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GM-C44312 H_CTLA4 Reporter(IL-2 promoter) Jurkat Cell Line SE6 Cells/mL

L TR PR AR s HE Ay
GM-C44312 H_CTLA4 Reporter(IL-2 promoter) Jurkat Cell Line S5E6 CellssmL 1%  -196°C
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CTLA-4, Bk CD152, 2 —FMAEHNE T Al (treg) I 2H AR RIA 1) G e 4 52
Mo TEGPE R TT R CEEIE . 24 CTLA4 7 T i R M KIA B, T 4HA LA mi
51715 CDSO(B7-1)8, CD86(B7-2)45 4, Wik CD28 FIFHMEILHIME S, KIiES T 41
TR BT IN, FHTBEET CTLA4/CD80 1 CD86 AH EL/EH I Ht i Al Fe Ml & 8 I 7EYAR
I TR AE )1 PR30 Hh e AR 10 B FH T ¢

HATH T2 5 CTLA-4 VSR ZGWiE R T IEWRBU T IR A6 A2E T 4 iz fe
AP, NN GE, ANMER EIR IS RIE TR y(IFNy) I E 40/ -2 (IL-2) )
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

FEY H_CTLA4 Reporter(IL-2 promoter) Jurkat Cell Line 753 K40 R, 1% 40 i fa
SEFRIE H CTLA4 2K % Luciferase 753K, HE%E H CD80 aAPC CHO-K1 Cell Line 4f
M, & —FPfaE KL A CD80 FIZHM . IR ILRE IR I, CTLA4/CD8O I8 (i AH AR
S TCR A5 5B 15 T X 786 R (Luciferase) K1k . A BHET CTLA4 (Hif)E, X
P SRR, 51 TCR (5 Sl A5 [ Luciferase H)3&1%, AT 5€ FHLIKr CTLA-
4/CD80 AH B4 FH iyt i S FuAth A= il 7] () 2%k e AN AS S E 1

T CD80ICDSE 1 ORTS e DSICDSE. mcrsﬂ

H

Anti-CTEA4

Luciferase ° IL-2 Promoter - - @- Luciferase

Fig 1.H_CTLA4 {5 5@ %K
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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.
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 ExCell/FSP500
RPMI 1640 500 mL Gibco/C11875500BT
96 well round cell culture plate 96-well PakGent/CL-PT096
96-well White Opaque Plate 96-well Thermo/236108
96-well U-bottom Plate 96-well Saining/1014010
H CD80 aAPC CHO-K1 Cell Line / Genomeditech/GM-C24688
Anti-CTLA4 hIigG1 Reference Antibody (Ipibio) 1 mg Genomeditech/GM-87801MAB
GMOne-Step 2.0 Luciferase Reporter Gene 1000 tests Genomeditech/GM-040513C
Assay Kit
HEA AR
Equipment Manufacturer/Catalogue No.
X ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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37°C/KIB IR TIINE 385 755, IATIRAE IR
TEEFREE S mL & 15 mL BOE.

. SR TR 2. ZHffRA

T MRETER 1 E 2R, EREFERE, F4RR
SRER, BERATHIAERNEKEFRE.

b) MR B R A 4 T 3RS BN 37°ClE R 7K a) ULk AR, BiFAEK.
VB, K 4H MR TR 22K TR DA R AR PR B R R b) HIREIJG, £148-72h [T —IRER,
HEINIRIEfE G 2-3 77%0) © UG AR 5 4 5 5 5 v B s Ny A | A
o) 70% L EE SR AR E A LR ARTS S )L KR FREE . 47 48 h RAEA, UGS MR I3
o AR AR EGE 6 KRR TR R BRIk, ARO[
B EREILITR ) MELEY, BREIRE, ¢) YLMPEEFFIAR] 1.5-2 x 109 cells/mL, 1 1% 3,
176 x g, &0 5 min, FHBPITE, 7 EE. B 2-3 RERZEALAL, ANELEHEHEE 2 x 10
d) A | mL EIpkiFRieE g, T8 A cells/mL, HEFE(EFH T25 MERHT AR TR,
G RO HOE M, M= 3 x 10 d) AN RGN, A HEREAE A R
cells/mL. 51 SRR BONA o AR AT LB £ 7
) IEIIAMIME IR FRILMTE A, U HE T A i A B A KRG TR, SRS 2 R AT
31| 4-6 x 10° cells/mL, HRAEAHMLER SRR, K SIRMNHTIN T25 B ap b gk a4 9% .
YRR A 12 4> T25 H (3-5mL & »
BIREE TR
\ EEEM:
3. AT a) MM EEBONEUR, BR. HRHEER
a) fHH 176 x g, 3 min BOUCELIH . R A .
b) EBUAAMIAAE (90%FBS+10%DMSO) 1y B BB, AR & 0506 R E 2
FURAHML, AR 5 < 10 cells/mL, S T T
B T mL PRSI ¢) FBS ML 56°C HN# 30 45, ATRIEHMAH
o IRET, E4bdE, HIRAEE TR AR, (B 5% B L8 K TR
mE, -80°CTIRAFED 1 K, RIERZWR W R T
A
R anrs, PARTARAT
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BRSO L, ST ASLE, HE#E H CTLA4 Reporter(IL-2 promoter) Jurkat Cell

Line ZHiffi &4 1.5 x 105 cells/fL. f# ] Anti-CTLA4 higG1 Reference Antibody (Ipibio) (150

kDa, LA a5y Ipibio) 1E A FH G . L

GESS

WP (Conc.01) 4 300 ug/mL, 3 {6 ks,

Conc.01-Conc.09 7 A HEAG7E B2-B10, B11 A4 0 W EEXTIE . A 100 uL PBS, PABG 1R FL

R o
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
o 300.00 | 100.00 3.70 411.52 45.72
Ipibio | PBS PBS
pg/mL | pg/mL pg/mL  pg/mL  ng/mL ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a)  SZIGHT 16-24 h, ¥ H_CD80 aAPC CHO-K1 Cell Line M\ 78R B, WAL ES O
WAL YTEE, G R e AR IR S B AN, RIS J1 965, B Lle 4y
FRIEVA AN MR BN 1 % 10° cells/mL. PAHEAEAN 100 pL 4 /FLE A EFL. JA T

Ui 100 pL PBS. 5 EAREG, T0EFE A E o gl

b) 1 ANTEE 96 L U AR AE S PUIARMRE .

o)  BAfFNBUA, EH—4T (W1 B2-B10) .

d) HEREER

JUEHR

filil

BER

[LNEIRES

Ipibio

17.84 mg/mL

LA A

HAEIRE (B AIRAH
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e) 96 fLUJEMH, N Assay Buffer, SFLIAFRM T, W B2 fLAIA 90 uL Assay
Buffer, B2-B11 4L, M 60 uL Assay Buffer.
) IO EMAR RO IR S BB INB S —MBREERREFLH (in B2 A 3.13 uL
Ipibio) , J&4T.
BEBIL | BREERRREIL, MM ATILIRE 30 pL, AIAVAL | x|
1 2 3 4 5 6 7 8 9 10 11

3.13 pL Ipibio

g)
h)

),

k)

)

MEE—ABEEERRESL B2 TP 3.13 uL, IOABIE A ERBESL B3, 7R
PABCSHE, B ZH 9 MBREMBSL (B10) .

SCHGHT 1-2 h, B0 H CTLA4 Reporter(IL-2 promoter) Jurkat Cell Line, DL
Assay Buffer F 240, THE4NME &S /), Wi Mn Assay Buffer 75750,
MBI FER] 3 x 106 cells/mL, PAHEMEIN 50 pL 4 /AL 2 iE L, & Bl L n
100 uL PBS, # bifas, THEAE+HIEE R

#2508 § #E£ 1) H_CTLA4 Reporter(IL-2 promoter) Jurkat Cell Line 4l FLAR B,
LN 50 uL BREEARE KSR, #FH 1 h.

¥R a 1) H CD80 aAPC CHO-K 1 Cell Line 4 LB B H, W35 B3 100
uLs IINGEER j UES L B FEAR R, A4 100 pL.

i BRI AR, T 37°C CO, H57RAHTHEFE 6 he

m) UCFE, #%2Z 96 LA _EHL, K Luciferase.

2) e E R
S 4 DR R v B A5
H CTLAA4 Reporter(IL-2 promoter) 0 pg/mL 300 pg/mL 45.72 ng/mL
Jurkat Cell Line 43127 153173 42026
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H CTLA4 Reporter{IL-2 promoter) Jurkat Cell Line
H CD80 aAPC CHO-K1 Cell Line

2x10°=
-
= 1.5x105- 2 o
g
S 1x1054
£
£ 5x10%4
—
0 ] ] L] L] 1
-2 -1 0 1 2 3
LogyolIpibio](pg/mL)
H| CTLA4 Reporter{IL-2 promoter) Jurk
EC50 | 6.061

Fig 2. Response to Anti-CTLA4 hlgG1 Reference Antibody (Ipibio). H CD80 aAPC CHO-K1 Cell Line (Cat.
GM-C24688) was seeded at a density of 1E4 cells per well in a 96-well plate and incubated overnight. The next
day, serial dilutions of the Anti-CTLA4 hlgG1 Reference Antibody (Ipibio) (Cat. GM-87801MAB) were
incubated with 1.5E5 cells/well of the H CTLA4 Reporter(IL-2 promoter) Jurkat Cell Line (Cat. GM-C44312) 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 then measured using the Luciferase Reporter Assay Kit (Genomeditech). The

results indicated a maximum blocking fold of approximately [3.6]. Data are shown by drug mass concentration.
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400 ‘ SamplelD Geametric Mean : R675-H
‘. Jurkat Anti-CTLA4+APC 2nd Ab 816
| H_CTLA4 Reporter{IL-2 promoter} Jurkat H_IgG+APC 2nd Ab 765
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Fig 3. H CTLA4 Reporter(IL-2 promoter) Jurkat Cell Line (Cat. GM-C44312) was determined by flow cytometry
using Anti-CTLA4 hlgG1 Reference Antibody (Ipibio)(Cat. GM-87801MAB).
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FE R

CTLA4
H CTLA4 PD-1 CHO-KI1 Cell Line

Canine CTLA4 CHO-K1 Cell Line
Cynomolgus CTLA4 HEK-293 Cell Line

H _CTLAA4 Jurkat Cell Line

H CTLAA4 (Full-Length) CHO-K1 Cell Line
H_CTLA4 HEK-293 Cell Line

H CTLA4 CHO-KI1 Cell Line

H_ CTLA4 Reporter Blockade Assay (Raji)

H CTLA4 CD80 Reporter Blockade Assay (CHO-aAPC)
H CTLA4 Reporter Jurkat Cell Line

H CD80 aAPC CHO-K1 Cell Line

H CDS80 PDL1 aAPC CHO-K1 Cell Line

H CTLA4 PD-1 Reporter Cell Line

VR i

Anti-mouse CTLA4 mIgG2b Antibody(9D9)
Anti-CTLA4 hlgG1 Reference Antibody (Ipibio)

Anti-mouse CTLA4 Syrian
Antibody(9H10)
Anti-H CTLA-4 higG1 Antibody(Ipilimumab)

Hamster [gG2

Anti-H_CD80 hlgG1 Antibody(Galiximab)
Human CTLA4 Protein; His Tag
Cynomolgus CTLA4 Protein; His Tag

Biotinylated Cynomolgus CTLA4 Protein; His-
Avi Tag
Mouse CTLA4 Protein; His Tag

Biotinylated Mouse CTLA4 Protein; His-Avi Tag
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