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CTLA-4, thiffrx’y CD152, f&—FfEif itk T 4/l (treg) b 2H B AARIA (1 S B ik 52
Mo TEGE R TTHRERCEIE . 24 CTLAG 7E T 4i R RIA B, T 4ip LA mi
51715 CD80(B7-1)8, CD86(B7-2)45 4, Wik CD28 FIFHMEILHIME S, KNIiES T 41
TR BT IN, FHTBEET CTLA4/CD80 il CD86 AH FL/EH iHt &l Fe & 8 I 7EYAR
I TR AE )1 PR30 Hh e AR 10 B FH T ¢

H AT TSR CTLA-4 KNS 2SR T K8 T R AR N8 T dafa Al Th g
AP, NN EE, ANMER EIR IS RIE TR y(IFNy) I E4H A R -2 (IL-2) 1)
A TR T AR TR . 5 2% BORER T AN G A% IR, X e ae B 9% ) S
5. BRI, IXEEIE T VAR MR SR 1 1 H 25 W R A B 5T

W LE Y H_CTLA4 Reporter Jurkat Cell Line #2 75 3& K 41 il R, 1Z 40 fu fa 2 RIA H_CTLA4
BRI Luciferase #i5EK . HELE Raji i, 2—FifasE#iA A\ CD80. CD86 4.
AP AL R IR, CTLA4/CD80 Bt CD86  [Alf{IAH FLAE F 2] TCR 15 5Bk (1% T
Je e & B (Luciferase) I3k . MMAFHIT CTLA4 FIFULIASS, KR MHI &k, 3l TCR
{5 I 1L T & Luciferase (2634, wH T35 FHLKr CTLA-4/CD80 5L CD86 AHH.AFHI )
TR B A A=) 7 B R e A A E 12

T CDS0ICDSE T OKT3 T DR CDE OKT
Or Or
)
Anti-CTLA4
8. CTLA4 1| e eIy r"cfmAaf;f"‘%D%L_',ﬁj [ BmeE Y i
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Luciferase d-a ﬂ-)—» Luciferase
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v MIREE
1. giffsEsR. RF. RAEAES

M I IR 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. WM HER

e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech /GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
RPMI 1640 500 mL BI/01-100-1ACS
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
96 Well White Polystyrene Microplate 96-well Corning/3903
Cell Culture Dish 10 cm NEST/704001
Raji Cell Line / Genomeditech/GM-C19100
ONE-Glo™ Luciferase Assay System 100 mL Promega/ E6120
Anti-H _CTLA-4 higG1 Antibody / Genomeditech/GM-27203AB
Anti-CD3  epsilon Antibody [OKT-3 / Genomeditech/GM-51478 AB
(muromonab)]

HEA A
Equipment Manufacturer/Catalogue No.
AHARTH X ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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1. H_CTLA4 Reporter Jurkat Cell Line 41fa & #

a)
b)

c)

d)

€)

f)

9)

YHARVRAZ N 5 < 100 cells/mL, W17 7034 1 mL.

15 37°COKM IR TR 775, DN T SE A5 7 2k 5 mL 2] 15 mL &0 .

MG B VR AE A TR BN 37°CEL IR /K VAR, K 40 B Y T 3 28 /K 1T LA
N B A

H 70% B4R R A7 B AR AR AT S B J L3

FEAE ) 22 M EGRR 6 TR R A T I 20 MR e 7 B TS I A TR 15 mL
BT, BEIRES), 1000 rpm, B0 5 min 4HDTE, FETE.
RAFAHM B O SRR TTUE, fEEH I mL et it . BUH M H G gt
THEUEAAE, 400>3 x 108 cells/mL.

SR 5 1 T 2 R R A B 5 FE D 4-6 <105 cells/mL, K 41 i Fh &2 1-

24N T25 7 (3-5mL &) , BHkEFE.

2. H_CTLA4 Reporter Jurkat Cell Line ZHffif&4%

a)

b)

c)

d)

e)

EIXRETN )G, % 48-T2 h W HEAT 55— IRAEAR, R A 4 15 77 2 mT R B 9
PUERIE R 4 48 h KA, BUCEAHMINIEFREE, MR SCARE R i E
MY EILE] 1.5-2 <108 cells/mL, 1% 3, [ 2-3 REKEEALA, ANELLHH R
2 x10° cells/mL, HHEAE T25 kAT 408 I%

AN R A, AL AR AR (302 ] X RS BN A o AR AR AT
PAELER I B TR AR S 15 750, SRS K AT B S0 G RN T25 15970
kg 7%

AR AR R RO R, B R AR USR5 A A IE RV
TERE TR, AACBER 55 B8 & A s IR 4

3. H_CTLA4 Reporter Jurkat Cell Line 4fli%#F

a)
b)

c)

MIEAEI: 90% FBS+10% DMSO.
14 Fi§ 1000 rpm, 3 min 250U 24T D o
A5 FH T4 2 0 V4 AF VR R 2 A, N 3 FE R %2 Ry 5 =109 cells/mL.
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AL R AT, ST A LS, HEFE H_CTLA4 Reporter Jurkat Cell Line ZHffi &y

.
/N~

1 =105 cells/fL. 1 Anti-H_CTLA-4 hlgG1 Antibody (150 kDa) EAFMET K. EIR &K E

(Conc.01)y 30 pg/mL, 4 f5E6EFFE, Conc.01-Conc.09 4 HIHEAi7E B2-B10, B11 N 0 i

W

T O m m O o

FEXE . A E A 100 uL PBS, LARjIEIIFLEE K
LKA T
1 2 3 4 5 6 7 8 9 10 1 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
Anti-H_CTLA-4 7.5 1.88 | 46875 117.19
PBS PBS
hiGgl Antibody pg/mL | pg/mL  pg/mL | ng/mL  ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) kPR
a)  SEIGHT 1-2h, B0 EE H_CTLA4 Reporter Jurkat Cell Line F1 Raji Cell Line 411,
UL Assay Buffer B &4, H& A% FE A% 77, @it Assay Buffer 117758,
% H_CTLA4 Reporter Jurkat Cell Line %I 4 %< 10% Cells/mL, % Raji Cell Line
(Genomeditech/GM-C19100) %] 8 x10° Cells/mL. H_CTLA4 Reporter Jurkat Cell Line,
DLHEME N 25wl gHf/fL 2R Al fL, J& B FLIn 100 uL PBS, % BAREE, Tisa
FEEH
by A 1 ANTEHE 96 LV AR HE &S PUIAR R .
c) ®AMFNPUE, HH—1T (W B2-B10) .
d) HEREER
EiIR il BER BC & 77
Anti-H CTLA-4 hIgG1 Antibody 1 mg/mL / IER UL EAL
Anti-CD3 epsilon Antibody [OKT-3 (muromonab)] 3.66 mg/mL / IER UL EAL

HAEIRE (B AIRAH
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e) 96 1LV, fNA Assay Buffer, #fLAAFIIL N3, 41 B2 FLANA 32.7 uL Assay
Buffer, B3-B11 fL, M 27.5 uL Assay Buffer.
f) RO FERRR AR RS SRR, IR — MR FER RS (i B2 i 4.4

uL Anti-H_CTLA-4 higG1 Antibody) , JE%J.

FERRIL | BRISERREL, UL 9.2 L, IIAIRAL | x|

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

4.4 pL Anti-
H_CTLA-4 higG1 A
Antibody

9) MEBE—ERERRBEAL B2 HIREL 9.2 uL, MAZIZE - ANBERBEFL B3, 7R
e

h) DAESRHE, EHEH 9 MM (B10) .

i) KPR a #ER IR H_CTLA4 Reporter Jurkat Cell Line 40 i FLAREL Y, &FLIN 25
L BEEERRERPLM, ¥ 30 min.

i) FEE (4% 3 pug/mL Anti-CD3 epsilon Antibody [OKT-3 (muromonab)]: 350 pL
Assay Buffer+1.15 pL 3.66 mg/mL #ifk.

K) 30 min JE Kb 98 a &4 Raji Cell Lin 4 £ LA S B 38 j e & 4 (1) Anti-CD3
epsilon Antibody [OKT-3 (muromonab)] it & % 25 pL KNI RIZTE i (1)L
H, GRBHESMEE 6.5 h.

I) f#H One-Glo WFKEM, M Luciferase.
2) e EFEN
S 2 45 FE DR RGN 1 B

H_CTLAA4 Reporter Jurkat Cell PBS Control 30 pug/mL 457.76 pg/mL
Line 197390 2634762 200044
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3) WirgER

H_CTLA4 Reporter Jurkat Cell Line

. . H_CTLA4 Reporter Jurkat Cell Line
3.0x10° Raji Cell Line + 3 pg/mL OKT-3 3.0x10° Raji Cell Line + 3 pg/mL OKT-3
=) o = o
= z
= 2.0x10°4 = 2.0x10°4
g b
= =
N v
2 2
< @
E 1.0x10°4 £ 1.0x10°-
£ £
= =
- ]
0 T T 1 0 T T T T T 1
-4 -2 0 2 -3 -2 -1 0 1 2 3
Logio[Anti-H_CTLA-4] (ug/mL) Logio[Anti-H_CTLA-4] (nM)
H CTLA4 Reporter Blockade Assay H CTLA4 Reporter Blockade Assay
EC50 0.4153 EC50 2.768
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Luminescence (RLU)

EC50

; H CTLA4 Reporter Jurkat Cell Line ©- CP5 0.3917
L0107 Raii Cell Line + 3 pg/mL OKT-3 - CPI18 0.4143
8.0x 10 8
6.0x 106+
4.0x106-
2.0x106-

0 l_ | L} L | L
-3 -2 -1 0 1 2

Logjo[Anti-H_CTLA-4] (ug/mL)
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