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—. FEmER

CTLA-4, thifghky CD152, 2 —FAE P E T 4l (treg) I 2H AR R IA 1) G e 4 ) 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 ¢

HATH T IEFE A CTLA-4 BB AE A HUARIEIE R 7 M0 T i ae N8 T 4H0 M T 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, XL E T VAR MEAE iR 1 1 ST T AR A B 5T

£ H_CTLA4 Reporter Blockade Assay & —FfA41H5<H. L MOA (mechanism
of action) JyREAil AT I 7%, WA T BT CTLA-4/CD80 = CD86 HH . HI ik & St
fib AR P B RE A AR e M o ARG B PR DR TREH A R

CTLA4 SN 4l (CTLA4 Effector Cells), RifsERIAE N CTLAS SZ & F1m)%; TCR/CD28
PO B8 B 1 RO R BER 5 R B Jurkat T 20D

Raji 4iffl, =& —FifaeERiA N CD80. CD86 4.

PRI IER; IR, CTLA4/CDS0 55 CD86 2 [Hf¥IAH .4 F 24| TCR 15 5 il 1)
¥ 3 NPt e (Luciferase) (5 . IMABHIT CTLA4 FIPUARSS, IXFMMsI sy, 51
TCR {5 5 1H#% )15 5 I Luciferase [13£IA

”ﬂ.ﬂ""“'m T ECD8CDS8G T IOKT3! mw‘\““\\\\ /N'}"""'-'- D88 ) HOKT3! ‘n‘-“-“l"'\.‘
Or Or
O
Anti-CTLA4
L I0D28. CTLA4 | f@R€ & y 11 - J."‘CTUM’JT_"_‘&)%]‘ JIU T ESERY T
—— ITAM —— iTAM | TAm )

‘ Luciferase 4-@ — C—D—t Luciferase

Fig 1. FRER=EAE
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s PERERERRAS
EAXER

7 i E2Y S FiAx
GM-032AS009 H_CTLAA4 Reporter Blockade Assay 1 kit
EX Cat. e

H CTLA4 Reporter Jurkat Cell Line GM-C23902 1% (5E6 Cell/mL)
Raji Cell Line GM-C19100 1% (5E6 Cell/mL)

=, 8. BRkERF

1 MR T UKisi, —196T LT (KAEBE R D KA

2. FEfERET TR TEURED SOLRIEIA T B TONIEAIRE, —196C AR (UKARER
BRI KA

3. ApeahiHR Assay, WIAE “HEY) T A Siin E e e kAT

. ZHfER

H_CTLA4 Reporter Jurkat Cell Line

S I3 R IR RPMI 1640+10% FBS+1% P.S
A TR RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin+0.75 pg/mL Puromycin
YL RATF T - 90% FBS+10% DMSO

Jurkat Sk F o E AR BRI, IR AN

Raji Cell Line

YN I3 5 IR A RPMI 1640+10% FBS+1% P.S
M AR A B TR RPMI 1640+10% FBS+1% P.S
R AR AF I - 90% FBS+10% DMSO

Raji >k H 1 E B 2B, S0

Assay Buffer

RPMI 1640+1% FBS+1% P.S
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T SERAER KT
1. BRFIFFEM

(muromonab)]

Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech /GM-040404-1
RPMI 1640 500 mL Biological Industries/01-100-1ACS
Pen/Strep 100 mL Thermo/15140-122

Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
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

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-51478AB

2. HEEMNH
Equipment Manufacturer/Catalogue No.
A TH AR ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L

3. A, R, HE

1)  Raji 40H0F1 Jurkat 41 g 5 75

a)  AHRIIHAEEEE N 5 x 100 cells/mL, HEA7FE40%% 1 mL.

b) E 37°CKUMRTRHIEIRIL, MMATRGE 2R 75 SmL 3] 15 mL BO08,

¢) MR HCEERAF R4 RGO 37°CHEIR KA, 4R TE IR 22K T LR

AW R

d) H 70% LB GHERAEE SMB LRI S B LA

e) {EAEVIREAREGE S G TR R E TR A0 IS R BTSN B RS 15 mL

EET, BRI, 1000 rpm, B0 S min fEANROTRE, F EIE.

f) A 1 mL e sR R R YTIE, AT HUH A & M g G BOE AR .

0) AEEYHNEE R 4-6 x 10° cells/mL, BB REMZE 1-2 4 T25 F (3-5 mL,

KR 25 em?) , R IE. HIRE G, 20 48-72h ATET S —IAE4R, Bhik

HAEIRE (B AIRAH
AT PRI S, T4 T A iRST !
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2)

3)

AR 5 A MG 7R 5L v RO TN A R e A g AR . A 48 h R, EBGEY
FMINEEFREE, AR SO R .

Raji 2 LAl Jurkat 40 A&

a)  HEFEA M HAN R FETE 2.5-4 x 10% cells/mL, % T Raji AN, 44 A H) 1-
1.2x100cells/mL. 1 1% 3-1 & 4, 2-3 RALAL, AZAEHEEHE 1.5 10° cells/mL.
XF T Jurkat 4RI &, 44002 IR E) 1.5-2 x 10° cells/mL BT, 1 4% 3,
2-3 RAEA, AELLHS I 2 x 10° cells/mL. HEFAEH T25 MBHAT £ IE,
AL I A ) 4H A AR

b) ZAHLETRANN, AR HERR A [RHuRis ] X AR AS BN A F . AL R T
PAEE2 A B R A B 8 50, SRR AR T S IR R NI T25 B3R
gk SR 9%

) ZHMEAEIYARANTE S B TRWERS, —RIE 7-10 REEA . BHF e
2448 /NS HHAAE 20 AR P RS CRIF HThRE . I TE A — RS JU7E 80%.

Raji 2 LAl Jurkat 4 4 A7

a)  APIEAER: 90% FBS+10% DMSO.

b) ] 1000 rpm, 3 min Z oA

C) A FHTIVA AN M R AE R B, 4 BE T EE N S x 106 cells/mL.

d) &8 1 mL 22 R0MEEAE R, HAEEN 1 mL, HEFZEEN S x 10° cells/mL.
FPREET, EUbMCE, KRR E TR ERRS T, 7E-80°C MREED 1
K, Ry amEh.
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. N
N R
1. ME
ASZEGAS 1 <10 cells/Well /) H_CTLAA4 Reporter Jurkat Cell Line A1 2 <10 cells/Well
[ Raji Cell Line (HFf 3 52) it 47 5256
fii Fi§ Anti-H_CTLA-4 hlgG1 Antibody (150 kDa), #2453 (Conc.01)A 30 pg/mL, 4

%86 FE R8¢, Conc.01-Conc.09 73 A HEA 7£ B2-B10, B11 24 0 Wk EEXH [ . J& B4 100 uL PBS,

PAR7 1B FLAE K o
FLARAT S
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
Anti-H_CTLA-4 7.5 117.19 29.3 . 1.83 457.76
. PBS PBS
hiGgl Antibody pg/mL | pg/mL ng/mL  ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

B AN FIGTARE S AT IR 3, AT IR B AL AR AT 2D BRDATRAT S A (45 R SR A%t
SE HIPUARFIGE MO BEAT R, 2 WS A P e 4 i 2 1) ) B A8

2. JNEED IR

a) SZEGET 1-2 h, BOUKEE H_CTLAA4 Reporter Jurkat Cell Line Al Raji Cell Line 40,
UL Assay Buffer H &4, H& A% FE A% /7, @it Assay Buffer 117758,
% H_CTLA4 Reporter Jurkat Cell Line %] 4 <106 Cells/mL, % Raji Cell Line %
8 %105 Cells/mL. H_CTLA4 Reporter Jurkat Cell Line, LAHEFEIN 25 pL 4HiE/fLE
MEfL, JEE AL 100 uL PBS, # B, TSR .

b) A 1 ANTEE 96 L V IRARAE S PR

c) Mpgiis, EH—47 (41 B2-B10)
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d) HEREHE

BRGNS fit REH [RNEWAREA
Anti-H CTLA-4 higG1 Antibody 1 mg/mL / ELREAE AR
Anti-CD3 epsilon Antibody [OKT-3 (muromonab)] 3.66 mg/mL / B

e) 96 LV, fNA Assay Buffer, #FLAAFIL N3, 41 B2 FLANA 32.7 uL Assay
Buffer, B3-B11 fL, MIA 27.5 uL Assay Buffer.
f) WA FEARF RIS SRR, AR — AR R AL (o B2 i 4.4

uL Anti-CTLA4 hIGgl Antibody) , JB%].
EEIRIR | BREERPREAL, KU BIFLII 9.2 uL, MAKAL B

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

4.4 pL Anti-
H_CTLA-4 higG1 JIIPAN
Antibody

0) ME—AERERRAL B2 IREL 9.2 uL, MBI ZANBEEMFESL B3, IR
e

h) DAESRHE, EES 9 MREMESL (B10) .

i) KPR a #EA IR H_CTLA4 Reporter Jurkat Cell Line 20l FLAREL Y, FFLIN 25
uL BEEEREERIPUA, 2 E 30 min.

i) EE (4% 3 ug/mL Anti-CD3 epsilon Antibody [OKT-3 (muromonab)]: 350 pL
Assay Buffer+1.15 pL 3.66 mg/mL $if4.

K) 30 min 5B B8 a k&I Raji Cell Lin 4 £ LA S B 38 j C & 41 Anti-CD3
epsilon Antibody [OKT-3 (muromonab)]Ht A& % 25 uL KK DR i 5L
H, RELIR AR 6.5 ho

[) M One-Glo i ill, #ill Luciferase.
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3. MEZEFEN

AR FE DA I A

H_CTLAA4 Reporter Blockade PBS Control 30 pg/mL 457.76 pg/mL

Assay 197390 2634762 200044

4, WIFEER

. H_CTLA4 Reporter Jurkat Cell Line . H_CTLA4 Reporter Jurkat Cell Line
3.0x10°4 Raji Cell Line + 3 pug/mL OKT-3 3.0x10° Raji Cell Line + 3 pg/mL OKT-3
=) o = [
z z
S 2.0x106 S 2.0x10%
8 8
= =
D o
2 2
9 <
E  1.0x10°+ £ 1.0x10°4
£ £
= =
- =]
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

Fig 2. B 45 &t
o PRI £ 5 9 P2 P A 2 FO A B 22 1)
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M43 — H_CTLA4 Reporter Jurkat Cell Line #i&1E

100 = 8 lelD Geometric Mean : RL1-H
1 M| Jurkat anti-H_CTLA4+APC-2nd Ab 75.1
| H_CTLA4 Reorpter Jurkat H_lgG+APG-2nd Ab 79.6
80 ™ | H_CTLA4 Reorpter Jurkat anti-H_GTLA4+APG-2nd Ab 19884
9 ]
o
= ]
2 607
-
D
N
= J
E 407
5 J
p=d
20
0
Ll B | T oy Ty T
0 1 2 3 4 5
10 10 10 10 10 10
RL1-H :: APC-H

Fig 3. H_CTLA4 Reporter Jurkat ZH#fd{ / Anti-H_CTLA-4 (Genomeditech/GM-27203AB)%: I 45
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ff3% = Raji Cell Line Rkt

100 SamplelD Geometric Mean : RL1-H
7 [ ] Raji anti-H_CD80+APC-2nd Ab 6966
Raji H_IgG+APC-2nd Ab 44.6
80 7
[
o
<]
=
2 807
=
9]
N
©
E 407
=]
z
20 7
0
AL BN b | LRk | L | LRk |
0 1 2 3 4 5
10 10 10 10 10 10
RL1-H :: APC-H

Fig 4. Raji 41 )f2fdi ] Anti-H_CD80 hlgG1 Antibody (Genomeditech/GM-46075AB) 3 1iF £ 5
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fiR= fefiaEtE

EC50
; H CTLA4 Reporter Jurkat Cell Line ©- CP5 0.3917
L0107 Raii Cell Line + 3 pg/mL OKT-3 - CPI18 0.4143
= a
= 8.0x105
)
2 6.0x105-
=
3
2 4.0x10-
£
E 2.0x10
[
0 l_ | | | | L |
-3 =2 -1 0 1 2

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

Fig 5. {8/ Anti-H_CTLA-4 (Genomeditech/GM-27203AB) 1% 461 45 5
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N BV R VERIAMR AR, AL BB EDR VR RTARL I BT A AL

(EH AR RBEVE T J7 18], VP 5 A et MERTT VB A & . I A 55, 70k i
B B IA T AR BRI ARE AR BS L ESRE . BT PR BEBE . KEEEAENE
AR F) AR =TT AR T AMOARVE I NRIWT A H AT

R TS 25 5 40 R B AL
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