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Acquisition Protocol for Cytek® cFluor® Human B Cell
Monitoring Kit
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Introduction

This acquisition protocol provides step-by-step instructions to set up your Cytek® Northern Lights® system (2-laser B-R
configuration or higher) or Aurora® system for data acquisition of the Cytek® cFluor® Human B Cell Monitoring Kit.
This protocol provides instructions on 1) preparing SpectroFlo® software, 2) setting up the instrument, and 3) acquiring
controls and samples.

This kit contains 25 tests.

NOTE: For suggestions on how to prepare human peripheral mononuclear cells and whole blood, see Sample
Preparation (PBMCs) Guidelines for Cytek® cFluor® Human B Cell Monitoring Kit and Sample Preparation
(Whole Blood) Guidelines for Cytek® cFluor® Human B Cell Monitoring Kit.
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Preparing SpectroFlo® Software

Add fluorochromes to the library
1. Add the kit fluorochromes into the Library. Select Fluorescent Tags in the Library and import the Cytek®
13C B cell Assay Tags.csv file.

NOTE: If any fluorochromes were previously entered into SpectroFlo® Library, a warning message will appear. Click
Replace to overwrite the information in the library with the new fluorescent tag information.

Importing Fluorescent Tags:

, [ = 4 » e =~ 0 G
Library suorescent mos oc SESetup Aegtastion! B0t | Lbrary| | Proferences: (Usais Filp! Sion0ut
2 A% QCBeads gluorescent Tag Groups Current Group: Cytek 13C B cell Assay Tags
| %% Fluorescent Tags I | ¥ Import I 2 Export @ New /' Edit B Delete @ Add /2 Edit B Delete
Y Labels = Name = Created By Date Created 1~ Name = Emission Waveleng Laser Excitation - Display Name Synonyms
®  Keywords Blue Laser System July 12,2021 -15:15PM  cFluor B515 515 488 cFluor B515 cFluorB515
[8]  Spillovers Red Laser System July 12,2021 -15:15PM  cFluor B548 548 488 cFluor B548 cFluorB548
§  yesnses Violet Laser System July 12,2021 - 15:15PM  cFluor BYGS75 575 488 cFluor BYGS75 cFluorBYG575
2 ser Settings
: ) Fluorescent Proteins System July 12,2021 - 15:15PM  cFluor BYG667 667 488 cFluor BYG667 CFluorBYG667
M Loader Settings
Viability System July 12,2021 - 15:15PM  cFluor BYG710 710 488 cFluor BYG710 cFluorBYG710
¥ Workshaet Templates cFluor Immunoprofiling Kit Tags, 25 ¢ Admin August 11,2021 - 1243 F  cFluor BYG781 781 488 cFluor BYG781 cFluorBYG781
§  Experiment Templates Cytek 13C B cell Assay Tags Admin June 08,2022 - 1244PM  cFluor R659 659 635 cFluor R659 cFluorR659
£ Backup &Restore cFluor R668 668 635 cFluor R668 cFluorR668
cFluor R685 685 635 cFluor R685 cFluorR685
cFluor R720 720 635 cFluor R720 cFluorR720
cFluor R780 780 635 cFluor R780 cFluorR780
cFluor BS32 532 488 cFluor BS32 cFluorBS32
cFluor BYG610 610 488 cFluor BYG610 CFluorBYG610
ViaDye Red 740 635 ViaDye Red

Import the experiment template
1. The Cytek® B Panel Assay Templates include a reference group with predefined stopping criteria, assigned
marker names, as well as recommended acquisition and analysis worksheets. The Template for PBMCs is
setup for ViaDye Red, while the Blood Template is not. The use of viability dyes is not needed with fresh
blood.
2. Add Templates into the Library. Select Experiment Templates and import the templates.

Importing Experiment Templates:

: 7 (9] M = =] 0 (£
L(brary Experiment Templates QC&Setup  Acquisiton  ExtraTools  Library  Preferences  Users  Help  SignOut
2  Fluorescent Ta 37

- SorsseEnstags - User Full Name Role Status Name Created By |~ Date Created Description
W Labels BAdmin  Administrator  Administrator  Enabled B cell Panel QC Template /  Admin October 28, 2022 - 08:57 AM
®  Keywords Cytek B Panel Assay Template_Blood * Admin October 05, 2022 - 10:50 AM

Cytek B Panel Assay Template_PBMC * Admin October 05, 2022 - 10:09 AM
[15] spillovers y:1emp s
¥
v Default Admin July 13, 2021 - 09:10 AM Default Experiment

2,  UserSettings

M Loader Settings
ot Worksheet Templates

i} Exj nt Templates

£)  Backup & Restore

Setting up the Instrument
1. Follow the instructions for instrument setup and Performing Daily QC as outlined in the User's Guide.
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2. From the Acquisition module, create a new experiment by clicking on Template, then choose either “Cytek®

B Panel Assay Template PBMC" or "Cytek® B Panel Assay Template_Blood"

Opening Experiment Template:

S 1] (] m w1 o a0 G
Acq u ISItIOﬂ Experiment QC & Setup Acquisition Extra Tools Library Preferences Users Help Sign Out
§ Select an experiment
° B2 Default
: o x
@ @ New .
Vo2 ¥ Experiment Templates
. [ Template
A
¥ Import
- Experiment = Created By Date Created Description
B My Experiments
3 > Mm B cell Panel QC Template Admin October 28, 2022 - 08:57 AM
> [  Cytek B Panel Assay Template_Blood Admin October 05, 2022 - 10:50 AM
> [ Cytek B Panel Assay Template_PBMC Admin October 05, 2022 - 10:09 AM
v> @R Default Admin July 13, 2021 - 09:10 AM Default Experiment
X Cancel

3. Either beads or cells can be used for single color controls except cFluor® R668 IgG for which only beads
should be used. See below (Table 1) for reference control sample type recommendations for each marker.

Table 1. Reference Control Type Recommendations

Laser Target Fluorochrome Recommended Control Type
IgM cFluor® B515 Cells or Beads
CDh4 cFluor® B532 Cells or Beads
CD15 cFluor® B548 Cells or Beads
Blue CD38 cFluor® BYG575 Cells or Beads
Ccb27 cFluor® BYG610 Cells or Beads
CD14 cFluor® BYG667 Cells or Beads
IgD cFluor® BYG710 Cells or Beads
CD19 cFluor® BYG781 Cells or Beads
CD3 cFluor® R659 Cells or Beads
19G cFluor® R668 Beads*
Red CcDh8 cFluor® R685 Cells or Beads
CD20 cFluor® R720 Cells or Beads
CD45 cFluor® R780 Cells or Beads

*If cells must be used for the single-color control of cFluor R668 anti-IgG, since the IgG+ B cell population is small, it
is recommended to use either cFluor R668 conjugated anti-human CD3 or CD4, or other antibodies for highly
expressed markers.

4. The Experiment Template is setup for using cells as references. If using beads, go to Edit, select the Groups
tab, and click on Reference Group. In Edit Reference Group, for the Fluorescent Tags that will be using
beads, change the Control Type to “Beads.” Be sure to save all changes.
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5. Each sample tube is set to acquire a certain number of cells (see Appendix A). This can be changed by
clicking Edit, then changing the Stopping Gate and Stopping Criteria under Acquisition. If using beads as
references, the stopping criteria should be changed to collect 5,000 beads for all reference tubes. After
making any changes to the acquisition criteria be sure to save all changes.

6. Add tubes and groups as needed for acquiring all samples. To preserve the predefined acquisition
conditions, duplicate the existing tubes or groups.

Changing Reference Controls from Cells to Beads in Experiment Template:

ACQUISItION  experiment

¥ B cell Kit_Blood ®  BPanel References ® B Panel 1xN plots ® B Panel_Blood_Analysis @ B Panel_Blood Acquire ® 4
K aal RlaakkWk ¢ dcHBBEDE A BB B
o

0~

B Tube Group v Collapse All

7/ Edit Experiment

Reference Group

" Unstained (Cells) .
Fluorescent Tags Groups Markers Keywords Acquisition
IgM cFluor BS15 (Cells)

CD4 cFluor BS32 (Cells)

i 3 - | I ot v
" CD15 cFluor B548 (Cells) CarrierType: | ManualTube  ~ Group  F* Tube [ 12 Collapse All

" CD38 cFluor BYGSTS (Cells) B 8ol KitBlood
v cell Kit_Blo

[ <]

U

T

T

U

)

0" cD27 cFluor BYG610 (Cells) . — —
0" cD14 cFluor BYG667 (Cells) N N

0" 190 cFuor BYGT10 Cell) BLC 7' Edit Reference Group
g " IgM cFluor B!

T

T

T

U

U

[ ]

CD19 cFluor BYG781 (Cells)

U
U
CD3 cFluor R659 (Cells) " o4cfluort  pefine Unstained Control(s) for Autofluorescence Extraction
i 1
CD3 (IgG) cFluor R668 (Cells) U cotscruer| Control Type
CD8 cFluor R685 (Cell " D38 - i . i .
SFidorRegS (el U Shel]|  Wintained calks [ Define Additional Negative Control(s) for Spillover Calculation
" CD20 cFluor R720 (Cells) U co27 cFluor
" CD45 cFluor R780 (Cells) .
D14 cFl
it U e icrcs Fluorescent Tags 4
>
s 0" gD cFluor B B
Fluorescent Tag Control Type Label Negative Control
0" cD19cFluor,
cFluor BSTS ~ | Beads ~| 1om -
0" cD3cFluorf
. cFluor BS32 v Beads - cp4 -
" CD3(IgG) cF
T coserors cFluor B548 ~  Beads ~ o5 -
cFluor
T o cFluor BYGS75 v Beads ~ cp3 -
cFluor
. cFluor BYG610 ~  Beads - -
0" CD45 cFluor, ! i oz
. vidliiColor cFluor BYGE67 ~  Beads - cou v
U Tube_001 cFluor BYG710 - Beads ad Igd -
cFluor BYGT81 v Beads ~ co9 v
cFluor R659 ~  Beads ~ o3 v
cFluor R668 v Beads ~  CD3(igG) -
cFluor R685 ~  Beads ~ cos v
cFluor R720 v Beads v cp2o -
€ Pisilois cFluor R780 ~  Beads - cpas =
© Add @ Remove 5

Acquisition Control X Cance

Acquiring Controls and Samples

Acquire controls in the Reference Group
1. Preview unstained cell control at low flow rate to minimize wasted sample volume. Starting from the default
CytekAssaySetting, optimize the FSC and SSC gains, as well as the threshold to fully visualize the cells of
interest (see Figure 1).
NOTE: Instrument settings can be saved as “Cytek® B cell Kit" for future use by clicking the Save As button in the
Instrument Control window. The gains for all fluorescent parameters are set up with CytekAssaySetting in the
instrument and only FCS, SSC and threshold need to be optimized for specific sample types.
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Instrument Control it @ All Events
T T
= 4.0M- e
User Settings: ~ *CytekAssaySetting (Cytek) v = T
Save As
GAIN THRESHOLD SIGNAL LASERS 1
3.0M
FSC SsC SSC-B |
50 2 100 2 151 2 <. ]
Q
Violet Blue Red a 2.0M 7]
Al V2 V3 va V5
330 2 450 3 3735 290 ¢ 317 2 i
V6 v7 V8 V9 V10 1.0M
239 ¢ 293 7 420 3 366 o 37 ¢ b
V11 V12 V13 Vi4 V15 e R
249 % 219 2 269 % 257 5 469 : ; Lymph or Beads
V16 O rFrrr T T
325 ¢ 0 1.0M 2.0M 3.0M 4.0M
All Channels %: 03 FSC-A

Figure 1: Example cell resolution of human blood samples after FSC and SSC adjustment with threshold set at FSC
350,000.

2. Acquire unstained and single-color controls in the Reference Control group. Click Start to preview for 5 to
10 seconds until the event rate stabilizes, then click Record to record each sample.

Unmix reference controls
1. Once all controls have been acquired, Click Unmix.
NOTE: Refer to Appendix B for additional workflows to reuse the reference controls.
2. Under Select Controls tab in the Unmix Experiment wizard, ensure:
1) Under Unstained Controls that Unstained (Cells) is selected as the Reference Group
2) Under Stained Controls that the Unstained column is blank, which will enable selecting the negative
population in the Identify Positive/Negative Populations section
3) Autofluorescence as a Fluorescence Tag is selected for 5 laser instruments and unselected for 2-4
laser instruments. Click Next.
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Selecting Controls for Unmixing:

AcCquisition gperimen . :

=

A,

B cell Monitoring Kit-Data ®

Save Save As Edit Unmix

Select Controls Identify Positive/Negative Populations QC Controls

5] B Vs m i

UNSTAINED CONTROLS
B* Tube Group v Collapse All

Use Control from Library

v Reference Group

Reference Group - Unstained (Cells)
1

® Use Control from Experiment

Unstained (Cells)

IgM cFluor B515 (Cells) Name Control Type

CD4 cFluor B532 (Cells)
( ) Reference Group - Unstained (Cells) Cells

CD15 cFluor B548 (Cells)

CD38 cFluor BYG575 (Cells)

CD27 cFluor BYG610 (Cells) STAINED CONTROLS

CD14 cFluor BYG667 (Cells)
From Library Fluorescent Tag Control Unstained Generic
IgD cFluor BYG710 (Cells)
CD19 cFluor BYG781 (Cells) cFluor B515 IgM cFluor B515 (Cells) v v
CD3 cFluor R659 (Cells) cFluor B532 CD4 cFluor B532 (Cells) - -
1gG cFluor R668 (Cells) cFluor B548 CD15 cFluor B548 (Cells) v v
CD8 cFluor R685 (Cells) cFluor BYG575 CD38 cFluor BYG575 (Cells) + 5
CD20 cFluor R720 (Cells) cFluor BYG610 CD27 cFluor BYG610 (Cells) + -
Cp45TErllor R780/CellD cFluor BYGE67 CD14 cFluor BYG667 (Cells) + -
v MultiColor

cFluor BYG710 IgD cFluor BYG710 (Cells) v v
Tube1

cFluor BYG781 CD19 cFluor BYG781 (Cells) + -

Tube2

CcoapeEEEEEEEEFEFEFEEaEE "R

Tl | O Autofluorescence as a Fluorescent Tag | Only apply for 5 laser instruments
ube:

Under Identify Positive/Negative Populations tab, ensure for all single color controls that:

1) Scatter plot is gated on the appropriate populations,

2) Black bar is on the peak channel,

3) Signature of each fluorochrome matches the expected spectrum, and

4) Negative and positive gates in the histogram are correctly positioned.

NOTE: Refer to Appendix C for the correct gate positioning, expected spectra and peak channels of each
fluorochrome, and the positioning of negative and positive gates in the histograms.

Click Next. Under the QC Controls tab, click on Similarity Matrix to confirm all controls were appropriately
stained. Click on View Similarity Index to compare the expected complexity index value found in Appendix
D.

Click Live Unmixing.

Acquire and analyze multicolor samples

1.
2.

Acquire multicolor samples. See Appendix E for example of gating populations.

Compensation should not be needed when using cells as references for unmixing on a 2 or 3 laser system.
There may be minor unmix errors using beads and in the BYG dyes when using a 5-laser system, which
usually does not affect the identification of cell populations of interest. To adjust compensation, open the B
Panel_1xN plot worksheet.

Right click on the multicolor tube needing compensation adjustments. From the drop-down menu, click Edit
Properties.

Click on Enable Compensation in the pop-up wizard. Leave the wizard open and move it aside.
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Opening Spillover Matrix to Adjust Compensation if Needed:

*Cytek B Panel Template_PBMC ® B Panel PBMC_Acquire ® B Panel References ® B Panel 1xN plots ®
8 B8 / g Raa @k u ¢t ¢MBB@EMD: ALK
Save Save As Edit Unmix
B Tube B Group v Collapse All o 5
7" Tube/Well Properties
> [ Reference Group
MultiColl e . ?
v uiticolor Tube/Well Fluorescent Tag  Acquisition Keywords Instrument Settings  Spillover
B Tubet
> B Tube2
% nable Compensation | & Apply From Library % ApplyFromFile ~ mg SaveTolibrary =~ # SaveToFile
§  Delete
Rename INTO ¢ FROM = cFluor B515 cFluor B532 cFluor B548 cFluor BYG575 cFluor BYG610 cFli
8  Duplicate cFluor B515 100 0 0 0 0 0 m
ot cFluor B532 0 100 0 0 0 )
@ copy
cFluor B548 0 0 100 0 0 0
3 Import FCS File
cFluor BYG575 0 0 0 100 0 0
*  Export FCS File
*  Export FCS File as 18-bit cFluor BYG610 o 0 0 0 100 0
: cFluor BYG667 0 0 0 0 0 100
@ Copy Spillover
A Paste Spillover cFluor BYG710 0 0 0 0 0 0
S cFluor BYG781 0 0 0 0 0 0
% Export Spillover
cFluor R659 0 0 0 0 0 0
1 :
B BADatchAnchs6 cFluor R668 0 0 0 ) 0 0
cFluor R685 0 0 0 0 0 0
cFluor R720 0 0 0 0 0 0 &
« 5

5. To check and adjust for unmixing error:
1) Select all permutation plots,

2) Right click and select Properties from the drop-down menu
3) From Plot Properties, select the first fluorochrome under X Axis Parameter, and
4)  Check all permutation plots against the first fluorochrome for any unmixing errors and adjust spillover

(compensation) as needed. Do this for all fluorochromes by selecting each fluor one by one under X Axis
Parameter.
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Using 1XN Plots to Assess Unmixing Errors:

B Panel_PBMC_Acquire ® B Panel_References ®| B Panel 1xN plots ® | +
Rlaalkwuwec cHBEBDT: hAMBASEB
All Events Time Cells Singlets | | Plot Properties
X = 4.0M~ 4.0M~
General
3.0M 3.0M+ Plot Gate: Lymph v
< z s
M g g s
2.0M~ 2.0M~ 2 -
2 2 20 S 2 Plot Type: Pseudocolor Plot
1.0m4 1.0m Parameters
Lymph
. @ X Axis Parameter [ IgM cFluor BST5-A ~
L T T T & T T T T T T —— e
0 12 24 37 49 6.1 0 1.0M 2.0m 3.0m 4.0M 0 1.0M 2.0M 3.0M 4.0M o 1.0M 2.0m 3.0N SSC-H
Time(min) FSC-A FSC-A FSC-A X Axis Scale
- SSC-B-H
Lymph = & = Lymph = Lymph = = Lymph = . .
7 & ® Auto X Axis Scale 1gM cFluor B515-A
< < 3 B 2
@ E g 5 3 O Manual X Axis Scale| | CD4 cFluor BS32-A
8 8 2 z H
s H s 5 5 ) CD15 cFluor B548-A
H H g 2 2 Y Axis Parameter
s 2 n @ ~ - CD38 cFluor BYG575-A
S g a 2 5
S 3 3 & ;
5} o @ Auto Y Axis Scale D27 cFluor BYG610-A
" T 0 ‘ T . 0 " T 0 .
) 10° 10° 0 10° 10° 0 100 10° O Manual Y Axis Scale| | CD14 cFluor BYG667-A
IgM cFluor B515-A IgM cFluor B515-A IgM cFluor B515-A IgM cFluor B515-A 1gM cFluor B515-A IgD cFluor BYG710-A
Lymph & = Lymph - - _Lymph 5 = Lymph - » Lymph - Layout
< - o CD19 cFluor BYG781-A
& g = Width 180 He
g g H i 3 9 D3 cFluor R659-A
o o n e
- H g & 2
g ‘; '-2 5 5 Density Plot Options '96 cFluor R668-A
2 2 T =
5 H 5 s % Benii s CD8 cFluor R685-A
M s a 2 g ensity Levels:
8 2 8 v - €D20 cFluor R720-A
furid Miscellaneous
i " o M e ViaDye Red-A
o 10° 10° 0 10° 10° 0 10° 10° Back SEtlon
IgM cFluor B515-A IgM cFluor B515-A IgM cFluor B515-A 1gM cFluor B515-A 1gM cFluor B515-A ackgroun 0% CD45 cFluor R780-A
Ly h Ly h Ly h Ly h
Yme a Ame a Ymen a a Ve a [ Include Plate Name
fov
< : : O Include Group Name
g g 3
e P 3
s 5 5 & O Include Tube Name
H 2 2 N
T 5 5 a i
2 2 2 £ Include Population Name
8 3 3
S S
[ Include Custom Title
. i mas] 0 0
o 10° 10° o 10° 10° o 10° 10° o 10° 10° R .
IgM cFluor B515-A IgM cFluor B515-A IgM cFluor B515-A IgM cFluor B515-A B’exponen“al Ed“or

6. To adjust unmixing error of a plot, click the Adjust Spillover icon in the ribbon menu. Click and drag upward
or downward on the plot to make the adjustment (see Figure 2). Alternatively, the spillover values can be
typed directly into the Spillover Matrix by double clicking on the cell you want to change the value for.

Adjusting Spillover to Correct Unmix Error:
R a &l u ¢t ¢cHBEIDT:EBA MDA &e B

Lymph Lymph

10— 10° =
< 3 < 3
® ] 2 ]
g o g
T 3
] ]
= 2
S 10 S
2 o 2

-10° -10% 5

T i B B o R
0 10° 10° 10¢ 0 10* 10° 10°
IgD cFluor BYG710-A IgD cFluor BYG710-A

Figure 2: Example of unmixing error adjustment for a blood sample unmixed with beads.
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7. Click Save and close out of the Tube/Well Properties wizard. If similar unmix errors are observed among
the multicolor samples, the adjusted Spillover matrix can be applied from one Tube to other Tubes by
copying and pasting the Spillover into those Tubes. To do this, right click on Tubes and use the drop down
menu to Copy Spillover and Paste Spillover.

8. Repeat the unmixing error adjustment for all multicolor samples as needed.

9. The manually adjusted compensation matrix can be saved to the Library for future use if using SpectroFlo®
version 3.0 or higher. To do this, open the Tube/Well Properties and in the Spillover section click the Save
to Library icon in the ribbon menu directly above the spillover matrix.

10. For convenience of analyzing samples quickly, we provide an Analysis worksheet that has data plots with
gating for populations of interest and a corresponding statistics table with cell counts and percentages.

11. To export an experiment:

1) Save and close the experiment,

2) Click My Experiments,

3) Select the experiment and click Export, and
4) Choose a directory and click Export.

Exporting Experiment:

e @ = L Es o ] g
ACC]U ISIION  experiment QC&Setup  Acquisiton  ExtraTools  Library  Preferences  Users  Help  SignOut
§ Select an experiment
K] Default
o] @ New
v
: [ Template .
A B My Experiments
1 ¥ Import
B My Experiments 3
¥ Import 2 Export
1= Experiment = Date Created + Date Modified Description
2 »
{ | > [ Cytek B cell Monitoring Kit | I October 31, 2022 - 14:13 PM October 31, 2022 - 14:24 PM
> BB  Experiment6 October 31, 2022 - 14:21 PM October 31, 2022 - 14:24 PM
> @R Experiment5 October 31, 2022 - 14221 PM October 31, 2022 - 14:23 PM
> [ Experiment4 October 31, 2022 - 14:21 PM October 31, 2022 - 14:23 PM
> @B Experiment3 October 31, 2022 - 14:21 PM October 31, 2022 - 14:23 PM
> Bm  Experiment2 October 31, 2022 - 14:22 PM October 31, 2022 - 14:23 PM
> BB  Experiment] October 31, 2022 - 14:22 PM October 31, 2022 - 14:23 PM

3
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Appendix A: Acquisition Setup
Example of Acquisition Setup for PBMCs using cells as References. For Acquiring Blood, the setup does not include
ViaDye Red and for acquiring multicolor samples the Events to Record is 1 million Cells. For using Beads as

References, the Events To Record can be set for acquiring 5,000 Beads for each control.

7/ Edit Experiment

Fluorescent Tags Groups Markers Keywords Acquisition

Name
v Bcell Kit PBMC
v Reference Group
Unstained (Cells)
IgM cFluor B515 (Cells)
CDA4 cFluor BS32 (Cells)
CD4 (CD15) cFluor B548 (Cells)
CD38 cFluor BYGS7S (Cells)
CD27 cFluor BYG610 (Cells)
CD14 cFluor BYG667 (Cells)
1gD cFluor BYG710 (Cells)
CD19 cFluor BYG781 (Cells)
CD3 cFluor R659 (Cells)
CD3 (IgG) cFluor R668 (Cells)
CD8 cFluor R685 (Cells)
€D20 cFluor R720 (Cells)
ViaDye Red (Cells)
CDA45 cFluor R780 (Cells)
v MultiColor

Tubel

Tube2

& Previous

[ Tube/Well Specific User Setting ~ Experiment User Setting:

CytekAssaySetting (Cytek) -

Worksheet Stopping Gate Storage Gate Events To Record Stopping Volume (ul)
- 1- 10,000,000 3,000
B Panel_References (Raw) ~  Lymph or Beads All Events 1-10,000,000 3,000
B Panel_References (Raw) ~  Lymph or Beads All Events 5,000 3,000
B Panel_References (Raw) v Lymph or Beads All Events 10,000 3,000
B Panel References (Raw) ~  Llymph or Beads All Events 5,000 3,000
B Panel_References (Raw) ~  Lymph or Beads Al Events 10,000 3,000
B Panel_References (Raw) ~  Lymph or Beads Al Events 10,000 3,000
B Panel_References (Raw) v Lymph or Beads All Events 5,000 3,000
B Panel_References (Raw) ~  Llymph or Beads All Events 10,000 3,000
B Panel_References (Raw) v Lymph or Beads All Events 30,000 3,000
B Panel_References (Raw) ~  Llymph or Beads All Events 10,000 3,000
B Panel_References (Raw) ~  Lymph or Beads All Events 5,000 3,000
B Panel_References (Raw) ~  Lymph or Beads All Events 5,000 3,000
B Panel_References (Raw) v Lymph or Beads All Events 10,000 3,000
B Panel References (Raw) ~  Llymph or Beads All Events 10,000 3,000
B Panel_References (Raw) v Lymph or Beads All Events 5,000 3,000
B Panel_References (Raw) ~  Lymph or Beads Al Events 5,000 3,000
B Panel PBMC_Acquire (Unmixed) v  Cells All Events 500,000 3,000
B Panel PBMC_Acquire (Unmixed) ~  Cells All Events 500,000 3,000
B Panel_PBMC_Acquire (Unmixed) v Cells All Events 500,000 3,000

Stopping Criteria
O Count & Volume
0 Count & Volume
O Count & Volume
O Count & Volume
O Count & Volume
O Count & Volume
O Count & Volume
O Count & Volume
O Count & Volume
O Count & Volume
O Count & Volume
0 Count & Volume
O Count & Volume
O Count & Volume
O Count & Volume
O Count & Volume
O Count & Volume
O Count & Volume
O Count & Volume

O Count & Volume

Cancel X

Stopping Time (sec)
10,000
10,000
10,000
10,000
10,000
10,000
10,000
10,000
10,000
10,000
10,000
10,000
10,000
10,000
10,000
10,000
10,000
10,000
10,000
10,000

Save and Open
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Appendix B: Reusing Single Color Controls

To reuse reference controls in future experiments, follow the instructions below.

NOTE: For best results, maintain the instrument properly, perform QC daily calibration and use the same reagent lot.

The samples need to be collected using the same instrument as the reference controls.

Reusing single color controls from a previous experiment

1. From the Acquisition module, open My Experiments. Right click the saved experiment and select
Duplicate with Reference Group Data. This will duplicate the experiment with the reference controls and

multicolor samples.

ACqQUISItION  speriment

§ Select an experiment
K Default
@ @ New o
L D Templae B My Experiments
¥ Import
= Experiment Date Created 4 Date Modified Description
> BB Cytek B cell Monitoring Kit k ISR S e S R October 31, 2022 - 14:24 PM :
> B Experiment6 &2 mport - 14221 PM October 31, 2022 - 14:24 PM
*  Export
> W Experiment5 B  Duplicate - 1421 PM October 31, 2022 - 14:23 PM
© __ Duplicate without Data
> BB Experiment4 -14:21 PM October 31, 2022 - 14:23 PM
I B  Duplicate with Reference Group Data I
> BB Experiment3 ®  Delete - 14:21 PM October 31, 2022 - 14:23 PM
> B Experiment2 October 31, 2022 - 14:22 PM October 31, 2022 - 14:23 PM
> B Experimentl October 31, 2022 - 14:22 PM October 31, 2022 - 14:23 PM
X Cancel
2. Open the newly created Experiment
3. Under Multicolor Group, add tubes for the new multicolor samples as needed
4. Click Edit to open Edit Experiment wizard
5. Under Acquisition, check to make sure the settings have the correct Worksheets, Stopping Gates, and

Events to Record

Click Save and Open

Preview a sample to set FSC and SSC gains and FSC threshold
Acquire multicolor samples

Adjust the gates in the analysis worksheet as needed.

© © N o
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Appendix C: Single Color Control Gating and Signatures for 3-Laser (V-B-R)

Cytek® Cytometers

Example of gating and spectrum signatures for single color controls using blood.

1.0k—_P11gM cFluor B515 (Cells) Positive IgM cFluor B515 (Cells)
4.0M+ )
10°
800
3.0M-
10°
2
< £ | E
5 Positive| &
2 20m- 3 5
a o E 100
1.0M -
o
T T T vy T T T T T T T T LB I S S S e
0 10M  20M  30M  40M 100 10 100 10° 10° PIPPOLLLPOINIRLLPO P IPF PO L LRI LP RSO S @
FSC-A B1-A Channel
CD4 cFluor B532 (Cells) €00 P1.CD4 cFluor B532 (Cells) Positive CD4 cFluor B532 (Cells)
40M~
10°
480
3.0M-
10°
L 360 > = -
3 5 INegativel Positive | | F
2 20M+ 3 s
240 E 10t — =
e
- By - F ﬁ I
T T T y ey T T o ||||||||-—1—|—r—|—r—1||||||||-—l—|—r—|—|—r—1—|—r—r—r—r|
L) oM 20M) 30M  40M 01 10t 10t 10° PIIIT I LPIPRXIRPRPE IR LRI LRI LRSI EL@
FSC-A B2-A Channel
%55 P1.CD15 cFluor B548 (Cells) Positive CD15 cFluor B548 (Cells)
4.0M+
10° =
440 =
3.0M- =
9
< G 2 g =
D B egative Pasitive] ‘2
8 20m- 3 mi
220 £ 10t
— = I
1.0M-] Monqcytes for
110 5 10°
ve Populatiol \\
T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
9 10M;  20M0  HOM A0M o 10 10t 10° 10° PIIIT I LRPIPRPIRLROE IR LRI LRI RSP ETEEL @
B3-A Channel
560 P1 CD38 cFluor BYG575 (Cells) Positive CD38 cFluor BYG575 (Cells)
4.0M+
10°
240
3.0M-
10°
o 11891 z
3 £ legativ Positive | | &
7 20m+ 3 s
120 4 £ 10t
1.0M+ i %
o
T T T T T T T T T T T T T T T T
° 0N, 20M,  30M  40M 100100 10t 100 100 PIIITIOELLLPIPR/IRROE IR PO LR PRSP RSO L@
FSC-A B4-A Channel
CD27 cFluor BYG610 (Cells) . P1 CD27 cFluor BYG610 (Cell: Positive CD27 cFluor BYG610 (Cells)
40m- SIE
10°
440
3.0M+
5 . 330 o
D £ legatife Positive ]
2 20m- 3 H
4 S £
220 =
1.0M po—
T T T T T T ety |||||:|||||||||||||x||||x||||||.|—|—|—|—|—|—|i§E
0 10M  20M  30M  40M o 10 10 10 10 PIOLLELLLIPRNIRIIO PRI PPN POLL AL PSP RSO Q@
FSC-A B6-A Channel
250 - P1€D14 cFluor BYG667 (Cells) Positive CD14 cFluor BYG667 (Cells)
40M+
200
3.0M
150 >
o H Negative B
% 20m H s
b S £
100 £
1.0M+ Grargsrncytes
ative Pppulatio
T T T T T T T R e e e L S o o o B e e L S S B B L e e e e e o |
0 10M  20M  30M  40M o 10 10 10° 10° LIPLPLLLIIIIRPRIL R I PR LIPOLL I PRSI RO S @
FSC-A B8-A Channel
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i P11gD cFluor BYG710 (Cells) Positive IgD cFluor BYG710 (Cells)
4.0M )
3.2k
3.0M+
2.4x >
< x a kS
B Neghitive -
9 3 2
2 20M- 8 £
1.6k =
1.0M
800 -}
T T T
0 9 1g 1 10 19 PIIIPLLLIPRIRPPPE R RPPLE PRI LT e et ®
FSC-A B10-A Channel
p— P1CD19 cFluor BYG781 (Cells) Positive CD19 cFluor BYG781 (Cells)
4.0M~ -
1.0k}
3.0M+
. 780 >
3 £ Neghtive Positive K
3 2.0M- 3 £
@ < £
520 B
1.0M4
oM e
T T T T T T T T
[ 10M  20M  30M  40M o 10 10° 10° 10° PIPPOLLLOIRIPP O PP PP EI ORI PFCE LT OE D@
FSC-A B13-A Channel
CD3 cFluor R659 (Cells) 506 P1 CD3 cFluor R659 (Cells) Positive CD3 cFluor R659 (Cells)
4.0M+ e
10°
400
3.0M+
10° —
< u 3007 z
$ £ @
3 £ Negative Positive || &
g 2oM7 8 £ .. =
200 £ 10
— .
fea® 100 \\ 10°
0 T
T T T T v T T T L e e e o e e e L U B s [ S S S S S B S S B [ S |
0 10M  20M  30M  40M 0 10 10 10 10 PPIIPIELLPIPRN PP ORI PP PO PLOL LI LL T OO E @
R1-A Channel
350 < P1.CD3 (IgG) cFluor R668 (Cells) Positive CD3 (1gG) cFluor R668 (Cells)
4.0M+
10°
280 -
3.0M+
10° fo—
L 210 >
3 H Positive || E
2 20mM+ K] i =
L
1.0M-
70 10 —
T T T T ey T R o o e e L B o L e e e e e e e e BB e e s e
4 1M 2M 20M 40M o 10 10* 10° 100 PII IO LLLIPRIRPP PRI RPPLE PO LI PP T e et ®
FSC-A R2-A Channel
CD8 cFluor R685 (Cells) Bk P1 CD8 cFluor R685 (Cells) Positive CD8 cFluor R685 (Cells)
a0m- R A -
10°
1.2
3.0M+
900 o
2 E E
&l H eghtive Positivel % B
2 20mM+ 8 | £
600 E 10t
. 300 100 %
T T T T T T (O | R LI S T e e e e e LA I e e e e e e e e S ML e e e e B
0 10M  20M  30M  40M 0 10 10 10 10 PIPLPILLPIPIRIPLPO PP PPP LSO LI LR PRSP @
FSC-A R3-A Channel
€D20 cFluor R720 (Cells) i P1 CD20 cFluor R720 (Cells) Positive CD20 cFluor R720 (Cells)
4.0M+ ¢ o )
10°
1.2k
3.0M+
10° —
.. 900 2> =
s £ eghtive Positive | E ||
8 2y § £ =
600’} & =
—
- 300 10
o T
T T T T T T Ty LI S S S I S S S S S S S S L S | L S S B S S S LU B
0 1.0M 2.0M 3.0M 4.0M 0 10° 10* 10° 10° L LOLOLL e PRRIRLROE LR F PP E PR Sl e"‘ QIO SO E L
FSC-A R4-A Channel
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CD45 cFluor R780 (Cells) 950 P1 CD45 cFluor R780 (Cells) Positive CD45 cFluor R780 (Cells)
4.0M+ 5
10°
760
3.0M+
10°
. 570 >
3 £ Negative bitive] %
2 20M+ 3 ] £
380 E 10t
ation
- . 190 10*
T T T T JBREALL T T e L e e o e e e e IS B S e S o o e e e o S NI s e
[ 10M  20M  30M  40M 100 10° 10 10° 10° PIPLOLLLPOIRIOLO R PP PPPEN PO LI LF I OTOE D@
FSC-A R7-A Channel
Reference Group - Unstained 750 <21 Reference Group - Unstaine... P1 Reference Group - Unstained (Cells)
4.0M~ i
10°
600
3.0M+
450 ot
< H £
9 5 H
2 20M+ S 2
S
v 300 £ 10t
b 150 4 10°
0
T T T T A T Ty | S S S S S LUNE S B i S S S S S
[ 10M  20M  30M  40M o 10 10 10° 10° A R GG IR AR IR U IR I SR R R R PR R R
FSC-A Vi-A

Channel
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Example of gating and spectrum signatures for single color controls using PBMCs.

IgM cFluor B515 (Cells) — P1 IgM cFluor B515 (Cells) Positive IgM cFluor B515 (Cells)
40M+
10°
600
3.0M~
L 450 > b —
3 H Negativ Positive || % %
7 20M+ 3 £
300 E 10t —_— —
1.0M " w %
T T T ey T T o LI O S S S s LN I S S [ S S [ S S I S B B S S B B S
10M  20M  30M  40M 10° 10° 10° 10° 10 TILIT L LIPIIRLREE QIR PP LI PRSP @TEEQ @
FSC-A B1-A Channel
CD4 cFluor B532 (Cells) 566 P1.CD4 cFluor B532 (Cells) Positive CD4 cFluor B532 (Cells)
40M~ )
10°
400
3.0M+
. 108
., 300 2 =
3 5 Negative Positive | | E —
2 2.0M- 3 £
2 200 ] E 10t =
7 = . F%ﬁ I
T 0 o .
T T T L e e e e LI S S S S B S S S S B I S S S S LA B e
o 10M  20M  30M  40M o 107 10* 10° 10° PILLOLLPOIPRIPLPO P IPIPELIPOLRILP AT OREE @
FSC-A B2-A Channel
CD15 cFluor B548 (Cells) - P1 CD15 cFluor B548 (Cells) Positive CD15 cFluor B548 (Cells)
4oM- Recommended to use
. . 10
Beads, since there are " - E—
somvery few Granulocytes . . - _%_- —
SeRg o, ; | — -
B : N\ s ] 120 2 10 - S
9 : s Negative Positivel 2
7 20M+ 3 . 3 £ =
i 80 ] £ 10t o
18] 3 nclude| Mopatytes f o
-“Negative Popglation %
[ e s T T T T T R S L I e o e e e L e o e e LT S s e S S
0 10M  20M  30M  40M o 10 10° 100 10 PLIIPOLLLIPIIIPRP O LRI RPP P ROL PP RSSO @
FSC-A B3-A Channel
CD38 cFluor BYG575 (Cells) 300 ~P1.€D38 cFluor BYG575 (Cells) Positive CD38 cFluor BYG575 (Cells)
40M~ A
. 240
3.0M~
L 180 2>
3 H Negativé] Positive | &
2 20M+ K — | &
120 £
1.0M+ ]
L s T T T i T T \'\‘1
0 10M  20M  30M  40M 100 10° 10° 10° 10° PLIOLOLLPOIPIPRO PP PP PSPPI LP TP RTE D@
FSC-A B4-A Channel
356 P1 CD27 cFluor BYG610 (Cells) Positive CD27 cFluor BYG610 (Cells)
40M+
10°
280
3.0M+
10° =
< £ zm—‘ atipe Positive £ = —
g 3 Negati 2
F 2ond ] = =
| — .
1.0M
70 4 10
Oy T T T T T T o LI S S I S S S S S S S S L U S S S B S S B S S S
0 10N 2OMI  BOM A0M o 0 10t 10° 10° PIIIILLLRLIPRIRPPPO QI RP PP I LI LT e et
FSC-A B6-A Channel
CD14 cFluor BYG667 (Cells) 750 P1.CD14 cFluor BYG667 (Cells) Positive CD14 cFluor BYG667 (Cells)
40M~ '
z ci6.]
3.0M+
450
2 20mM+ 13 E
de 381
1.0M Jhuh!t_
tive P

T T T
10M  20M  30M  40M

PIIPIOLLLPIPRNJIPRIO LRI QPP LRI L I LRI RSO e @
Channel

FSC-A
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IgD cFluor BYG710 (Cells) - P1 IgD cFluor BYG710 (Cells) Positive IgD cFluor BYG710 (Cells)
4.0M~ Z o ﬂ
10°
3.2k
24K 2" _:h = =
§ ‘é jeghtive Positive E = = _E %
= < e £ 100 % == — —
-
—— = E—
800 - 1074
T T T T T T R L e e e e e S e LA S e e e e e e e
3.om a.0m o 10° 10° 10° 10° PIOLILLLRPIPRIRRIO LRI PRI ELS S & &
FSC-A B10-A Channel
CD19 cFluor BYG781 (Cells) Tk P1 CD19 cFluor BYG781 (Cells) Positive CD19 cFluor BYG781 (Cells)
40M~ )
10°
880
3.0M~
660 . 10°
- ] ==
3 H egdtive Positive g — P
2 20M+ K g -,
440 £ 10*
= = ==
rom 220 4
.f e
0 T T T |\‘ |||||||||||||||||||»||||:|[|—|—l—|—|ux||
0 10M  20M  30M  40M o 10 10 10° 10° PIOPOLLPOIRIRPLOE P I PPN SOL LRI LL I PSS ®
FSC-A B13-A Channel
CD3 cFluor R659 (Cells) 300 P1 CD3 cFluor R659 (Cells) Positive CD3 cFluor R659 (Cells)
40M+
10°
240
3.0M+
5 of =1
< L 1807 2z e —-—
S o H leghtive Positive H
2 20M- £
@ 2 ] £ jond =
1.0M+ ‘ ]
- T T T T |-11||||||||||||||||..||.--||-||||
10M  20M  30M  40M 0 100 o 10° PIPLPOLLPOIRIRLIO LRI PP P E DS DI D LR PO
FSC-A R1-A Channel
CD3 (IgG) cFluor R668 (Cells) &5 P1 CD3 (IgG) cFluor R668 (Cells) Positive CD3 (IgG) cFluor R668 (Cells)
40M~ :
10°
2 240 -
3.0M+ .
o or =
< g 180 S
& £ e Positive | &
2 20M+ 3 s =
120 E 10'4
1.0M+
0 T T T m L I ||||||||| T T T
0 10M  20M  30M  40M o w0 o 0 o Qx @ ,p 4- 49 ,,e 4\ @ 49 4\9 A.; 4,;; \\.@ PO 6” ¢ ,a & & SR LF e EEd @
FSC-A R2-A Channel
CD8 cFluor R685 (Cells) oK P1 CD8 cFluor R685 (Cells) Positive CD8 cFluor R685 (Cells)
4.0M+ E 2 3
10°
960
3.0M+
720 > 1o -
é sond 'é iegfitive Positive | & - = =
a8 Y 0] £ 10
=
240 10°
0 T T T T T Ty °................................I.....
0 10M  20M  30M  40M o 10 10° 10° 10° CIOLILLLPIPRIPI ORI PP LI PILL I LRSI OO D@
FSC-A R3-A Channel
CD20 cFluor R720 (Cells) ers P1 CD20 cFluor R720 Positive CD20 cFluor R720 (Cells)
4.0M~ § &
10°
L 1.2k
3.0M+ i 1
H 500:] 10°
3 H ive Positive % -
3 20m- 3 ) =
wo ] oo - B -=
1.0M- ——
° 1M 20M 30M 40M ° 10t 10° 10° PIPPILLLIPIRJII RO LRI PSRRI PRI RLE @
FSC-A R4-A Channel
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ViaDye Red (Cells) o P1 ViaDye Red (Cells) Positive ViaDye Red (Cells)
4™ Include some Lymphocy
for Negative Population| 40
3.0M B o
b £ Tt Positive £
2 20m- 3 | H
a o z
240 7 = |—
tom 120
20M. M A0 o 10 10 0 10t TIOLPLLLPIPRILREE I RIP PO L L PRSP RSO L@
FSC-A R7-A Channel
CD45 cFluor R780 (Cells) & P1.CD45 cFluor R780 (Cells) Positive CD45 cFluor R780 (Cells)
4.0M=
10°
520
== =
g " 8 5t T . 390 g.w - =
3 Include debris for | £ Negative ositivel — | ]
2 20m 5 ; 8 s —
v 260 E 10t _
——— =
1.0M~
130 10
0 0 -
T T T T L I . SO T ... O O, . DL A, . O, S P . S . T T T . S L O - . 2O . . . I, .
9 o 10 0t 1 100 TIOL I L LPIPRNIRLPRPEE IR PO L LIRS DRSO D@
R7-A Channel
€50 P1 Ref Group - P1 Reference Group - d (Cells)
4.0M+
10°
520
3.0M-
10°
390
2 20M+ S g
v © 260 E 10t
1.0M+
130 4 10°
o —— —
T T T T T T T T T T T T T
) oM ) 2OM) hOM AN o 10 AL L PIPIIOLLLPIPR(ILPRPEE IR PO LIRS P RSO
FSC-A VI-A Channel
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Example of gating and spectrum signatures for Cytek® FSP™ CompBeads.

IgM cFluor B515 (Beads) %5 P1IgM cFluor B515 (Beads) Positive 1gM cFluor B515 (Beads)
40M+
10°
520
3.0M-
r g o |z
S £ INegativd Positive &
2 20mM- 3 g
a S £
260 | =
s IS 130 4
T T T T Ty T T T
0 10M  20M  30M  40M o 10° 10° 10° 10° PPIOLPOLLPOIRIRPI ORI PP EI PO LRI LL ST RSO E D@
FSC-A B1-A Channel
CD4 cFluor B532 (Beads) 800 P1 CD4 cFluor B532 (Beads) Positive CD4 cFluor B532 (Beads)
a.0M~
10
640
somd — [ ]|
10°
< o 4507 z
J 5 Negati Absitive @
3 omd H egatie sitivel H ——
v 7 320 £ 10t
L B 160 10°
0
T T T T - T T L S T T
0 10M  20M  30M  40M o 10° 10° 10° 10° .,s ‘; @ Qs Qs Qu 4\ .,s \\q \\.s \\.@ g 4,9\\.3 &u e" g, PO LD SR @Q,;« LRI IO LT OE D@
FSC-A B2-A Channel
CD15 cFluor B548 (Beads) - P1 CD15 cFluor B548 (Beads) Positive CD15 cFluor B548 (Beads)
40M+
10
560
3.0M-
L 420 > i
§ o] E Negativ sitive '5
v 280 £ 10
rom 140 4 10
o ﬁ
T T T T T T T T L LI S S S S LI S B S S B S
[ 10M  20M  30M  40M o 10 10 10° 10° ,p 4» 4-. ,p © Aw 4\ ‘\5 @“.s SPLPLEE S F R e ,}a ER IR R PP P R R R R R ORI
FSC-A B3-A Channel
CD38 cFluor BYG575 (Beads) o P1 CD38 cFluor BYG575 (Beads) Positive CD38 cFluor BYG575 (Beads)
40M~ i
10°
o £
| =]
3.0M - _ ——
. 630 >
o} H Negative phsitite | E
2 20m+ 8 s
420 £ 10t
0
T T T T T T T T T T LI S B S S B
0 10M  20M  30M  40M 100 10° 10° 10° 10° & 41. 4», ,,b Qe Qu 4\ Qs *‘”&9 & 44 &3 \\.@ ~‘4-, &h $~ g, ‘;5 PO E D P DO P
FSC-A B4-A Channel
CD27 cFluor BYG610 (Beads) 21K P1 CD27 cFluor BYG610 (Beads) Positive CD27 cFluor BYG610 (Beads)
4.0M )
10°
#07 =
1 e
o 10° -- =-
= . 6307 2 1 =_ ||
9 o 5 |Negative ] Fpsitide E | o —
] o w20 £ 10 —_— %
—_—— =
—
L. 0
T T T T iy T -+ L S e e e L N E B S S S B S S N N S
4 10M  20M  30M  40M 100 100 100 10° 10° _p 41 4», _‘h CELPOIPRIRPRO PP PP RS PP LI LP PR O @
FSC-A B6-A Channel
CD14 cFluor BYG667 (Beads) 509 P1.CD14 cFluor BYG667 (Beads) Positive CD14 cFluor BYG667 (Beads)
40M~
10°
640 4
3.0M
e 2" .
3 H Negative Positive| | ‘& =
4 20md H H ——:-;= _
320 E 10t -
: ., Il
T T T T e T Ty ||||||||||||-—|—|||||||||||||»||||'|
o oM 20M  30M 4o ° 010 10 R PERI PR P E PRI PP OIS OL LRI LL DRSO E D@
FSC-A B3-A Channel
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IgD cFluor BYG710 (Beads)

P1 IgD cFluor BYG710 (Beads)

Positive IgD cFluor BYG710 (Beads)

1.0K
40M+
10°
800
3.0M+
600 10*
% H Negative ositi %
2 20M+ 3 g
400 E 10
1.0M+ -
| A Ll
T T T T T T T B I e e e e e e e L A e e e e S e S s WL |
o A0M 20M SsoM  40M 0= a0 2l 1! 10/ PPLLOLLLPOIPRIPREL RIS EPEROLL P LR P RO EL @
FSC-A B10-A Channel
CD19 cFluor BYG781 (Beads) i P1.CD19 cFluor BYG781 (Beads) Positive CD19 cFluor BYG781 (Beads)
4.0M~
10°
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3.0M
10°
& L, 570 >
0 £ Negativd Positive] @
g 20m- 3 5
380 4 E 10
b 190 4 L 10°
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(] oM, ‘20M) 3OM 40 10t 10 10t 100 10° <& 4"' -\‘5 4‘ 4" 4" 4\ POIPIRPILPREERIRTP L ROL LIRS P @O E D@
FSC-A B13-A Channel
CD3 cFluor R659 (Beads) ) P1CD3 cFluor R659 (Beads) itive CD3 cFluor R659 (Beads)
4.0M+
640
3.0M
480
2 2.0m- 3 g
’ 320 4 £ 10
1.0M
™ 1 %
T T T T e T T T L -!_ | L
0 10M  20M  30M  40M 0 10 10° 10 10 PPIPLPLLLLPOIP DI RD O ; PP ,\ & @ & & @ @ Q.s RN U R R R R R R IR
FSC-A R1-A Channel
19G cFluor R668 (Beads) . P119G cFluor R668 (Beads) Positive IgG cFluor R668 (Beads)
4.0M~
10°
600 4 =
3.0M
450 w
G z
3 £ Posftivd @
2 20m- 3 s
£ or
ke 0 150 4 10
T T T T | T T T ° T T T T LU S ' LI S S N B s S S S B B N
[ 10M  20M  30M  40M o 10 10 10° 10° LIOLILLLPIPIRNIRPLPO R IPFTPES OISR I LRI T O S @
FSC-A R2-A Channel
CD8 cFluor R685 (Beads) 00 P1 CD8 cFluor R685 (Beads) Positive CD8 cFluor R685 (Beads)
4.0M+
100
480
3.0M =]
10°+ -
. =] ] z =
$ legagve
g 20m- 3 H
200:] £ 104 - —
£y |
1.0M
T T e T °ir T L T T
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FSC-A R3-A Channel
CD20 cFluor R720 (Beads) e P1.CD20 cFluor R720 (Beads) Positive CD20 cFluor R720 (Beads)
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100
600 -
3.0M
10°+
L, 450 > -
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2 20mM+ 3 2
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T T T T Aty T T L TR T
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CD45 cFluor R780 (Beads) 750 - P1CD45 cFluor R780 (Beads) Positive CD45 cFluor R780 (Beads)
4.0M+
10°
600
3.0M+ —]
-
% 10° - o
< « £ o —
2 20m- H £ - =
g 2 S £ i —
= =
1 = 3 . =
o 150 - / 10°
"
T T T T T T T T (L L N S
o oM 2oM oM 4oM o 10 10 10 10 TIOL P L LI L PRI LI PO LI LA @@
FSC-A R7-A Channel
Reference Group - Unstained (... P1 Reference Group - Unstaine. P1 Group - ined (Cells)
TR : 700
4.0M+
10°
560 -
3.0M+
420 L
< H £
9 3 H
8 20m- s 3 £ i
280 £ 10
1.0M
: 140 10°
0
T T T T
0 10M  20M  30M  40M o 10 100 100 100 PIPLLLLPOPIIRPIO L P IRPP L PO L LL TP ETOE D@
FSC-A vi-A Channel
Reference Group - Negative 1 (... 700 21 Reference Group - Negative. P1 Reference Group - Negative 1 (Beads)
4.0M+
10°
560
3.0M+
420 w
2 20M+ 8 s
280 E 100
1.0M+
3 3 —
v gt = *
0
T T T T T T T T
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FSC-A Vi-A Channel
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Appendix D: Example of Similarity™ Matrix for Cytek® cFluor® Human B Cell
Monitoring Kit

Expected Similarity™ matrix and Complexity™ index generated on a 3-laser (V-B-R) Cytek® Aurora®.
Generating similar values is a good indication that signatures of your single color controls match those
generated by Cytek®.

Similarity matrix and Complexity index generated from blood sample:

M Unmix Experiment

Select Controls Identify Positive/Negative Populations QC Controls

Select a Control to View Hide Similarity Index Export

cFluor B515 1

cFluor B532 . 1
cFluor B548 0.53 .‘ 1

cFluor BYG575 0.08 0.14 043 1

Available Controls
Spectral Profile

% Similarity Matrix

cFluor BYG610 004 006 028 048 H 1 ‘
cFluor BYG667 001 0.02 0.12 0.15 051 1
cFluor BYG710 002 003 011 018 031 056 1 ’

cFluor BYG781 0 001 003 003 007 0.14 033 1

cFluor R659 0 0 0.01 001 003 032 0.13 0.02‘ 1 ‘

cFluor R668 0 0 0 0 001 031 0.13 0.02 1

cFluor R685 0 0 0 0 0.01 028 0.18 0.03 ..’ i ‘

cFluor R720 0 0 0 0.17 022 0.05 048 0.55. 1

o
o
o
==

=

cFluor R780

o
o
o
o
o
o
o
w
o
o

.07 0.13 0.16 0.17 0.24 042

cFluor B515
Fluor B532
Fluor B548
cFluor BYG575
cFluor BYG610
cFluor BYG667
cFluor BYG710
Fluor BYG781
Fluor R659
cFluor R668
cFluor R685
cFluor R720
cFluor R780

o [ ] ¥

Complexity Index: 15.49 |
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Similarity matrix and Complexity index generated from PBMC sample:
N\ Unmix Experiment

Select Controls Identify Positive/Negative Populations QC Controls

Select a Control to View Hide Similarity Index Export

Available Controls cFluor B515

cFluor B532

cFluor B548 0.53 . 1

cFluor BYG575 0.08 0.14 0.44’ il

Spectral Profile

S5 Similarity Matrix

cFluor BYG610 0.04 007 0.29 o.4s” 1

cFluor BYG667 0.01 0.02 0.12 0.15 0.51 @ 1 l

cFluor BYG710 0.02 0.03 0.13 021 032 056 1

cFluor BYG781 0 0 0.03 003 007 0.14 033 ‘ 1

cFluor R659 0 0 0.01 001 003 032 0.12 0.02

cFluor R668 0 0 0 0 001 03 013 0.02. 1 ‘
cFluor R685 0 0 0 0 0.01 027 0.17 0.03 -. 1

cFluor R720 0 0 0 0 0.1 0.17 0.21 0.05 048 0.55

ViaDye Red 0.02 0.02 0.02 0.01 0.02 0.18 0.21 0.15 042 048 ..

cFluor R780 0 0 0 0 0 0.05 007 0.14 0.16 0.17 0.24 042 .‘ e
n ~

5| 8|8 |E|B
o © o © wn [=] [=]
2 || VU 0| V| VIV WM | ©| o &|F|
n n n > > > > > © © © ~ o ~
@ o0 ) o o o 3] ) o 3 o o -4
= . = . - - = = - = - - e =
o o o =] o =] =] =] o =] o o A o
S22 2221222 |2|2|2 m | =2
o [ [ (™ (s [ [ [ [ [ o o = [
o o o (%] ] O o O o o o o > o

Complexity Index: 17.49 |
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Appendix E: Example of Gating Multicolor Samples

Gating of Populations for Blood acquired on 3 laser Aurora ®

All Events Cells Singlets
4.0M~ s 4.0M~ 4.0M~
3.0M 3.0M 3.0M
< T Singlets <
9 2.0m4 9 2.0m $ 2.0m4
a 2 a
1.0M4 1.0M4 1.0M4
0 T T 0 T T T 0 T T T
0 10M 20M 30M 4.0M 0 1.0M 20M 30M 4.0M 10° 10°  10°
FSC-A FSC-A €D45 cFluor R780-A
CD45+ NOT(CD15+) NOT(Monocytes) Lympho:
4.0M 4.0M i 4.0M . {CD3+Lymphs Q1-R2)
10°
<
3.0M 3.0M 3.0M a k.
Monocytes S 10°+
< < = b = 1 —
@ 20M+ 2 2 20M+ S
a a a z .. o
T 100y
=
1.0M 1.0M+ 8 *
Y ol W%
cD19-CcDY CO9+Lymphs|
e o i i T T T T 0 ™ T i T
-10° 0 10 10°  10° 0 10¢ 100 10° 0 10* 100 10° 0 10° 100 10°
CD15 cFluor B548-A CD14 cFluor BYG667-A CD45 cFluor R780-A CD19 cFluor BYG781-A
CD19+Lymphs CD20-CD38++ CD19+Lymphs
2 Precutkors : CD19+CD20+
10° < 10°+ < 10° 100
< » » <
3 R © S
2 0 S 100 S 100 R 10
e 10° 9 10°4 9 10 2L g 10°
= m a Plasma cells &
S S S 2
T Lo 2 10°+ 2 10° 5 10'o
S 10°- S S °
8 2 2 8
v 03 o - =] o -
O ol Y o+
"
40 3 L T T T
o 10* 10° 10 o 10* 10° 10° 0 10° 10°  10° 0 10°  10°  10°
CDA4 cFluor B532-A CD20 cFluor R720-A CD27 cFluor BYG610-A CD19 cFluor BYG781-A
CD19+CD20+ CD19+CD20+ B Memory B Memory
CD27+IgD+ \GDaGe Q5-R2
< 10° < 10°B Naive 10° 10°~..:/9D-gf
5 = : < <
§ S 10 2 3
< s
% 0 z 10° . § 10° = :
- = e
s o SRS ° o
2 40t S 404 ey 2 2
% 10 z 10 B Memory T 40t s
o [t} i % 9
& 8 2 o O .
-10* lgM-IgG- + igM+gG- -10* 4igD7IgGa] " " igD+lgG-
™ T T T T T T T ™ T T T
0 10° 10°  10° 0 10° 10°  10° 10% 10°  10°  10° 0 10° 10°  10°

CD27 cFluor BYG610-A

CD27 cFluor BYG610-A

IgM cFluor B515-A
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Gating of Populations for PBMC acquired on 3 laser Aurora®

Cells
4.0M
3.0M
< Singlets < b
2 2.0M 2 b
a a a
1.0M =
T 0 T T T T
0o 1.0M 2.0M 3.0M 4.0M o 10M 2.0M 3.0M 4.0M o 10°  10°  10° o 10° 10°  10°
FSC-A FSC-A ViaDye Red-A CD45 cFluor R780-A
CD45+ NOT(CD15+) NOT(Monocytes)
4.0M 4.0M 4.0M
g
3.0M+ 3.0M— 3.0M+ hd
» CD15+ o Monocytes - g
b b P P
% 2.0m4 b 3 2.0M- S
w w @ =
S
3
1.0M+ 1.0M~ 5]
O ey O —prropegey T T T 0
-10° 0 10* 10° 10° [ 10° 10°  10° o 10* 10°  10°
CD15 cFluor B548-A CD14 cFluor BYG667-A CD45 cFluor R780-A CD19 cFluor BYG781-A
CD19+Lymphs CD20-CD38++ CD19+Lymphs
< 10°- CD20-CD38++ < 10°+4 CD19+CD20+
< @ b g
& ~ I S
2 e 8 100 g £
g 103 g '3 = =
B e = B Plasma cells °
3 8 8 2
T 2 104 = 10°4 ]
< 10 < 3 o
8 2 2 8
H € . g . S
BD4+CD8-| o N °3
T L B Ll £ ) T T T
0 10* 10°  10° o 10* 10°  10° o 10* 10°  10°
CD4 cFluor B532-A CD20 cFluor R720-A CD27 cFluor BYG610-A CD19 cFluor BYG781-A
CD19+CD20+ CD19+CD20+ B Memory B Memory
s Q4-R2 Q5-R2
IgM-IgG+ 1oD1gG+
< < 10° 10° 5
° = < brd
5 & 2 2
s s
g = % 10° % 10°+
3 s E E
H T % S 10t
a 2 % % o5
> a . = E
o 3
-10* ~lgD-IgG-
™ T T T T T T T
o 10°  10°  10° o 10* 10°  10° o 10° 10°  10°
CD27 cFluor BYG610-A CD27 cFluor BYG610-A IgM cFluor B515-A IgD cFluor BYG710-A
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For Research Use Only. Not intended for use in diagnostic procedures.

Cytek® FSP™ CompBeads are developed and manufactured by Slingshot Biosciences, Inc.

cFluor® B515, cFluor® B532, cFluor®B548, cFluor® R668 cFluor® R685 and cFluor® R720 are equivalent to
CF®488A, CF®503, CF®514, CF®647, CF®660C and CF®700 respectively, manufactured and provided by Biotium,
Inc. under an Agreement between Biotium and Cytek (LICENSEE). The manufacture, use, sale, offer for sale, or import
of the product is covered by one or more of the patents or pending applications owned or licensed by Biotium. The
purchase of this product includes a limited, non-transferable immunity from suit under the foregoing patent claims
for using only this amount of product for the purchaser’s own internal research. No right under any other patent
claim, no right to perform any patented method, and no right to perform commercial services of any kind, including
without limitation reporting the results of purchaser's activities for a fee or other commercial consideration, is
conveyed expressly, by implication, or by estoppel.

“Cytek”, “Aurora”, "Northern Lights”, “FSP”, “cFluor” and “ViaDye" are trademarks or registered trademarks of Cytek
Biosciences, Inc. All other service marks, trademarks and tradenames appearing herein are the property of their
respective owners.
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