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Install and Run

Place the plugin JAR file into your plugins folder. Restart FlowJo, load CBA standards and test samples
into a workspace. Select a sample and run the CBA plugin.

Workflow

Step 01

Choose the standards to use for calibration of analytes.

SAMPLES AND STANDARDS

SAMPLES STANDARDS
Worklist_002_002_Sample_20180222_135540.fcs Worklist_002_001_Standard 1.20180222_134811.fcs
Worklist 002_001_Standard 2_20180222_134854.fcs
Worklist_002_001_Standard 3_20180222_134934.fcs
Worklist 002_001_Standard 4_20180222_135018.fcs

Worklist 002_001_Standard 5_20180222_135101.fcs

Add All Worklist_002_001_Standard 6_20180222_135146.fcs
Samples
Worklist_002_001_Standard 7_20180222_135230.fcs
Worklist_002_001_Standard 8_20180222_135326.fcs
Worklist_002_001_Standard 9_20180222_135407.fcs
Worklist_002_001_Standard 10_20180222_135447.fcs
Remove All
[ e




Step 02
Check the beads populations

Samples

Beads

SAMPLES
Name Standard  Well ID
Worklist_002_001_Standard 1.20180222_134. Standard AO1 s
Worklist_002_001_Standard 2_20180222_134. Standard BO1 10
Worklist_002_001_Standard 3_20180222_134. Standard cot
Worklist_002_001_Standard 4_20180222_135 Standard Dot
Worklist_002_001_Standard 5_20180222_135. Standard E01 10
Worklist_002_001_Standard 6_20180222_135...  Standard Fo1
Worklist_002_001_Standard 7_20180222_135...  Standard 601
Worklist_002_001_Standard 8_20180222_135...  Standard Ho1 3
Worklist_002_001_Standard 9_20180222_135 Standard A02 < 10
]
Worklist_002_001_Standard 10_20180222_13...  Standard B02 2
Worklist_002_002_Sample_20180222_13554... Test co2
2
10
1
10
10

auto-gated in FlowJo by scrolling down the list.
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Note: To make adjustments double-click on the plot of FSC vs SSC.

Step 03

Choose from a custom kit of anaytes in your CBA kit, or customize the list using the “Custom” tab there:

SELECT CBAKIT

KITS | CUSTOM

Mouse Immunoglobulin Isotyping Kit

Name

Human Soluble Protein

Mouse Th1/Th2 Cytokine Kit

Cell Signaling

Human Enhanced Sensitivity (ES)
Human Immunoglobulin

Mouse Soluble Protein

Rat Soluble Protein

Human Anaphylatoxin Kit

Human Chemokine Kit

Human Th1/Th2 Cytokine Kit
Human Th1/Th2 Cytokine Kit II
Human Th1/Th2/Th17 Cytokine Kit
Mouse Inflammation Kit

Mouse Th1/Th2/Th17 Cytokine Kit
Non-Human Primate Th1/Th2 Cytokine Kit

Model

Human
Mouse
Mixed
Human
Human
Mouse
Rat
Human
Human
Human
Human
Human
Mouse
Mouse

Non-Human Primate

Search...

CLUSTERING

Type

Description
BD CBA Flex Sets
8D CBA Kit
BD CBA Flex Sets
BD CBA Flex Sets
BD CBA Flex Sets
8D CBA Flex Sets
8D CBA Flex Sets
BD CBA Kit
8D CBA Kit
8D CBA Kit
8D CBA Kit
8D CBA Kit
8D CBA Kit
8D CBA Kit
8D CBA Kit

Anal... | Mouse IgE
Mouse IgM
23 Mouse IgA
1 Mouse IgG3
Mouse IgG2b
Mouse IgG2a

Mouse IgG1

Cancel

Comp-CBA Red-A

stering Y

3ANR-A v

ster

juse IgA
340

Juse IgE
168

963




Step 04

Select clustering parameter(s) (toggle 2D to add a secondary clustering parameter), and a reporter parameter:

CLUSTERING
< SAMPLES >
Reporter Clustering X Clustering Y
Worklist 002_001_Standard 1.20180222_134811.fcs -
ANALYTES Comp-PE-A v Comp-CBARed-A  ~ Comp-CBANIR-A v

Mouse Immunoglobulin Isotyp...
Smoothing 2D Clustering

Name D a Gate Count MFI
~ uster
Mouse IgE Bead1  Cluster_6GIC 217 39.79 05 -«

Mouse IgM Bead2  Cluster ELWM 378 19.25
Samples Mouse Igh Bead3  Cluster_UYUT 324 98.97

Mouse IgG3 Bead 4 Cluster_Y573 187 102.84 ] ClusteeGIC cm;:;,:mm
Beads 0 s

Clustering Cluster_v573

Cluster_uvu1

Comp-CBA NIR-A

D e e
10 10 10 10 10 10
Comp-CBA Red-A

Note: If necissary, double-click on the graph to adjust gating location/geometry. Researchers can scroll
through the Samples list at the top of this dialog to confirm the clustering performed on each sample.

Step 05

Enter concentrations for standards in list of reagents - List can be ordered by the MFI of reporter parameter
in clusters in order to utilize the dilution option:

CONCENTRATIONS
< ANALYTES >
Human IgG3 -
# Name MFI v Concentration
0 Worklist_002_001_Standard 10_20180222.13... 27871.97 5,000
1 Worklist_002_001_Standard 9_20180222_135... 21665.54 2,500
2 Worklist_002_001_Standard 8_20180222_135... 15636.04 1,250
3 Worklist_002_001_Standard 7_20180222_135... 6418.12 625
4 Worklist 002_001_Standard 6_20180222_135... 4379.61 3125 I Blank
5 Worklist_002_001_Standard 5_20180222_135.. 104024 156.25
Samples 6 Worklist 002_001_Standard 4_20180222_135... 533.91 78.13
7 Worklist 002_001_Standard 3.20180222_134... 35228 39.06
Beads 8  Worklist_002_001_Standard 2_20180222_134... 31564 19.53
0 Worklist_002_001_Standard 1.20180222_134... 19.25 0 50000 12?2

Clustering

Concentrations
M Apply




Step 06

Confirm regression performed for each analyte:

Samples

Beads
Clustering
Concentrations

Curve Fit

CURVE FIT
< Rodbard - >
Name R? SD
Human IgA 1.0 0.08
Human IgG2 1.0 0.09
Human IgG3 0.99
Human Ig64 )

Sample Standard Median Nominal Laleulated Final
Worklist_002_001_Standard ... Blank 102.84 0.0 513 2053
Worklist_002_001_Standard .. Standard 263.45 19.53 17.97 71.87
Worklist_002_001_Standard .. Standard 581.96 39.06 53.93 2157
Worklist_002_001_Standard .. Standard 598.78 7813 56.5 225.90
Worklist_002_001_Standard Standard 1334.83 156.25 163.68 654.71
Worklist 002_001 Standard .. Standard 2013.48 3125 27276 1091.03
Worklist 002_001 Standard ... Standard 3918.25 625.0 581.96 2327.85
Worklist_002_001_Standard ... Standard 12268.32 1250.0 731.25 6925.0
Worklist_002_001_Standard ... Standard 14960.66 2500.0 2028.81 8115.24
Worklist_002_001_Standard ... Standard 52916.23 5000.0 4780.84 19123.36
Worklist_002_002_Sample_2... Test 38.51 NA 1.28 513
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Step 07

Generate outputs in FlowJo, including: Static images generated for the regression to estimate
concentrations, derived parameters created in each sample from the regression to estimate true analyte
concentrations, and pre-made tables to calculate the MFIs of those same analytes.

“ e | i goee Table - CBA_Human Ig Table Edtor | Edt  Viuslize SR O 2?2+
- CBA_Beads 1] 7 Table Create Table isplay ~
flowlo _File | Human Tgn i — & 5 Display
8] copy analy] Median CBA_Human IgA i [] e tuman ioG2 &= B
{+} » []7 coa_tuman1gcs tteration
e ] Grou =l 75— [ 7 CoAtuman igc4 S Destination: [F] -8AICBA_Human lgh.csv
Group-§ Cupy o] Worl 193 Tabies Gupi
— ol Wi 372 Eolumn  Population Statistic Parameter Name
rous 719
Group 20 E CBA_Beads/Human IgA Median CBA_Human Iga - null
{1} All Samples 306 [
{88 Compensation 65
853
2975
N 4841
‘Worklist_002_002_Sample_20180... 1761
O! W Worklist_002. T
* =1 zlalololo]alalal  [Sl-]
w @ CBA_B in 0 i 2 2. & 0 9] (il g, O i 2
'©;“M Human IgA Human IgG2
- ® hu R% 1.0 SD: 0.08 R% 1.0 SD: 0.09
m s - s
v @ Hu oo
mM
~o o4 / & oa &
3 Median ¢ 5 o §
= o
%, Caa_Human g 80 Pl 80s 7~
3, cBA_Human 1gG2 b o z //J
& Coa_rumen 1663 i > M g
3, cBA_Human 1gG4 & 1002 & 1002
O v Worklist_002_001_Standard 2_201802: w0 |3 £ £
w @ CBA_Beads 93.7. 1124 © ©
v @ Human 1gG2 208 234 10 10
X Median : CBA_Human 1gG2 205
~ @ Human 1gG3 36.6 an |4
T Median : CBA_Human 1963 282 oo N T ) ) oo T
v @ Human 1gG4. 25.4 286 00 o 02 03 04 05 00 o 2
¥ Median : CBA_Human IgG4 18.0 Concentration Concentration
v @ Human 1gA 16.5 186
[ST00x-

analyte



	Install and Run
	Workflow

