-het frue =
ACL. B3 | OOl [BLL | O0L.. 614 4G B 122 pZanpmep || - 13 ,
nurm=mingr-gllele-cu - -
A5l D7 OML.[EIS | ©0. 815
AEL. DM Ol [B6 | O0. BIE priciity-nrder Change List Crder| PolyHighPesolu.. &1
AfL. @@ onl.|Em7  |eon. @7 : ) .
ACL. |Z3 | B B8 | B0IL. 65 reenmmenderd fetpechin| Potpighfl=sslution o
ACLS (TR ONL.[ES | O0il. 6819
ACL. [z | enl.|Bn @0 B0
ACL. |3 oLl | Bl goi1.. A
A Ol rE] ooll B2 o0l 2
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Importing your Eureka Genotyping Calculator File

n IMPORTANT: If the Analysis module was not launched (opened) from the Genotyping
Calculator, the New Analysis window appears as shown in Figure 3.2. At this point, you
must import a .brfc file that was generated using the Eureka Genotyping Calculator
module.

Figure 3.2 New Analysis window tab — unpopulated

aﬁym etrx Fusrcka Analysts - Pete P
New Analysis  Dashboord  Preferences
Mode: | Eest Practices Workflow = | Panel: *| | Impon Eueka Genatyping Calouater Fis |
Sample Tnder 33 Plat 33 WE B5Plste %Wl | | Salact Analyes Configirstions Setect Theeshold Configurations
|Craata Maw] = | |Restors| | Save| |sa ] ||| = || Ractorn| |Saws| |Save A
K IFr Tk g L
tairgart file fo
Dummhlden| €A\ Usersh Pubs ot Docum arsh Eurskadne bysisSuiteyQut puth, || Browsz.. | Batch Mame: I:l

1. Click [ Import Eureka Genotyping Calculator File ]
. 1C

Figure 3.3 New Analysis window tab - Import Eureka Genotyping Calculator File button

(Figure 3.3)

affymetrix

New Analysis  Dashboard  Preferences

Mode: |Emt Practices Werkflew = | Panal: [SyGr0001 = | || Impart Eurska Ganetyping Calkeulater Fils
Samgals Indm 324 Plat 234 Wal 05 Plabe 96 Wall Select Analvsis Conflowrations

An Add Eureka Genotyping Files window appears.

Zelect Threshold Confiaurations

2. Locate the .brfc file you want to import, then click on it.
The .brfc name appears in the File name field.
3. Click Open.

The New Analysis window tab populates, as shown in Figure 3.1.

Eureka™ Analysis Suite User Guide



Selecting a Mode (Workflow)

Mode: | Best Practices Workflow r]
e C(lick the drop-down menu, to select the workflow you want to use.

- Best Practices Workflow (Default): This workflow performs quality control analysis for samples
and plates, genotypes those samples which pass the defined QC thresholds, and then categorizes
the probe sets to identify those whose genotypes are recommended for statistical tests in
downstream study.

- Eureka Sample QC: This workflow performs the (}uality control analysis for samples and plates.
Note this workflow does not produce genotype calls for the passing samples.

- Genotyping: This performs genotyping on the imported sample files, regardless of the sample
and plate QC metrics. Note: Including samples that do not pass defined QC thresholds may
reduce the quality of the results for passing samples.

E NOTE: In subsequent runs, the application defaults to the last Mode (Workflow) used.

Removing Selected Sample Files
Use this option to remove unwanted sample files.

o Single-click on a sample file or Ctrl+click, Shift+click, or press Ctrl+a (to select multiple files), then
lick Remove Selected Samples .
clic

Selecting a Panel
o Click the Panel drop-down (Figure 3.4) to select the Panel you want to use.

Figure 3.4 Panel drop-down menu example

Panck:
PGT 12

Setting Up an Analysis Configuration

e From the Select Analysis Configuration drop-down menu (Figure 3.5), click to select the option that
best matches your sample files.

E NOTE: All default fields displayed in the Analysis Settings window pane are based on your
imported sample files and panel selection.

Figure 3.5 Select an analysis configuration drop-down menu
Select Analysis Configurations
[[Create Mew] - ] ;Restore |5we| | Save As

[Create Mew] I

(Optional) If you want to create a new analysis configuration, click [Create New].
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E NOTE: New analysis configurations require manual entry of all Analysis Setting fields. For
more information, see Using the Analysis Settings Fields.

After selecting the appropriate configuration default, the Analysis Setting pane auto-populates, as
shown in Figure 3.6.

Figure 3.6 Auto-populated Analysis Setting pane example

Select Amalysis Configurations
fest - |Rcstu:-rc] Save |5i|'|'t|“\5.

= Binner Parameters

Amalysis Inpurt Data:

& Sequence Data 0 Binner Data - Gdsantaclara’ S4B EurekaMiGs Funs? _“il
Locus Lengthe

12

Lowcus Start:

G

-~ Sample QC
Analysis File:
 eurska-summary-genobpe = |
Frior Model File:

GEREriC_prior _“ﬁl

SMP List File: .
][]
Himts/Inbred File (optional):

8 Inbred 7 Hints T

~ | Genotyping

Analysis File:

eureka-summary - genotype - |
Prior Model File:

EurekaP7 medels [

SNP List File:

=
Hints/Inbred File (optional): .
@ Inbred ©) Hints [ [

Posterior File Name Eupliurlal,l:
=)=
psZsnp File irecommend ed):

FaT.ps2anp_map :]lxl
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Using the Analysis Settings Fields

Follow the instructions below to create a new analysis configuration or edit a pre-populated field(s).

Binner Parameters

1. From the Analysis Input Data, click to select the radio button that coincides with your input type.
e Select Sequence Data when starting an analysis from Sequencing Read Data.

If this is your very first attempt analyzing a set of samples, you must select this Sequence Data
option.

e Select Binner Data when starting from a binning file.

2. Click the Analysis Input Data |— button.
An Explorer window appears.

3. Navigate and select your Sequence Data Path folder or Binning.txt, then click Select Folder/File.
Your assigned path is displayed.

4. (Optional) Click inside the Locus Start field to change the assigned default value.
Locus Start represents the nucleotide where the allele-locus barcode starts. The default is 6.

5. (Optional) Click inside the Locus Length field to change the assigned default value.

Locus Length represents the nucleotide length of the allele-locus barcode. The default is 12.

Exporting a Command Line Binner File

At this point, you can export your completed binner parameters as a binary JSON file and imported sample

files for use in a command line application.

To do this:

1. Enter a .

2. Click . Export Binner File ]

An Explorer window appears.
3. Navigate to an easily accessible location.
4. Click Save.
Your file is now ready for use in a command line application.

Use Nibls.exe to run the binner from a command line. The Nibls.exe is part of the Applied Biosystems
Array Power Tools (APT) Software Package available at our web site.

For more information on the JSON file, see the Eureka Analysis Suite Command Line Script Help Guide

(included in the Eureka Analysis Suite software zip package).
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Sample QC Fields
1. Click the Analysis File drop-down button to select the appropriate XML file.

2. Click the Prior Model File I—l button.
The Prior Model File window appears.
3. Navigate and select the appropriate file, then click Open.

Your newly assigned filename is displayed.

4. (Optional) Click the SNP List File L) button.
The SNP List File window appears.
5. Navigate and select the appropriate file, then click Open.

Your newly assigned filename is displayed.

|u|-|

6. (Optional) Click the Hints/Inbred File Pl button.
The Hints/Inbred File window appears.
To create a customized Inbred file, see Appendix A, Inbred File Generation Tool.
7. Navigate and select the appropriate file, then click Open.
Your newly assigned path is displayed.
Genotyping Fields
1. Click the Analysis File drop-down button to select the appropriate XML file.

2. Click the Prior Model File I—l button.
The Prior Model File window appears.
3. Navigate and select the appropriate file, then click Open.

Your newly assigned filename is displayed.

4. (Optional) Click the SNP List File L) button.
The SNP List File window appears.
5. Navigate and select the appropriate SNP List file.

Your SNP List file must be a one column text file with a probeset_id header, as shown in Figure 3.7.
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Figure 3.7 One column SNP List file example

10.

11.

12.

_| buffalosnplist.txt - Notepad

| File Edit Format View Help

|probeset_id
405
406
407
408
409
410
415
416
422
423
430
431
432

For more information on how to create a SNP List, see Managing your SNP List.

Click Open.

Your newly assigned filename is displayed.

(Optional) Click the Hints/Inbred File |—| button.

The Hints/Inbred File window appears.

To create a customized Inbred file, see Appendix A, Inbred File Generation Tool.
Navigate and select the appropriate file, then click Open.

Your assigned filename is displayed.

(Optional) Click the Posterior File Name |—| button.
The Posterior File Name window appears.
Navigate to a location for your posterior file, enter a name, then click Open.

Your assigned filename is displayed.

(Recommended) Click the ps2snp File |—| button.
The ps2snp File window appears.
Navigate to your ps2snp-file location, then click Open.

Your newly assigned filename is displayed.
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Saving your Analysis Configuration
1. After editing your Analysis Configuration settings, click (top of Analysis Setting pane). (Figure 3.8)

Figure 3.8 Analysis Configuration Save window

Select Analysis Configurations
_[Craate Mew) - | Hsbc»re] _Sa'.fe [Saveﬁ.s

The following window appears: (Figure 3.9)
Figure 3.9 Analysis Configuration Save window
Save Analysts Configuration

Ertter & new or select &n emsting configuration name

Cancel

2. Enter a new configuration name or use the drop-down to select an existing name, then click OK.
Your saved analysis configuration name is now stored (an can be accessed) in the [Create New]
drop-down menu.

Modifying an Existing Analysis Configuration

o C(lick the Select Analysis Configuration drop-down, then click to select the saved analysis
configuration you want to modify.

Do one or more of the following to modify an existing analysis configuration:

o C(lick the applicable File field’s browse button to navigate to a different location, then click Open to
reassign its path.

e If needed, click a File field’s i' button to delete a displayed path setting.
o C(lick the Restore button to return to the last saved values of the analysis configuration file.

¢ Click the Save button to overwrite your previously saved configuration.

e C(lick the Save As button to save your modified configuration with a different name.
[Recommended]
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Selecting your Threshold

o C(lick the Select Threshold Configuration drop-down (Figure 3.10), then click to select the threshold
that coincides with your selected panel.

Customizing Threshold Settings

The Threshold Setting pane (Figure 3.10) populates (with default settings based on your Panel).
Figure 3.10 Automated QC Mode Threshold Settings pane example

Threshaold Settings

Select Threshold Configurations :
|7 12 Defaul = || Restare| | Save | |save as|
~ Bample QC
Hame Settings
EQiZ Win Murn Of Feads to Pass 5. |2 = | 20 )
EQC Wax Mum Of 5MPs to Fail 5a.. L 10 )
QU call_rate (Al SMPs) 2= | 90 L3
EQJC Specific SHP Fils =]
EQC Min Mum Of Reads to Pass 5. |2 = | 20 )
EQC Max Mum OF SHPs to Fail Sa... r 5 '3
QT call_rate (Specific SNPS) 2 =] a0 )
Percent of pascing sarmples 2. 90 )
| foverage call rate for passing samp.. 2 =] 3 )
{0 SMFP QC
Name Settings
species-fype  Human |
cr-cutoff 2= 95 )
fld-cutodf R 2]
het-so- cuteff 2 =] 03 L3
het-so- ote-cutoff 2= 03 )
harm-ra-L-cuteff E; 0.6 L3
hom-ro-2-cutoff zow 03 )
ham-ro-3-cutaff E -0.5 '3 ]
ham-re true - | L2
ham-het e =|
nurm-rninar-allele- cutoff 2 =2 L3 |
pricity-oreler Change List Order PolyHighResol.. & | -
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Sample QC

All the Sample QC Threshold Settings are populated with default values based on your Panel. See
Appendix B, Definitions for Sample QC Name definitions.

E NOTE: The [~/ greater than or equal to value is preset and cannot be changed.

1. Click inside each text field to enter a different value, as shown in Figure 3.11.

Click the text field’s button to return its value back to its last saved value within the threshold

configuration file.

Figure 3.11 Threshold Name text field example

+ Sample QC

Hame Settings

EQC Min Mum Of Reads to Pass Sample (Al 5M4Ps) EAR | 0

EQIC Pax Mum Of SMPz to Fail Sample (4l SMPx) 2w | 5
QC call_rate (&1 SMPs) z - | a0

EQIC Specific 3MP File
EQC Min Mum Of Reads to Pass Sample (Specific SMPs) |2 '| 0

EQC Max Num Of 3MPs to Fail Sample (Specific SMPs) |2 '| 5

QC call_rate (Specific SMFs] z - | a0
Percent of passing samples Eox | a0
Loserage call rate for passing samples 2 vl 98

.,

2. (Optional) Click the EQC Specific SNP File I—l button to perform EQC on a specific subset of

SNPs.

The EQC Specific SNP File window appears.

3. Navigate and select the appropriate file, then click Open.

Your newly assigned filename is displayed.
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SNP QC

All the SNP QC Threshold Settings are auto-populated with default values. See Appendix B, Definitions for
SNP QC Name definitions.

E NOTE: The = « | greater than or equal to value is preset and cannot be changed.

1. Click inside each text field to enter a different value, as shown in Figure 3.12.

Click the text field’s * ’button to return its value back to its last saved value within the threshold
configuration file.

Figure 3.12 SNP QC text fields

~ SNP QC
Hame Scttings
species-type [Humun || ¥
cr-cutoff E| 95 ¥
fld- cutaft [ -] 3.6\ )
het-so-cutoff E| -0l )
het-so- obu-cutaff E| -n3 (3]
hom-ro-1-cutoff |E| 06 )
hom-ra-2-cutaff E| 03 ¥
hom-ro-3-cutoff [E_'| -0a 3
hom-ro [true - | )
hom-het [true - | )
num-minor-allele-cutoff E| 2 )
prianty-arder @PoM—lighRﬂoluhnn, No.. | #13
recommended [M| FolyHighResolution, MoMinerHo., | #3

2. Use the hom-ro and hom-het drop-down menus to change their True or False values.
3. Click inside the num-minor-allele-cutoff text field to enter a different value, as shown in Figure 3.13.

Figure 3.13 SNP QC text fields

num-minor-allele-cutoff | 2 'rl 2

h

4. The priority-order option allows you to change the order of categories when determining which
probesets are selected as the best probeset for a SNP. To change the priority-order of your SNP QC

Metric, click

The following window appears: (Figure 3.14)
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Figure 3.14 Change the Priority Order window

Change the Frionty Order

Click on a name, then drag and drop it to its new
position, After your list is set, click OK,

Meme
PolyHighResol ution
MabinerHom
oTV
MeonoHighResalution
CallRateBelowThrezhald

5. Click and hold onto the selection you want to move, then drag and drop it into its new position.

After you get the order of priority you want, click OK.

Click the priority-order field’s v 1"button to return the list back to its default priority.

6. Use the recommended checklist to choose the Classification conversion types for your analysis. To

Checklist| .

The following window appears: (Figure 3.15)

change the recommended options, click

Figure 3.15 Recommended window

recommended

[¥] PolyHighResolution

MokdinorHom
] 0Ty

|| MencHighResclution

[] CallfiateBelowThresheld

[¥] Hemizygous

7. Click to check/uncheck the available recommended options, then click OK.
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E NOTE: If all recommended options are unchecked, the software uses the following
default values:

For Human: PolyHighResolution, NoMinorHom, MonoHighResolution, and Hemizygous.
For Diploid: PolyHighResolution
For Polyploid: PolyHighResolution

Assigning an Output Folder Path
1. Click the Output Folder path’s Browse button. (Figure 3.16)
Figure 3.16 Output Folder field

Output I'-u-klcr:l CA\sers\PublickDocurm ents\Eureks &nalysisSuitet Dutput ﬁ Browss,

An Explorer window appears.

2. Navigate to the recommended path C:\Users\Public\Documents\EurekaAnalysisSuite \Output,
then click Select Folder.

Your selected output folder path is now displayed.
Adding Sub-Folders

E TIP: To better organize your output results, you can add sub-folders to your newly assigned
output result path’s folder.

To add sub-folders to your newly assigned result path’s folder:
1. Click the Output Folder’s browse button to return to your assigned output path and/or folder.
2. In the Explorer window, click New Folder.
3. Enter a sub-folder name.
4. Click Select Folder.
The newly created sub-folder now appears in the output result information window.

5. Repeat the above steps 1-4 to add more sub-folders, then click Select Folder.
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Assigning a Batch Name

The batch file is produced while your analysis is running and includes all the necessary files needed to
view your analysis in the Eureka Analysis Suite Viewer.

e Enter a name in the Batch Name field. (Figure 3.17)
Figure 3.17 Enter a Batch Name

Batch Name: I Fun Analysis I |

E NOTE: A folder (with the same name as your entered batch name) is auto-generated
during the analysis process. This folder includes all the necessary files needed to view
your analysis results in the Viewer.

Running your Analysis
e Click Run Analysis.

- If you have not saved any changes to your configured Analysis Settings, a Save Analysis
Configuration window appears. (Figure 3.18)

Figure 3.18 Save Analysis Configuration prompt window

Save Analysis Configuration

The current analysis canfiguration has not been saved. Do you
want bo save the curnent analysis configuration before
proceeding?

- Click No to continue the analysis without saving your configuration.
- Click Yes. (Recommended) Figure 3.19 appears.

Enter a new analysis name or use the drop-down to select a previously saved name, then click
OK.

Figure 3.19 Save Analysis Configuration window

Sawve Anatysis Configuration

Erer a new or select sn ensting confiquration name

- If you have not saved any changes to your configured Threshold Settings, a Save Threshold
Configuration window appears. (Figure 3.20) Click Yes. Click No to continue the analysis without
saving your configuration.
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Figure 3.20 Save Threshold Settings prompt window

Save Threshold Configuration

The cument threshold configuration has not been saved, Do you
wank ba save the current threshold configurati on befare
provcesding?

- Enter a new threshold name or use the drop-down to select a previously saved name, then click
OK.

Figure 3.21 Save Threshold Settings window

Save Threshold Configuration

Enter @ new or select an existing canfiguration name

The Dashboard window /tab appears and shows the status of your running analysis. (Figure 3.22)
To cancel a running analysis, click (5to | It may take several minutes for the Stop command to
complete.

Figure 3.22 Dashboard window/tab - Status bar and Stop button example

aft Ymatrm

Mg hmaipuin. Owbdwend  Prolossis
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T - A T Lt e -" .
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Using the Dashboard Window Tab

The Dashboard tab window displays existing results. (Figure 3.23)

Figure 3.23 Dashboard window

affymetrix

Mow Analysis  Dashboard  Proferences

Batch Mame | Date Created  Workfl... Panel Status Flapsed
Test 5 ;glgﬁg';m;:‘ Bﬁ:’;ﬁ:ﬁ“ PGT_12 Sucgess 4 minutes
11/6/2015 Eest Practices . N
Test 3 25022 PR Workflow PGT 12 Failed 23 minutes
116205 Best Practices "
Test 2 1EAZPM Workflow Pt 12 Faites!
Tetl | fUEEME  BetPoces pgr Failled

Status Message

ERROR: All the CEL files Failed for ether Vloci Thresheld,
Loci File QC, Call Rate QC or Plate QC.

Running B
ar hour

e, please wait, This iy fake 3 fevw minutes

Running Binner, please wait. This may take 2 few minutes
orhours.........

Warning Action
Plate(s) 0119704101234 55717161 2300104537
19705101234 55717151 230914635 Open
0119705101234 56T1T1612309104535 @ 01157071012345..
Plake(s) @011111510123455717161 230104530 . Plst= pass I Ceart
rate < 81 art )
Abarting veorkdlow, GetCelFileList returned 0 | start |
Aborting veokflow, GetCelFileList returmed 0 | Start

Open Selected Resuttiz)

| Rermoue Selected Resultis) |

| Brenuse for Esisting Analysis Result |

Open Selected Result(s)

Do one of the following to open a selected Successful result:

¢ Single-click on a study, then click Open Selected Result(s)

e Double-click on a study to open it.

¢ Right-click on a study, then click . E]' (Figure 3.24)

n TIP: Click on any of the Workflow header columns to sort your listed results.

Figure 3.24 Dashboard window/tab

affymetrx

Mow Aralysis  Dashboard  Proforesces

Eatchbame  Dwie Creabed  Workil Fanel Stibn Elaped
1LY Bast Practices :
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Eurehia Arabyos - Pete

Satin Mimnsge

Action

‘Wirning
Flphe(z) @0 119410124 571 TLAL ZNHLMATT .
115951012 371 TI6L 2L 438 .1* Opan
1157 6L0L2 T LTI ZHL (M3 EILIETT. .
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After a few moments, the Viewer opens and displays your study (as you last left it).

To open a previously failed result, use the Browsing For Existing Analysis Results feature.
Browsing For Existing Analysis Results
Do the following if a result is not listed on the Dashboard:

1. Click browse for Existing Analysis Result.

u TIP: Navigate to the Workflows sub-folder to locate other User Profile folders (that may
contain more recent results).

The Select Analysis Result File window appears.
2. Click on a recently successful or failed analysis, then click Select Folder.

After a few moments, your analysis opens as you last left it.

Open |.
3. After your analysis has successfully completed. click - . Alternatively, click to highlight the
completed analysis, then click Open Selected Result(s).

The Eureka Analysis Suite Viewer appears.
For instructions on how to use the Viewer, continue to Chapter 4, Eureka Viewer.
Remove Selected Result(s)
Do one of the following to remove a selected result:
¢ Single-click to highlight the analysis you want to remove, then click Remove Selected Result(s).

e Right-click on the highlighted analysis, then click Remove from List.

Eureka™ Analysis Suite User Guide
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Chapter 4 Eureka Viewer

After setting up and successfully running an analysis, as described in Chapter 3, the Eureka Analysis Suite

Viewer opens. (Figure 4.1)

Figure 4.1 Main Viewer window

IHF Summary Takls

Lampim Taizin

Beaths - Fele

* Bl R 2 D

= Panell Faclope Mame: 068 30

= Fansld ¥amei T L

= Punell Display Xama: 207 12

= ‘Workiew Typs: Bev Praciom Tokifiow
= Dake Cevaieds 220200 1028000

amls Summans.
& Nermber of mpw wmples 54
v b of idncik Bk B
L wl’f'whh b oy S 2 I'W'F"irl.'
« Nmmiber of vl fu

Hate OC Summary
Saigrts Palet Plale B ada- | Beaal L ]
B EE TN Wicdmin

s O

Az G LR AT S5FS ) a2 D (Soadlie SNPR) W oud &1 W

O O Al SNPY, O CR (Speafis S and S8 af o8 (L4

HIg

Qe ra

B0 LTI G AT 8 e

Eureka™ Analysis Suite User Guide



Viewing Options
As shown in Figure 4.1, the Viewer (by default) displays a side-by-side split-screen configuration.
Split-Screen Options
To change side by side split-screen to a top and bottom configuration:
1. Click the Horizontal Split icon. (Figure 4.2)

Figure 4.2 Split Horizontal View icon and window layout example

affyrmetrix ——

"Summary | Sasigle Table  SMP Sumssary Teble

Analysis Summary

* Baick Name; teuh
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& Mumber of mpot samgles B
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* Nomber of samgle Tading QO Call rate : D

& Bamples passmp OO CR (AL SNPs) and QC R (Specific SMNPsx &6 oot of 86

* Samplks passig QC CR (AL SNP3), QC CR (Specific SNPs) aad Plae QT 0685 oot of 96 {10074
& Nomber of Exing samgles 0
» Nimber of Sargks Genocrpsd: 94
& Averape O CR for the passng samples: 38 503

G eall_rate by 354 PlateBareads

SN I T ALI VL0 30

To disable the split-screen:
1. Click the Disable Split-Screen icon. (Figure 4.3)
Figure 4.3 Disable Split-Screen icon

=

The split-screen becomes 1 window. (Figure 4.4)
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Figure 4.4 Full window view example
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2. Click on any window tab (Figure 4.4) to view it in full window mode.
To return to the default side by side split-screen configuration:
Click the Vertical Split icon. (Figure 4.5)
Figure 4.5 Vertical Split icon

[ =1 [
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Figure 4.6 Split Vertical View example
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Changing a Tab Window to a Full Screen Windows
To toggle a tab window to full screen:
1. Locate the tab you want to make full screen.
2. Click on a tab’s white triangle. (Figure 4.7)
Figure 4.7 Tab to window toggle icon
" Sample Tabl
mple Table
The window tab is now a window.
3. Double-click anywhere along the top of the window to change it to full screen.
To toggle a full screen window to its default tab window:
1. Double-click anywhere along the top of the window.
2. Click the X button (top right) to close the window.
The window returns to its default tab window and position.
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Adjusting the Window Size
To change the size of a window pane:

o C(lick, hold, then drag the edge of the window pane (Figure 4.8) to resize it.
Figure 4.8 Split Vertical View example
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Using the Summary Window

The Summary window tab (Figure 4.9) displays a summary snapshot of your analysis, including detailed
threshold values, and tables based on your analysis.

Data Analysis Summary

— NOTE: Each workflow type reports different information within the Analysis
Summarywindow tab. Figure 4.9 is an example of a Best Practices workflow.
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Figure 4.9 Summary window tab overview
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Viewing the Plate Barcode Table Details

View Details

A MS Notepad window opens. (Figure 4.10)

e In the Summary window tab, click the button.

Figure 4.10 MS Notepad window
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Viewing Eureka QC Specific SNP Information

View EQC Specific SNP information button.

1. In the Summary window tab, click the

A MS Notepad window opens. (Figure 4.11)

Figure 4.11 MS Notepad window

]
-
s

Viewing Samples that Failed Eureka QC

View Samples that failled EQC button.

¢ In the Summary window tab, click the
A MS Notepad window opens. (Figure 4.12)
Figure 4.12 MS Notepad window

T R <

File Fdit Format View Help
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Using the Sample Table

Figure 4.13 Sample Table window tab

Summary ' Sample Table ~ SNP Summary Table

lSl:atter Flot| Box PIntJ lF'IatE 'u"lmu] Concordance | Import Sample Attributes |l| | Rewert Calls |1
| Apply View |:| [Save 'u'iew] | Showy/Hice Calumns |T| | Export |T| | Filters |T|
Tokal
Pass/Faill | total_num_reads | Einned  nurn_reads_no_snp Pl
Reads
374 9|365 @IL1970510.. (O

1335 Fail 302 147 655 @IL1970510.. (O
1152 Pass 107 5(102 @OL1970510.., Al
1154 Pass 04 212 @OL1070510... A= |
1155 Pass 12 7|6 @OL1970510.., A
1156 Pazs E] 2|6 @OL1970510.. AL
1157 Pazs 31 3|28 @O119705L0,.,. A2
L206 Pazc 9 L& (@OL19F05L0, .. CF
Laor Pazz 5 05 MO11970510... C
120% Pass a0 2337 |@araTasto.. o
1208 Pass 3 1)1 |@aLiarsia. o
1210 Pass 10 fiE |@areTast.. o
1211 Pass 40 364 @I1970510.,. O
1212 Pass 21 G 15 @O11970510.,. <
1225 Pass 11 47 @I1970510.., |1
1231 Pass 336 0|38 @IL1970510.. %
1232 Pass 29 254 @IL1970510.., DE
1233 Pass 205 42163 @IL1970510.., DE
1235 Pass 1 0|1 @IL1970510.. M
1236 Pass 15 0|16 @IL1970510.. M
1245 Pass 5l 150 @0115970510... |E
1250 Pass 29 1811 @IL1970510.. E2
1251 Pass 27 621 @IL1970510.. (B2
1252 Pass 45 2718 @OL1970510.. E4
1252 Pass 162 14214 @OL1970510.., ES
L1254 Pazc 10 64 @OL1970510.., EA
L1256 Pazc 22 1|21 @OL1970510.., E4
L1257 Pazs a5 1|64 @J11970510... E9
1238 Pass 1 a1 |@aLiarosia. El
1259 [Pass 52 ' 3547 |@ariaTasto.. El
1260 [Pass 12 ' nE |@ariaTasto.. El
1773 Pass 1 ' i 5 \@I1970510.., F1
1274 Pass 4 2|2 @I11970510.., |F2
1230 Pass 13 103 @I1970510.,. F8
1281 Pass 4 04 (®@011970510... |F9
1232 Pass 30 13/17 @IL1970510.. F1
1283 Pass 1 01 (@011970510... |F1
1234 Pass 10 2|8 @I11970510.. |F1 -
| 1 | N

0 FindinTeble | Row Count 068 Selected: 0 |4 [ || Show Filtered Qnly

NOTE: Depending on the Threshold values you set [prior to running your analysis),
color-coded Pass or Fail cells may appear in the table, as shown in Figure 4.13.
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Importing Sample Attributes
To import sample attributes into your Sample Table:
1. Click the Import Sample Attributes drop-down.
2. Click to select Import from CSV/Tab-Delimited Text File.
An Explorer window appears.
3. Navigate to the applicable file location, then click Open.

Your Sample Attributes are now in inserted into the Sample Table.

n IMPORTANT: If you are exporting genotypes into a PLINK format, make sure your
Sample Attributes include an Index ID and Pedigree Information (Family ID,
Individual ID, Father ID, Mother ID, Sex, and Affection Status).

Column Headers

The Sample Table includes default columns, as shown in Figure 4.14.

Figure 4.14 Sample Table columns

e . 3 QcC Qc
Index Pass/Fail | total_num_reads EF={I£I3|jE§d num_reads_no_snp PlateBarcade | WellPosition | call rate call_rate het rate het_rate
@011970910...

3019 Pass 15454 12021 3433 |@011970910... |M19 a4.262 04,262 27049 27.049
2995 Pass 20d4B65| 17098 3367 |@011970910... |M19 93,443 93443 278069 27.809
3012 Pass 15386 12322 30e4 | @011970910... |M12 91,803 01803 28589 28589
2877 Pass 26203 22800 3403 | @011970910... |H21 03,361 08361 31148 31148
2878 Pass 22247 19499 2748 | @011970910... |H22 99,18 99.18| 31967 31967
2988 Pass 19898 15656 4042 | @011970910... |M12 93.443 93443 32787 32787
2971 Pass 27811 24145 3666 [@011970910... |L19 g7.541 97541 32787 32787
2854 Pass 24876 21807 3069 @011970910... (G22 100 100 32787 32787
2972 Pass 24498 21709 2789 | @011970910... |L20 99,18 99.18| 33607 33807
2853 Pass 26527 23731 2796 |@011970910... | G21 100 100 33.607( 33607
3011 Pass 17642 14058 3584 |@011970910... |M11 a4.262 04.262| 34426) 34426
2048 Pass 27759 24520 3239 |@011970910... |K20 99,18 99,18 34426 34426
2965 Pass 16630 12799 3831 |@011970910... |L13 a4.262 04,262 35246 3526
2918 Pass 2306| 20320 2726 |@011970910... | 114 95,902 95902 35246 3526
2768 Pass 24245 21487 2758 |@011970910... | D08 a7.541 97541 352456 3526
2939 Pass 20092 28924 3068 | @011970910... | K11 a7.541 97541 35246 35246
2800 Pass 21687 19108 2579 | @011970910... |ElG 93,361 08361 35246 35246
2805 Pass 25200 22519 2681 |@011970910... |[E21 93.361 G8.381| 35246 35246

Showing/Hiding Sample Table Columns
1. Click the Show/Hide Columns drop-down menu.

2. Click each available column name’s check box to show it or remove it from the table. For definitions
of the available columns, see Appendix B, Definitions.

3. Click outside the Show/Hide Columns drop-down menu to close it.
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Saving your Customized Sample Table Column View
1. Click Save View.
The following window appears: (Figure 4.15)

Figure 4.15 Save New Custom View

Save Current View

Custom View MName:

2. Enter a name for your custom table view, then click OK.

Your newly saved name is now added to the Apply View drop-down menu.

Showing All Available Columns within the Sample Table
o C(lick the Apply View drop-down menu, then select All Columns View.

Rearranging Columns
1. Click on a column you want to move.
2. Drag it (left or right) to its new location.
3. Release the mouse button.

The column is now in its new position.

Sorting Columns
1. Select a column, then right-click on it.
The following window appears: (Figure 4.16)
Figure 4.16 Right-click Column Menu

= Sort By Acscendin
assaa5-41 W ! .

a550MG5-41 ar  Sort By Descending
a5504E5-41 T Filter

i '_ﬂ Copy Celumn
-

ab50455-41
a550455-41

255045541 @
A350465-41)
A5

2. Click to select either Sort By Ascending (A-Z) or Sort By Descending (Z-A).

"
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Single-Click Sorting Method

e Single-click on a column header to sort its data in an ascending order. Single-click on the same
column header to sort its data in a descending order.

Hiding a Column
1. Select the column you want to hide from the table, then right-click on it.

The right-click menu appears. (Figure 4.16)
2. Click the Hide Column check box to remove it from the table.

Filtering Column Data
E NOTE: All Sample Table columns are filterable.

Adding Filters (Method 1)

1. Select a column, then right-click on it.
The following window appears: (Figure 4.17)
Figure 4.17 Right-click Column Menu

- 4+ Sort By Ascending

A930405-41
255045541 S 5ot By Descending

-
255046541 N Filt:r*

2550455 41 f oo o
2550455 41 '_ﬁ opy elumn

as50165-41 ==
255044541
a550da5-41 y
ans0das-41.

2. Click Filter.
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Text-Based Columns

If the column you want to filter contains text-based data, the Contains drop-down menu appears.
(Figure 4.18)

Figure 4.18 Filter Properties

i [Cnntains -] |

To apply a filter to a text-based column:

1. Click the Contains drop-down menu to select a filtering property. (Figure 4.19)
Figure 4.19 Drop-down Menu

Contains
Equals

Mot Cantain
Mot Equal

2. Click inside the text entry box to enter a value. (Figure 4.19)

3. (Optional) Click = to add additional filters.
Figure 4.20 Or or And Relationship Logic

4 [Cnntains Tl

|Cuntnin: "'| |

Relationship: @ Or ) And

4. Click the Or or And radio button to choose Or or AND relationship logic. (Figure 4.20)
5. Repeat steps 1-4 as needed.

6. To remove a filter(s), click ® .
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Numeric Data Columns

If the column you want to filter contains numeric data, a symbol drop-down menu appears. (Figure 4.21)

Figure 4.21 Filter Properties

To apply a filter to a value-based column:

1. Click the Symbol Value drop-down menu to select the filtering symbol you want. (Figure 4.22)
Figure 4.22 Drop-down Menu

N BTN

2. Click inside the text entry box to enter the value(s). (Figure 4.22)

3. (Optional) Click © to add filter(s).
Figure 4.23 Or or And Relationship Logic

il
ol | o¥

Relationship: @ Or 0 And

4. Click the Or or And radio button to choose Or or AND relationship logic. (Figure 4.23)
5. If needed, repeat steps 1-4.
6. Click OK.

To remove a filter(s), click .
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Showing Filtered Data Only

e C(lick the Show Filtered Only check box

filters.

e Uncheck this box to show all data, including data that did not pass your filter criteria setting(s). In

Show Filtered Only

this mode, data that passes the filter appears in light gray, as shown in Figure 4.24.

Figure 4.24 Sample Table window tab - Show Filter Only unchecked example

011570510, .
1247 Pass 41 25 18 F011970510. .. |D23
124E Pass 1 10 E011970510... | D29
1262 Pass L 10 Z011970510. .. |E14
1263 Pass 1 37 011870510, [E15 [
1264 [ 14 L] 2011570510, . E16 —
1265 Pass 631 36k 011870520, . [ELT
16 Pass L4G09ET | 1287926/ 173061 011870520, . | E20
1235 Pass L | o1 E011570510... [F13
1280 Pass 4 311 (Z011570510... [FLT
1290 Pass 104 FEEE EO11ET0EL0. . [F1&
1311 Pass 13 414 2011570510, .| G15
1315 Pass 13 B7 011570510, .| GLY
1317 Pass 13 310 E011870510. .. | G231
1312 Pass 1 10 E011970510... | G23
1335 s 15 414 2011970510, .. HLS
1537 Fass 715 0[215 011570520, . | HLT
1341 Pass 14 &6 EO11570510... | HA
1343 Pasc 102 2073 011870520, .| HEs

51 : o FEE : o | a2

56 3 H[:

= T

> ] 1

211 L 40 B|d

241 33

2163
175[ 181
1751 - ] |2

252 I3 7|12

257 A5 164

L 4

1l i n [

i 131

] ] |

L Fing in Tahle |"‘_| Rows Count: 368 Sd:d:ed:ﬂlflij
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Clearing an Individual Filter
1. Right-click on the filtered column you want to clear.
The following window appears: (Figure 4.25)
Figure 4.25 Right-click Column Menu

compuied ger

2 0
4 SorEy Ascending
gg, Sert By Descending

R i‘ Filker

@ Copy Column
'?_ Clear Current Colurnn Filt
\.I ear Cumrent Colurnn Rilter *

+  Hide Column

2. Click Clear Current Column Filter.

The filter is removed.

Clearing All Current Filters
o C(lick the Filters drop-down, then select Clear Current Filters. (Figure 4.26)
Figure 4.26 Filters Menu

Filters | ™

i Mznzge Filters
| Clear Current Filtar(s)

TIP: Use this method if you want to change more than one of your Sample Table
column filters at the same time.

Adding Filters (Method 2)

1. Click the Filters drop-down menu, then click Manage Filters.
The Manage Filters window appears. (Figure 4.27)

Figure 4.27 Manage Filters window

Manage Filters

| Add Column Filter | | Clearan |

Column Filter

m = || Select a Column
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NOTE: If the column you want to filter contains text-based data, the Contains
drop-down menu appears. If the column you want to filter contains numeric data,
a symbol drop-down menu appears.

2. Click the Column drop-down, then click to select the Column name you want to create a filter for.
(Figure 4.28)

Figure 4.28 Manage Filters window - Select a Column

| Add Column Fitter Clear All

Column Filter

(] * | Selecta Column
Tndex
Pass/Fail
total_num_reads

Total Binned Reads
num_r=ads_no_snp
384 PlateBarcode

384 WellPosition
T call_rate

IC het_race

het_rate

Loci QC call_rate

Murnber of zarnples in a batch

Mumber of samples fziling EQC_Min_Num_Cf_Reads_te_Pass_Samples criteriz
Mumber of sarmples failing ge call rate specific ShPs
Mumber of sample failing QC Call rate

Mumber of sarmples that pasred

Percert of passing samples

dverage call rate for passing samples

user_color

T =

3. Click the Symbol Value drop-down menu to select the filtering symbol you want. (Figure 4.29)
Figure 4.29 Manage Filters window - Select a Symbol

Manage Filters

| Add Column Fitter |

Column Filter

E] [call_rate - ] “Tt
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4. Click inside the text entry box to enter new value(s). (Figure 4.29)

5. (Optional) If you want to add an additional filter to a column, click ©.
6. Click the Or or And radio button to choose Or or AND relationship logic. (Figure 4.30)
Figure 4.30 Manage Filters window - OR or AND Relationship

Manage Filters

| Add Column Filter | Clear Al

Celumn Filter

3] |het_rate -|| B

| Relationship: @ Or ) And |

7. If needed, click Add Column Filter, then repeat the above steps. (Figure 4.31)
Figure 4.31 Manage Filters window - Adding another Column Filter

Manage Filters

Add Column Filter

Column Filter

[Ej[calLrate v]

[] [het_rate

i 1A W B8

8. Click OK.

To remove a filter(s), click € .

Click Clear All to remove ALL filters in the Manage Filters window.
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Copying Column Data
To copy column data to your clipboard:
1. Click to select a column you want to copy to a clipboard, then right-click on it.
The following window appears: (Figure 4.32)
Figure 4.32 Right-click Column Menu

- a._\. Sort By Ascending

1455-41 .
145541 < Sort By Descending

1455-41; T{” Filter

1465-41

1455-41 @ Copy Column ~<agfffemm
MES- —
1465-41 \5 ' '

LT | R R —.
1465-4

2. Click Copy Column.

The column data is now ready for pasting (Ctrl v).

Setting User Colors
Use this feature to more easily identify different sets between the Sample Table and Cluster Plot.

Assigning a Color to a Sample
1. Right-click on the sample you want to assign a color to.
A menu appears. (Figure 4.33)
Figure 4.33 Right-click menu - Set User Color

2305 Pass SaT0E] G044 ] 42152| @011970810... [AL «
2306 Pass Copy Selected Row(s) 25745 @0L1970810... [AL
2307 Pass Copy Selected Cel(s) 20190|@011970810... | Al ‘
;;: Ez Set User Color k Import File .

2310 Pass Remove User Color
2329 Pass ATT0SE| 437808 Gold

2330 Pass ARO2ES| 430543

2331 Pass 495651 | 471181 _
2332 Pass 450045 436435 Aquamaring

2333 Pass 479343| 454450
2334 Pass 476585 437551 LightGray

2353 Pass 499171 | 473969

2354 Pass 533586 Sllo54 Green

2365 Pass t52742| 553209 RoyzlBlue

2356 Pass 502714 | 531536 e

2357 Pass t16363| 400467

2358 Pass M99 519810 LawnGreen

2577 Pass £5E135| 528048

2378 Pass 438946| 41853

2370 Pass £31340| 499107

2330 Pass 526657 | 445298 Yellow

2381 Pass S3E010| 500478 Purple

232 Pass 513601 468617

24m Pass 552972 520671

2402 Pass 523435 500715 m
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2. Mouse over Set User Color.
A color pallet appears.
3. Click on the color you want.

A user_color column is automatically added to your Sample Table and contains your sample’s newly
assigned color, as shown in Figure 4.34.

Figure 4.34 Right-click menu - Set User Color

@ affymetrix

'iummary rSampleTahle SNP Summary Table

|Scatter F‘Iu:rt] [Bm{ PIDt] [F‘Iate Wiew [Emmrdance” Import 5ample Attnbutes 1'F| | Revert Calls |'|

|kap|3,r WYiew |' | [Saw: Wiew | ShowHide Colurnns |‘|Ir || Export |‘ | Filters |"|

Loci OC MWurnber | Mumber of zarmplec failing | Mumber | Mumber | Mumber | Percent | fwer..

o of EQC_Min_Mum_0OF_Reads... of of zample of of call user_color
call_rate o - : .
samples... criteria sarmples..| failing.. samples.. passing. ratef..
i 3a4 0 380 1 3 0,731 425623
] 354 0 380 1 3 0751 42623
i 284 0 3280 1 2 0,781 428623
i 354 ] 380 1 3 0781 42 H23
il 384 0 280 1 3 0781 12523
i 384 0 380 1 3 0,781 42524
il 384 0 380 1 3 0781 42629

Importing Assigned Colors

Use this feature if you want to assign colors to a large number of samples or if your Sample Table contains
a vast amount of samples and you want to assign a color to only a few samples.

1. Use MS Excel or Notepad (as you normally would) to create a 2-column table. (Figure 4.35).

Figure 4.35 2-column example in Notepad

. - - _— 000 0 020 20 02222
File Edit Fomnat View Help
fel_files user_color -
2305 red =5
2306 b1lack —
2307 red
2308 black
2308 re
2310 h1ack
2320 read il
4 |

;_ i o

2. Save your two column table as a tab-delimited .txt file to an easily accessible location. Again, your
table must be only two columns with the headers cel_files and user-color.

“ IMPORTANT: Your user_color entries must match the color pallet naming conventions
shown in Figure 4.36. Example: RoyalBlue not Royal Blue.

3. At the Sample Table, right-click on any sample.
A menu appears. (Figure 4.36)
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Figure 4.36 Right-click menu - Set User Color - Import File

2305 Fass | CATNCE | G024 | 4152 | @011970510..,
2306 Pass Copy Selected Row{s) 25745 | @011970510..,

207 Pass Copy Selected Cell{s) 20150 | @0L1a703L

ﬁ Ez Set Uzer Color ] Import File ~.

230 Pass Remove Liser Color
pERY Paszs T ATEE I Gold

FEEN] Pasz AE0ZES| 439543 »

= = T
3553 Fasc ' 4%e045| 436435 Aquamnarne

=33 Pass 479343 | 454450
2334 Pass | 476585 437551 LiahtGra

=5 Pass 45271 | 473960 gnisrey

pELT) Pass ' 533506 511654 Green

2355 Pass S84z 553209 ReyalBlue

2356 Pass DEZT14| 531536 T

2357 Pass Lle3e2| 490467

2358 Pass E42020| 519420 LawnGreen

2377 Pass Eogl=s| Srdgqd

o - o
=79 Fass s31240| 49107 el

2380 Pass 526607 | 445298 Yellow

3381 Pass =3ealn| 500478 e

73837 Pass _ S13A0L| 468617 Elack

2401 Face 5529 520671 _

2407 Pass ' 523435 500715 270 (E@011970810,,, |BED

4. Mouse over Set User Color.
5. Click on Import File...
An Import User Colors Explorer window appears.
6. Click to highlight your .txt file, then click Open.
The 2-column table entries are now incorporated into the Sample Table.

7. Scroll the Sample Table right to see the added user_color column and assigned sample colors.

Removing an Assigned User Color
1. From the Sample Table, right-click on the sample containing the color you want to remove.
A menu appears.
2. Click Remove User Color.

Your previously assigned sample color is now removed.
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Searching Keywords

NOTE: The Find in Table tool can locate exact (case insensitive) matches. It also
accepts wild- card (*) characters to aid in your search. Example: ABC*

To search for a keyword within your table:

R Find in Table o [
1. Click inside the . text field (bottom left corner of table).

2. Enter a keyword or number.

3. Click the Up or Down button.
When a match is found, the appropriate table entry is highlighted. If a graph is displayed, the
appropriate graph point is also highlighted.

Using the Box Plots

Viewing the Default Box Plots
By default, the Viewer generates 1 Box Plot.
Figure 4.37 Table and Box Plot 1

% affymetrix Test 5 - Pete

" summary " Sample Table  SHP Summary Table "BP: QCCRE | PV QC CREN | Cluster Plot
|Scattzr Plot| [Box Plot| |Flste View| | Concordonce | Import Somple Attributes | ® | Revert Calls |% |s<ale Settings Il
Anply Views | =) | save view| | showtide comns [ | oot [7] [ Fies [5 QC <all_rate by 384 PlateBarcode

£

Z0t Pazz 12 I 01170710, P24
Fo] Pass 16200 16376 FULLETOTI0. Pia |
= Fass 1wz I3 EOLIST0TI0.. P15 |,
2 Fass 13 s EOLISTITA . PLd
= Pass m 0 EOLIST0T0 | P12 075
F]] Pass 15 10 EOL157070.. 110
FZT) Pass 1t il ENLISTITI.. P8
=08 Pasz 1 Hi 01170710, PO
] Pass it s ELiSTIT0.. P .
3 Fass it f ENLISTIT0., P ]
281 Pazz 12 f 011870710 [P 3
57 Pass 165 H EOLISTITC.. | OLE )
fEi] Pass 1536033 153550 ROLLGT0TI,. 011 5
755 Pass 21 10 01T, | 08
Fd) Pasz 1L 5 E0LISTITO . O
=5 Pass i3 i0 OIS0 | W
53 Pazz n i E0LISTITI0. L
z52 Paz 13 52 EOL1T0TI0.. [ 120
51 Pass 17 i EOLISTIT.. LS
= Fass 1z i 01157070, A 5
) Pass 12 f ENLISTITI0 (M5
226 Pasz 151 1B EOLISTOTI0.. ML
s Pass fin &0 OIS0 i3
FE Pazs 1613 1534 EOLISTITI0 (M2
22 Pasz 1 | EOL1T0TI0.. [ ML0
f2]] Pass 1z i EULISTIT.. 1 |
= Fass 161 0 OIS0, ME
i Pass 10 2[a LIS ML an — = =
=3 Pasz 105 &[1m EOLISTOTO.. ML ] g ]
FT] Tass 116 G LG ML g 2 ]
21 Pam 1t B[ EOLIFTITI., M1 B E g
7 Pasz 16 612 LTI, M g g g
o Pass 12 &[5 OISR M g g =
2 Pass 13 i1 11570710, [ L4 = & &
T Pass 1681 (1023 ENLISTITI. M2 ] g s}
T Pass 1675 1543133 EOLEITI0.. 1A E =
FEi Tas: i ED LG0T £ g E
am Pazz 1 1fo EOLISTITI (14 - g | g
E n [ [E] = ]
B findinTable |~ ~| Row Count 354 Selectedi2 | 4] # Showe Fitzred Only
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NOTE: You you cannot change a plot’s axis values after it has been created.
However, you can change its scale and coloring properties. See Changing the Box
Plot’s Scale Setting Ranges.

To change a Box Plot's axis properties, you must create a new Box Plot. See
Adding a New Box Plot.

Changing the Box Plot’s Scale Setting Ranges
1. Click the Scale Settings button.
The following window appears. (Figure 4.38)
Figure 4.38 Scale Settings window

Scale Settings

|of| Auto Scale
Kin ¥: 05 Max ¥ | 100

By default, the window displays your current range values.
2. Enter your new ranges in the appropriate text fields.
3. Click OK.

Your new settings are now reflected within the Box Plot. Modified Set Scale values are auto-saved.

If needed, click the P&faUlt 1utton to return all values to their default ranges.
Adding a New Box Plot
1. Click the Box Plot button.
The following window appears: (Figure 4.39)

Figure 4.39 Box Plot Versus menus

Group By: | Pass/Fail

Y-axis: _mtal_n um_reacds

2. Click the Group By drop-down menu to select the X-axis for your new Box Plot.

Your X-axis selection determines your new Box Plot’s boxes and whiskers, based on the data group
of values that are compiled.

3. Click the Y-axis drop-down menu to select the Y-axis you want.

For Group By and Y-axis definitions, see Use the following table of definitions to help select your Sample
table columns in Appendix B.
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4. Click OK.
A new Box Plot window tab is created.
Reading Box Plot Percentiles
(Figure 4.40)
Figure 4.40 Box Plot percentiles

|""=-—-1 0%

— 75
""_EO':J"'D
A —25%

—

At any time, click X to remove a window /tab. (Figure 4.41)

Figure 4.41 New Window/Tab

BP-...B BPQ..0 SP:QCCRws. B3 PV:, B PV:Q..8 Cluster..
lSr.aIe Settings Remaove Tab l [

Saving the current Box Plot view as a .PNG file

1. Click the Save Image 1, ton.
An Explorer window appears.

2. Navigate to where you want to save the .PNG file, enter a filename, then click Save.

Using the Scatter Plot (Optional)

1. From the Sample Table window tab, click the button.
The following window appears: (Figure 4.42)

Figure 4.42 Scatter Plot Versus menus

X-axis: | Total Binned Reacs

Y-anis: [QIC call_rate

2. Use the drop-down menus to select your Plot’s versus scenario (X and Y axis). See Appendix B,
Definitions for definitions.

3. Click OK.
A new Scatter Plot window tab is created.

At any time, click X to remove a window /tab. (Figure 4.43)

Eureka™ Analysis Suite User Guide



Figure 4.43 New Window/Tab

"BP:..0 BP:Q..03 SP:QCCRvs..@ PV:..B PV:Q..3 Cluster.. ' ../3

Scale Settings| | Remove Tab | [og

The Scatter Plot window tab appears. (Figure 4.44)

Viewing the Scatter Plot

o Click to highlight a table entry to view its location within the Scatter Plot or click on a data point to
highlight its corresponding entry in the Sample Table.

Figure 4.44 Table and Scatter Plot

J'{'-,'l'l'l: tris T 778 U g PP B e - B

Summary " Sawephs Taldy | ENS Gommary Tabda 00 EROC 0 "IROCORmO. D PO 0BG 0 (L

T T T - e—— R ——— e e e [ comanna e = | o B G arrnpanas pondrr = -

B! ol [ P el rale

appty Voo [ an || vt T s [ et [ [ | I l:li.:-l-n-l-l.-n—l—

F reathe |
& el o~
a ax .
. ™ o B ek ]

FE] = il o ekl A & f & & | &
1582 oot ul] L 12 ':IrF)-i:"'l' - = e
] T (] 3 i > E"ﬂ- & e e
133 Vo b i e )

116 ha L] 1" ) i{'.'v-" S T

L] Ve t [0 L] % a ™

1200 Pann ] 12 a "o 9 =
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E NOTE: You cannot change the default Scatter Plot’s pre-defined X and Y
definitions, however you can change its Scale Settings and Color By and Shape By
configuration. To change a Scatter Plot’s axis properties, you must create a new
Scatter Plot.
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Changing the Scatter Plot’s Setting Ranges and Views

1. Click the Scale Settings button.

The following window appears. (Figure 4.45)

Figure 4.45 Scale Settings window

Scale Settings

[V futs Scale
Min 3= 421224

Max X! | 635894

Min ¥

382836

Max 2 | 600193

Defoult]

By default, the window displays your current range values.

2. Enter your new ranges in the appropriate text fields.

3. Click OK.

Your new settings are now reflected within the Scatter Plot. Modified Set scale values are auto-saved.

If needed, click the Default button to return all values to their default ranges.

4. Click the Color By and Shape By drop-down menus to select the combination view you want.

:

attributes, go to /mporting Sample Attributes.

NOTE: Your imported sample attributes are also available for use within the Color
By and Shape By drop-down menus. For information on importing sample

A legend appears within the plot. (Figure 4.46)

Figure 4.46 Color By and Shape By Legend example

5|:a|e$§:tings|€ohr3,:|call_ratg '|5hq)333=|hit_rate - E
het_rate vs call_rate
* call_rate
100
=]
L |
1)
Configure
125 het _rate
& 2 (23496, 24.716) (1)
O [24.716, 25.935) (52)
% (25935, 27.155) (407
€ qp [27.155, 28.374) (44)
) O [28.374, 22534 (7]
T ®
> )
& o
v o TY 8%
v T % Ty
w
] v b
E| 6.5 k 4
T
£ v -
v
d
T e
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The graph can display up to 10 different colors and up to 10 different shapes. If the attributes
selected for display have more than 10 categories, categories 1 through 9 are displayed normally, but
categories 10 and higher get grouped together.

If your study has more than 10 values:

o If the value is text, the software takes the first nine values and assigns each a color or shape. The
remaining values are put into a bin called “Other”. All values in the Other bin have the same color
or shape.

o [f the value is a date or number, the software divides the range of data into 10 equal bins and
assigns a color or shape to each bin. If the data includes one or more outliers, it is possible to have
one value in a particular bin and all other values in another bin.

Customizing Color By Settings
1. Click Configure.
The following window appears: (Figure 4.47)
Figure 4.47 Color By options

Color 5cale Configuration

26 841

Auto Scale

Cutoff Type:
|&bove Cuteff Feling 4
Max: .
26125 28541 Ahaoye Cutoff Failing

) Above Cutotf Failing

c_utnfl:. Below Cutoff Failing
261325 Mo Cutoff

Min:

2. Use the provided text fields and color drop-down menus to customize your Color By selection.

e Auto Scale checkbox (when checked) uses the actual minimum (lower bound) and maximum
(upper bound) as your min/max scale. Uncheck the Auto Scale checkbox to enter your min and
max number scales in the provided fields.

o C(lick the Cutoff Type drop-down menu to select your cutoff preference.

e Above Cutoff Failing - This presents a hard visual cutoff graph of all values that fail ABOVE
the Cutoff value entered. The Above Cutoff data is represented by the color defined for Max.
(Green in Figure 4.47)

¢ Below Cutoff Failing - This presents a hard visual cutoff graph of all values that fail BELOW
the Cutoff value entered. The Below Cutoff data is represented by the color defined for Min.
(Red in Figure 4.48)
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Figure 4.48 Below Cutoff

Color Scale Configuration

B34 Auto Scale
Cutoff Type:
Eelow Cutoff Failing -
Max:
26125 |24 (-
Cutoff:
26125 O]
Min: o
23300 23209 &|

Diefault

e No Cutoff—This presents a smooth 3-point gradient of your defined Max, Min, and colors.
(Figure 4.49)

Figure 4.49 No Cutoff

Color Scale Configuration

Auto Scale

Cutolf Type:
[Mo Cutort

Max:

24541

Cutoff:
26135
Min:

23309

3. Click OK.

Your Cutoff preference, entered values, and color selections are now displayed on the graph and
saved for future use. If needed, click the Default button to revert ALL values back to their factory
setting.

Saving the current Scatter Plot View as a .PNG file

1. Click the Save Image E button.
An Explorer window appears.

2. Navigate to where you want to save the .PNG file, enter a filename, then click OK.
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Using the Plate View

By default, the Viewer generates one Plate View. To display a different metric you must create a new Plate
View. For more details, see Adding a New Plate View Metric.

Viewing the Plate View

o C(lick to highlight a table entry to view its location within the Plate View or click on a plate position
to highlight its corresponding table entry. (Figure 4.50)

Figure 4.50 Table and Plate View 1

Test S - Pete

BP- QCCRE " PV: QC.CRE | Cluster Plot

[Scatter Rlat| |Eox Plat| [Flate View| |Concordance) | Import Sample Atributes (v | Rever Calls | ¥ | [}
| pply view [¥] |Save View| | Show/Hice Columns [¥] | Esport [%] | Fitters [7] QC call_rate by Plate
P 7] O call_rate
BOL19704101234567171612300104637 90354
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1066 Pass 147 o |96 EOL1GFL0... | e [ -
1084 Pass 15 Bé ROTTGFL. . | E|
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NOTE: You cannot change a default Plate View, however you can change its Scale
Settings, as well as gradient and coloring. See 7o customize your Plate View settings.
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Adding a New Plate View Metric

The default Plate Views cannot be altered, therefore you must click the Plate View button to create a new
Plate View to reflect your Metric change.

1. Click the Plate View button.
The following window appears: (Figure 4.51)
Figure 4.51 Plate View Metric setting

Metric: | Fass/Fail

2. Use the drop-down menus to select your Plate View’s Metric setting. See the tables in Appendix B,
Definitions for Metric definition.

3. Click OK.
The new Plate View window tab appears.
At any time, click X to remove a window /tab. (Figure 4.52)

Figure 4.52 New Window/Tab

[5ca|e Setfings| Remove Tab i sl

To customize your Plate View settings:
1. Click Configure.
The following window appears: (Figure 4.53)
Figure 4.53 Color Scale options

Cober Scale Configuration

=En W Auto Scale

Cutoff Type:

Aboue Cutoff Failing =

Max:

25941

2. Use the provided text fields and color drop-down menus to customize your Color By selection.

e Auto Scale checkbox (when checked) uses the actual minimum (lower bound) and maximum
(upper bound) as your min/max scale. Uncheck the Auto Scale checkbox to enter your min and
max number scales in the provided fields. Note: If the Auto Scale checkbox remains unchecked,
you must enter new scale limits for each subsequent analysis.
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e C(lick the Cutoff Type drop-down menu to select the appropriate cutoff (based on the custom
Cutoff value you entered).

3. Click OK.
Your new preferences are now displayed and saved for future use.

At any time, click the Default button to revert all the Color Scale Configuration window values back
to their factory setting.

Saving the current Plate View as a .PNG file

1. Click the Save Image - button.
An Explorer window appears.

2. Navigate to where you want to save the .PNG file, enter a filename, then click OK.

Performing Concordance Checks

e Compare all combinations allows you to compare the SNP calls for all samples. The concordance
between all pairwise comparisons for the samples in the dataset/suitcase are reported.

e Compare to reference allows you to compare every sample to a single reference file.
Running a Concordance Check
o Click the Concordance button.
The following window appears: (Figure 4.54)

Figure 4.54 Concordance window

Concordance

@) Cormpare all combinations
| Compare to reference

Browse for reference file:

@ Cormpare all SMNPs

' Compare 5MPz within SMP Summazry Table

To compare all combinations:
1. Make sure the Compare all combinations radio button is selected.

2. By default, the Compare all SNPs button is selected. If needed, click the Compare signature SNPs
within the SNP Summary Table radio button.

3. Click OK.

After a few moments, the following Concordance window tab appears: (Figure 4.55)

NOTE: The amount of time to calculate concordance is proportional to the number of
samples and SNPs. It is highly recommended you use <1000 SNPs for an All versus All
concordance check.
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Figure 4.55 Default Concordance Table example

Summary Sample Table

SMP Summary Table

" Concordance &

[l

| Apply View Fl [Save View | Shov/Hide Columns Fl | Egport |T| | Fitbers Fl
1 55803
2 205 2307 57816
3 2305 2308 51619
4 2305 2309 55422
5 2905 2310 54352
& 205 1329 54 816
i 205 2330 57056
] 2305 2331 53478
k] 2305 232 5228
10 2905 FEEE] 55321
11 2305 2134 93441
12 2905 2353 57301
13 2305 FELT 58303
14 205 2355 54032
15 2305 2356 54 308
165 2305 257 55 306
17 2905 2358 56535
13 2305 A17 5d.96
14 205 2378 55086
20 2305 2379 5138
| 2305 2360 55117
22 2905 2381 55197
FE| 2305 FELY 93 949
24 205 2401 57603
25 2305 2402 55308
i 2305 2403 57 3649
Er 2905 2404 52381
i 2305 2405 S404
29 2905 2406 5644
a0 2305 2415 538a5
Eil 2305 2426 56 867
32 2305 2427 55769
3 2305 2424 53614
Bl 2905 2429 55332
35 2305 2430 93821
Es 2305 2444 55 feg
37 2305 2450 57.56
Ei 2305 2451 56362
El 2905 2452 54 309
A0 2305 2453 52621
B Find in Tab * | Row Court: 4560 Selu:hed:[)

[¥] Show Filtered Only

For definitions of the Concordance columns, see Concordance.

To compare to reference:

1. Click the Compare to reference button.

The browse for the reference file field is now activated.

2. Click the Browse button.

A Windows Explorer window appears.

3. Navigate to the appropriate reference file location, then click Open.

Your Reference file is displayed.
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NOTE: The reference file you select can have more than two columns, however only the
=N .
first two columns are used during the compare to reference concordance check.

The first column header must be "Probe Set ID" or 'SNP’ or 'probeset_it' and the second
column header must contain ‘Call’ or Consensus”. The calls must be one of AA, AB, BB
or NN in order to run.

4. By default, the Compare all SNPs button is selected. If needed, click the Compare signature SNPs
within the SNP Summary Table radio button.

5. Click OK.

After a few moments, a Concordance window tab updates.

Using the SNP Summary Table

Figure 4.56 SNP Summary Table window
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Setting Up your SNP Summary Table
Figure 4.57 Apply View drop-down

Apply View |¥|
Default View

All Columns View

1. Click the Apply View drop-down (Figure 4.57).
The Default View is the initial table view and includes a preset number of columns.

2. Click All Columns View to display the maximum available columns.
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Adding and Removing Table Columns
Figure 4.58 Show/Hide Columns drop-down

1. Click the Show/Hide Columns drop-down (Figure 4.58)

ShowyHide Columns |'|

v | probeset_id
affy_snp_id
CR

FLD
HomFLD
Het50
HomRO

S

niinorAllele
Melus

o | n AA

<

R4

A

A list of available columns appear.

2. Click the check box next to the column(s) you want to add (Show) on the table. Click to uncheck a
column you want to remove (Hide) from the table. Mouse over the menu’s down arrow to reveal
more available column choices. For column definitions, see SNP Summary Table.

Selecting Annotations

1. Click the Select Annotation button.

The following window appears. (Figure 4.59)

Figure 4.59 Available Annotations

Select Annotations

Annctation File:
lF' Gd_12windows.annot.db

Select Annotation Columnls) to Add:
|” [ hecki/Uncheck Al

affy_snp_id_anmot
Chremosoms
Chremoceme Start
[] Chromosome Stop
Srrand

|| dBSKIP RS 1D

|} dbSHP Loctype

|} In Hapmap

|| Serand Wersus dbSHE
|| Proke Count

|| Cytoband

|| ChiX pseudo-sutosomal region
[] Flank

u Allele &

[C] Allele B

[] Ref Bllele

[] Alk All=le

[] Associated Gene

[7] Genetic Map

[ Microsatellite

D Heterozygous Allele Fraquencies
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2. Select the appropriate Annotation File from the drop-down menu list.

3. Click the check box next to the Annotation Column(s) you want to add to the table or click the
Check/Uncheck All check box (Figure 4.59) to add or remove ALL available annotations. For
annotation definitions, see page 102.

4. Click OK.

Your selected annotation columns are now added to the right side of the SNP Summary Table.

Saving your Table Column View
1. After you have your preferred SNP Summary Table columns set, click Save View.
The following window appears: (Figure 4.60)
Figure 4.60 Save New Custom View
Save Current View

Custom View Name:

2. Enter a name, then click OK.
Your custom table view is now saved and stored inside the Apply View menu for future use.
Copying Selected Row(s)

1. Right-click on a row you want to copy. Optional: Single-click on a row or Ctrl+click, Shift+click, or
press Ctrl+a (to select multiple rows).

A menu appears. (Figure 4.61)
Figure 4.61 Right-click menu

1108655 100 52,700 | 31,343 3.955| [].3‘1-6| D-E[]E|Fu|3rHighR::-ulu1il:n

11086545 100 | 35,821 | 50,746 | 1 i i

11086372 100 | 32,836 28,358 | 3 Copy Selected Rows|

11086574 100] 8955 1791)7| | copy Selected Cali(g

11086577 100 | 44776 41,751 | 1) .

1106573 100 22358 | 352735 Add Selected SMP(s) to SHP List

11056580 100 | 8055 32836|5 Remove Selected SMP(s) from SHP List

ANGAREA 100 | AT TE1 | 36 BT |1 b T T T I T R R e R R R e e |

2. Click Copy Selected Row(s).

The row data is now ready for pasting (Ctrl v).

Copying Selected Cell(s)

1. Right-click on a cell you want to copy. Optional: Single-click on a row or Ctrl+click, Shift+click, or
press Ctrl+a (to select multiple cells).

A menu appears. (Figure 4.61)
2. Click Copy Selected Cell(s).
The cell data is now ready for pasting (Ctrl v).
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Changing or Reverting Genotype Calls

Reverting Calls changes them back to what they were originally called by the algorithm. No other history is
saved, only its current and original values.

e Click the Change/Revert Calls drop-down.
The following menu appears: (Figure 4.62)

Figure 4.62 Revert Calls drop-down menu

| Change/Revert Calls |'+*

Change Calls By Text File
Revert Selected SMP(s] for All Samples
Revert All SMPs for All S5amples

To change genotype calls by text file:
1. Click Change Calls By Text File.
An Explorer window appears.

2. Navigate to the text file’s location.

n IMPORTANT: Your Change Calls by Text File must start with the header probeset_id
and only numeric or alphabetic codes for the genotype.

Samples must be listed by index (not by sample name).

Your Change Calls by Text File cannot contain any annotation columns.

Figure 4.63 Change Call by Text file example shown in Excel (as a tab-delimited text file)

| | calls.tet - Notepag -
d g View  Help
T

1921 _call_code 1922 _call_code 1923 call_code 1924 _call_code 1925 _call_code 1926_call_code 1927 _call_code
= gEL_Call_code 1990_call_code 1991 _call_code 1952 _call_code 1593_call_code 1994 _call_code 1995 _call_code 1996 _ca
ode 20568 _call_code 2059 _call_code 2060 _call _code 2061 _call_code 2062 call _code 2063 _call_code 2064 call_code 2065 ca
2128_call_code 2127_call_code 2128 _call_code 2129_call_code 2130_call_code 2131_call_code 2132_call_code 2133_call_code

call_code 2195 _call_code 2196 _call_code 2197 _call_code 2196 _call_code 2199 _call_code 2200_call_code 2201 _call_code
T_code 22o3_call_code 2266_call_code 2267_call_code 2268_call_code 22e9_call_code 2270_call_code 2271_call_code 2272 c3
1 AR AR NOLAll  Ab Al Al AR At Ak AR Al AR AR A AL
A Al Al An Mocall  aa AA AR AR A/ AR AR A” AR AE Al
AB EB AB Ba [=]:] Ab BB Ba =] BB BB BE BB BB NoZall BB
a aa AR EE [ BB AR BE EB AR AR As AR an AB AE
MoCall  Aaa [iTs} A an AD [is} A0 AD oo? AL Al AD A NoCall  As
EB BB AR BB an An BE an noczall e BE An Aan an Al an

3. Click Open.
Your Genotype Calls are now changed and reflected in the Cluster Plot.
To revert selected SNPs for all samples:

1. Single-click on a SNP file or Ctrl+click, Shift+click, or press Ctrl+a (to select multiple files) within
the SNP Sample Table.

2. Click Revert Selected SNP(s) for All Samples.
To revert all SNPs for all samples:
Use this feature to perform a master SNPs reset.

o Click Revert All SNPs for All Samples.

n IMPORTANT: Once Revert Callsis performed, the selected calls will be reverted to original
calls. This cannot be undone.
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Regenerating your SNP Summary Table Data
Click the Reanalyze drop-down menu (Figure 4.64) post-processing options.

Figure 4.64 Reanalyze drop-down menu

Reanalyze :

Regenerate 5MP Metric
Run PS Supplemental

Regenerate SNP Metric

The Regenerate SNP Metric allows for modification of SNP Metric thresholds to be applied, better
classifying SNPs into the six main categories.

o C(lick Regenerate SNP Metric.
The Regenerate SNP Metric appears. (Figure 4.65)
Figure 4.65 Regenerate SNP Metric window

Regenerate SMP Metric

Select Posterior File:
| Detault |:| _Brl:uwscl

Select ps2snp File (Recommended):
Erowse || Clear

Select Threshold Configurations
Eatch Canfiguration 'J REtnre] IEJ |531-EA51

~ SNP QC

Name Settings

SpECiEs-bype

cr-cutoff

fld-cutoft

het-sp-cutoff

het-so-otv-cubotf

hormi-ra-1- cutaff

harr-re-2- cuteff = .
hom-ra-3- cutoff 2= qs

hori-no Erus

hom-het Erus

nummi-rinor-allels-cutoff 2 =1

pricrity-order Change List Order| PolyHighRes, .,

recormimended Checklist| PolyHighResoluben,..
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1. Use the drop-down to select the appropriate Posterior File or click its browse button.
An Explorer window appears.
2. Navigate to Posterior File you want to use, then click Open.

3. Choose an appropriate ps2snp File (recommended), as described in Saving your Analysis
Configuration.

4. Select the Threshold Configuration you want to use, as described in Customizing Threshold Settings.

5. Use the SNP QC drop-down menus, and text fields to setup the regeneration of your SNP Metric.

Change List Order

6. To change the priority-order of your SNP QC Metric, click
The following window appears: (Figure 4.66)
Figure 4.66 Change the Priority Order window

Change the Priority Order

Click on a name, thzn drag and drop it to its new
pesition. After your listis set, click QK.

Marmne
PaolyHighResolut on
MoMincrHom
o7V
MonoHighReselution
CallRateBelowThresheld

7. Click and hold onto the selection you want to move, then drag and drop it into its new position.
After you get the order of priority you want, click OK.

8. To change the recommended options, click (“hesKist]

The following window appears: (Figure 4.66)

Figure 4.67 Recommended window

[ PalyHighResalution

[ MeMincHam

[CaTv

[& MonoHighResalution
| CallRateBed owThreshold

[¥] Hermizygous
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9. Click to check/uncheck the available recommended options. At anytime, click a field’s * ¥ button
to return its value back to its default setting. See SNP QC for their definitions.

10. Click OK.

E NOTE: After clicking OK, n_AA, n_AB, n_BB, n_NCin the SNP Summary Table are
updated, however the SNP Call Rate/MAF/nMinorAllele are not updated.

Running PS Supplemental

The PS_Supplemental performs further classification that may be needed for polyploid organisms, complex
genomes, or inbred populations.

e Click Run PS Supplemental.
The following window appears: (Figure 4.68)
Figure 4.68 Run PS Supplemental window

Fun PS5 Supplemantal

Select Posterior File:
Default |"'| .Brnwse_l

Select Threshold Configurations
\Batch Canfigurabion - | lﬂutorc_ lSmrc_ lSmrcAs-|

~ PS Supplemental

HName Settings
homfld-cut

bb-vam-cur
hb-wary-cut
ab-wvane-cut
#b-vary-cut
aa-wars-cut
aa-warng-cut
bb-war-z-cut-enabled
bb-vam-z-cut
bb-vary-z-cut-enabled

bb-vary-z-cut

ab-war-z-cut- enabled

2b-wars-z-cut

2b-vary-z-cut-enabled

ab-vary-z-cut

23-var-z-cut-enakled

aa-wan-r-cut

aa-wary-z-cut-enabled

aa-vary-z-cut

clustermin

n-minar-hom-cut z w0
hetv-rmef-cut = '] 10

variance-class Checklist| PolyHighPescolutien
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1. Use the drop-down to select the appropriate Posterior File or click its browse button.
An Explorer window appears.
2. Navigate to Posterior File you want to use, then click Open.
3. Select the Threshold Configuration you want to use, as described in Customizing Threshold Settings.
4. Use the PS Supplemental drop-down menus, and text fields to setup and run your PS
Supplemental.
5. To change the variance-class options, click .
The following window appears: (Figure 4.66)

Figure 4.69 Variance-class window

[ PalyHigh Resalution

[ MoMinerHam

[aTy

[ MonoHighResalution
|7 CallRateB el owThreshold
[ other

[T Hemizygous

6. Click to check/uncheck the available variance-class options.

7. Click OK.

Managing your SNP List
The Eureka Analysis Suite enables lists of SNPs to be saved with the application.
Use the Manage SNP List drop-down menu (Figure 4.70) to perform one of the following:
Figure 4.70 Manage SNP List drop- down menu
Manage SMP List |"|'*
Create SNP List from Table
Export Saved SMP List to Text File
Import SMP List to Batch
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Saving your current SNP List
1. To save all SNPs currently displayed in the SNP Summary Table, click Create SNP List from Table.
The following window appears: (Figure 4.71)
Figure 4.71 Save SNP List

Save SNF List

SMP List Mame:
SHP_List_Flev_ 1|

Lokl Conce |

2. Enter a name, then click OK.

Creating a SNP list from Annotation File

1. After importing your annotation file into your SNP Summary table, filter your results to display only
your SNPs of interest.

2. Click the Manage SNP List drop-down menu, then select Create SNP List.
A Save SNP List window appears.

3. Enter a SNP List Name, then click OK.

4. Proceed to Exporting your SNP List.

Exporting your SNP List

Before exporting a SNP List you must first create one. If no SNP Lists are detected, a message box appears.
Click OK to acknowledge the message, then go to Saving your current SNP List to create a SNP List.

1. Click Export Saved SNP List to Text File.
An Explorer window appears.

2. Navigate to an export location, enter a name, then click Save.

Importing a SNP List
1. Click Import SNP List to Batch.
An Explorer window appears.
2. Navigate to your SNP List location containing your tab-delimited text file.

Your first row/column header must be labeled probeset_id, as shown in Figure 4.72, otherwise an
error message appears.

Figure 4.72 Required probeset_id column header

A B
probeset_id +
85040739
85040336
85040932
85041189
85041517
85041551

S I = I B =S TER N R

Eureka™ Analysis Suite User Guide 79



80

3. Click Open.
Your imported SNP List now appears in the SNP Summary Table.
Using your Saved SNP List
Displaying SNPs in a SNP list
1. Click to select the probeset_id column, then right-click on it.
2. Click Filter.
The Filter window appears. (Figure 4.73)

Figure 4.73 Filter window

3. Add your previously saved SNP List by selecting it from the drop-down list. (Figure 4.74)

Figure 4.74 Saved SNP List drop-down

probeset id

2 In SHF List

| CallRate_Greater_Than_S

4. Click OK.

Only the SNPs in your SNP List are displayed in the SNP Summary Table.
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Displaying SNPs that are not in your SNP List
1. Click to select the probeset_id column, then right-click on it.
Click Filter.

N

3. Click the In SNP List drop-down, then click to select Not in SNP List. (Figure 4.75)
4. Click the Saved SNP List drop-down, select your saved SNP List, then click OK.
Figure 4.75 Saved SNP List drop-down

: |[Matn shPList = || CallRste_G... ~
CallRate_Greater_Than 9

Your SNPs from the SNP List are no longer displayed in the SNP Summary Table.

Using the Cluster Plot

The Cluster Plot (Figure 4.76) displays the SNP calls for selected samples as a set of points in the clustering
space used for making the calls. A visual inspection of select Cluster Plots, aids in identifying problematic
SNPs and allows you to manually change calls.

Figure 4.76 Cluster window tab
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Choosing your Cluster Plot Type

By default, the Cluster Plot type is set to Signal A /Signal B. To change the plot to a different type, click the
Type drop-down menu, then select Contrast/Size.

Figure 4.77 Cluster Plot Type

Type: | Signal A/ Signal B «

Contrast / Size

Signal A / Signal B

The Cluster Plot’s X and Y axis are now changed, as shown in Figure 4.78.

Figure 4.78 Cluster window tab

"BP:QCCRE  PV:QCCRD " Cluster Plot
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Displaying Cluster Model Data (Contrast/Size Plot Only)
By default, the Prior, Posterior, and Special SNPs drop-down selections are preset to best suit the currently
displayed Cluster Graph.

o Click the appropriate drop-down menu (Figure 4.79), then click to select a new setting.

Default

3 L Browse...
7

-0 -5.75
C MNons
Pria-r:| referencePriors_heavy_C... |"| Posterbr:| Default |'| SpeciaISNPs:|:|

o If you select Browse, an Explorer window appears. Navigate to your folder location as you
normally would then click Open to display your data within the graph.

o Selecting None, conceals (hides) the selected graph data.

Figure 4.79 Cluster Model Data drop-down menus

Displaying a SNP Cluster Plot that Corresponds with a SNP
1. In the SNP Summary Table, click on row (SNP) of interest.

TIP: Use the arrow keys on the keyboard to toggle through the list. As you toggle through
E the list, the Cluster Plot auto-updates to match your selected SNP.

2. Click the Color By and Shape By drop-down menus to select the combination view you want.

NOTE: Your imported sample attributes are also available for use within the Color By and
Shape By drop-down menus. For information on importing sample attributes, go to

Importing Sample Attributes.

The appropriate legend appears within the plot. (Figure 4.80)
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Figure 4.80 Color By and Shape By Legend example
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Setting New Scale Setting Ranges
1. Click the Scale Settings button.
The following window appears. (Figure 4.38)

Figure 4.81 Scale Settings window

Scale Settings

[ Aute Scale
Min 3 -17 Max K: | TOE

Min¥:  -17 Max ¥: | TOE

By default, the window displays your current range values.
2. Enter your new ranges in the appropriate text fields.
3. Click OK.

Click the Default button to return all values to their default ranges.

Customizing Color By Settings
1. Click Configure.
The following window appears: (Figure 4.47)
Figure 4.82 Color By options

Color 5cale Configuration

2834t [¥] sute Scale
Cutoff Type:
| &bove Cutoff Filing — » [
Max:

26125 o] Above Cutoff Failing =

) Above Cutotf Failing
C_utnfl:. Below Cutoff Failing
26125 Mo Cutoff

Min:
23300 3309

Default

2. Use the provided text fields and color drop-down menus to customize your Color By selection.

e Auto Scale check box (when checked) uses the actual minimum (lower bound) and maximum
(upper bound) as your min/max scale. Uncheck the Auto Scale check box to enter your min and
max number scales in the Frovided fields. Note: If the Auto Scale check box remains unchecked,
you must enter new scale limits for each subsequent analysis.

o C(lick the Cutoff Type drop-down menu to select your cutoff preference.
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e Above Cutoff Failing—This presents a hard visual cutoff
Cutoff value entered. The Above Cutoff data is represente

in Figure 4.47)

o Below Cutoff Failing—This presents a hard visual cutoff

Cutoff value entered. The Below Cutoff data is represente

Figure 4.48)
Figure 4.83 Below Cutoff

Color Scale Configuration

18841

26125

Auto Scale

Cutoff Type:

[Below Cutofi Failing  » |
Max:

28541 (m -
Cutoff:

26125 O-]
Min:

2,209 (m -

Default

raph of all values that fail ABOVE the
by the color defined for Max. (Green

raph of all values that fail BELOW the
by the color defined for Min. (Red in

e No Cutoff—This presents a smooth 3-point gradient of your defined Max, Min, and colors.

(Figure 4.49).
Figure 4.84 No Cutoff
3. Click OK.

Color 5cale Configuration

Aute Scale
Curall Type:

[Ma Cutaff

Mae:
28541

Cutaff:
21325

Minz

23309

Your Cutoff preference, entered values, and color selections are now displayed on the graph and
saved for future use. If needed, click the Default button to revert ALL values back to their factory

setting.
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Selecting Multiple Samples in a Cluster Plot

1. Drag the cursor around a group of samples to draw a pink-dotted closed shape around them. (Figure
4.85)

Figure 4.85 Selecting multiple samples
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2. Release the mouse button to select the group of lassoed samples. (Figure 4.86)
Figure 4.86 Selecting multiple samples
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Changing a Sample’s Call for a Single SNP
1. Highlight the sample or samples you want to modify, then right-click on them.
A menu appears.

2. Click Change Call, then move your cursor to the right, then click to select a different call, an OTV
(Off Target Variant), or No Call. (Figure 4.87)

Figure 4.87 Change Call menu

|jf| Copy ID(s) l

% Change Call 3 B AA
Revert Call ] AB
W Be
O oTv
B Mo Call

The Call is now changed, but not the position. The image may or may not change, as it depends on
the Color By and Shape By options you selected.

Reverting a Single Call
1. Single-click to highlight the Call you want to revert back, then right-click on it.
A menu appears.
2. Click Revert Call.
Reverting Multiple Calls
1. Drag the cursor around a group of samples to draw a pink-dotted closed lasso shape around them.
2. Release the mouse button to highlight your selected samples.
3. Click the Revert Call drop-down menu (Figure 4.88), then click to select Revert Selected Call(s).

Figure 4.88 Revert Calls drop-down menu

Revert Calls [*

Revert Selected Call(s)
Revert Current SMP for All Samples
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Viewing User Colors in the Cluster Plot

1. From the Cluster Plot, click the Color By drop-down menu. (Figure 4.89)

Figure 4.89 Color By menu - user_color

BP-QCCRE PV-QCCRE ' Cluster Plot

Scale bettings| Color By:|user_color | Shape By: hom_rate 'J Tgpe:lCuntras.U Size v] | Revert Callz
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G585 [
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Mumber of samplesfailing qc call rate specific SHPs
Mumber of samples ina batch
Mumber of sarmples that passed
Pass/Fail

Percent of passing samples

QC call_rate

QT het_rate

Total Binned Rea

total num reads

26 PlateBarcode

26 WellPasition

Awverage & Reads Per Leci
cluster_distance_msan
cluster_distance_stdsw

computed_gender

vl [
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51475
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R
Configure
hom_rate
&O[3TT05, 436077 (18]
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oy |554L, 6L3LLY (132

2. From the Sample Table, single-click on a color-coded sample file or Ctrl+click, Shift+click, or press
Ctrl+a (to select multiple color-coded sample files).

Each highlighted sample and its assigned color are now displayed in the Cluster Plot, as shown in

Figure 4.90.

Figure 4.90 user_color shown in Sample Table and Cluster Plot
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Saving the Current Cluster Plot View as a .PNG file

1. Click the Save Image E button.

An Explorer window appears.

11
3 BEJB|, BREH|

2. Navigate to where you want to save the .PNG file, enter a filename, then click OK.
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Chapter 5 Exporting
Using the Sample Table Export Options

1. Click the Export drop-down.
Your Export options appear. (Figure 5.1)
Figure 5.1 Sample Table Export Menu

Export Current Table
Export All Data

2. Click Export Current Table or Export All Data.

A Save As window appears.
3. Click on an existing folder or click New Folder to choose a new save location.
4. Type a filename for the table, then click Save.

The table data is now saved as a tab-delimited text file.

Using the SNP Summary Table Export Options

e Click the Export drop-down.
The following window appears: (Figure 5.2)

Figure 5.2 SNP Summary Table Export menu
| Export | e

Export Current Table

Export All Data

Export Genotyping Data

Export Cluster Plots to FDF :

Exporting the Current Table
To export the columns and rows currently displayed in the table:
1. Click Export Current Table.
An Explorer window appears.
2. Enter a filename, then click Save.
The current table data is now saved and exported as a tab-delimited text file.
Exporting All Data
To export all columns and rows, including hidden and filtered data:
1. Click Export All Data.
An Explorer window appears.
2. Enter a filename, then click Save.

All data in the table (displayed or not) is saved and exported as a tab-delimited text file.
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Exporting Genotyping Data

NOTE: Not all options are available and are dependent on the export format you select and
its applicable format restrictions.

e Click Export Genotyping Data.

The Export Genotyping Data window appears. (Figure 5.3)
Figure 5.3 Export Genotype Data window

Export Genotyping Data

Result Output Formats: @ TXT ) VCF () PLINK (PED) ) PLINK (TPED) Include Pedigree Information

Call Qutput Formats: | Forward Strand Base Call @ Call Codes () Mumenc Call Codes

Index / Sample Mapping:  Index @ Sample
Bxported Data: [ | Confidence [ | Signal
Input and Output Files

SMP List Filter

Qutput Location:  C:yUsersyPublich DocumentshEurekadnalysisSuiteh Export,

Output Mame:

Annotation File:

PGI_12x5.20051113.annot.db

SNF Identifier

Select Annotation Column(s) to Add:
[] Check/Uncheck All

[ affy_snp_id_annot
[T] Chromoseme

[F] Chromosame Start
[C] Chromosome Stop
[ 5trand
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Result Output Formats

Figure 5.4 Result Output Format selections

Result Output Formats: @ TXT VCF PLINK (PED) PLINK (TPED) Include Pedigree Information

1. Click the radio button to select the Result Output Format you want to use.

2. (Optional) If you selected a PLINK format, make sure you click the Include Pedigree Information
check box. Not checking this box may require special handling (within PLINK) to make your
exported output work properly.

IMPORTANT: If you are exporting genotypes into a PLINK format, make sure your Sample
Attributes include an Index ID and Pedigree Information (Family ID, Individual ID, Father ID,
Mother ID, Sex, and Affection Status).

Call Output Formats
o Click the radio button to select the appropriate Call Output Format (Figure 5.5) you want to use.
Figure 5.5 Call Output Format selections

Call Output Formats: Forward Strand Base Call @ Call Codes () Mumeric Call Codes

NOTE: Numeric Call Codes are exported using the following representation: -1 = NoCall, 0
=AA, 1=AB, and 2 =BB.

Index/Sample Mapping

o Click the Index radio button to export Index information or click the Sample radio button to export
your sample filenames. (Figure 5.6)

Figure 5.6 Index or Sample mapping selections
Index f Sample Mapping: | Index @ Sample

Exported Data Selections

o C(lick inside the check box(es) to check the additional type(s) of Exported Data (Figure 5.7) you want
to include.

Figure 5.7 Exported Data selections

Exported Data: | | Confidence | Signal
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Input and Output Files
(Figure 5.8)
Figure 5.8 Input and Output Files selections

Input and Qutput Files

SMP List Filcer: -| E|
Output Location: 4\ Users\Public\Docurnentsh FurekafnabysisSuite\ Export' v |
Cutput MNames Jat

SNP List Filter (Optional)

1. To restrict the output to a list of SNPs (probeset_IDs) contained in a file, click the SNP List Filter
field’s browse button (Figure 5.8).

An Explorer window appears.
2. Navigate to the SNP Filter List location, then click Open.
The SNP Filter List field is now populated. (Figure 5.9)
Figure 5.9 SNP List Filter and Output path
Input and Output Files

NP List Filter: ChUsersh Public\Docurnentsh EurekafnalysisSuitelLibrantl | ..

Output Location: i\ Users\Public\Documents\EurekafnalysisSuite\Expart’,

Output Mame: et

3. Click the SNP List Filter’s drop-down menu to view and select a previously saved SNP List. (Figure
5.9)

Output Location (Required)
1. Click the Output Location field’s browse button.
An Explorer window appears.

2. Navigate to an output location, create a new folder if needed, then click Select Folder button.

The Output Location path is displayed. (Figure 5.9)
Output Name (Required)

o Use the output name already in the Output Name field, or click inside the field to enter a new name.

NOTE: Your output name’s file extension reflects the Results Output Format you selected in
Step 1.
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Changing the SNP Identifier
o Click the drop-down arrow, then click to select the SNP Identifier you want to use. (Figure 5.10)
Figure 5.10 SNP Identifier

SNP ldentifier \

Probe_Set ID hd

Changing the Current Annotation File (Optional)

1. To change the currently displayed Annotation File, click the Annotation File field’s browse button
(Figure 5.11).

An Explorer window appears.
2. Navigate to the appropriate Annotation File location, then click Open.

Your newly selected Annotation file is displayed.

Adding and Removing Annotation Columns

1. Click the check box next to the Annotation Column(s) you want to add to your format results or click
to uncheck /remove a column. Check/Uncheck All check box to add or remove ALL available
annotations. (Figure 5.11)

Figure 5.11 Select Annotation Column(s) pane

Select Annotations

Annotation File:
|_PG?_l.EwiI1dum4nthdh

Select Annotation Columnls) to Add:
[ Jeneckruncheck il

| affy_snp_id_annot
| Chromosame
| Chramasame Stat
Chromosame Stop
|| Strand
< | dbSNP RS [
dbSHP Lactype
|In Hapmap
Strand Versus dbSNP
Prohe Count
Cyloband
Chri pseudp-autosemal region
Flank
Allele A
Allele B
Rl Allele
Alt Allele
Associated Gene
Genetic Map
| Microsatellite
Heterozygous Allele Frequencies

2. After the Export Genotype Data form is complete, click OK.

3. Your newly exported data now reside in the output location you defined in Step 1.
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Exporting Cluster Graphs to PDF

This exporting option generates a specific number of cluster graphs from the selected Conversion Type
choices. We recommend examining the cluster graphs of approximately 200 SNPs in each category.

n NOTE: Export results are based on the type of Cluster Plot graph that you selected, as
described in Choosing your Cluster Plot Type.

1. Click Export Cluster Plots to PDF.
The following window appears: (Figure 5.12)
Figure 5.12 Report Settings window

Report Settings

File Mame:

Ficture Settings:
3 Al 5MPs from Current Table
i@ Random SMP: from Current Table

SHIP Count 200
Rows Count 4
Col Count 3

Convarsion Types:
[ Check/Uncheck Al

7] PelyHighResolution

] MeMinorHemn

| CallRateBelowThresheld
" | M2noHighResalution
U] Other

| Hemiz,gous

O] o

2. Click browse.

An Explorer window appears.
3. Navigate to a desired location, then enter a name for your PDF report.
4. Click Save.

You are returned to the Report Settings window.

5. In the Picture Settings section, click either:
e All SNPs from Current Table
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¢ Random SNPs from Current Table
6. Click inside the applicable Count field(s) to enter how many cluster plots you want to export.
Click the Default button to revert your modified counts back to their original states.

7. Click to check a Conversion Type(s) you want to add to the report or click the Check/Uncheck All
check box, then click OK.

A Please Wait message and progress bar appear. Allow several minutes if multiple Conversion Type
PDF report(s) were selected.
An Explorer window (where you saved the PDF Report location in Step 3) appears.
8. Double-click on the PDF Report you want to view.
The PDF Report opens. (Figure 5.13)
Figure 5.13 PDF Report example

1 PolyHighResolution_Cluster_Graph_1Lpdf - Adabe Reader
File Edit View Window Help 3

@ ﬁi} @ B % | 4 :é‘j |i'|,f10| :_E] (i: |&J;I| = [ | = 2 | zl Tools Sign Comment

1

Edslagy Tor 2 Dotar word

@ affymetrix
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Appendix A Inbred File Generation Tool

Introduction

The Inbred File Generation Tool is included in the Eureka Analysis Suite software zip package you
downloaded earlier. (Step 3)

Use this tool to generate an appropriately formatted inbred file for use in your Eureka Analysis.

How the Tool Works

The Tool uses the information in your BERC file to replace the Sample names in your Penalty file with
corresponding Sample Index IDs. When a generated Inbred file is used, these Sample Index IDs are used in
the analysis process.

If your Inbred file does not contain Sample Index IDs, your assigned penalties default to 0 and therefore not
be used in the analysis process.

Starting the Tool

e Locate the file labeled InbredFileGenerationTool.exe, then double-click on it.
The following window appears: (Figure A.1)

Figure A.1 Inbred File Generation Tool Main window

., Inbrad File Generation Tool E@éj

About  Help

BRFC File Location: u [ —
Penalty File Location: u Exit

Output File Location:

Status Messages:

Assigning File Paths

1. Click the BREC File Location I/ button.
An Explorer window appears.

2. Navigate to the BRFC file save location you setup earlier (Step 3), then click Open.
Your BERC File Location path is displayed.

3. Click the Penalty File Location [ button.

An Explorer window appears.

n IMPORTANT: Your Penalty file must be a tab-delimited 2-column text file.

Column A must be labeled Sample and column B must be labeled Penalty, as shown in
Figure A.2.
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n IMPORTANT: Your Inbred file must contain the Sample Index ID and a Penalty value (range
from 0-16, 0 for Hybrids - 16 for inbred strains).

Figure A.2 2 column Penalty file example

| 4| A B

1 Sample Penalty

2 (CG8890 Zea Strain 16
3 (CG8252 Zea Strain 0
4 (CG8287 Zea_Strain 16
5 CGB8416_Zea_Strain 16
6 CG8849 Zea_Strain 16
7 (CG8B08_Zea_Strain 16
8 (CG2884 Zea Strain 16
9 (CG2749_Zea_Strain 16
10 CG2626_Zea_Strain 0
11 CG2596_Zea_Strain 16
12 CG2698_Zea_Strain 16

4. Navigate to the location of your penalty file, then click Open.
Your Penalty File Location path is displayed.

5. Click the Output File Location U button.
An Explorer window appears.

6. Navigate to the output path folder location you want, then click Save.
Your Output File Location path is displayed. (Figure A.3)

Figure A.3 Inbred File Generation Tool Main window

About Helpl

BRFC File Location: CUsersicoates\DeskiopWineet_New Com
Penalty File Location:  ColUsersicgates\DesktopiWinest_Mew Com

111
.
v

Qutput File Location:  C\Usarsicgates\DeskiopWinest_Mew Com

Status Messages:
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Generating an Inbred File

1. Click | GE"E““E..] .

After a few moments the following message appears: (Figure A.4)

Figure A.4 Inbred File created successfully message

2. Click OK to close the message window.

Figure A.5 Inbred File Generation Tool Main window - Inbred file generated successfully

BRFC File Location:
Penalty File Location:
Output File Location:

Status Messages:

C\Userswcgates\Deskiop\VWineet_New Com
C:\Users\cgates\DesktopVinest_MNew Com

C:\Userswcgates\DeskiopiVineet_New Com

Inbred file generated successfully.

3. Acknowledge the Status Message(s), then click .

Reviewing the Generated Inbred File

o Navigate to your recently assigned Output File Location to open and review your custom Inbred file.

(Figure A.6)
Figure A.6 Inbred File example
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Using the Inbred File in your Analysis Setup

There are 2 areas inside the Analysis Setting pane to import your newly generated Inbred file, as shown in

Figure A.7.
Figure A.7 Analysis Setting pane

* Sample QC
Anzlysis File:

eureka-summary-genctype

Prior Model File:
gencnc_gnor
SNP List File:

Hints/Inbred File (optional):

@ obred O Hints
-~ G!not}rping

Analysis File:

cuieka-summany-genclype

Prior Model File:
EurekaP Gimodels
SNP List File:
HintsfInbred File (optional):

N%Hm

1. Click the Inbred radio button.

2. Click the Hints/Inbred File I—l button.
The Hints/Inbred File window appears.
3. Navigate and select your custom Inbred file, then click Open.

The path to your custom Inbred file is displayed.

For complete instructions on how to setup and run an analysis, refer to Chapter 3, Eureka Analysis.
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Appendix B Definitions
Sample Table

Use the following table of definitions to help select your Sample table columns.

Index The unique sequence that is used to identify sample.
Samples Name of sample.

384 PlateBarCode Barcode of 384 plate

384 WellPosition Position of sample in the 384 well plate.

96 PlateBarcode Barcode of original 96 well sample plate.

96 WellPosition Position of sample in the original 96 well plate.
Panel The SNP genotyping panel currently analyzed.
Count A Reads The number of A alleles read per sample.

Count B reads The number of B alleles read per sample.

Total Binned Reads The total of A and B allele reads per sample.
Average # Reads Per Loci Total binned reads for that locus/total number of samples in the

binning file.

Number of Loci with 20 or Fewer

Reads

The number of loci with fewer than 20 reads, per sample.

Total_num_reads

The number of reads (including reads with no assigned SNP).

Num_reads_no_snp

The total number of reads without an assigned SNP.

QC_computed_gender

Computed gender for the sample.

QC_call_rate

Call rate at the default or user-specified threshold for autosomal
SNPs.

QC_total_call_rate

Call rate at the default or user-specified threshold for all SNPs.

QC_het_rate

Percentage of SNPs called AB (i.e. the heterozygosity) for
autosomal SNPs in a Sample QC.

QC_total_het_rate

Percentage of SNPs called AB (i.e., the heterozygosity) for all
SNPs.

QC_hom_rate

Percentage of SNPs called AA or BB (i.e. the homozygosity) for
autosomal SNPs in a Sample QC.

QC_total_hom_rate

Percentage of SNPs called AA or BB (i.e. the homozygosity) for all
SNPs.

QC_cluster_distance_mean

Average distance to the cluster center for the called genotype.

QC_cluster_distance_stdev

Standard deviation of the distance to the cluster center for the
called genotype.

Loci Failed QC
Num_of failed_SNPs

The number of SNPs that did not pass QC (within loci).

Pass/Fail

Shows sample that passed or failed your analysis thresholds.

computed_gender

Computed gender for the sample (if available for your selected
Panel).
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call_rate

Call rate (CR) is the ratio of the number of samples assigned a
genotype call of either AA, BB or AB for the SNP (i.e. the number
of samples that do not have “*No call") to the number of samples
over which a genotype call is attempted for the SNP.

total_call_rate

Call rate at the default or user-specified threshold for all SNPs.

het_rate

Percentage of SNPs called AB (i.e. the heterozygosity) for
autosomal SNPs.

total_het_rate

Percentage of SNPs called AB (i.e., the heterozygosity) for all
SNPs.

hom_rate

Percentage of SNPs called AA or BB (i.e. the homozygosity) for
autosomal SNPs.

total_hom_rate

Percentage of SNPs called AA or BB (i.e. the homozygosity) for all
SNPs.

cluster_distance_mean

Average distance to the cluster center for the called genotype.

cluster_distance_stdev

Standard deviation of the distance to the cluster center for the
called genotype.

Number of samples in a batch

The number of samples analyzed.

Number of samples failing EQC

Number sample failing EQC within the batch.

Number of samples failing qc call
rate specific SNPs

Number sample failing specific SNP qc call rate within the batch.

Number of samples failing QC call
rate

The total number of samples in the batch that are failing the QC
call rate.

Number of samples that passed

The total number of samples that passed your analysis thresholds
settings.

Percent of passing samples

If a plate’s percent of passing samples is smaller than this number,
all samples on the plate will show a warning in the Sample Table.

Average call rate for passing
samples

A plate’s average QC call rate of passing samples must be larger
than this number to pass plate QC.

User_color

Sample color defined by user.
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Annotations

Use the following table of definitions below to help select your annotations.

Column Name

Description

Probe Set ID

The unique identifier for the set of probes used to detect a particular Single
Nucleotide Polymorphism (SNP probe sets only).

Affx SNP ID

The unique identifier for the set of probes used to detect a particular Single
Nucleotide Polymorphism (SNP). (SNP probe sets only, not available for
Axiom™ Genome-Wide Human Array).

dbSNP RS ID

The dbSNP ID that corresponds to this probe set or SNP. The dbSNP at the
National Center for Biotechnology Information (NCBI) attempts to maintain a
unified and comprehensive view of known single nucleotide polymorphisms
(SNPs), small scale insertions/deletions, polymorphic repetitive elements, and
microsatellites from TSC and other sources. The dbSNP is updated
periodically, and the dbSNP version used for mapping is given in the dbSNP
version field. For more information, go to: http://www.ncbi.nlm.nih.gov/SNP/
(SNP probe sets only).

Chromosome

The chromosome on which the SNP is located on the current Genome Version.

Chromosome Start

The nucleotide base start position where the SNP is found. The genomic
coordinates given are in relation to the current genome version and may shift
as subsequent genome builds are released.

Chromosome Stop

The nucleotide base stop position where the SNP is found. The genomic
coordinates given are in relation to the current genome version and may shift
as subsequent genome builds are released.

Strand Genomic strand that the SNP resides on.

Cytoband Cytoband location of the SNP derived from the SNP physical map and the
chromosome band data provided by UCSC.

Strand Vs dbSNP Indicates whether the SNP is on the same or reverse strand as compared to

dbSNP (SNP probe sets only).

ChrX pseudo-autosomal
region

SNPs on the X Chromosome which are mapped to the two pseudo-autosomal
region have a value of 1 or 2 in this field. All other SNPs are indicated by 0. A
value of “1” indicates that the marker maps to the PAR-1 region and a value
of “2” indicates that the marker maps to the PAR-2 region. A value of “0”
indicates that the marker does not map to either of the two PAR regions.

Flank

The nucleotide sequence surrounding the SNP. This is a 33-mer sequence with
16 nucleotides on either end of the SNP position. The alleles at the SNP
position are provided in the brackets (SNP probe sets only).

Allele A

The allele of the SNP that is in lower alphabetical order. When comparing the
allele data on NetAffx to the allele data for the corresponding RefSNP record
in dbSNP, the alleles reported here could be different from the alleles reported
for the corresponding RefSNP on the dbSNP web site. This difference arises
mainly from the reference genomic strand that was chosen to define the
alleles. To choose the reference genomic strand, we follow a convention based
on the alphabetic ordering of the sequence surrounding the SNP. Sometimes
the reference strand on the dbSNP is different from NetAffx, and the alleles
could represent reverse complement of those provided on dbSNP (SNP probe
sets only).
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Column Name

Description

Allele B

The allele of the SNP that is in higher alphabetical order. When comparing the
allele data on NetAffx to the allele data for the corresponding RefSNP record
in dbSNP, the alleles reported here could be different from the alleles reported
for the corresponding RefSNP on the dbSNP web site. This difference arises
mainly from the reference genomic strand that was chosen to define the
alleles. To choose the reference genomic strand, we follow a convention based
on the alphabetic ordering of the sequence surrounding the SNP. Sometimes
the reference strand on the dbSNP is different from NetAffx, and the alleles
could represent reverse complement of those provided on dbSNP (SNP probe
sets only).

Associated Gene

SNPs were associated with human genes by comparing the genomic locations
of the SNPs to genomic alignments of human mRNA sequences. In cases
where the SNP is within a known gene, NetAffx reports the association.
Additionally, for genes with exon or CDS annotations, NetAffx reports
whether or not the SNP is in an exon, and in the coding region. If the SNP is
not within a known gene, NetAffx reports the closest genes in the genomic
sequence, and the distance and relationship of the SNP relative to the genes. A
SNP is upstream of a gene if it is located closer to the 5' end of the gene and is
downstream of a gene if it is located closer to the 3' end of the gene.

Genetic Map Describes the genetic location of the SNP derived from three separate linkage
maps (deCODE, Marshfield, or SLM). The physical distance between the
markers is assumed to be linear with their genetic distance. The genetic
location is computed using the linkage maps from the latest physical location
of the SNP and the neighboring microsatellite markers (SNP probe sets only).

Microsatellite Describes the nearest microsatellite markers (upstream, downstream and
overlapping) for the SNP.

Heterozygous Allele Describes the heterozygous frequency of the allele from Yoruba, Japanese,

Frequencies Han Chinese and CEPH studies using the genotyping arrays. (SNP probe sets
only)

Allele Sample Size Sample size used for Allele Frequency estimates (SNP probe sets only).

Allele Frequencies

Describes the major and minor frequency of the allele from Yoruba, Japanese,
Han Chinese and CEPH studies using the genotyping arrays (SNP probe sets
only).

Minor Allele Indicates the Minor Allele of a SNP (SNP probe sets only).
Minor Allele Frequency  The Minor Allele Frequency of a SNP (SNP probe sets only).
OMIM ID Furnishes OMIM and Morbid Map IDs and their respective gene titles. This

database contains information from the Online Mendelian Inheritance in

Man® (OMIM®) database, which has been obtained under a license from the
Johns Hopkins University. This database/product does not represent the

entire, unmodified OMIM® database, which is available in its entirety at
www.ncbinlm.nih.gov/omim/.
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Concordance

Use the table of definitions below to help select your Concordance columns.

Column Name Description

Base The first sample in the comparison.

Reference The second sample in the comparison.

#SNPs Called Number of SNPs common to both sample and reference files with genotype
calls.

#Concordant SNPs Number of called SNPs that have the same genotype call.

%Concordance Percentage of called SNPs that have the same genotype call.

Thresholds

Use the table of definitions below to help select Threshold names.

Threshold Name Description

Sample QC

EQC Min Num Of Reads to Pass Minimum number of reads a SNP must have to be considered a passing
Sample SNP.

(All SNPs)

EQC Max Num Of SNPs to Fail For a sample to pass EQC, the maximum number of SNPs (per sample)
Sample that are allowed to fail.

(All SNPs)

QC call_rate (All SNPs)

A samples QC call rate calculated on all autosomal SNPs must be
greater than the threshold for the sample to pass genotyping QC.

EQC Specific SNP File

A file containing a list of SNPs to use for EQC and QC Call rate
calculations and filtering in addition to the standard autosomal SNPs.

EQC Min Num Of Reads to Pass

Minimum number of reads a SNP from the EQC specific SNP file must

Sample have for the SNP to pass EQC.

(Specific SNPs)

EQC Max Num Of SNPs to Fail Maximum number of SNPs from the EQC specific SNP file that can fail
Sample and the Sample pass EQC.

(Specific SNPs)

QC call_rate (Specific SNPs)

A samples QC call rate calculated on the SNPs in the EQC specific file
must be greater than the threshold for the sample to pass genotyping

QC.

Percent of passing samples

If a plate’s percent of passing samples is smaller than this number, all
samples on the plate will show a warning in the Sample Table.

Average call rate for passing
samples

A plate’s average QC call rate of passing samples must be larger than
this number to pass plate QC.

plate_qc_percentsamplespassed

If a plate’s percent of passing samples is smaller than this number, all
samples on the plate will show a warning in the Sample Table.

plate_qc_averagecallrate

A plate’s average QC call rate of passing samples must be larger than
this number to pass plate QC.

SNP QC
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Threshold Name

Description

cr-cutoff Threshold for call rate. If not specified, the default for human is 95 and
for diploid and polyploid is 97.
fld-cutoff Cut-off value for cluster quality (FLD).

het-so-cutoff

Cut-off value for the correctness of the vertical position of the
heterozygous cluster (Strength Offset).

het-so-otv-cutoff

Cut-off value for the existence of a fourth cluster below the
heterozygous cluster (OTV).

hom-ro-1-cutoff

Cut-off value for the correctness of the horizontal position of the
homozygous clusters (Ratio Offset) when a SNP has one genotype.

hom-ro-2-cutoff

Cut-off value for the correctness of the horizontal position of the
homozygous clusters when a SNP has two genotypes.

hom-ro-3-cutoff

Cut-off value for the correctness of the horizontal position of the
homozygous clusters when a SNP has three genotypes

hom-ro

Flag indicating whether the metric HomRO is used in classification.

hom-het

Flag indicating whether the metric HomHet is used in classification.
The HomHet metric identifies two-cluster SNPs/probesets with one
homozygote cluster and one heterozygote cluster. This checks if the
minor homozygote cluster is missing, which is unreasonable for highly
inbred species (e.g. wheat). This metric should be turned on when
classifying SNPs/ probesets in highly inbred species.

num-minor-allele-cutoff

The number of minor alleles.

priority-order

When performing probeset selection, the best probeset is selected
according to the priority order of probeset conversion types.

recommended Use this checklist to choose your ps_classification conversion types for
your analysis.

PolyHighRes Both homozygous clusters are observed.

MonoHighRes Passes all thresholds except number of minor alleles.

NoMinorHom Two-cluster SNP with one heterozygous and one homozygous cluster.

OoTV Heterozygous cluster is populated.

CRBelowThreshold SNP passes all thresholds except CR; NumMinorAlleles is ignored.

Hemizygous SNPs from chromosome Y or mitochondrial DNA.
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SNP Summary Table

Use the table of definitions below to help select your SNP Summary Table columns.

Column Header Description

probeset_id Displays each Probeset’s unique identifier.

affy_snp_id Displays each SNP’s unique identifier.

Conversion Type Provides the category that algorithm has classified a SNP to be in.

CR Call rate (CR) is the ratio of the number of samples assigned a genotype call of either
AA,

BB or AB for the SNP (i.e. the number of samples that do not have “*No call") to the
number of samples over which a genotype call is attempted for the SNP.

FLD Fisher's Linear Discriminant is a measurement of the cluster quality of a SNP. High-
quality SNP clusters have well-separated centers, and the clusters are narrow. High-
quality clusters can be identified by examining the shape and separation of the SNP
posteriors that are produced during genotyping.

M, —M]]
} = Min(i = aa. bb }{ |LI ‘-
] sd

HomFLD A version of FLD computed for the homozygous genotype clusters. HomFLD is
undefined for SNPs without two homozygous clusters.

HomRo Homozygote Ratio Offset is the distance to zero in the X dimension from the center of
the populated homozygous cluster that is closest to zero.

nMinorAllele The number of minor alleles in a batch.

Nclus The number of genotype clusters.

n_AA The number of AA genotypes.

n_AB The number of AB genotypes.

n_BB The number of BB genotypes.

n_NC The number of no calls.

hemizygous Chromosome Y, W, and mitochondrial genomes produce only two genotype clusters.
Example: One represents A and the other represents B.

HomHet The HomHet metric identifies two-cluster SNPs/probe sets with one homozygote
cluster and one heterozygote cluster. This checks if the minor homozygote cluster is
missing, which is unreasonable for highly inbred species (example: Wheat). This
metric should be turned on when classifying SNPs/probe sets in highly inbred
species: default is TRUE.
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Column Header Description

H-W p-value Hardy Weinberg p-value is a measure of the significance of the discrepancy
between the observed ratio or heterozygote calls in a population and the
ratio expected if the population was in Hardy Weinberg equilibrium.

There are two statistical tests used for HWE. When AA, AB, and BB counts
are all >=10, a Chi-squared test is used. When one or more of the AA, AB,
and BB counts are <10, an Exact test is used. An Exact test means that the p-
value is calculated exactly and not approximated from a population

distribution.
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Where CDF is the Cumulative Distributive Function for the chi-squared
distribution.

The Exact test used is the one implemented in R package "HardyWeinberg"
for more information see:

[2] Haldane, J., 1954. An exact test for randomness of mating. J. Genet. 52
631-635.

[3] Levene, H., 1949. On a matching problem arising in genetics. Ann. Math.
Stat. 20 91-94.

H. W. Statistic If the count of samples for at least one cluster is <10, then H.W. Statistic is 1.
The Exact test is used to determine HWE. A 0 value indicates that there are
more than 10 samples per cluster and a chi-squared test is used to determine
HWE.

MinorAlleleFrequency = The Minor Allele Frequency of a SNP (SNP probe sets only).

Call Modified Shows whether a call was changed from its original genotype.
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Documentation and support

Obtaining support
Technical support For the latest services and support information for all locations, visit
www.thermofisher.com.
At the website, you can:

e Access worldwide telephone and fax numbers to contact Technical Support
and Sales facilities

e Search through frequently asked questions (FAQs)
e Submit a question directly to Technical Support (thermofisher.com/support)

e Search for user documents, SDSs, vector maps and sequences, application
notes, formulations, handbooks, certificates of analysis, citations, and other
product support documents

¢ Obtain information about customer training

e Download software updates and patches

Safety Data Sheets  Safety Data Sheets (SDSs) are available at thermofisher.com/support.

(SDS)
Limited product Life Technologies Corporation and/or its affiliate(s) warrant their products as set
warranty forth in the Life Technologies’ General Terms and Conditions of Sale found on

Life Technologies” website at www.thermofisher.com/us/en/home/global/terms-
and-conditions.html. If you have any questions, please contact Life Technologies
at www.thermofisher.com/support.
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