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1. 4iffsEsR. RF. RHEAES

AN Iy H IR RPMI 1640+10% FBS+1% P.S
AR A TR RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin+400 pg/mL G418+0.75
pg/mL Puromycin
20 R A 90% FBS+10% DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S
2. BAIFEH M
e
Reagent Specification Manufacturer/Catalogue No.
RPMI 1640 500 mL Gibco/C11875500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 lg Genomeditech/GM-040402-1
Puromycin 25 mg Genomeditech/GM-040401-1
96 well round cell culture plate 96-well Thermo/236108
96-well White Opaque Plate 96-well Thermo/442404
96-well U-bottom Plate 96-well Saining/1014010
PMA/TPA 1 mg Beyotime/S1819
Ionomycin (Synonyms: SQ23377) 1 mg MCE/HY-13434
Anti-CD3 hlgG1 Antibody(CH2527) / Genomeditech/GM-33037AB
Anti-CD3 mlIgG1 Antibody(SP34-2) / Genomeditech/GM-87919AB
Anti-CD3 epsilon Antibody [OKT-3 (muromonab)] / Genomeditech/GM-51478AB
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit 1000T Genomeditech/GM-040513C

A4

Equipment Manufacturer/Catalogue No.
44 i A ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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N R
1. BuRBEER

BEAE DR R B, X T ASEL, H#EFE Cynomolgus CD3D CD3E Reporter
Jurkat(CD3DE KO) Cell Line il &y 5 x 10* cells/FL . f# Fi§ Anti-CD3 higG1 Antibody(CH2527)
(LU RTI5 N Anti-CD3) 1ERBAEZY) . EIGAREE(Conc.01)4 1 pg/mL, 4 516 MR,

Conc.01-Conc. 09 43 HHEAT7E B2-B10, B11 24 0 ¥R, & HIY 100 uL PBS, PAR: 1EILFL

FUARHEAT R
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
. 1.00 3.91 976.56 244.14  61.04 15.26
Anti-CD3 PBS
pg/mL ng/mL  pg/mL pg/mlL pg/mlL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) InkePER

a)  SEIRHT 1-2h, BOEE Cynomolgus CD3D CD3E Reporter Jurkat(CD3DE KO) Cell Line,
LL Assay Buffer SR40M, THETAIMIE R XI5 77, @AM Assay Buffer ({17520, 1%
M A 5] 1 x 106 cells/mL, LAHEMS BN 50 pl 40 f/FL 2 () FL., J& FE 9 FLm 100 uL PBS,
TIEAE b A

b) fEH 1 ANTEEE 96 £l U JERARHE & BT IR F R o

c) FMFFBUA, 1T (41 B2-B10) .

d) HESBER

LAk A FR il BER Hic & 772
Anti-CD3 3.101 mg/mL 31.01 pug/mL HY 2 uL fi#7%+198 pL Assay Buffer
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e) 96 fLUJEMRH, A Assay Buffer, LRI T3, @1 B2 fLINIA 160 uL Assay Buffer,
B2-B11 fL, /A 120 uL Assay Buffer.
) WA [FEAARER AR DRSS BRI, AN RIS — AN R R FLH (n B2 I 11.03 pL
Anti-CD3) , JR%],
BEBIL | BREERRREIL, MM ATILIRAT 40 pL, AIAVAL | x|
1 2 3 4 5 6 7 8 9 10 11 12

11.03 puL Anti-CD3

g)  MEE—ABREERREL B2 AL 40 pL, JINEIZE ANBREER AL B3, FaoriR I LAk
#E, EHEHE 9 MEEMESL (B10) .
h) CREDER a MR LI ARFLBRUE, AP ER g M I IBE FERBR IR, BFFL 50 uL.
i) @AW, T 37°C CO, BiFRFEHHEFE 6 he
i) Wk, #eE 96 FLARA EAL, K Luciferase.
2) e EFEAN
S 24l ik DR e i BH
Cynomolgus CD3D CD3E Reporter 0 pg/mL 1 pg/mL 15.26 pg/mL
Jurkat(CD3DE KO) Cell Line 2923 368481 2588
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Cynomolgus CD3D CD3E Reporter Jurkat(CD3DE KO) Cell Line

5x105
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3x105+
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Luminescence (RLU)
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Fig 2. Response to Anti-CD3 hlgG1 Antibody(CH2527). The Cynomolgus CD3D CD3E Reporter Jurkat(CD3DE
KO) Cell Line (Cat. GM-C45147) at a concentration of SE4 cells/well (96-well format) was stimulated with serial
dilutions of Anti-CD3 hIgG1 Antibody(CH2527) (Cat. GM-33037AB) in assay buffer (RPMI 1640+1% FBS+1%
P.S) for 6 hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit
(Genomeditech). The maximum induction fold was approximately [126.1]. Data are shown by drug mass

concentration.
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Cynomolgus CD3D CD3E Reporter Jurkat{CD3DE KO) Cell Line

EC50
2.5x10%7 € Anti-CD3(SP34-2)  0.01788
-4 OKT-3 (muromonab) F

2x1054 °
1.5x1054
1x105-

5%1044

Luminescence (RLU)
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Fig 3. Response to Anti-CD3 mIgG1 Antibody(SP34-2). The Cynomolgus CD3D CD3E Reporter Jurkat(CD3DE
KO) Cell Line (Cat. GM-C45147) at a concentration of SE4 cells/well (96-well format) was stimulated with serial
dilutions of Anti-CD3 mIgG1 Antibody(SP34-2) (Cat. GM-87919AB) and Anti-CD3 epsilon Antibody [OKT-3
(muromonab)](Cat. GM-51478 AB) in assay buffer (RPMI 1640+1% FBS+1% P.S) for 6 hours. The firefly
luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The firefly luciferase
activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [136.6]. Data are shown by drug mass concentration.

Cynomolgus CD3D CD3E Reporter Jurkat(CD3DE KO) Cell Line

6x10°+ EC50

5 PMA 0.2655
=
" 4x10°+
=
bt
g
£ 2x10°+
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—

0 L] L] L] 1
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Fig 4. Response to PMA/TPA. The Cynomolgus CD3D CD3E Reporter Jurkat(CD3DE KO) Cell Line (Cat. GM-
C45147) at a concentration of 5E4 cells/well (96-well format) was stimulated with serial dilutions of PMA/TPA
(Beyotime/S1819) and 500 nM Ionomycin (MCE/HY-13434) in assay buffer (RPMI 1640+1% FBS+1% P.S) for 6
hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The

maximum induction fold was approximately [9.7]. Data are shown by drug molar concentration.
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100 1 SamplelD Geometric Mean : R675-H
M| Jurka anti-CD3+APC-2nd Ab 16127
| Jurkat H_lgG+APC-2nd Ab 749
M| Cyno_CD3D CD3E Reporter Jurkat(CD3DE KO) anti-CD3+APC-2nd Ab 8932

Normalized To Mode

R675-H .. APC-H

Fig 5. Cynomolgus_CD3D CD3E Reporter Jurkat(CD3DE KO) Cell Line (Cat. GM-C45147) was determined by
flow cytometry using Anti-CD3 hlgG1 Antibody(CH2527)(Cat. GM-33037AB).

100 1 SamplelD ic Mean : R675-H
M| Jurka anti-CD3+APC-2nd Ab 5690
| Gyno_cD3D CD3E Reporter Jurkat{CD3DE KO) H_lgG+APC-2nd Ab 583
80 = | Cyno_CD3D CD3E Reporter Jurkat(CD3DE KO) anti-CO3+APC-2nd Ab 659
2
Q
=
2 60 7
=
@
N
®
E 40
=]
Z
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1 3 5 7
10 10 10 10
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Fig 6. Cynomolgus_CD3D CD3E Reporter Jurkat(CD3DE KO) Cell Line (Cat. GM-C45147) was determined by
flow cytometry using Anti-CD3 epsilon hIgG1 Antibody [OKT-3 (muromonab)](Cat. GM-51478 AB).(The

antibody does not recognize Cynomolgus.)
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Fig 7. The Sanger sequencing of the Cynomolgus CD3D CD3E Reporter Jurkat(CD3DE KO) Cell Line(Cat. GM-
(C45147) showed successful knockout of Human CD3D.
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Fig 8. The Sanger sequencing of the Cynomolgus CD3D CD3E Reporter Jurkat(CD3DE KO) Cell Line(Cat. GM-

C45147) showed successful knockout of Human CD3E.
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