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1. 4iffsEsR. RF. RHEAES

MM 5EE3E5E: RPMI 1640+10% FBS+1% P.S

Y E KR FRIE:  RPMI 1640+10% FBS+1% P.S+3.5 ug/mL Blasticidin+0.75 pg/mL Puromycin

AR AT I - 90% FBS+10% DMSO

Assay Buffer: RPMI 1640+1% FBS +1% P.S
2. MR

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
Puromycin 25 mg Genomeditech/GM-040401-1
96 well round cell culture plate Plate PakGent/CL-PT096
96-well White Opaque Plate Plate Thermo/236108
96-well U-bottom Plate Plate Saining/1014010
H_CD80 aAPC CHO-K1 Cell Line 1% (5E6 Cells/mL) Genomeditech/GM-C24688
Raji Cell Line / Genomeditech/GM-C19100
Anti-H CTLA-4 higG1 Antibody(Ipilimumab)  / Genomeditech/GM-27203AB
Anti-CD3 epsilon Antibody [OKT-3 / Genomeditech/GM-51478 AB
(muromonab)]
GMOne-Step 2.0 Luciferase Reporter Gene / Genomeditech/GM-040513
Assay Kit

EIRVE
Equipment Manufacturer/Catalogue No.
X ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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ThRE LI SE LG

AL R AT, ST ASSLE, HEFE H CTLA4 Reporter Jurkat Cell Line ZH il &

1 x 105 cells/fL, H CD80 aAPC CHO-K1 Cell Line 4HfiE A 1 x 10* cells/fL. f#/ Anti-

H_CTLA-4 higG1 Antibody(Ipilimumab) (%) 150 kDa, LR iR Ipilimumab) 1 NPH ST

AL AR L (Cone.01) 4 60 pg/mL, 3 516 #i%E, Conc.01-Conc.09 43 7 HEAR7E B2-B10, B11

N0 WREXTIE . JA DY 100 uL PBS,  PAB 1EiFLA& K

FUARHEAT R
1 2 3 4 5 6 7 8 9 10 1 12
PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS

246.91

82.30

9.14

60.00 20.00 6.67
Ipilimumab | PBS @ug/nmug/m L e - PBS
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) fnteB R
a) SZIGHT 16-24h, ¥4 H_CD80aAPC CHO-K1 Cell Line MEFFRIHAHUHE, WALE LIk
EAMMYTIE, (F GRS IR BB, SIS /I, BLlsE iR
SERBEAANAR EE DY 1 10° cells/mL. PAHEREAN 100 wL 40 /L 2 A e] L. J4 gL m
100 uL PBS. % bRk, T E L m .
b) A 1 AT 96 L U JRARHE R HUIRFRE .
o) ARG, fEH—1T (41 B2-B10) .
d) #EREHR
Pk 2R fii B e & 771
Anti-H CTLA-4 hIgG1 Antibody(Ipilimumab) 0.96 mg/mL / B HAER

e) 96 fL U 1, MMA Assay Buffer, &fLIAFRI T, W1 B2 FLIIA 90 uL Assay

Buffer, B3-B11 4L, A 60 uL Assay Buffer.

s ERE (R AR

1\ J

NI

AR P AR IS, A T AT

7/ 12

Genomeditech (Shanghai) Co., Ltd

For research use only !




vs)

T O ™" m T 0

Genomeditech (Shanghai) Co.,Ltd.

((/. E‘:)ﬁgﬁaﬂia Order: 021-68455258/50432826/50432825

G d. h Toll-free: 400 627 9288
enomeditec Email: service@genomeditech.com

) IO RMRAR A DAL S BRI ZIEE — R REAL R (1 B2 TP 12.86

uL Ipilimumab) , %],

SRR | BERERFEAL. (KVUCARTILII 30 uL, AL Bl

1 2 3 4 5 6 7 8 9 10 11 12

12.86 L )
A 90 puL 60 pL 60 pL 60 uL

Ipilimumab

g)  ME—ABREMBEL B2 HIREL 30 uL, I ZANBEEMRBIL B3, R
51,

h)  DAURISHE, B 9 MHEEMBELL (B10) .

i) SEEGHET 1-2h, 20UREE H CTLA4 Reporter Jurkat Cell Line, DL Assay Buffer &
gNBE, THEYNB R G, BN Assay Buffer 17730, AR ARIREEE] 2 x
106 cells/mL, PAHFAEIN 50 L AHAR/ALE AL, & BRIl 100 uL PBS.

i) BUHBIR i #ESIFH) H CTLA4 Reporter Jurkat Cell Line 4HHIFLI, 23BN G
¥ h #ERLFIZiY, AL SouL, WE 1h.

k) 1h/g, B2 a ) H CD80 aAPC CHO-K1 Cell Line 4HfdfLER, M 3F Eif,
SRIGIMANKEEIR § MR IPRAW, B4l 100 uL, & RS, 44 E 6 h.

) UFE, 2z 96 FLAEHR EHL, FI Luciferase.
2) wEEFRN
S HE R 1

H_CTLAA4 Reporter Jurkat Cell Line + 0 pg/mL 60.00 pg/mL 9.14 ng/mL
H_CD80 aAPC CHO-K1 Cell Line 287183 7312214 259504
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H_CTLA4 Reporter Jurkat Cell Line H_CTLA4 Reporter Jurkat Cell Line
Il CD80aAPC CI10-K1 Ccll Line H_CDS0 aAPC CHO-K1 Ccll Line
8§x10°7 8x10°4
=) =)
2 6x10%] g 6x10%
o 2
- -~
5 4x10° § 4x10%]
g g
£ k=
£ 2x10%4 g 2x10%4
3 =
- =
0 0
-3 -2 -1 0 1 2 -2 -1 0 1 2 3
Logq [Ipilimumab] {1g/mL) Log g [Ipilimumab] (nM)
H_CTLAA4 Reporter Jurkat Cell Line H_CTLAA Reporter Jurkat Cell Line
EC50 | 2.495 EC50 | 16.63

Fig 2. Response to Anti-H CTLA-4 hlgG1 Antibody(Ipilimumab) . The H CD80 aAPC CHO-K1 Cell Line (Cat.
GM-C24688) were seeded at a density of 1E4 cells per well in a 96-well plate and incubated overnight. The next
day, serial dilutions of Anti-H CTLA-4 hIlgG1 Antibody(Ipilimumab)(Cat. GM-27203 AB)were incubated with
1ES cells/well of the H CTLA4 Reporter Jurkat Cell Line (Cat. GM-C23902) in a 96-well plate for 1 hour. And

then added to the pre-seeded cells, The mixture was incubated for an additional 6 hours. Firefly luciferase activity

was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [25.5].
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H_CTLAA4 Reporter Jurkat Cell Line

Raji Cell Line
3x10%+
=) 0
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=
3 2x10°4
=
]
:
E 1x10°4
= + 3 ug/mL OKT-3
ot
0 | ] L] |
-4 -2 0 2
Logy[Iptlimumab] (pg/mL)
H CTLA4 Reporter Jurkat Cell Line
EC50 | 0.4153

Fig 3. Response to Anti-H CTLA-4 hlgG1 Antibody. Serial dilutions of the Anti-H CTLA-4 hlgG1
Antibody(Ipilimumab) (Cat. GM-27203 AB) were incubated with 1ES5 cells/well of the H CTLA4 Reporter Jurkat
Cell Line (Cat. GM-C23902) in a 96-well plate for 30 minutes, and then 2E4 cells/well Raji Cell Line and 300
ng/well of OKT-3 (Cat. GM-51478 AB) were added. The mixture was incubated for an additional 6.5 hours. Firefly
luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The results indicated a

maximum blocking fold of approximately [13.3].
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Fig 4. The passage stability of response to Anti-H_CTLA-4 hIgG1 Antibody. Serial dilutions of the Anti-
H_CTLA-4 hIgG1 Antibody(Ipilimumab) (Cat. GM-27203AB) were incubated with 1E5 cells/well of the passage
5 and 18 of H_ CTLA4 Reporter Jurkat Cell Line (Cat. GM-C23902) in a 96-well plate for 30 minutes, and then
2E4 cells/well Raji Cell Line and 300 ng/well of OKT-3 (Cat. GM-51478AB) were added. The mixture was
incubated for an additional 6.5 hours. Firefly luciferase activity is then measured using the GMOne-Step

Luciferase Reporter Gene Assay Kit (Cat. GM-040503)

fix 3 FARIESR

100 = SamplelD Geometric Mean : RL1-H
I M| Jurkat anti-H_CTLA4+APC-2nd Ab 75.1

] H_CTLA4 Reorpter Jurkat H_lgG+APC-2nd Ab 79.6

80 ] H_CTLA4 Reorpter Jurkat anti-H_CTLA4+APC-2nd Ab 19894

60 7

Normalized To Mode

40 7

20 7

RL1-H :: APC-H

Fig 5. H CTLAA4 Reporter Jurkat Cell Line (Cat. GM-C23902) was determined by flow cytometry using Anti-
H_CTLA-4 hIgG1 Antibody (Ipilimumab) (Cat. GM-27203AB).

AR (Rl BIRAF Genomeditech (Shanghai) Co., Ltd
A PRI IS, AR T AR For research use only !

117/ 12



Genomeditech (Shanghai) Co.,Ltd.

Toll-free: 400 627 9288

C(/} n)ﬁiﬁaﬂlﬁ Order: 021-68455258/50432826/50432825

Genomeditech

Email: service@genomeditech.com

58 FA VR AT XL
AR B A FAAGILR, EIR IR £ RIS LTI b B

A Z 7 SR T R, SR TAEM R i

AP A T N KBRS, BAMS BT N R RS

FHP B Ry HER 2 A 55 1A 565 =7 AR R AT #E 249 58 RV L P9 A8 AR RE R AR, ANFHEAT 18 M6, TR
AFFEUEFT AR SR CRIERIBNLD 22k 8. Feab sl UL Al 77 S F 3 i A= M0 h ok .

TR AT S A B DA 38, UESE RS H bR (i) A IRA R I Ve,

PERIEIC AR E W AR (B FIRAF.

S EIRE (i) AR AR Genomeditech (Shanghai) Co., Ltd
AN F PR BRI R, TR AR T NIRRT ! For research use only !

12 / 12



