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Cytek Biosciences
Cytek® 25-Color Immunoprofiling Assay
Validation Report

Validation of a Flow Cytometry Assay for the Evaluation of Major Human Immune
Subpopulations for T, B, NK cells, Monocytes, Dendritic Cells, Basophils, and Innate
Lymphoid Cells in Whole Blood Collected in EDTA.
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Objective

To verify the performance of a flow cytometry assay for the analysis of major human immune
subpopulations for T, B, NK cells, monocytes, dendritic cells, basophils, and ILCs in whole blood
collected in EDTA by flow cytometry at Cytek® Biosciences.

Assay Design

Cytek® 25-Color Immunoprofiling Assay panel has been designed to investigate the expression of
major human immune subpopulations for T, B, NK cells, monocytes, dendritic cells, basophils and
ILCs. 25 antibodies shown in Table 1 were stained in whole blood collected in EDTA anticoagulant.
The performance of panel was compared for different ages of blood: fresh, 24-hour, and 48-hour
post collection. See Table 2 for parameters for cell subsets.

Table 1: Cytek® 25-Color Immunoprofiling Assay panel

Violet Blue Red

Specificity Fluorochrome Specificity Fluorochrome |Specificity Fluorochrome Specificity Fluorochrome
CCR7  Brilliant Violet 421™* |CD141  cFluor® B515 |CD25 cFluor® BYG575 |CD127 cFluor® R659
CD45RA  cFluor® V450 CD8 cFluor® B532 |CD4 cFluor® YG584 |CD1c cFluor® R668
IgM Brilliant Violet BV510 ™ 4cD14 cFluor® B548 |CD16 cFluor® BYG610 |CD19 cFluor® R685
CD20 cFluor® V547 HLA-DR  cFluor® B690 |IgD cFluor® BYG667 |CD123 cFluor® R720
CD3 Brilliant Violet BV570 ™ 1 TCRyS cFluor® BYG710 |Viability ~ ViaDye™ Red
cD28 Brilliant Violet BV650 ™ 1 CD11c cFluor® BYG781 |CD45 cFluor® R780
CcD38 Brilliant Violet BV711™ 1 cD27 cFluor® R840
CD56 Brilliant Violet BV750 ™ 1

PD-1 Brilliant Violet BV785 ™ 1

*Immunoprofiling Kit, 7 Color (Brilliant Violet™) includes 7 Brilliant Violet reagents available for
purchase from BiolLegend.

Table 2: Cytek® 25-Color Immunoprofiling Assay Cell Subsets Parameters
Cell Subset Parameter Unit

Main Gates Singlets, Live, CD45+ %

Singlets, Live, CD45+ Lymphs, NKs, DCs
%

Singlets, Live, CD45+ Monocytes %

o/ *

T cells CD3+TCRgd+ %
CD3+TCRgd- %
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CD3+TCRgd-CD56-

%

CD3+TCRgd-CD56+

%*

CD3+TCRgd-CD56-CD4 +

%

CD3+TCRgd-CD56-CD8+

%

CD3+TCRgd-CD56-CD4-CD8-

%

CD3+TCRgd-CD56-CD8+CD45RA+CCR7-

CDaTcells | b3, 1cRgd-CD56-CDA+CDA5RA+CCRT- %*
CD3+TCRgd-CD56-CD4+CD45RA+CCR7+ (CD45RA) %, MFI
CD3+TCRgd-CD56-CD4+CD45RA-CCR7+ (CCR7) %, MFl
CD3+TCRgd-CD56-CD4+CD45RA-CCR7- o+
CD3+TCRgd-CD56-CD4+CD45RA+CCR7+CD27+CD28+
(Naive CD4+) %
CD3+TCRgd-CD56-CD4+CD45RA-CCR7+CD27+CD28+
(Central Memory CD4+) %
CD3+TCRgd-CD56-CD4+CD45RA-CCR7-CD27-CD28+ %
(Early-like Effector CD4+)
CD3+TCRgd-CD56-CD4+CD45RA-CCR7-CD27+CD28+ %
(Early Effector CD4+)
CD3+TCRgd-CD56-CD4+CD45RA-CCR7-CD27-CD28- %*
(Terminal Effector CD4+)
CD3+TCRgd-CD56-CD4+CD45RA+CCR7-CD27-CD28-

(CD45RA Terminal Effector CD4+) %*

CD8 T cells

%*

CD3+TCRgd-CD56-CD8+CD45RA+CCR7+

%

CD3+TCRgd-CD56-CD8+CD45RA-CCR7+

%

CD3+TCRgd-CD56-CD8+CD45RA-CCR7-

%

CD3+TCRgd-CD56-CD8+CD45RA+CCR7+ CD27+CD28+
(Naive CD8+)

%

CD3+TCRgd-CD56-CD8+CD45RA-CCR7+ CD27+CD28+
(Central Memory CD8+)

%

CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27-CD28 +
(Early-like Effector CD8+)

%*

CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27+CD28+
(Early Effector CD8+)

%*

CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27+CD28-
(Intermediate Effector CD8+)

%*

CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27-CD28-
(Terminal Effector CD8+)

%*
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CD3+TCRgd-CD56-CD8+CD45RA+CCR7-CD27-CD28-
(CD45RA Terminal Effector CD8+) %*
Monocytes | cp14-cp16+ (Non-classical) %*
CD14+CD16+ (Intermediate) %*
CD14+CD16- (Classical) %
Basophils Live, CD45intCD123+ %>
Live, CD45intCD123+DR- (Basophils) %
Tregs CD4+CD25+CD127lo/- (T regs) %, MFI
B cells CD3-TCRgd- %
CD3-TCRgd-CD19+CD20+ (B cells) %
CD3-TCRgd-CD19+CD20+CD27-IgD+ (Naive B cells) %
CD3-TCRgd-CD19+CD20+CD27+IgD+ (Marginal zone-like) | %*
CD3-TCRgd-CD19+CD20+CD27+IgD- (Memory B cells) %*
CD3-TCRgd-CD19+CD20+CD27+IgD-CD20-CD27
(Plasmablasts) %*
CD3-TCRgd-CD19+CD20+CD27+IgD-CD20+CD27lo (IgD-
Memory) %
CD3-TCRgd-HLADR- %
- - - - O/ *
NK cells CD3-TCRgd-HLADR-CD16-CD56+ (Early NK) %
CD3-TCRgd-HLADR-CD16+CD56+ (Mature NK) %
CD3-TCRgd-HLADR-CD16+CD56- (Terminal NK) %*
CD3-TCRgd-CD19-CD56- (Lineage negative) %
CD3-TCRgd-CD19-CD56-HLADR+CD14- (Ling neg DR+) %
CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123-CD11c+
(CD11c+ DCs) %*
o CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11c-
Dendritic
cells (CD123+pDCs) %*
CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11c-
CD16- %*
CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11c-
CD16-CD1c-CD141+ %*
CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11c-
CD16-CD1+ %*
_ - _ - O,
ILCs CD3-TCRgd-CD19-CD20 %
CD3-TCRgd-CD19-CD20-CD123-CD14- %
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CD3-TCRgd-CD19-CD20-CD123-CD14-HLADR-CD16- %*
CD3-TCRgd-CD19-CD20-CD123-CD14-HLADR-CD16-CD8-
CD4- %*
CD3-TCRgd-CD19-CD20-CD123-CD14-HLADR-CD16-CD8-
CD4-CD127+ (ILCs) %*
* Percentage of events in rare populations may not represent accurate values. These parameters are,
therefore, for information purposes and were not assessed for accuracy or stability. The performance of
their parent gates was evaluated for accuracy.
3 Materials and Method
3.1 Sample Type
Whole blood samples from healthy donors were drawn into 10 mL anticoagulant EDTA tubes. Sample
tube for each time point was unopened and stored at room temperature until use.
3.2 Materials
e Cytek® 25-Color Immunoprofiling Assay, cFluor® Reagent Kit (18C), Cytek Biosciences, R7-
40002
e Immunoprofiling Kit, 7 Color (Brilliant Violet™), BioLegend, 900004160
e Brilliant Stain Buffer Plus, BD Biosciences, 566385
e Lysing Buffer (RUO), BD Biosciences, 555899
e Stain Buffer (BSA), BD Biosciences, 554657
e Paraformaldehyde solution 4% in PBS, Santa Cruz Biotechnology, Cat. sc-281692
e PBS, pH 7.4, Corning 21-040-CM
3.3 Equipment
e Cytek Aurora (64 fluorescent detectors, 5 laser)
3.4 Method
Whole blood samples (4 healthy donors) from AllCells were used to evaluate major human immune
subpopulations for T, B, NK cells, monocytes, dendritic cells, basophils and ILCs. The experiment was
performed between 11/17/2021 to 11/19/2021 and 12/1/2021 to 12/3/2021.
3.4.1 Sample Processing

Reagent Preparation
1. Prepare a working dilution of 1x BD Pharm Lyse Buffer by diluting 1 part 10X Pharm Lyse with 9
parts deionized water.
Dilute 4% paraformaldehyde in PBS to make 1% paraformaldehyde solution
Prepare the cocktail by aliquoting multiplies of each antibody with one extra test.
o Prepare antibody cocktail in a 1.5 mL tube. For one Multicolor sample, first add 10 pL
of Brilliant Stain Buffer Plus, then 5 pL of 23 mAbs one by one, except for cFluor®
BYG710 TCR y& and Brilliant Violet 421™ CCR7.
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o Take 125 pL of the cocktail per multicolor sample and discard any leftover. A fresh

antibody cocktail must be prepared for sample processing.

Bulk-lysing Whole Blood

1.
2.

o v kW

7.
8.
9.

10.
11.
12.
13.
14.
15.
16.
17.

Collect whole blood into 10 mL EDTA anticoagulant tubes

Prepare a fresh working reagent of 1X BD Pharm Lyse solution by diluting 1:10 with deionized

water.
NOTE: Prepare fresh 1X lysis solution on the same day of the experiment.

Transfer 45 mL of room temperature 1X BD Pharm Lyse solution into a 50 mL conical tube

Gently mix the blood collection tube by inverting 8-10 times

Transfer 5 mL of well mixed whole blood to the tube containing 45 mL of 1X lysis solution

Close and tighten the cap, mix gently by inverting or placing the tube on a tube rocker for 5

minutes

Centrifuge at 300 x g, for 8 minutes

Gently aspirate the supernatant without disturbing the pellet
Vortex gently

Add 45 mL of room temperature 1X lysis solution to the pellet, mix well
Repeat steps (6)-(8)

Add 45 mL Stain Buffer, mix well

Centrifuge at 300 x g, for 8 minutes

Gently aspirate the supernatant without disturbing the pellet
Vortex gently

Repeat steps (12)-(14)

Resuspend in 2.5 mL of BD Stain Buffer

Single Color Reference Controls

Label a 12 x 75 mm tube for each Single Stain Reference Control

Add 50 pL of RBC lysed cells to each Single Stain Reference Control tube
Add 5 pL of appropriate monoclonal antibody

Vortex thoroughly

Incubate for 20 minutes at room temperature, protected from light

Add 3 mL of Stain Buffer

Centrifuge at 400 x g, 5 minutes at room temperature

Decant and blot on paper towel

Vortex thoroughly

. Add 300 pL of 1% paraformaldehyde to cell pellet

. Vortex thoroughly

. Incubate for 20 minutes at room temperature, protected from light
. Add 3 mL of Stain Buffer

. Centrifuge at 400 x g, 5 minutes at room temperature
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15. Decant supernatant and blot the tube on paper towel
16. Vortex thoroughly

17. Resuspend in 300 pL Stain Buffer

18. Acquire

Multicolor Reference Controls

Label a 12 x 75 mm tube for each Multicolor sample

Add 200 pL of RBC lysed cells to Multicolor Sample tube

Add 5 pL of cFluor® BYG710 TCR y& and 5 uL of Brilliant Violet 421™ CCR7
Vortex thoroughly

Incubate for 10 minutes at room temperature, protected from light

Add 125 pL of freshly prepared antibody cocktail

Vortex thoroughly

© N o vk w2

Incubate for 20 minutes at room temperature, protected from light
9. Add 3 mL of Stain Buffer

10. Centrifuge at 400 x g, 5 minutes at room temperature

11. Decant supernatant and blot the tube on paper towel

12. Vortex thoroughly

13. Add 300 pL of 1% paraformaldehyde to cell pellet

14. Vortex thoroughly

15. Incubate for 20 minutes at room temperature, protected from light
16. Add 3 mL of Stain Buffer

17. Centrifuge at 400 x g, 5 minutes at room temperature

18. Decant and blot on paper towel

19. Vortex thoroughly

20. Resuspend in 400 pL Stain Buffer

21. Acquire

3.4.2 Flow Cytometry Analysis

e Flow rate: Medium

e Stopping Criteria:
o Reference controls: refer to the experiment template
o Multicolor sample: 300,000 lymphocytes

e Threshold: FSC 300,000

e Autofluorescence Extraction: Yes

3.4.3 Gating Strategy

The displayed data is from a normal healthy donor.
e Plot 1: Time vs SSC on All Events
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A time gate is applied to all events to exclude any events at the start or end of the run as

required if fluidics instability is observed.
) All Events

SSC-A

Time(min)

e Plot 2: FSC-A vs FSC-H
A FSC singlet gate is placed to eliminate doublets.

Time

4.0M—

Singlets
Count: 972092

% Parent: 97.03

3.0M

FSC-H

2.0M—

1.0M—

e T T
(1] 1.0M 2.0M 3.0M 4.0M

FSC-A

e Plot 3: CD45 cFluor R780 vs SSC
A leukocyte gate is placed on CD45 positive cells to define all CD45+ leukocytes.

aom-

3.0M

2.0M—

SSC-A

1om-

0 10* 10° 10°

CD45 cFluor R780-A

e Plot 4: FSC vs SSC on leukocytes
‘Lymphocytes, NKs, DCs' and ‘Monocyte’ gates are placed to further define the population.
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CD45+

4.0M |

3.0M~ Monocytes
% Parent: 24.48

SSC-A

2.0M—

1.0M =

Parent: 72.15
— T
2.0M 3.0M 4.0M

FSC-A

Plot 5: CD3 BV570 vs TCRgd BYG710 on ‘lymphocytes, NKs, and DCs’

‘CD3+TCRgd-, 'CD3+TCRgd+" and 'TCRgd+" gates are placed.
Lymphs, NKs, DCs

o
0 1.0M

10° ) TCRgd+
< oo % Parent: 1.84
8 :
G 10°CD3-TCRgdH
H % Parent: 27|5
= s
5 ;
3
S
- 10°
£
H e
03 F" CDp+TCRgd-
% Parent: 70.47
™ T 1 T
0 10° 10° 10°
CD3 BV570-A

Plot 6: CD56 BV570 vs CD8 cFluor B532 on ‘CD3+TCRgd-'

‘CD3+CD56-" and ‘CD3+CD56+" gates are placed.
CD3+TCRgd-

CD3+CD56+
% Parent: 1.06

CD3+CD56-
10° % Parent: 98.99

10%<

CD8 cFluor B532-A

T T T T
0 10* 10° 10°
CD56 BV750-A

Plot 7: CD4 cFluor YG584 vs CD8 cFluor B532 on 'CD3+CD56-'

'CD4-CD8- T cells,’ 'CD4+ T cells’ and 'CD8+ T cells’ gates are placed.
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CD3+CD56-
CDB8+ T cells
% Parent: 27.15

CD4+ T cells
% Parent: 69.04)

CD8 cFluor B532-A

% Parent: 2.32
T Ty T T e
0 10° 10° 10°
CD4 cFluor YG584-A

e Plot 8: CCR7 BV421 vs CD45RA cFluor V450 on ‘CD4+ T cells’

'CD4+CD45RA-CCR7-," 'CD4+CD45RA-CCR7+," 'CD4+CD45RA+CCR7+" and

'CD4+CD45RA+CCR7-' gates are placed.
CD4+ T cells
jCD4+CD-I5RA+GCR7-CD4+CD45RA+CCR7+
10°

% Parent: 0.04 % Parent: 30.17

CD45RA cFluor V450-A

-4 CD4+ 4+CD44RA-CCRT7+
% Parent: 5.94 ~_% Parent: 63.95
= T T T T

by
0 10* 10° 10°
CCR7 BV421-A

e Plot 9: CD27 cFluor R840 vs CD28 BV650 on 'CD4+CD45RA+CCR7+’

‘Naive CD4+' gate is placed.
CD4+CD45RA+CCR7 +

. Naive CD4+
10" % Parent: 99.90

CD28 BV650-A

T e w
CD27 cFluor R840-A

e Plot 10: CD27 cFluor R840 vs CD28 BV650 on ‘CD4+CD45RA-CCR7+'
'CD4+CD27+CD28+ Central Memory' gate is placed.
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CD4+CD45RA-CCR7 +

10°

CD4+CD27+CD28+ Central Memory
% Parent: 93.49

-
2
1

CD28 BV650-A

10*4

-10* [] 10* 10° 10°
CD27 cFluor R840-A

e Plot 11: CD27 cFluor R840 vs CD28 BV650 on '‘CD4+CD45RA-CCR7-’

'Early-like Effector CD4+,' ‘Early Effector CD4+," and ‘Terminal Effector CD4+' gates are placed.
CD4+CD45RA-CCR7-

3 Early-like Effector CD4+
1 % Parent: 30.67
b Early Effector CD4+
10° % Parent: 64.67

CD28 BV650-A

Terminal Effector CD4+
% Parent: 3.39

Ty T
-10* o 10* 10° 10°
CD27 cFluor R840-A

e Plot 12: CD27 cFluor R840 vs CD28 BV650 on 'CD4+CD45RA+CCR7-'

'‘CD45RA Terminal Effector CD4+' gate is placed.
€D4+CD45RA + CCR7-

CD28 BV650-A

0] ' (D45RA Terminal Effector CD4+
E % Parent: 7.32

m T T T
-10* o 10* 10° 10°
€D27 cFluor R840-A
e Plot 13: CD25 cFluor BYG575 vs CD127 cFluor R659 on 'CD4+ T cells’
'T regs’ gate is placed.
Donor 15211 in the right plot for an additional gating reference.
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CD4+ T cells CD4+ T cells
10° 10°
< <
2 Tregs o Tregs
8 10°5 %Parent:8.51 & 103 % Parent: 11.35
3 3 S
o o
3 3
I I
s S
§ 13 &
o o
v v
of
0 10° 10° 10° 0 10° 10° 10°
CD25 cFluor BYG575-A CD25 cFluor BYG575-A

e Plot 14: CCR7 BV421 vs CD45RA cFluor V450 on ‘CD8+ T cells’
'CD8+CD45RA-CCR7-," 'CD8+CD45RA-CCR7+," 'CD8+CD45RA+CCR7+" and
'CD8+CD45RA+CCR7-' gates are placed.

CD8+ T cells

ICD8+CD45RA+CCRY7-
. "% Parent: 2.57 CD8+CD45RA+CCRT+
10 % Parent: 43.29

CD45RA cFluor V450-A

-CQ DARA: D45RA-CCRT+
% Parent: 16.76 % Parent: 36.85
T

|

T T
0 10* 10° 10°

CCR7 BV421-A

e Plot 15: CD27 cFluor R840 vs CD28 BV650 on 'CD8+CD45RA+CCR7+'
‘Naive CD8+' gate is placed.

CD8+CD45RA+CCR7+

10°4
< 10"
e Naive CD8+
2 % Parent: 98.92
2 . .
1
a 10°+
v E| -

o]

ln
0 10* 10° 10°
CD27 cFluor R840-A

e Plot 16: CD27 cFluor R840 vs CD28 BV650 on ‘CD8+CD45RA-CCR7+'
'CD8+CD27+CD28+ Central Memory' gate is placed.
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CD8+CD45RA-CCR7 +

CD8+CD27+CD28+ Central Memory
10° % Parent: 88.54

CD28 BV650-A

-10* ] 10* 10° 10°
CD27 cFluor R840-A

e Plot 17: CD27 cFluor R840 vs CD28 BV650 on ‘CD8+CD45RA-CCR7-'
‘Early-like Effector CD8+," 'Early Effector CD8+," ‘Intermediate Effector CD8+" and ‘Terminal

Effector CD8+’ gates are placed.

CD8+CD45RA-CCR7-

JEarlylike Fffector CD8+
P Parent: [17.00 Early Effector CD8+

104 % Parent: 72.56

CD28 BV650-A

JTerminal HffectodtB8wediate Effector CD8+
+% Parent: P.30 % Parent: 8.14

™ T T T

-10¢ o 10* 10° 10°

CD27 cFluor R840-A

e Plot 18: CD27 cFluor R840 vs CD28 BV650 on ‘CD8+CD45RA+CCR7-

'CD45RA Terminal Effector CD8+' gate is placed.
CD8+CD45RA + CCR7-

< 107
o
8
a
X
a 10°
v} E|

o] i B

E CO45RA Terminal Effector CD8+

E % Parent: 12.12

10" 0 10 10° 10°

CD27 cFluor R840-A

o Plot 19: CD24 cFluor B548 vs CD16 cFluor BYG610 on ‘Monocytes’
‘Classical,’ 'Intermediate’, and ‘Non-classical’ gates are placed.
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Monocytes

Non-classjca
% Parent: p.51

Intermedihte
% Parent]4.83

10* 4

CD16 cFluor BYG610-A

o] e |
% Parent: 88.18
0 10* 10° 10°

CD14 cFluor B548-A

Plot 20: CD45 cFluor R780 vs CD123 cFluor R720 on ‘Singlets’

'CD45int CD123+' gate is placed.
Singlets

CD45int CD123+
. % Parent:1.16

10%=

CD123 cFluor R720-A

Ty T T T
0 10* 10° 10°
CD45 cFluor R780-A

Plot 21: HLA-DR cFluor B690 vs CD11c cFluor BYG781 on ‘CD45int CD123+’

‘CD123+ Basophils' gate is placed.
CD45int CD123+

ICD123+ Basophils
% Parent: 87.26

CD11c cFluor BYG781-A

T Rl LIRE.
0 10* 10° 10°

HLA-DR cFluor B690-A

Plot 22: CD19 cFluor R685 vs CD20 cFluor V547 on ‘CD3-TCRgd-'
'CD3-TCRgd-CD19-CD20-" and 'CD19+CD20+" gates are placed.
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CD3-TCRgd-
10° = CD19+CD20+
% Parent: 60.99
<
S s
I 10°+
>
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S
2 10°+
[=]
v
o |
D3-TCRgd-CD19-CD20.
-10° 4 % Parent: 39.04
T T T T
-10* o0 10* 10° 10°

CD19 cFluor R685-A

e Plot 23: CD27 cFluor R840 vs IgD cFluor BYG667 on 'CD19+CD20+’

‘Naive B cells,’ ‘Marginal zone-like," and ‘Memory B cells’ gates are placed.
CD19+CD20+

- Marginal zone-like|
INaive B cells N
;% Parent: 77.87 % Parent: 3.13

IgD cFluor BYG667-A

Membry B cells|
% Parent: 12.33|
[} 10* 10° 10°

CD27 cFluor R840-A

e Plot 24: CD20 cFluor V547 cs CD27 cFluor R840 on 'Memory B cells

'Plasmablasts’ and 'IgD- Memory’ gates are placed.
Memory B cells

10° TPlasmablasts
E% Parent: 3.73 1gD- Memory
] % Parent: 96.13

CD27 cFluor R840-A

-10* 0 10° 10° 10°
CD20 cFluor V547-A

e Plot 25: HLA-DR cFluor B690 vs CD56 BV750 on 'CD3-TCRgd-'
'CD3-HLADR-' gate is placed.
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CD3-TCRgd-

CD56 BV750-A

10*

_| cD3-HLADR-
% Parent: 28.04

T [
[} 10* 10° 10°
HLA-DR cFluor B690-A

e Plot 26: CD16 cFluor BYG610 vs CD56 BV750 on ‘CD3-HLADR-'
‘Early NK,' ‘Mature NK' and ‘Terminal NK' gates are placed.

CD3-HLADR-

1Early NK
% Parent: 2.98

CD56 BV750-A

Mature NK
% Parent: 44.13

% Parent: 1.96
il

] 10* 10° 10°
CD16 cFluor BYG610-A

e Plot 27: CD19 cFluor R685 vs CD56 BV750 on ‘CD3-TCRgd-’
‘Lin neg’ gate is placed.

CD3-TCRgd-

10°<

a
<
1

CD56 BV750-A
-
=]
>
/|

o
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-Lin neg
% Parent: 24.18

L] T T T
10* 10° 10°

CD19 cFluor R685-A

e Plot 28: HLA-DR cFluor B690 vs CD14 cFluor B548 on 'Lin neg’
‘Lin neg DR+’ gate is placed.
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Lin neg

Lin neg DR+
% Parent: 19.56|

CD14 cFluor B548-A

AR A
HLA-DR cFluor B690-A
Plot 29: CD123 cFluor R720 vs CD11c cFluor BYG781 on ‘Lin neg DR+’

'CD11c cFluor BYG781" and 'CD123+pDCs’ gates are placed.
Lin neg DR+

CD11c+DCs
10° % Parent: 53.52

- CD123+pDCs
. % Parent: 37.35

CD11c cFluor BYG781-A

0 10* 10° 10°
CD123 cFluor R720-A

Plot 30: CD16 cFluor BYG610 vs Count on ‘CD11c+DCs’

‘CD11c+CD16-DCs’ and ‘CD11c+CD16+DCs’ gates are placed.
CD11c+DCs

250
200 —

150 “icp11epCD1p-DCs CI)1c+CD16+DE:
~%|Parent: 69.17 % |Parent: 24.02

Count
w

100

50 -

0 ANt A
L | T T T
] 10* 10° 10°

CD16 cFluor BYG610-A

Plot 31: CD1c cFluor R668 vs CD141 cFluor B515 on ‘CD11c+CD16-DCs’
'CD1c-CD141+DCs’ and 'CD1c+DCs’ gates are placed.

DOC-00327 Rev. B, Effective Date: 08/17/2022

Cytek Biosciences Inc. | 47215 Lakeview Boulevard, Fremont, CA 94538

Phone: +1 (510) 657-0102 | Fax: +1 (510) 657-0151 | cytekbio@cytekbio.com | www.cytekbio.com



o TRansceno THE convenTIONAL Cytek® 25-Color Immunoprofiling Assay
Research Use Only
Page 19 of 67

= _—
': “ CYT E K® Validation Report for Flow Cytometry

CD11c+CD16-DCs

CD1c¢-CD141+ DCs
10° o % Parent: 6.47

CD1c+ DCs
_ % Parent: 92.34

CD141 cFluor B515-A

CD1c cFluor R668-A

e Plot 32: CD123 cFluor R720 vs CD14 cFluor B548 on 'CD3-TCRgd-CD19-CD20-'

'CD14-CD123-' gate is placed.
CD3-TCRgd-CD19-CD20-

CD14-CD123-
Parent: 47.42

CD14 cFluor B548-A

T T T T
0 10* 10° 10°
CD123 cFluor R720-A

e Plot 33: HLA-DR cFluor B690 vs CD16 cFluor BYG610 on ‘CD14-CD123-'

'CD14-CD123-CD16-DR-' gate is placed.
CD14-CD123-

CD16 cFluor BYG610-A

€D14-CD123-CD16-DR-
% Parent: 10.92

™ T T T
0 10* 10° 10°

HLA-DR cFluor B690-A

e Plot 34: CD8 cFluor B532 vs CD4 cFluor YG584 on ‘CD14-CD123-CD16-DR-’
'CD14-CD123-CD16-DR-CD4-CD8-' gate is placed.
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CD14-CD123-CD16-DR-

CD14-CD123-CD16-DR-CD4-CD8-
% Parent: 49.31

CD4 cFluor YG584-A

0 10° 10° 10°
CD8 cFluor B532-A

e Plot 35: CD127 cFluor R659 vs CD4 cFluor YG584 on 'CD14-CD123-CD16-DR-CD4-CD8-

'ILCs" gate is placed.
CD14-CD123-CD16-DR-CD4-C...

ILCs
1044 % Parent: 22.20

CD4 cFluor YG584-A

0 10* 10° 10°
CD127 cFluor R659-A
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Population Hierarchy

Population Hierarchy

AT-006-21_25C EDTA_1% PFA T0_1201-Fresh EDTA-WB D2

Population % Parent
v [ mevens 100.00
v Time 86.91
v [l singeets 97.03
~ [l cos- 2973
v [ ymphs, NKs, DCs 7215
v [l cpxTcRes- 2753
v Lin neg 2418
~ [ LnnegDR+ 19.56
v [ comeDes 53.52
v | comecpieDes 69.17
B coiccp141+DCs 6.47
CDic+ DCs 97 34
CD11c+CD16+DCs 24.02
B coi23+pDes 3735
v [l cD3HLADR- 28.04
B Eaynk 298
Mature NK 4413
B Terminal NK 1.96
v [ cD3-TCRgd-CD18-CD20- 3904
v CD14-CD123- 47 42
v CD14-CD123-CD16-DR- 10.02
v [l <Dp14cD123-CD16-DR-CD4-CDS- 49.31
ILCs 2220
v CD19+CD20+ 60.99
B naiveBecals 77.87
. Marginal zone-like 313
~ [l wemory B cels 12.35
| Plasmablasis 352
96.14

1gD- Memory

DOC-00327 Rev. B, Effective Date: 08/17/2022
Cytek Biosciences Inc. | 47215 Lakeview Boulevard, Fremont, CA 94538
Phone: +1 (510) 657-0102 | Fax: +1 (510) 657-0151 | cytekbio@cytekbio.com | www.cytekbio.com

+ Count

1,152,683

1,001,797

972,082

289,018

208 5338

57 401

13,879

2715

1,453

1,005

65

928

349

1,014

16,007

479

7.104

35

22411

10,627

1,160

572

127

35,006

27,258

1,094

4324

152

4157



. CYTEK"

Y TRANSCEND THE CONVENTIONAL

Validation Report for Flow Cytometry
Cytek® 25-Color Immunoprofiling Assay
Research Use Only

Page 22 of 67

v . CD3+TCRgd- T0.47 146,949
v . CD3+CD56- 98.99 145,470
- . CD8+ T cells 27.15 39,498
v . CD8+CD45RA-CCRT+ 36.85 14,554
CD8+CD27+CD28+ Central Memory 8254 12,886
v . CD8+CD45RA-CCRT- 16.76 6,618
Early-like Effector CD8+ 17.00 1,125
Early Effector CD&+ T72.56 4,802
Terminal Effector CD8+ 230 152
Intermediate Effector CD8+ 814 539
v CD8+CD45RA+CCRT+ 4329 17,098
Naive CD8+ 93.92 16,913
v CDB8+CD45RA+CCRT- 257 1,015
CD45RA Terminal Effector CD8+ 12.12 123
CD4-CD8-T cells 232 3,376
N . CD4+ T cells 69.04 100,430
B otres 2.51 8,544
v CD4+CD45RA-CCRT- 5.94 5,963
B Eariy-like Effector CD4+ 3067 1,829
B Eany Effector CD4+ 64.67 3,856
- Terminal Effector CD4+ 338 202
v CD4+CD45RA-CCRT+ 63.95 64,222
. CD4+CD27+CD28+ Central Memory 9349 60,042
v CD4+CD45RA+CCRT+ 3017 30,299
. Naive CD4+ 99.90 30,270
v . CD4+CD45RA+CCRT- 0.04 4
. CD45RA Terminal Effector CD4+ 7.32 3
CD3+CD56+ 1.06 1,556
TCRgd+ 1.84 3,847
v [ Monocytes 24.48 70,755
Non-classical 0.51 360
Intermediate 483 3,416
Classical 8318 62,392
“ . CD45int CD123+ 1.16 11,315
87.26 9,873

CD123+ Basophils
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4.1

4.2

4.3

7.1

Validation Parameters
The purpose of this validation is to describe the process and requirements for Cytek® 25-Color
Immunoprofiling Assay.

Effect of Fixation

Effect of Fixation of markers in Cytek® 25-Color Immunoprofiling Assay overtime was determined by
running independent analytical runs from 4 normal healthy donors. Change in % positive cells and
MFI was analyzed when the cells were exposed to 1% PFA fixation after staining. Acceptance criteria
were <20% CV change over 24- and 48- hour post 1% PFA fixation.

Stability

The stability of Cytek® 25-Color Immunoprofiling Assay was demonstrated in EDTA whole blood
from 4 normal healthy donors. Each sample was analyzed on the day of blood draw and on 24- and
48-hour post blood draw for any change in % positive cells. All samples were stored at room
temperature. Acceptance criteria were <20% change from day 0 value.

Exceptional Conditions
4 donors were grouped into two and tested on 2 different days.

Documentation and Archiving
Raw and unmixed data were recorded in the instrument, U0826.

Responsibilities
The validation experiments were performed and reported by Lily Park, Research Scientist. Data was
reviewed and approved by Mark Edinger.

Results
Performance characteristics, statistical analyses, summary, and conclusions for Cytek® 25-Color Assay
in EDTA whole blood are documented in the validation report.

Effects of Fixation

To make the effects of fixation for Cytek® 25-Color Assay more efficient, a set of markers that are
known to be affected by fixatives are included for further analysis.

e (CD3+TCRgd-CD56-CD4+CD45RA+CCR7+ (% CD45RA, MFI)
e (CD3+TCRgd-CD56-CD4+CD45RA-CCR7+ (% CCR7, MFI)

o (CD4+CD25+CD127lo/- (% T regs, MFI)
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CD3+TCRgd-CD56-CD4+CD45RA+CCR7+ (% CD45RA, MFI)

CD3+TCRgd-CD56-CD4+CD45RA+CCR7+ (% CD45RA)

Run date 11/17,12/2/22 11/18, 12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 60.83 57.66 68.44 8.89

Donor 13243 21.46 27.72 29.09 15.59

Donor 15211 74.36 72.28 73.83 1.47

Donor 33018 32.52 35.5 37.88 7.61
Avg. Inter % CV 8.39

CD3+TCRgd-CD56-CD4+CD45RA+CCR7+ (MFI CD45RA)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 26119 12404 26028 36.68

Donor 13243 8615 8577 10022 9.08

Donor 15211 19554 21505 30736 24.96

Donor 33018 23222 20935 24313 7.55
Avg. Inter % CV 19.57

CD3+TCRgd-CD56-CD4+CD45RA+CCR7+ (% CDA5RA)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood 0 24 48

Donor 32362 60.83 57.66 68.44

% change from Day O 0.00 -5.21 12.51

Donor 13243 21.46 27.72 29.09

% change from Day O 0.00 29.17 35.55

Donor 15211 74.36 72.28 73.83

% change from Day O 0.00 -2.80 -0.71

Donor 33018 32.52 35.50 37.88

% change from Day O 0.00 9.16 16.48

Avg. % change from Day 0 0.00 7.58 15.96
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% CD45RA
80.00
o 70.00
>
@ 60.00 @ /
o
£ 50.00
£ 40,00
5 o —0
30.00 o
= —=C= -9
S 20.00 *—
= 10.00
0.00
0 24 48
Time (hours) from blood collection
e=@==Donor 32362 ==@==Donor 13243 Donor 15211  ==@==Donor 33018
CD3+TCRgd-CD56-CD4+CD45RA+CCR7+ (MFI, CD45RA)
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48
Donor 32362 26119 12404 26028
% change from Day 0 0.00 -52.51 -0.35
Donor 13243 8615 8577 10022
% change from Day 0 0.00 -0.44 16.33
Donor 15211 19554 21505 30736
% change from Day O 0.00 9.98 57.19
Donor 33018 23222 20935 24313
% change from Day O 0.00 -9.85 4.70
Avg. % change from Day 0 0.00 -13.21 19.47
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20000

5000

e=@==Donor 32362

CD45RA MFI
* ———
C >
0 24

e=@==Donor 13243

Donor 15211

Time (hours) from blood collection

e=@==Donor 33018

The acceptance criteria for inter-run were met for mean CD3+TCRgd-CD56-CD4+CD45RA+CCR7+ (% 45RA,

MFI) values.

The acceptance criteria for mean % change from Hr 0 to Hr 24 and Hr 48 were met for CD3+TCRgd-CD56-
CD4+CD45RA-CCR7+ (% 45RA, MFI).

CD3+TCRgd-CD56-CD4+CD45RA-CCR7+ (% CCR7, MFI)

CD3+TCRgd-CD56-CD4+CD45RA-CCR7+ (% CCR7)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 28.08 34.24 22.96 19.87
Donor 13243 56.98 57.14 55.8 1.29
Donor 15211 22.19 23.02 20.94 4.75
Donor 33018 61.24 59 55.77 4.69

Avg. Inter % CV 7.65

CD3+TCRgd-CD56-CD4+CD45RA-CCR7+ (MFI CCR7)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 8223 13159 8856 26.65
Donor 13243 8503 11412 8708 17.02
Donor 15211 13641 13706 9083 21.83
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Donor 33018 11134 13791 10908 13.42
Avg. Inter % CV 19.73
CD3+TCRgd-CD56-CD4+CDA45RA-CCR7+ (% CCR7)
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48
Donor 32362 28.08 34.24 22.96
% change from Day 0 0.00 21.94 -18.23
Donor 13243 56.98 57.14 55.80
% change from Day 0 0.00 0.28 -2.07
Donor 15211 22.19 23.02 20.94
% change from Day 0 0.00 3.74 -5.63
Donor 33018 61.24 59.00 55.77
% change from Day O 0.00 -3.66 -8.93
Avg. % change from Day 0 0.00 5.58 -8.72
% CCR7
70.00
o 60.00 r e
8 50.00
g 40.00
E" 30.00 — \
g 20.00
X 10.00
0.00
0 24 48
Time (hours) from blood collection
==@=—Donor 32362  ==@=Donor 13243 Donor 15211  ==@==Donor 33018
CD3+TCRgd-CD56-CD4+CD45RA-CCR7+ (MFI CCR7)
Run date 11/17,12/2/22 11/18,12/3/22 11/19,12/3/22
Age of blood (Hr) 0 24 48
Donor 32362 8223 13159 8856
% change from Day O 0.00 60.03 7.70
Donor 13243 8503 11412 8708
% change from Day 0 0.00 34.21 2.41
Donor 15211 13641 13706 9083
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% change from Day 0 0.00 0.48 -33.41

onor 33018 11134 13791 10908

% change from Day 0 0.00 23.86 -2.03

Avg. % change from Day 0 0.00 29.64 -6.33
CCR7 MFI
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The acceptance criteria for inter-run were met for mean CD3+TCRgd-CD56-CD4+CD45RA-CCR7+ (% CCRY7,

MFI) values.

The acceptance criteria for mean % change from Hr O to Hr 24 and Hr 48 were met for CD3+TCRgd-CD56-
CD4+CD45RA-CCR7+ (% CCR7).

The acceptance criteria for mean % change from Hr O to Hr 24 were not met for CD3+TCRgd-CD56-
CD4+CD45RA-CCR7+ (CCR7 MFI). Mean % change value is 9.64% higher than the acceptance criteria. This
value and was accepted for passing after analyzing that it is a positive value change and the change from Hr

0 to Hr 48 is within the acceptable range.

The acceptance criteria for mean % change from Hr 0 to Hr 48 were met for CD3+TCRgd-CD56-
CD4+CD45RA-CCR7+ (CCR7, MFI).

CD4+CD25+CD127lo/- (% T regs, MFI)

CD4+CD25+CD127l0/- (% Treg)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 9.34 9.14 10.74 8.95
Donor 13243 8.91 7.7 7.4 9.99
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Donor 15211 11.33 12.18 13.07 7.14

Donor 33018 8.49 6.76 6.78 13.52
Avg. Inter % CV 9.90

CD4+CD25+CD127lo/- (MFI Treg)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 26016 13761 21792 30.33

Donor 13243 26384 17424 19757 21.94

Donor 15211 28543 24834 28991 8.31

Donor 33018 40096 29740 27435 20.80
Avg. Inter % CV 20.35

CD4+CD25+CD127lo/- (% Treg)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48

Donor 32362 9.34 9.14 10.74

% change from Day O 0.00 -2.14 14.99

Donor 13243 8.91 7.70 7.40

% change from Day 0 0.00 -13.58 -16.95

Donor 15211 11.33 12.18 13.07

% change from Day 0 0.00 7.50 15.36

Donor 33018 8.49 6.76 6.78

% change from Day 0 0.00 -20.38 -20.14

Avg. % change from Day 0 0.00 -7.15 -1.69
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CD4+CD25+CD127lo/- (MFI Treg)
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48
Donor 32362 26016 13761 21792
% change from Day 0 0.00 -47.11 -16.24
Donor 13243 26384 17424 19757
% change from Day 0 0.00 -33.96 -25.12
66666Donor 15211 28543 24834 28991
% change from Day O 0.00 -12.99 1.57
Donor 33018 40096 29740 27435
% change from Day O 0.00 -25.83 -31.58
Avg. % change from Day 0 0.00 -29.97 -17.84
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The acceptance criteria for inter-run were met for mean CD4+CD25+CD127lo/- (% Treg) values.

The acceptance criteria for inter-run were not met for mean CD4+CD25+CD127lo/- (% Treg MFI) values.
Mean % CV inter-run for CD4+CD25+CD127lo/- (T reg MFI) was 0.35 higher than the acceptance criteria. This
value was accepted for passing after analyzing the change from Hr 0 to Hr 48, which was within the

acceptable range.

The acceptance criteria for mean % change from Hr 0 to Hr 24 and Hr 48 were met for
CD4+CD25+CD127lo/- (% Treg).

The acceptance criteria for mean % change from Hr 0 to Hr 24 were not met for CD4+CD25+CD127lo/- (Treg
MEFI). Mean % change from Hr 0 to Hr 24 was 9.97% lower than the acceptance criteria. The value was
decided acceptable after analyzing the change from Hr O to Hr 48 was within the acceptance criteria.

The acceptance criteria for mean % change from Hr 0 to Hr 48 were met for CD4+CD25+CD127lo/- (Treg
MEFI).

Conclusion
The acceptance criteria were met for whole blood collected in EDTA anticoagulant over 0 to 48-hour post

blood collection with 1% PFA fixation.
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7.2 Stability

e CD3+TCRgd+ (% TCRgd)*

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,
for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e (CD3+TCRgd-

CD3+TCRgd+
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 3.85 5.77 3.24 30.80
Donor 13243 3.81 2.85 1.78 36.10
Donor 15211 3.24 2.31 0.98 52.18
Donor 33018 1.7 1.52 1.01 25.38
Avg. Inter % CV 36.12
CD3+TCRgd+

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 49.87 -15.84
Donor 13243 0.00 -25.20 -53.28
Donor 15211 0.00 -28.70 -69.75
Donor 33018 0.00 -10.59 -40.59

Avg % change -3.65 -44.87

Age of blood (Hr)

0

24

48

CD3+TCRgd-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 70.74 64.84 74.06 6.68
Donor 13243 62.14 67.33 71.94 7.30
Donor 15211 41.4 49.69 58.25 16.93
Donor 33018 70.96 70.1 73.72 2.64

Avg. Inter % CV 8.39

CD3+TCRgd-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
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Donor 32362 0.00 -8.34 4.69
Donor 13243 0.00 8.35 15.77
Donor 15211 0.00 20.02 40.70
Donor 33018 0.00 -1.21 3.89
Avg % change 4.71 16.26

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3+TCRgd- (%

positive) values.

The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3+TCRgd-CD56-

CD3+TCRgd-CD56-
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 96.88 97.78 97.75 0.52
Donor 13243 97.59 98.8 98.4 0.63
Donor 15211 97.88 98.4 98.36 0.29
Donor 33018 98.95 99 98.67 0.18
Avg. Inter % CV 0.41
CD3+TCRgd-CD56-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 0.93 0.90
Donor 13243 0.00 1.24 0.83
Donor 15211 0.00 0.53 0.49
Donor 33018 0.00 0.05 -0.28

Avg % change 0.69 0.48

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3+TCRgd-
CD56- (% positive) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3+TCRgd-CD56+*

CD3+TCRgd-CD56+

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 3.16 2.25 2.3 19.91
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Donor 13243 2.45 1.23 1.67 34.65
Donor 15211 2.34 1.7 1.71 19.13
Donor 33018 1.11 1.05 1.39 15.34
Avg. Inter % CV 22.25
CD3+TCRgd-CD56+
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 -28.80 -27.22
Donor 13243 0.00 -49.80 -31.84
Donor 15211 0.00 -27.35 -26.92
Donor 33018 0.00 -5.41 25.23
Avg % change -27.84 -15.19

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates
was evaluated for accuracy.

e CD3+TCRgd+CD56-CD4+

CD3+TCRgd+CD56-CD4+

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 56.16 52.87 54.11 3.06
Donor 13243 61.76 55.18 58.42 5.63
Donor 15211 58.79 56.26 54.64 3.70
Donor 33018 69.33 70.59 72.43 2.20
Avg. Inter % CV 3.65
CD3+TCRgd+CD56-CD4+

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 -5.86 -3.65
Donor 13243 0.00 -10.65 -5.41
Donor 15211 0.00 -4.30 -7.06
Donor 33018 0.00 1.82 4.47

Avg % change -4.75 -2.91

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3+TCRgd-
CD56-CD4+ (% positive) values.
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The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3+TCRgd+CD56-CD8+

CD3+TCRgd+CD56-CD8+

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 39.46 43.98 42.33 5.46
Donor 13243 32.51 40.5 37.52 10.96
Donor 15211 38.48 41.32 42.71 5.28
Donor 33018 26.99 25.65 24.04 5.78
Avg. Inter % CV 6.87
CD3+TCRgd+CD56-CD8+

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 11.45 7.27
Donor 13243 0.00 24.58 15.41
Donor 15211 0.00 7.38 10.99
Donor 33018 0.00 -4.96 -10.93

Avg % change 9.61 5.69

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3+TCRgd-
CD56-CD8+ (% positive) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3+TCRgd+CD56-CD4-CD8-

CD3+TCRgd+CD56-CD4-CD8-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 3.37 2.19 2.63 21.84

Donor 13243 4.34 3.4 3.12 17.65

Donor 15211 2.5 2.14 24 7.92

Donor 33018 2.22 244 2.32 4.73
Avg. Inter % CV 13.04

CD3+TCRgd+CD56-CD4-CD8-

DOC-00327 Rev. B, Effective Date: 08/17/2022
Cytek Biosciences Inc. | 47215 Lakeview Boulevard, Fremont, CA 94538
Phone: +1 (510) 657-0102 | Fax: +1 (510) 657-0151 | cytekbio@cytekbio.com | www.cytekbio.com



(] ® Validation Report for Flow Cytometr
'. " SSX:!:,ET!N(.L Cytek® 25—Co|orplmmunoprofili)r/19 Assai
Research Use Only
Page 36 of 67
Run date 11/17,12/2/22 11/18, 12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 -35.01 -21.96
Donor 13243 0.00 -21.66 -28.11
Donor 15211 0.00 -14.40 -4.00
Donor 33018 0.00 9.91 4.50
Avg % change -15.29 -12.39

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for
CD3+TCRgd+CD56-CD4-CD8- (% positive) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3+TCRgd-CD56-CD4+CD45RA+CCR7-*

CD3+TCRgd-CD56-CD4+CD45RA+CCR7-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 2.32 2.07 2.09 6.43
Donor 13243 1.99 1.46 1.2 25.98
Donor 15211 0.14 0.21 0.24 26.09
Donor 33018 0.07 0.03 0.04 44.61
Avg. Inter % CV 25.78
CD3+TCRgd-CD56-CD4+CD45RA+CCR7-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 -10.78 -9.91
Donor 13243 0.00 -26.63 -39.70
Donor 15211 0.00 50.00 71.43
Donor 33018 0.00 -57.14 -42.86

Avg % change -11.14 -5.26

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3+TCRgd-CD56-CD4+CD45RA+CCR7+ (% CD45RA)

CD3+TCRgd-CD56-CD4+CD45RA+CCR7+ (% CDA5RA)

Run date

11/17,12/2/22

11/18,12/3/22

11/19, 12/3/22

Age of blood (Hr)

0

24

48 % CV Inter-run
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Donor 32362 60.83 57.66 68.44 8.89
Donor 13243 21.46 27.72 29.09 15.59
Donor 15211 74.36 72.28 73.83 1.47
Donor 33018 32.52 35.5 37.88 7.61
Avg. Inter % CV 8.39

CD3+TCRgd-CD56-CD4+CD45RA+CCR7+ (% CD45RA)

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3+TCRgd-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 -5.21 12.51

Donor 13243 0.00 29.17 35.55

Donor 15211 0.00 -2.80 -0.71

Donor 33018 0.00 9.16 16.48
Avg % change 7.58 15.96

CD56-CD4+CD45RA+CCR7+ (% CD45RA) values.

The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3+TCRgd-CD56-CD4+CD45RA-CCR7+ (% CCR7)

Phone: +1 (510) 657-0102 | Fax: +1 (510) 657-0151 | cytekbio@cytekbio.com | www.cytekbio.com

CD3+TCRgd-CD56-CD4+CDA45RA-CCR7+ (% CCR7)
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 28.08 34.24 22.96 19.87
Donor 13243 56.98 57.14 55.8 1.29
Donor 15211 22.19 23.02 20.94 4.75
Donor 33018 61.24 59 55.77 4.69

Avg. Inter % CV 7.65
CD3+TCRgd-CD56-CD4+CD45RA-CCR7+ (% CCR7)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 21.94 -18.23
Donor 13243 0.00 0.28 -2.07
Donor 15211 0.00 3.74 -5.63
Donor 33018 0.00 -3.66 -8.93

Avg % change 5.58 -8.72
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Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3+TCRgd-
CD56-CD4+CD45RA+CCR7+ (% CCR7) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3+TCRgd-CD56-CD4+CD45RA-CCR7-*

CD3+TCRgd-CD56-CD4+CD45RA-CCR7-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 9.26 6.73 6.13 22.53
Donor 13243 18.97 13.18 13.73 20.90
Donor 15211 3.03 4.21 4.74 21.92
Donor 33018 4.74 5.85 5.08 10.89
Avg. Inter % CV 19.06
CD3+TCRgd-CD56-CD4+CD45RA-CCR7-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 -27.32 -33.80
Donor 13243 0.00 -30.52 -27.62
Donor 15211 0.00 38.94 56.44
Donor 33018 0.00 23.42 7.17

Avg % change 1.13 0.55

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates
was evaluated for accuracy.

e CD3+TCRgd-CD56-CD4+CD45RA +CCR7+CD27+CD28+ (% Naive CD4+)

CD3+TCRgd-CD56-CD4+CD45RA+CCR7+CD27+CD28+ (% Naive CD4+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 99.88 99.8 99.83 0.04

Donor 13243 99.82 99.25 99.5 0.29

Donor 15211 99.85 99.49 99.46 0.22

Donor 33018 99.77 99.54 99.45 0.17
Avg. Inter % CV 0.18

CD3+TCRgd-CD56-CD4+CD45RA+CCR7+CD27+CD28+ (% Naive CD4+)

Run date

| 11/17,12/2/22 ‘ 11/18,12/3/22

11/19, 12/3/22
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Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 -0.08 -0.05

Donor 13243 0.00 -0.57 -0.32

Donor 15211 0.00 -0.36 -0.39

Donor 33018 0.00 -0.23 -0.32
Avg % change -0.31 -0.27

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3+TCRgd-
CD56-CD4+CD45RA+CCR7+CD27+CD28+ (% Naive CD4+) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3+TCRgd-CD56-CD4+CD45RA-CCR7+CD27+CD28+ (Central Memory CD4+)

CD3+TCRgd-CD56-CD4+CD45RA-CCR7+CD27+CD28+ (Central Memory CD4+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 93.49 89.44 91.97 2.23

Donor 13243 94.52 94.62 95.61 0.63

Donor 15211 90.29 88.41 92.8 2.43

Donor 33018 92.46 91.01 91.27 0.84
Avg. Inter % CV 1.54

CD3+TCRgd-CD56-CD4+CD45RA-CCR7+CD27+CD28+ (Central Memory CD4+)
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 -4.33 -1.63
Donor 13243 0.00 0.11 1.15
Donor 15211 0.00 -2.08 2.78
Donor 33018 0.00 -1.57 -1.29
Avg % change -1.97 0.26

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3+TCRgd-
CD56-CD4+CD45RA-CCR7+CD27+CD28+ (% Central Memory CD4+) values.

The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room
temperature.

e CD3+TCRgd-CD56-CD4+CD45RA-CCR7-CD27-CD28+ (Early-like Effector CD4+)

CD3+TCRgd-CD56-CD4+CD45RA-CCR7-CD27-CD28+ (Early-like Effector CD4+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48

% CV Inter-run
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Donor 32362 36.15 42.6 36.05 9.81
Donor 13243 29.13 31.27 27.41 6.61
Donor 15211 40.75 38.26 31.75 12.59
Donor 33018 30.14 32.83 32.02 4.36
Avg. Inter % CV 8.34

CD3+TCRgd-CD56-CD4+CD45RA-CCR7-CD27-CD28+ (Early-like Effector CD4+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 17.84 -0.28

Donor 13243 0.00 7.35 -5.90

Donor 15211 0.00 -6.11 -22.09

Donor 33018 0.00 8.93 6.24
Avg % change 7.00 -5.51

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3+TCRgd-
CD56-CD4+CD45RA-CCR7-CD27-CD28+ (% Early-like Effector CD4+) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3+TCRgd-CD56-CD4+CD45RA-CCR7-CD27+CD28+ (Early Effector CD4+)

CD3+TCRgd-CD56-CD4+CD45RA-CCR7-CD27+CD28+ (Early Effector CD4+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 54.14 35.25 43.94 21.27

Donor 13243 49.82 38.88 48.23 12.95

Donor 15211 46.88 47.49 54.71 8.76

Donor 33018 64.83 62.43 63.63 1.89
Avg. Inter % CV 11.22

CD3+TCRgd-CD56-CD4+CD45RA-CCR7-CD27+CD28+ (Early Effector CD4+)

Phone: +1 (510) 657-0102 | Fax: +1 (510) 657-0151 | cytekbio@cytekbio.com | www.cytekbio.com

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 -34.89 -18.84

Donor 13243 0.00 -21.96 -3.19

Donor 15211 0.00 1.30 16.70

Donor 33018 0.00 -3.70 -1.85
Avg % change -14.81 -1.80

DOC-00327 Rev. B, Effective Date: 08/17/2022
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Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3+TCRgd-
CD56-CD4+CD45RA-CCR7-CD27+CD28+ (% Early Effector CD4+) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3+TCRgd-CD56-CD4+CD45RA-CCR7-CD27-CD28- (Terminal Effector CD4 +)*

CD3+TCRgd-CD56-CD4+CD45RA-CCR7-CD27-CD28- (Terminal Effector CD4+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 9.28 20.82 18.59 37.72

Donor 13243 19.83 27.86 21.16 18.75

Donor 15211 11.46 12.23 11.66 3.39

Donor 33018 3.45 3.11 3.07 6.50
Avg. Inter % CV 16.59

CD3+TCRgd-CD56-CD4+CD45RA-CCR7-CD27-CD28- (Terminal Effector CD4+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 124.35 100.32

Donor 13243 0.00 40.49 6.71

Donor 15211 0.00 6.72 1.75

Donor 33018 0.00 -9.86 -11.01
Avg % change 40.43 24.44

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3+TCRgd-CD56-CD4+CD45RA +CCR7-CD27-CD28- (CD45RA Terminal Effector

CD4+)*
CD3+TCRgd-CD56-CD4+CD45RA+CCR7-CD27-CD28- (CD45RA Terminal Effector CD4+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 90.19 93.5 89.5 2.35

Donor 13243 70.71 73.43 76.39 3.86

Donor 15211 26.19 14.71 11.76 43.43

Donor 33018 1.52 8.7 5.88 67.41
Avg. Inter % CV 29.26

DOC-00327 Rev. B, Effective Date: 08/17/2022
Cytek Biosciences Inc. | 47215 Lakeview Boulevard, Fremont, CA 94538
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CD3+TCRgd-CD56-CD4+CD45RA+CCR7-CD27-CD28- (CD45RA Terminal

Effector CD4+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 3.67 -0.77
Donor 13243 0.00 3.85 8.03
Donor 15211 0.00 -43.83 -55.10
Donor 33018 0.00 472.37 286.84

Avg % change 109.01 59.75

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3+TCRgd-CD56-CD8+CD45RA+CCR7-*

CD3+TCRgd-CD56-CD8+CD45RA+CCR7-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 10.02 7.4 9.06 15.02
Donor 13243 45.13 44.02 43.32 2.07
Donor 15211 4.97 7.32 7.42 21.10
Donor 33018 2.8 2.04 1.79 23.80
Avg. Inter % CV 15.50
CD3+TCRgd-CD56-CD8+CD45RA+CCR7-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 -26.15 -9.58
Donor 13243 0.00 -2.46 -4.01
Donor 15211 0.00 47.28 49.30
Donor 33018 0.00 -27.14 -36.07

Avg % change -2.12 -0.09

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3+TCRgd-CD56-CD8+CD45RA+CCR7+

CD3+TCRgd-CD56-CD8+CD45RA+CCR7+

Run date

11/17,12/2/22

11/18, 12/3/22

11/19, 12/3/22

Age of blood (Hr)

0

24

48

% CV Inter-run

DOC-00327 Rev. B, Effective Date: 08/17/2022
Cytek Biosciences Inc. | 47215 Lakeview Boulevard, Fremont, CA 94538
Phone: +1 (510) 657-0102 | Fax: +1 (510) 657-0151 | cytekbio@cytekbio.com | www.cytekbio.com



| P

. CYTEK"

TRANSCEND THE CONVENTIONAL

Validation Report for Flow Cytometry
Cytek® 25-Color Immunoprofiling Assay

Research Use Only
Page 43 of 67

Donor 32362 77.11 76.86 80.68 2.73
Donor 13243 9.45 10.54 12.62 14.82
Donor 15211 77.89 71.78 76.03 4.16
Donor 33018 41.51 45.19 48.72 7.99
Avg. Inter % CV 7.42
CD3+TCRgd-CD56-CD8+CD45RA+CCR7+
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 -0.32 4.63
Donor 13243 0.00 11.53 33.54
Donor 15211 0.00 -7.84 -2.39
Donor 33018 0.00 8.87 17.37
Avg % change 3.06 13.29

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3+TCRgd-
CD56-CD8+CD45RA+CCR7+ (% positive) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3+TCRgd-CD56-CD8+CD45RA-CCR7+

CD3+TCRgd-CD56-CD8+CD45RA-CCR7+

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 3.29 5.89 2.88 40.61
Donor 13243 15.31 15.36 14.61 2.78
Donor 15211 3.37 3.65 2.57 17.53
Donor 33018 31.82 36.33 32.79 7.06
Avg. Inter % CV 16.99
CD3+TCRgd-CD56-CD8+CD45RA-CCR7+

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 79.03 -12.46
Donor 13243 0.00 0.33 -4.57
Donor 15211 0.00 8.31 -23.74
Donor 33018 0.00 14.17 3.05

Avg % change 25.46 -9.43

DOC-00327 Rev. B, Effective Date: 08/17/2022
Cytek Biosciences Inc. | 47215 Lakeview Boulevard, Fremont, CA 94538
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At 24-hour post blood draw, the acceptance criteria were not met for the mean % average for CD3+TCRgd-

CD56-CD8+CD45RA-CCR7+ (% positive) values. However when the value for Donor 32362 % change at Hr 24
is treated as an outlier, mean % change drops to 7.6%, falling under the passing criteria.
At 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3+TCRgd-CD56-
CD8+CD45RA-CCR7+ (% positive) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3+TCRgd-CD56-CD8+CD45RA-CCR7-*

CD3+TCRgd-CD56-CD8+CD45RA-CCR7-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 9.1 9.38 6.96 15.61
Donor 13243 29.42 29.4 28.68 1.45
Donor 15211 14.1 17.55 14.31 12.62
Donor 33018 14.31 25.53 17.12 30.75
Avg. Inter % CV 15.11
CD3+TCRgd-CD56-CD8+CD45RA-CCR7-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 3.08 -23.52
Donor 13243 0.00 -0.07 -2.52
Donor 15211 0.00 24.47 1.49
Donor 33018 0.00 78.41 19.64

Avg % change 26.47 -1.23

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3+TCRgd-CD56-CD8+CD45RA+CCR7+ CD27+CD28+ (Naive CD8+)

CD3+TCRgd-CD56-CD8+CDA45RA+CCR7+ CD27+CD28+ (Naive CD8+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 99.5 99.6 99.6 0.06
Donor 13243 96.9 86.55 78.78 10.40
Donor 15211 99.33 97.46 98.43 0.95
Donor 33018 98.91 98.26 98.61 0.33

DOC-00327 Rev. B, Effective Date: 08/17/2022
Cytek Biosciences Inc. | 47215 Lakeview Boulevard, Fremont, CA 94538
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Avg. Inter % CV

2.93

CD3+TCRgd-CD56-CD8+CD45RA+CCR7+ CD27+CD28+ (Naive CD8+)
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 0.10 0.10
Donor 13243 0.00 -10.68 -18.70
Donor 15211 0.00 -1.88 -0.91
Donor 33018 0.00 -0.66 -0.30
Avg % change -3.28 -4.95

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3+TCRgd-
CD56-CD8+CD45RA+CCR7+ CD27+CD28+ (% Naive CD8+) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3+TCRgd-CD56-CD8+CD45RA-CCR7+ CD27+CD28+ (Central Memory CD8+)

CD3+TCRgd-CD56-CD8+CD45RA-CCR7+ CD27+CD28+ (Central Memory CD8+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 93.3 96.78 96.5 2.02

Donor 13243 92.49 94.26 91.51 1.50

Donor 15211 92.82 83.59 73.99 11.28

Donor 33018 86.92 98.63 98.87 7.21
Avg. Inter % CV 5.50

CD3+TCRgd-CD56-CD8+CD45RA-CCR7+ CD27+CD28+ (Central Memory CD8+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 3.73 3.43

Donor 13243 0.00 1.91 -1.06

Donor 15211 0.00 -9.94 -20.29

Donor 33018 0.00 13.47 13.75
Avg % change 2.29 -1.04

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3+TCRgd-
CD56-CD8+CD45RA-CCR7+ CD27+CD28+ (% Central Memory CD8+) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27-CD28+ (Early-like Effector CD8+)*
DOC-00327 Rev. B, Effective Date: 08/17/2022
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CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27-CD28+ (Early-like Effector CD8+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 8.46 10.9 9.76 12.58

Donor 13243 6.43 7.9 6.66 11.30

Donor 15211 15.27 13.39 14.42 6.56

Donor 33018 22.2 17.91 19.27 11.08
Avg. Inter % CV 10.38

CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27-CD28+ (Early-like Effector CD8+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 28.84 15.37

Donor 13243 0.00 22.86 3.58

Donor 15211 0.00 -12.31 -5.57

Donor 33018 0.00 -19.32 -13.20
Avg % change 5.02 0.04

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27+CD28+ (Early Effector CD8+)*

CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27+CD28+ (Early Effector CD8+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 57.39 45.05 41.87 17.04

Donor 13243 28.65 18.62 16.12 31.38

Donor 15211 54.08 41.81 36.78 20.12

Donor 33018 69.23 70.11 66.65 2.62
Avg. Inter % CV 17.79

CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27+CD28+ (Early

y Effector CD8+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 -21.50 -27.04
Donor 13243 0.00 -35.01 -43.73
Donor 15211 0.00 -22.69 -31.99
Donor 33018 0.00 1.27 -3.73

DOC-00327 Rev. B, Effective Date: 08/17/2022
Cytek Biosciences Inc. | 47215 Lakeview Boulevard, Fremont, CA 94538
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| Avg % change ‘

-19.48

-26.62

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27+CD28- (Intermediate Effector CD8+)*

CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27+CD28- (Intermediate Effector CD8+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 15.14 14.84 18.55 12.74

Donor 13243 19.15 19.71 184 3.44

Donor 15211 11.73 15.33 15.45 14.92

Donor 33018 6.41 8.81 9.88 21.24
Avg. Inter % CV 13.09

CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27+CD28- (Intermediate Effector

CD8+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 -1.98 22.52
Donor 13243 0.00 2.92 -3.92
Donor 15211 0.00 30.69 31.71
Donor 33018 0.00 37.44 54.13

Avg % change 17.27 26.11

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27-CD28- (Terminal Effector CD8+)*

CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27-CD28- (Terminal Effector CD8+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 19.01 29.21 29.82 23.34

Donor 13243 45.77 53.77 58.82 12.47

Donor 15211 18.92 29.48 33.35 27.41

Donor 33018 2.16 3.17 4.2 32.11
Avg. Inter % CV 23.83

CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27-CD28- (Terminal Effector CD8+) ‘

DOC-00327 Rev. B, Effective Date: 08/17/2022
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Run date 11/17,12/2/22 11/18, 12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 53.66 56.86
Donor 13243 0.00 17.48 28.51
Donor 15211 0.00 55.81 76.27
Donor 33018 0.00 46.76 94.44
Avg % change 43.43 64.02

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3+TCRgd-CD56-CD8+CD45RA +CCR7-CD27-CD28- (CD45RA Terminal Effector

CD8+)*
CD3+TCRgd-CD56-CD8+CD45RA+CCR7-CD27-CD28- (CD45RA Terminal Effector CD8+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 58.72 68.19 66.07 7.73

Donor 13243 67.34 73.22 77.38 6.94

Donor 15211 43.82 53.67 58.25 14.20

Donor 33018 9.41 16.6 21.01 37.36
Avg. Inter % CV 16.56

CD3+TCRgd-CD56-CD8+CD45RA+CCR7-CD27-CD28- (CD45RA Terminal

Effector CD8+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 16.13 12.52
Donor 13243 0.00 8.73 14.91
Donor 15211 0.00 22.48 32.93
Donor 33018 0.00 76.41 123.27

Avg % change 30.94 45.91

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD14-CD16+ (Non-classical)*

CD14-CD16+ (Non-classical)

Run date

11/17,12/2/22

11/18, 12/3/22 11/19, 12/3/22

Age of blood (Hr)

0

24 48 % CV Inter-run

DOC-00327 Rev. B, Effective Date: 08/17/2022

Cytek Biosciences Inc. | 47215 Lakeview Boulevard, Fremont, CA 94538

Phone: +1 (510) 657-0102 | Fax: +1 (510) 657-0151 | cytekbio@cytekbio.com | www.cytekbio.com



(J ® Validation Report for Flow Cytometr
'. " SSX:!:,ET!N(.L Cytek® 25—Co|orplmmunoprofili)r/19 Assai
Research Use Only
Page 49 of 67
Donor 32362 2.85 10.19 1.68 94.01
Donor 13243 4.52 8.67 1.32 76.19
Donor 15211 2.9 3.67 4.35 19.93
Donor 33018 0.51 4.6 3.63 73.36
Avg. Inter % CV 65.87
CD14-CD16+ (Non-classical)
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 257.54 -41.05
Donor 13243 0.00 91.81 -70.80
Donor 15211 0.00 26.55 50.00
Donor 33018 0.00 801.96 611.76
Avg % change 294.47 137.48

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,
for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD14+CD16+ (Intermediate)*

CD14+CD16+ (Intermediate)
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 2.96 12.51 9.17 59.01
Donor 13243 23.28 22.58 17.3 15.53
Donor 15211 20.47 25.06 20.8 11.58
Donor 33018 4.47 5.33 3.03 27.17
Avg. Inter % CV 28.32
CD14+CD16+ (Intermediate)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 322.64 209.80
Donor 13243 0.00 -3.01 -25.69
Donor 15211 0.00 22.42 1.61
Donor 33018 0.00 19.24 -32.21

Avg % change 90.32 38.38

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,
for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.
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e CD14+CD16- (Classical)

CD14+CD16- (Classical)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 87.26 62.49 85.57 17.64
Donor 13243 65.62 51.65 69.43 15.04
Donor 15211 71.01 59.49 52.79 15.08
Donor 33018 88.54 84.4 78.39 6.09
Avg. Inter % CV 13.47
CD14+CD16- (Classical)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 -28.39 -1.94
Donor 13243 0.00 -21.29 5.81
Donor 15211 0.00 -16.22 -25.66
Donor 33018 0.00 -4.68 -11.46

Avg % change -17.64 -8.31

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD14+CD16+

(% Classical monocytes) values.

The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e Live, CD45intCD123+*

Live, CD45intCD123+

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 1.19 1.71 1.82 21.39

Donor 13243 0.72 1.16 1.8 44.27

Donor 15211 0.44 0.49 0.56 12.14

Donor 33018 1.15 1.43 1.73 20.19
Avg. Inter % CV 24.50

Live, CD45intCD123+

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 43.70 52.94
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Donor 13243 0.00 61.11 150.00

Donor 15211 0.00 11.36 27.27

Donor 33018 0.00 24.35 50.43
Avg % change 35.13 70.16

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e Live, CD45intCD123+DR- (Basophils)

Live, CD45intCD123+DR- (Basophils)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 79.38 77.57 79.56 1.40
Donor 13243 73.21 76.79 76.55 2.65
Donor 15211 74.74 59.13 53.46 17.65
Donor 33018 87.56 76.81 84.13 6.63
Avg. Inter % CV 7.08
Live, CD45intCD123+DR- (Basophils)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 -2.28 0.23
Donor 13243 0.00 4.89 4.56
Donor 15211 0.00 -20.89 -28.47
Donor 33018 0.00 -12.28 -3.92

Avg % change -7.64 -6.90

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for Live,
CD45intCD123+DR- (% Basophils) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD4+CD25+CD127lo/- (T regs)

CD4+CD25+CD127lo/- (T regs)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 9.34 9.14 10.74 8.95
Donor 13243 8.91 7.7 7.4 9.99
Donor 15211 11.33 12.18 13.07 7.14
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Donor 33018 8.49 6.76 6.78 13.52
Avg. Inter % CV 9.90

CD4+CD25+CD127lo/- (T regs)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 -2.14 14.99

Donor 13243 0.00 -13.58 -16.95

Donor 15211 0.00 7.50 15.36

Donor 33018 0.00 -20.38 -20.14
Avg % change -7.15 -1.69

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for
CD4+CD25+CD127lo/- (% T regs) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.
e CD3-TCRgd-
CD3-TCRgd-
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 25.84 29.39 22.89 12.50
Donor 13243 34.16 29.68 26.36 13.02
Donor 15211 54.95 46.76 40.42 15.38
Donor 33018 27.08 26.92 24.82 4.80
Avg. Inter % CV 11.42
CD3-TCRgd-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 13.74 -11.42
Donor 13243 0.00 -13.11 -22.83
Donor 15211 0.00 -14.90 -26.44
Donor 33018 0.00 -0.59 -8.35

Avg % change -3.72 -17.26

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3-TCRgd- (%

positive) values.

The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.
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Cytek Biosciences Inc. | 47215 Lakeview Boulevard, Fremont, CA 94538
Phone: +1 (510) 657-0102 | Fax: +1 (510) 657-0151 | cytekbio@cytekbio.com | www.cytekbio.com



(J ® Validation Report for Flow Cytometr
'. " SSX:!:,ET!N(.L Cytek® 25—Co|orplmmunoprofili)r/19 Assai
Research Use Only
Page 53 of 67
e CD3-TCRgd-CD19+CD20+ (B cells)
CD3-TCRgd-CD19+CD20+ (B cells)
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 32.24 33.47 37.46 7.94
Donor 13243 26.79 31.12 37.16 16.44
Donor 15211 60.4 59.36 65.14 5.00
Donor 33018 63.8 66.88 68.54 3.62
Avg. Inter % CV 8.25
CD3-TCRgd-CD19+CD20+ (B cells)
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 3.82 16.19
Donor 13243 0.00 16.16 38.71
Donor 15211 0.00 -1.72 7.85
Donor 33018 0.00 4.83 7.43
Avg % change 5.77 17.54

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3-TCRgd-
CD19+CD20+ (% B cells) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3-TCRgd-CD19+CD20+CD27-IgD+ (Naive B cells)

CD3-TCRgd-CD19+CD20+CD27-IgD+ (Naive B cells)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 48.35 51.91 57.91 9.16

Donor 13243 44.05 54.08 53 10.93

Donor 15211 88.5 90.45 90.97 1.45

Donor 33018 78.17 79.58 80.45 1.45
Avg. Inter % CV 5.75

CD3-TCRgd-CD19+CD20+CD27-IgD+ (Naive B cells)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 7.36 19.77
Donor 13243 0.00 22.77 20.32
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Donor 15211 0.00 2.20 2.79
Donor 33018 0.00 1.80 2.92
Avg % change 8.53 11.45

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3-TCRgd-
CD19+CD20+CD27-IgD+ (% Naive B cells) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3-TCRgd-CD19+CD20+CD27+IgD+ (Marginal zone-like)*

CD3-TCRgd-CD19+CD20+CD27+IgD+ (Marginal zone-like)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 6.55 4.1 4.32 27.16

Donor 13243 19.19 14.26 15.62 15.57

Donor 15211 4.94 3.76 3.68 17.10

Donor 33018 3.09 2.04 1.62 33.65
Avg. Inter % CV 23.37

CD3-TCRgd-CD19+CD20+CD27+IgD+ (Marginal zone-like)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 -37.40 -34.05

Donor 13243 0.00 -25.69 -18.60

Donor 15211 0.00 -23.89 -25.51

Donor 33018 0.00 -33.98 -47.57
Avg % change -30.24 -31.43

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3-TCRgd-CD19+CD20+CD27+IgD- (Memory B cells)*

CD3-TCRgd-CD19+CD20+CD27+IgD- (Memory B cells)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 29.39 25.45 21.4 15.72

Donor 13243 31.14 23.99 23.31 16.59

Donor 15211 4.04 3.12 2.64 21.78

Donor 33018 12.18 10.5 8.87 15.74
Avg. Inter % CV 17.46
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CD3-TCRgd-CD19+CD20+CD27+IgD- (Memory B cells)
Run date 11/17,12/2/22 11/18, 12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 -13.41 -27.19
Donor 13243 0.00 -22.96 -25.14
Donor 15211 0.00 -22.77 -34.65
Donor 33018 0.00 -13.79 -27.18
Avg % change -18.23 -28.54

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3-TCRgd-CD19+CD20+CD27+IgD-CD20-CD27 (Plasmablasts)*

CD3-TCRgd-CD19+CD20+CD27+IgD-CD20-CD27 (Plasmablasts

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 9.68 2.1 1.58 101.81

Donor 13243 3.35 1.64 1.52 47.17

Donor 15211 6.1 4.82 2.99 33.71

Donor 33018 3.68 2.79 3.14 14.00
Avg. Inter % CV 49.17

CD3-TCRgd-CD19+CD20+CD27+|

gD-CD20-CD27 (Plasmablasts)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 -78.31 -83.68

Donor 13243 0.00 -51.04 -54.63

Donor 15211 0.00 -20.98 -50.98

Donor 33018 0.00 -24.18 -14.67
Avg % change -43.63 -50.99

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3-TCRgd-CD19+CD20+CD27+IgD-CD20+CD27lo (IgD- Memory)

CD3-TCRgd-CD19+CD20+CD27+igD-CD20+CD27lo (IgD- Memory)

Run date

11/17,12/2/22

11/18, 12/3/22

11/19, 12/3/22

Age of blood (Hr)

0

24

48

% CV Inter-run

DOC-00327 Rev. B, Effective Date: 08/17/2022
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Donor 32362 91.15 98.01 98.46 4.27
Donor 13243 96.81 98.24 98.66 0.99
Donor 15211 93.48 94.28 95.71 1.20
Donor 33018 95.7 96.77 96.33 0.56
Avg. Inter % CV 1.75

CD3-TCRgd-CD19+CD20+CD27+gD-CD20+CD27lo (IgD- Memory)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 7.53 8.02

Donor 13243 0.00 1.48 1.91

Donor 15211 0.00 0.86 2.39

Donor 33018 0.00 1.12 0.66
Avg % change 2.74 3.24

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3-TCRgd-
CD19+CD20+CD27+IgD-CD20+CD27lo (% IgD- Memory) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3-TCRgd-HLADR-

CD3-TCRgd-HLADR-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 54.47 53.2 48.54 6.00
Donor 13243 52.17 51.56 45.2 7.78
Donor 15211 31.1 32 29.19 4.66
Donor 33018 29.17 26.21 23.87 10.05
Avg. Inter % CV 7.12
CD3-TCRgd-HLADR-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 -2.33 -10.89
Donor 13243 0.00 -1.17 -13.36
Donor 15211 0.00 2.89 -6.14
Donor 33018 0.00 -10.15 -18.17

Avg % change -2.69 -12.14
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Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3-TCRgd-
HLADR- (% positive) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3-TCRgd-HLADR-CD16-CD56+ (Early NK)*

CD3-TCRgd-HLADR-CD16-CD56+ (Early NK)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 4.35 4.35 3.86 6.76
Donor 13243 2.73 2.02 2.45 14.90
Donor 15211 4.54 3.01 2.91 26.20
Donor 33018 3.16 1.03 1.23 65.11
Avg. Inter % CV 28.24
CD3-TCRgd-HLADR-CD16-CD56+ (Early NK)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 0.00 -11.26
Donor 13243 0.00 -26.01 -10.26
Donor 15211 0.00 -33.70 -35.90
Donor 33018 0.00 -67.41 -61.08

Avg % change -31.78 -29.62

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3-TCRgd-HLADR-CD16+CD56+ (Mature NK)

Run date 11/17,12/2/22 | 11/18,12/3/22 | 11/19,12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 57.47 58.32 57.48 0.84

Donor 13243 69.14 60.27 58.49 9.11

Donor 15211 83.94 79.92 80.62 2.64

Donor 33018 45.32 37.27 32.97 16.28
Avg. Inter % CV 7.22

CD3-TCRgd-HLADR-CD16+CD56+ (Mature NK)
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr)

0.00

24.00

48.00

DOC-00327 Rev. B, Effective Date: 08/17/2022
Cytek Biosciences Inc. | 47215 Lakeview Boulevard, Fremont, CA 94538
Phone: +1 (510) 657-0102 | Fax: +1 (510) 657-0151 | cytekbio@cytekbio.com | www.cytekbio.com



(] ® Validation Report for Flow Cytometr

'. " SSX:!:,ET!N(.L Cytek® 25—Co|orplmmunoprofili)r/19 Assai

Research Use Only

Page 58 of 67
Donor 32362 0.00 1.48 0.02
Donor 13243 0.00 -12.83 -15.40
Donor 15211 0.00 -4.79 -3.96
Donor 33018 0.00 -17.76 -27.25

Avg % change -8.48 -11.65

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3-TCRgd-
HLADR-CD16+CD56+ (% Mature NK) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3-TCRgd-HLADR-CD16+CD56- (Terminal NK)*

CD3-TCRgd-HLADR-CD16+CD56- (Terminal NK)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 3 8.61 3.62 60.58
Donor 13243 6.81 14.34 6.02 50.71
Donor 15211 3.37 6.73 3.09 46.07
Donor 33018 1.44 8.62 5.79 68.46
Avg. Inter % CV 56.45
CD3-TCRgd-HLADR-CD16+CD56- (Terminal NK)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 187.00 20.67
Donor 13243 0.00 110.57 -11.60
Donor 15211 0.00 99.70 -8.31
Donor 33018 0.00 498.61 302.08

Avg % change 223.97 75.71

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3-TCRgd-CD19-CD56- (Lineage negative)

CD3-TCRgd-CD19-CD56- (Lineage negative)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 30.92 31.48 30.82 1.14
Donor 13243 34.48 38.51 36.48 5.52

Phone: +1 (510) 657-0102 | Fax: +1 (510) 657-0151 | cytekbio@cytekbio.com | www.cytekbio.com
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Donor 15211 10.08 12.92 10.33 14.15
Donor 33018 21.23 22 22.63 3.19
Avg. Inter % CV 6.00
CD3-TCRgd-CD19-CD56- (Lineage negative)
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 1.81 -0.32
Donor 13243 0.00 11.69 5.80
Donor 15211 0.00 28.17 2.48
Donor 33018 0.00 3.63 6.59
Avg % change 11.33 3.64

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3-TCRgd-
CD19-CD56- (% Lineage negative) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3-TCRgd-CD19-CD56-HLADR+CD14- (Lin neg DR+)

CD3-TCRgd-CD19-CD56-HLADR+CD14- (Lin neg DR+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 16.92 18.48 20.84 10.53

Donor 13243 26.44 22.65 25.18 7.80

Donor 15211 40.43 25.76 26.46 26.79

Donor 33018 21.05 17.28 19.75 9.89
Avg. Inter % CV 13.75

CD3-TCRgd-CD19-CD56-HLADR+CD14- (Lin neg DR+)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 9.22 23.17

Donor 13243 0.00 -14.33 -4.77

Donor 15211 0.00 -36.28 -34.55

Donor 33018 0.00 -17.91 -6.18
Avg % change -14.83 -5.58

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3-TCRgd-
CD19-CD56-HLADR+CD14- (%Lin neg DR+) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.
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e CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123-CD11c+ (CD11c+ DCs)*
CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123-CD11c+ (CD11c+ DCs)
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 56.62 39.59 40.37 21.12
Donor 13243 71.77 53.22 38.53 30.56
Donor 15211 17.39 29.5 36.49 34.77
Donor 33018 52.36 54.22 48.52 5.62
Avg. Inter % CV 23.02

CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123-CD11c+ (CD11c+ DCs)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 -30.08 -28.70

Donor 13243 0.00 -25.85 -46.31

Donor 15211 0.00 69.64 109.83

Donor 33018 0.00 3.55 -7.33
Avg % change 4.32 6.87

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11c- (CD123+pDCs)*

CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11c- (CD123+pDCs)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 26.61 46.29 41.81 26.98

Donor 13243 20.95 31.3 39.8 30.77

Donor 15211 12.39 19.39 17.06 21.90

Donor 33018 36.19 31.9 24.58 19.00
Avg. Inter % CV 24.66

CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11c- (CD123+pDCs)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 73.96 57.12
Donor 13243 0.00 49.40 89.98
Donor 15211 0.00 56.50 37.69
Donor 33018 0.00 -11.85 -32.08
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| Avg % change ‘

42.00

38.18

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11¢-CD16- (CD11c+CD16-DCs)*

CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11c-CD16-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 81.05 63.68 81.06 13.33

Donor 13243 20.27 34.11 50.33 43.11

Donor 15211 89.71 80.68 85.01 5.30

Donor 33018 75.46 84.72 93.27 10.54
Avg. Inter % CV 18.07

CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11c-CD16-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 -21.43 0.01

Donor 13243 0.00 68.28 148.30

Donor 15211 0.00 -10.07 -5.24

Donor 33018 0.00 12.27 23.60
Avg % change 12.26 41.67

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11¢c-CD16-CD1c-CD141+*

CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11¢c-CD16-CD1c-CD141+

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 19.24 21.38 16.69 12.29

Donor 13243 17.45 42.28 20.48 50.66

Donor 15211 12.65 12.21 13.16 3.75

Donor 33018 9.22 7.59 9.19 10.76
Avg. Inter % CV 19.37

CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11c-CD16-CD1c-CD141+

Run date

| 11/17, 12/2/22

11718, 12/3/22 | 11/19, 12/3/22
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Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 11.12 -13.25

Donor 13243 0.00 142.29 17.36

Donor 15211 0.00 -3.48 4.03

Donor 33018 0.00 -17.68 -0.33
Avg % change 33.06 1.95

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11¢c-CD16-CD1+*

CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11¢c-CD16-CD1+

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 82.19 80 83.58 2.20

Donor 13243 82.94 54.96 77.56 20.67

Donor 15211 86.89 87.32 86.32 0.58

Donor 33018 90.37 91.46 90.03 0.82
Avg. Inter % CV 6.07

CD3-TCRgd-CD19-CD56-HLADR+CD14-CD123+CD11c-CD16-CD1+

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 -2.66 1.69

Donor 13243 0.00 -33.74 -6.49

Donor 15211 0.00 0.49 -0.66

Donor 33018 0.00 1.21 -0.38
Avg % change -8.67 -1.46

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3-TCRgd-CD19-CD20-

CD3-TCRgd-CD19-CD20-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 67.91 66.73 62.45 4.37
Donor 13243 73.1 68.82 62.85 7.54
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Donor 15211 39.61 40.53 34.96 7.78
Donor 33018 36.22 33.1 31.65 6.94
Avg. Inter % CV 6.66
CD3-TCRgd-CD19-CD20-
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 -1.74 -8.04
Donor 13243 0.00 -5.85 -14.02
Donor 15211 0.00 2.32 -11.74
Donor 33018 0.00 -8.61 -12.62
Avg % change -3.47 -11.60

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3-TCRgd-
CD19-CD20- (% positive) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3-TCRgd-CD19-CD20-CD123-CD14-

CD3-TCRgd-CD19-CD20-CD123-CD14-
Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0 24 48 % CV Inter-run
Donor 32362 65.07 64.55 60.93 3.55
Donor 13243 63.04 64.96 58.75 5.11
Donor 15211 77.35 77.6 84.84 5.32
Donor 33018 54.98 52.24 58.39 5.58
Avg. Inter % CV 4.89
CD3-TCRgd-CD19-CD20-CD123-CD14-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00
Donor 32362 0.00 -0.80 -6.36
Donor 13243 0.00 3.05 -6.81
Donor 15211 0.00 0.32 9.68
Donor 33018 0.00 -4.98 6.20

Avg % change -0.60 0.68

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3-TCRgd-
CD19-CD20-CD123-CD14- (% positive) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.
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e CD3-TCRgd-CD19-CD20-CD123-CD14-HLADR-CD16-*

CD3-TCRgd-CD19-CD20-CD123-CD14-HLADR-CD16-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 15.67 9.22 13.14 25.64

Donor 13243 8.48 6.37 11.06 27.20

Donor 15211 6.5 5.02 9.47 32.39

Donor 33018 15.67 11.55 26.14 42.29
Avg. Inter % CV 31.88

CD3-TCRgd-CD19-CD20-CD123-CD14-HLADR-CD16-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 -41.16 -16.15

Donor 13243 0.00 -24.88 30.42

Donor 15211 0.00 -22.77 45.69

Donor 33018 0.00 -26.29 66.82
Avg % change -28.78 31.70

Up to 48-hour post blood draw, the acceptance criteria were met for the mean % change for CD3-TCRgd-
CD19-CD20-CD123-CD14-HLADR-CD16- (% positive) values.
The values are considered stable for up to 48 hours from blood draw in EDTA whole blood stored at room

temperature.

e CD3-TCRgd-CD19-CD20-CD123-CD14-HLADR-CD16-CD8-CD4-*

CD3-TCRgd-CD19-CD20-CD123-CD14-HLADR-CD16-CD8-CD4-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 43.08 68.74 57.58 22.79

Donor 13243 67.18 74.74 57.6 12.92

Donor 15211 67.31 60.47 34 32.62

Donor 33018 33.66 37.48 25.27 19.44
Avg. Inter % CV 21.94

CD3-TCRgd-CD19-CD20-CD123-CD14-HLADR-CD16-CD8-CD4-

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22
Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 59.56 33.66
Donor 13243 0.00 11.25 -14.26
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Donor 15211 0.00 -10.16 -49.49
Donor 33018 0.00 11.35 -24.93
Avg % change 18.00 -13.75

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.

e CD3-TCRgd-CD19-CD20-CD123-CD14-HLADR-CD16-CD8-CD4-CD127 + (ILCs)*

CD3-TCRgd-CD19-CD20-CD123-CD14-HLADR-CD16-CD8-CD4-CD127+ (ILCs)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0 24 48 % CV Inter-run

Donor 32362 11.74 7.85 4.29 46.81

Donor 13243 61.16 49.38 48.51 13.33

Donor 15211 7.44 5.25 7.71 19.84

Donor 33018 22.83 21.03 19.13 8.81
Avg. Inter % CV 22.20

CD3-TCRgd-CD19-CD20-CD123-CD14-HLADR-CD16-CD8-CD4-CD127+ (ILCs)

Run date 11/17,12/2/22 11/18,12/3/22 11/19, 12/3/22

Age of blood (Hr) 0.00 24.00 48.00

Donor 32362 0.00 -33.13 -63.46

Donor 13243 0.00 -19.26 -20.68

Donor 15211 0.00 -29.44 3.63

Donor 33018 0.00 -7.88 -16.21
Avg % change -22.43 -24.18

* Percentage of events in rare populations may not represent accurate values. These parameters are, therefore,

for information purposes and were not assessed for accuracy or stability. The performance of their parent gates

was evaluated for accuracy.
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Conclusion

The acceptance criteria for effect on fixation were met for majority parameters in Cytek® 25-Color
Immunoprofiling Assay in EDTA whole blood sample stored at room temperature for minimum of 2
days from blood draw. Parameters out of the acceptance range were re-analyzed in depth to be
considered acceptable for passing.

The acceptance criteria for stability were met for all reportable parameters in Cytek® 25-Color
Immunoprofiling Assay in EDTA whole blood sample stored at room temperature for minimum of 2
days from blood draw.

Summary
This data represents a successful implementation of Cytek® 25-Color Immunoprofiling Assay at

Cytek Biosciences.

Table 3: Cytek® 25-Color Immunoprofiling Assay

. % Change to | % Change to
Parameter Unit Hr 24 Hr 48
CD3+TCRgd- % 4.71 16.26
CD3+TCRgd-CD56- % 0.69 0.48
CD3+TCRgd-CD56-CD4+ % -4.75 -2.91
CD3+TCRgd-CD56-CD8+ % 9.61 5.69
CD3+TCRgd-CD56-CD4-CD8- % -15.29 -12.39
CD3+TCRgd—CD(SéSE—)(;E:;)CD45RA+CCR7+ % _— 15.96
CD3+TCRgd—CD(5C6[-)§[5):;)CD45RA+CCR7+ ME 1391 1947
CD3+TCRgd-CD56-CD4+CD45RA-CCR7+ (CCR7) % 5.58 -8.72
CD3+TCRgd-CD56-CD4+CD45RA-CCR7+ (CCR7) MFI 29.64 -6.33
CD3+TCRgd-CD56- % 0.31 027
CD4+CD45RA+CCR7+CD27+CD28+ (Naive CD4+)
CD3+TCRgd-CD56-CD4+CD45RA- % 197 0.96
CCR7+CD27+CD28+ (Central Memory CD4+)
CD3+TCRgd-CD56-CD4+CD45RA-CCR7-CD27- % 7 551
CD28+ (Early-like Effector CD4+) ? '
CD3+TCRgd-CD56-CD4+CD45RA-CCR7- % 14.81 18
CD27+CD28+ (Early Effector CD4+) ? ’ '
CD3+TCRgd-CD56-CD8+CD45RA+CCR7+ % 3.06 13.29
CD3+TCRgd-CD56-CD8+CD45RA-CCR7 + % 25.46 -9.43
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CD3+TCRgd-CD56-CD8+CD45RA+CCR7+ o 308 495
CD27+CD28+ (Naive CD8+) ? ‘ ‘
CD3+TCRgd-CD56-CD8+CD45RA-CCR7 + % 529 104
CD27+CD28+ (Central Memory CD8+)
CD3+TCRgd-CD56-CD8+CD45RA-CCR7-CD27- % 5.02 0.04
CD28+ (Early-like Effector CD8+) ' '
CD14+CD16- (Classical) % -17.64 -8.31
Live, CD45intCD123+DR- (Basophils) % -7.64 -6.9
CD4+CD25+CD127lo/- (T regs) % -7.15 -1.69
CD4+CD25+CD127lo/- (T regs) MFI -29.97 17.84
CD3-TCRgd- % -3.72 -17.26
CD3-TCRgd-CD19+CD20+ (B cells) % 5.77 17.54
CD3—TCRgd—CD19+C£)e2”(;;rCD27—IgD+ (Naive B % 853 11.45
CD3-TCRgd-CD19+CD20+CD27+IgD- % 574 324
CD20+CD27lo (IgD- Memory)

CD3-TCRgd-HLADR- % -2.69 -12.14
CD3-TCRgd-HLADR-CD16+CD56+ (Mature NK) % -8.48 -11.65
CD3-TCRgd-CD19-CD56- (Lineage negative) % 11.33 3.64
CD3—TCRgd—CD19—CD5[§3F—{I;|I)_ADR+CD14— (Ling neg % 14.83 558

CD3-TCRgd-CD19-CD20- % -3.47 -11.6
CD3-TCRgd-CD19-CD20-CD123-CD14- % -0.6 0.68

For Research Use Only. Not intended for use in diagnostic procedures.

Cytek dye cFluor® R840 and its conjugates were developed, manufactured, and is commercialized by BioLegend, Inc. under
the trademark APC/Fire810™. Cytek dye cFluor® BYG610 was developed, manufactured, and is commercialized by BioLegend,
Inc. under the trademark PE-Dazzle 594™. *Fluor conjugated antibody manufactured and supplied by BioLegend Inc. cFluor®
V547, cFluor® B515, cFluor® B532, cFluor® B548, cFluor® YG584, cFluor® R668, cFluor® R685, and cFluor® R720 are
equivalent to CF®405L, CF®488A, CF®503R, CF®514, CF®568, 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
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