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FLOCK / Cross Sample Comparison: Create Dataset

E About ImmPort  Admin  Access Data Tools | My Workspace Resources  News & Events

Flow Cytometry B

Data Management
IUpload Single File
pload Multiple Files

FLOCK
Analyze Individual Files

Analyze Data Sets

View/Edit Results
FLOCK
Centroid Files

Cross Sample
Start Comparison

Help

Vieyu ploa Cross Sample
Create Data Set
View [Edit D Create Data 5et
nePattern Genetic Analysis MHC Analysis i tagSNP
(Ge alysis) User Guide (PED) Upload Data Fun tagSMP
Data Management Run .PED Generation Create Data Set Results
Analysis Pinelines Generation Beaylte Analyze Data Set

Cross Sample Comparison automatically maps populations of cells across multiple flow samples
and computes the summary statistics for downstream analysis.

Currently Cross Sample Comparison is available for FLOCK v1 output only—FLOCKv2 output
Cross Sample Comparison will be available in a subsequent release.

To perform cross sample analysis the user is required to define a data set which contains the

samples to be compared using the Data Management module. Click ‘Create Data Set’ (see
above)
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FLOCK / Cross Sample Comparison:

Create Dataset

Flow Cytometry Analysis (Beta) / Data Management / Create Analysis Set

Flow Cytometry | Data Management« | FLOCK = | View/Edit Results

Use the ‘Uploaded
The number of iten

1d data files for dataset creation.

Upload Single File
Upload Multiple Files
View/Edit Uploaded Data
Create Data Set

View Edit Data Sets
Uploaded Flow L

Select project:

I Uploaded Files :

@5 Advanced Search Attribute Tree
== Flow
=] Name

# | | Flow: Mame

m

=l lex 3
[=] Description
[=] Panel

[=] Created By
[=] Created By Last Name
=l nate Craated

Use arrow button ta move files in or out of analysis set.
Mouse-over column titles, click down arrow to hide or show columns.

1of1| b Bl | &

I B | Page Displaying 1 - 12 0f 12

7] ' Name ®Cription FCS Text File Date Created ~
Specimen_001_... Specimen_001_... 2013-02-19
Specimen_001_... Specimen_001_... 2013-02-19
Specimen_001_... Specimen_001_... 2013-02-1%
[ Specimen_001_... 2013-02-1%
I:‘ Snerimen 001 Snerimen 001 AHA-N2-19
] Select files and click arrow to move ¢
I files to data set 1

Cross Sample -

Results per page: 25 Iz‘

Help

Izl Include Semi-Public files in the Search [l

[ Submit ] [ Cancel ]

IZ' @ Remove

Like [=] speciment_oo]

Use Advanced Search to find files

Click ‘Create Set’

Create Set ZFRgmov
|:| Name =

MNes 1IcxLNe
Specimen_001_Tube_010.txt
[ =pecimen_001_Tube_011 Specimen_001_Tube_011 .t

|:| Specimen_001_Tube_012 Specimen_001_Tube_012 txt

[
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FLOCK / Cross Sample Comparison: Create Dataset

Save Set
Name: Name data set Provide name and data set description
Description: Describe data se

Marker Columns
| Show Assigned Name| Show Qriginal Name @ Help

Name Marker # 1 2 3

4 5 6 i i} 9 10
Specimen_00... 10 FSC-A S5C-A FITC-A PerCP-A Pacific Blu... APC-A APC-Cy7-A PE-A PE-Cy7-A Time
Specimen_00... 10 FSC-A S5C-A FITC-A PerCP-A Pacific Blu... APC-A APC-Cy7-A PE-A PE-Cy7-A Time
Specimen_00... 10 FSC-A S5C-A FITC-A PerCP-A Pacific Blu... APC-A APC-Cy7-A PE-A PE-Cy7-A Time

Flow cytometry files being compared in Cross Sample
comparison should contain the same markers (green shadowed)

4

I

| »

| Save || Cancel
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FLOCK / Cross Sample Comparison: Create Centroid

Flow Cytometry Analysis (Beta) / FLOCK / Analysis History

Flow Cytometry | Data Management - | FLOCK - | ViewyEdit Results ~ | Cross Sample = | Help

Select FLOCK result to identify centroid
for comparison

LOCK
Centroid Files

Select project: 0 revised exa

Mouse-over column titles, click down arrow to hide o

ross Samplg
FLOCK Analysis History

FLOCK Analysis Result Files

4 4 | Page 1) of1 okl 2 Download Results

Name = Description Panel FCS Text File Bins
RZ tst file FSC-AJS5C-AFTC-AIPE-AFL3-APE-Cy7- .. R2.bet 34
R4 tst file FSC-AS5C-AICDIC FITC-ACD21 PE-AICD... Rt 30
tst file adding test post upload  FSC-AISSC-AICDAC FITC-AICD21 PE-AICD... Rl 32

Density

Populations
peal
15
27

[4 4 | Page 1ofd| b M | & | @belete Dieed O
FLOCK Analysis Task Detail
|:| Details. Name: Description Task ID 3987
* ]| petail batch run1 Name batch runt
]| petaii tatrun 3 Description . ‘ , . . .
_ Agorithm Version 1.0 Click ‘Results’ to view thumbnail matrix and
[[]| petail tst run2 fn B Thomson )
= : - select centroid
Start Date 02/18/2013 13:06:02
End Date 02/18/2013 13:09:45
Status Completed

Displaying 1 -3 0f3

tatus
Results

Results

Results

order to use Cross Sample comparison

A centroid file is required for comparison and is generated by running FLOCK on one or more files of the data set or on
a file external to the data set to which the data set is being compared

Note: the number of markers (columns in each file) must be consistent within the data set and the saved centroid file in




FLOCK Analysis: Concatenated FCS files For Centroid File

One of the challenging aspects of the Cross Sample analysis module is
choosing a FCS file that includes all of the cell populations.
One option is to run a FLOCK analysis on a concatenated set of files.

The FlowJo manual on concatenation can be found here:
http://www.flowjo.com/v765/en/export.html



http://www.flowjo.com/v765/en/export.html
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FLOCK / Cross Sample Comparison: Create Centroid

Flow Cytometry Analysis (Beta) / RAS / Result Ovem?(_\

Overview ~ | Summary Tables ~ | Download Tables ~ | Download Results Centroid v | 3D Vi
\

| * 3D View

FITC-A

PE-A

FL3-A

PE-Cy7-A

APC-A

Result Adjustment System(RAS) - Task Name: bafch

FSC-A SSC-A FITC-A PE-A ) —
@Update @Data Display v

FLOCK result thumbnail matrix
Select ‘Save Centroid’ from Centroid dropdown menu
Provide name and description for the new centroid

! centroic

@]i#‘oolor‘name 1 % ‘ sel% Fsc-A
@ 1 B testn. 047 047 3137
2 testn.. 747 747 1768
N | 525 525 1855
| 1248 1248 1754
®is B 287 2.87 1873
¥ s B 285 285 3173
1200

Flow Cytometry Analysis (Beta) / RAS / Result Overview

Overview = | Summary Tables ~ | Download Tables = | Download Results = | Centroid ~ | 30D View | © 20 View wg

Result Adjustment System(RAS) - Task Name: batch run1 File Name: R2.txt

Save Centroid

[Mame:

centroid name \
A ¥

Description: |centrcuid descriptic-n}

y 4

N—_

Save Eerﬂmid] [ Reset

|

TR

I




FLOCK / Cross Sample Comparison: Access

Edit Profile | Sign Out

m About ImmPort  Admin  Access Data | Tools | Resources  News & Events

Flow Cytometry 3

Data Management FLOCK View/Edit Results ross Sample Help
pload Single File Analvze Individual Files FLOCE Skart Compariso
pload Mulkiple Files Analvze Daka Sets Zentroid Files
YiewEdit Uploaded Data Cross Sample
Create Daka Set
WiewEdik Data Sets
iGenePattern {Gene expression analysis): Genetic Analysis i MHC Analysis tagSNP
Draka Management Iser Guide (PEDY) IUpload Crata Fun tagsiP
Analysis Pipelines Fun PED Generation Create Data Sek Results

Analysis Modules
Wigww Results

Help

Generation Results
ser Guide (IGAT)
Run Genetic Analysis

Analysis Resulks

analyze Daka Set
Analysis Resulks
Iser Guide

Access Cross Sample Comparison through the ImmPort Tools menu.

NOTE: Cross Sample Comparison is currently limited to FLOCK 1 output
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FLOCK / Cross Sample Comparison: Start Comparison

Flow Cytometry Analysis (Beta) / Cross Sample / Overview

Flowe Cytometry | Data Management~ | FLOCK » | View/Edit Results ~ | Cross Sample -~ | Help -

.es the summary statistics for downstream analysis. To perform cross sample

FLOCK Cross Sample Comparisen automaticaly maps populations of cels,

L1 Start Comparison

analysis:

®*Go to ‘Cross Sample’ from the menu
bar and click to see overview.

=Click ‘Start Comparison’ to begin Cross
Sample Analysis

¥ Define a dataset that contains al samples to be compared
¥ Generate a centroid file based on FLOCK results

¥ Apply the centroid file to al the samples in the dataset

Flow Cytometry Analysis Workflow

Identify Populations Adjust FLOCK Results and ! Compare Populations

Upload Data and
Create Dataset 4 A.utomancallyUsngFLﬂCKl 4 Generate Centroid Files




FLOCK / Cross Sample Comparison: Analysis Set-up

i IMMPORT

Flow Cytometry Analysis (Beta) / Cross

Flowe Cytometry | Data Management -

FLOCK = | View Edit Results ~ | Cross Sample -

Sample / Run Analysis

Helg

About ImmPort  Admin  Access Data  Tools  Resources  News 8 Events

Edit Profile | Sign Out

select project Research project 1 w
Choose Centroid File
Fage 1 of1 4 EE‘
Mame Dezcription Status Praoject Date Crested -
|:| Cent_population_24 FLOCK output auto 24 populations  losded Research project 1 2010-03-03 A
|:| Cent_auto_edit_5 single file FLOCK analysis auto outp loaded Research project 1 2010-03-035
I:‘ Centraid 3 auto FLOCK output Ioaded Research project 1 2010-05-03 __
[ certroid 2 auto parameter edited loaced Research project 1 2010-08-03
[ certroid 1 Edited auto parameter output loaded Research project 1 201 0-05-03 3
Choose One or More Analysis Sets
Page 1 of1 4 =
|:| Mame Description Status Project Date Crested -
[ Data=ets 12 files ¥ markers lozded Research project 1 201 0-08-03 s
|:| Dtz =et 2 5 files 7 markers Ioaded Research project 1 2010-05-03
proj
[ Data =et 1 3 files 4 markers loaded Research project 1 2010-03-03
|:| Data Setd 5 files 6 markers loaded Research project 1 2010-07-27
proj
[[] Datasetz_Jul_
] Dataset_u_19 Select: =
[] savesstiest | "Centroid from the top table

=Data set from the bottom table
=Click ‘Continue’

Note: Comparison requirement--centroid and dataset files must have the same markers in the same order
for a valid analysis

[ £
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Cross Sample Comparison: Column Comparison

About ImmPort  Admin  Access Data  Tools Resource

Flow Cytometry Analysis (Beta) / Cross Sample / Cross Sample Analysis Setting

Flowe Cytometry | Data Mansgement = | FLOCK = | Wiew/Edit Resultz = | Cross Sample = | Help

Cross Sample

Project:
Marne:

Description:

Marker Selection
| Show Assigned Name

Type Mame
Centroid  Centroid 1
Flow File  THTOO01
Flow File  TXTOD2
Flow File  THTOO3

@n Cross Sample])

Showe Qriginal Mame

tarker # 1

g FSC
g F=C
g FSC
g F=C

=Project is pre-selected—cross sample analysis is restricted to
files within a selected project.
=Provide Name and Description for the analysis

2
S5C
S5C
S5C
S5C

PN IS W A P |

Column Selection Help *

In FLOCZE rurn with dataset and cross sarmple run, colurnn's background colars are used to indicate data
Consistency:

* green = identical
* red = non-identical
* gray = unavailable in centroid file

Flease review the MarkerChannel Selection tutorial or the Lser Guide for more inforrmation,

| oK. |
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FLOCK / Cross Sample Comparison: Task confirmation, Analysis Detail

Cross Sample Analysis Request

Flow Cytometry Analysis (Beta) / Cross Sample / Analysis Status

Flow Cytometry | Data Management - | FLOCK - | View/Edit Results ~ | Cross Sample - | Help -

our Cross Sample Analysis request was submitted successfuly. Your task ID is 714,
*ou will be sent an email when your task has been completed.

Click the "Show Analysis Results” button to proceed to the Cross Sample Analysis History page.

From Cross Sample Analysis Request screen
=Click ‘Show Analysis History to view Cross
Sample results

From the Analysis Detail screen

=Click Centroid Information Detail to view the
centroid file

=Click Analysis Results to view Cross Sample
results

=Click ‘Results’ from Cross Sample Analysis
Result Files table to view individual file results

Cross Sample Analysis Detail

Flow Cytometry Analysis {Beta) / Cross Sample f Analysis Detail

Flowwy Cytometry | Data Management = | FLOCH = | WiewEdit Results = | Cross Sample = | Help =

Cross Sample Analysis

Task ID 714

Mame Add analysis name here

Description Adddd description here

Start Time 10421/2009 15:0:49 CIICk Analysis Results
End Time 10421/2009 15:08;34

to view Cross Sample
results

Analysiz Results

Sta
Centroid Infarmation Detail

Tame

sawe day & centroid

Description

Flow Analysis Sets

Click to view centroid

o i) ) file details

Mame « Descrpuon
tetanus _demo
Cross Sample Analysis Result Files
Page 1 ofl | » | 2
Mame - Description FCS Text File
dayl tetvac3-d1(C019+)_6D0
day12 tetvana-o1 20001 9+)_BD bt
day6 tetvacd-dB(CD19+1_60 txt
day? tetvac3-d7(C019+)_60 b

days tetvaca-ge(C0 9+]_ED b

Displaying 1 - 1 al

Status
Ioaded

Click to view single ¢
file results

Pezults

Results
Besulrs

Desults
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Cross Sample Analysis Detail

Ce nt ro | d Deta | I S Flow Cytometry Analysis (Beta) / Cross Sample / Analysis Detail

o Cytanety | DetsMenagenent + | FLOGK + | VEwEdtResuks + | Cross Sampe + | Heb -

anplz i

Flow Cytometry Analysis (Beta) / RAS / Centroid File Deta ! -

Flowy Cytometry Data Management - FLOCK ~ WievEdit Results - Cross Samfle - Help - fd snalysis ame here
Project TESTING: Bioinformatics Integration Support Prolect stin fdd dsseipion 188
Cantroid 1: 26

i /31109 150445
Task Id 713
Flock Input Id &5 e 1242172009 15:05:3¢
raam; sawe day & centroid ks
Description day & centroid -
e ot i IrfomationDetal
Created By watan savecaye entiod
Date Created 2009-10-21

i dayecentrod

ea
1040 || 1947 |[2za8 | 981 |50 1095

inalysis Sets
7a3 || 1755 || 2159 [e9s |75 || 779
1051 |[ 1972 || 1974 [s01 [o5a || 1413 ([Pt loft] b bl |
856 1720 [ 1885 | 987 335 700 ta Ceserition
g58 |[1772 |[ 2103 || 98¢ | 1150 || 595 s thmo
1037 || 1907 |[ 2087 | 1499 [e0z || 729
1035 || 1928 |[ 2153 | 1842 [6s 834

Cross Sampl= Analysis Result Files

{ [Py oft| b b | &

Nee « Desatin FCS Tod Fle
eyt etvacdA1.CO1_EDx
dayt2 Et3A12(CD1) St
b et B CON1_EDx
o7 et CON1_ED:x
dayd et CON)_EDox

Cross Sample Analysis Detail screen links:

Centroid Information Detail link displays details
pertaining to the centroid applied in the cross sample
comparison

The Analysis Results link displays the Cross Sample
Analysis Results table from which the Population
Percentage table, Marker by Population visualization
and downloads can be accessed

Cross Sample Analysis Result Files table Results link
displays individual file cross sample results

Inatledt

Cross Sample Analysis Results [

Percertage Table | Marker by Population | Downlosd -

Flow Cytometry Analysis (Beta) / Cross Sample f Analysis Result

Cross Sample Analysis - Task Name: Add analysis name here

File: Pop 1 Piop 2 Pop 3 Pop 4 Pop 5 Fop B Pop 7 Piop 8 Fop 9 Pop 10 Popid
dayl 1503 305 a77 4 86 932 431 4 83 T2 405 245 278
davE 39
day? o1 e . . . 169
«: Detail View for this table is on the next slide .
dayl 261
Dspaying 1- 01
Dspaying 1-50°5 . . .
Shius Result Adjustment System(RAS) - Task Name: FLOCK_analysis SI ngle FI I e Ove rVI eW

Resules \
Hemalie FsC S5 FL1 FL2

2

F #m$
¥

FLI @
L2
FL3 [J,\?

E
L4

“

Population Selection
FL3 FL4

[Fupdate [¥]ata Display ~

3 &
‘ [ # color  name % seth

. i’} A 10 473 473

2 7 7

3 i [F | 259 259

* 5 G | 2% 256

b % @5 646 648

- @ ag‘ N | 307 307

— 71 69 69

M 8 2% 2%

el 136 136

" %1 10 2% 2%

& 3 AR | 813 613

[ | 407 407

)R | 638 638

4 @ 1.1 659 659

4 * g @ 1.0 866 866
— - [T | o a0t

© 1.0 42 4w

- W 2. 921 921

w 21 589 569

L w20 405 405

€
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Cross Sample Comparison: Breakdown of Analysis Results

The Cross Sample /Analysis Results table displays the

Cross Sample results from which the Population
Percentage table, Marker by Population visualization,
results statistics and downloads may be accessed

Cross Sample Analysis Percentage Table

Opening _home,_j stal = x|

You have chosen to open

[Z] _home_jboss_.flockResults_714_statistics.all.txt

which is a: Text fle
from: https:/firmmport.net

‘hat should Firefox do with this file?

& [Open with! | Notepad (defauit) =l
£~ Save File

Flow Cytometry Analysis (Beta) f Cross Samp

Percentage Tahle | Warker by Population (| Dovenlosd

T gl Edt Yew [t Foma Dok Daa  ndow

DSEWHRSdAYE sLB- I --A,!:-’ilf.l‘g‘e)m%-w!$ﬂ =12 -|B I U EEBHE S
AL - 3
A B | ¢ | o [ ® [ F | 6 | ®W | 1 | 3 [ ® | T | ® | N
1 K167 IL6plusIL10 CXCR4
T2 PopulaticFile KaneFile Id Mumber ofPercentasfean  STD Coefficieean  STD Coefficiclean  STD Coeffici
| 1 dayl 21225 15.05 1043 157.T8  0.16 1738 137.02  0.08 2268 122.32|  0.0%
4

File: Pop 2 Pop 3

dayl g.05 9.77 4.96 932 4.31 463

dayh 725 3.87 342 514 323 5.43 B.77
day? 542 202 1.06 235 1.48 5.03 5.53
dayd 11.4 5493 461 734 3.89 613 816
day12 13.M 5.87 5.85 gET 387 5.56 a7

2 dayl 64 11356 8.05 815 173.85 0.21 1633 154,77 0.09 2233 109,64 0,08
a 3 dayl 64 13782 9.77 1075 200.83 0.19 1813 173.87 0.1 2081 200. 36 0.1
4 dayl 64 7003 4. 96 914 186,63 0.2 1616 168,38 0.1 2110 165.31 0. 08
7 5 dayl 64 13148 9.32 943 202.31 0.21 1664 161,24 0.1 2148 13368 0. 08
o ) 6 dayl 64 6077 4.31 1075 197.34 0.18 1743 157.492 0.09 2200 14509 0.07
9 T dayl 64 6532 4. 63 1084 165.49 0.15 1765 146.8 0.08 2288 133.02 0. 08
10 € dayl 64 10898 1.72 1072 179.36 0.17 1863 145,13 0.08 2106 164,09 0. 08
i b 9 dayl 64 5709 4. 08 1014 192,47 0.19 1716 143.33 0.08 2193 126.04 0. 08
Fop 10 Pop 11 2] d susl L4l 1l ol iurl L non awl LEm[ 0.0
Output Files:
531 551 ecoordinates.txt—output is the intensity values for each marker and
365 2.3 event
582 38 flock_results.txt—a combination of input file, event identifiers and
B3E 324 population identifiers

*MFIl.txt—provides mean fluorescence intensity for each population for

each marker/parameter

Flow Cytomefry Analysis (Beta) f Cross Sample / Analysis Result

Marker by Population

*population_id.txt—contains population identifiers
*population_center.txt—contains centroid coordinates for each

Percertage Table J Marker by Population | Download -

Cross SampJe Analysis - Task Name: Add analysis name here
Population: 19 v Marker 1: Kig7 w Marker 2:
Population: 19 Maker 1: Ki67 Marker 2: CD138

File clayd File: dayE File; day? File;

slide

CD13s

Detail View on next

population 1D

*percentage.txt—includes population identifiers and percentage of
events within that population relative to the whole data file
*profile.txt—displays an expression profile where the approximate
expression level for each marker is assigned a numeric value from 1-4
for each population

«fcs_properties.txt—contains the # of events, # of populations and # of
markers as well as the algorithm parameters used in the analysis
*percentage.all.txt—population percentages
estatistics.all.txt--contains Event count, percentage of events for each
flow cytometry file and the mean, standard deviation and coefficient of
variation for each marker of each flow file

summary.all.txt—Ilist of files in analysis

w
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Cross Sample Comparison: Analysis Result, Marker by Population viewing

Flow Cytometry Analysis (Beta) / Cross Sample / Analysis Result

Percertage Table | Marker by Population | Dowenload = |

Cross Sample Analysis - Task Hame: Add analysis name here

) Marke( 1 Kie7 barker 2 coim E !

Population: 19 Maker 1: Ki67 Marker 2: CD138
|

File: day FI|E. day12

File: dave

Use Population and Marker drop-down menus to assist with Cross-Sample viewing for multiple files
and marker combinations



