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Anti-PDI-IL2v &40 PD-1 HrcEHiA 54 TRBUE KR F 41/ 22 (IL-2
variant, IL2v) J8id @l 2 A BRI RS T — R R e 6 97 259

£ H CD25 CD122 CD132 Reporter Jurkat (hlPD1 OE) Cell Line 15 3 X 4H s % [7]
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1. 4. . RHRGnEE

2 S 5 a5 7 0 RPMI 1640+10% FBS+1% P.S
Y ff A R R R RPMI 1640+10% FBS+1% P.S+3.5 pug/mL Blasticidin+400 pg/mL G418+200
pg/mL Hygromycin+0.75 pg/mL Puromycin+400 pg/mL Bleomycin
ML A7 90% FBS+10% DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S
2. BAIFEMHEE
T HE %

Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 Sulfate lg Genomeditech/GM-040402-1
Hygromycin lg Genomeditech/GM-040403-1
Puromycin 25 mg Genomeditech/ GM-040401-1
Bleomycin 100 mg Genomeditech/GM-040407-100MG
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
RPMI 1640 500 mL Gibco/C11875500BT
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom Polystyrene Not 96-well Corning/3912
Treated Microplate
Anti-PD1-IL2v Fusion hIgG1 Antibody(2149) / Genomeditech/GM-88264AB

H CD25 CD122 CD132 Reporter Cell Line 1% (5E6 Cells/mL) Genomeditech/GM-C29055

Anti-PD1 hlgG4 Reference Antibody (Pembio) / Genomeditech/GM-87802MAB
Anti-CD25 hlgG1 Antibody(Basiliximab) / Genomeditech/GM-52329AB
Anti-CD122 hlgG1 Antibody(HuABC-2) / Genomeditech/GM-52319AB
Anti-CD132(IL2RG) hlgG4 / Genomeditech/GM-52334AB
Antibody(REGN7257)
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit

A AR
Equipment Manufacturer/Catalogue No.
A T ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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e B

BRI, KT ASES, #EFE H CD25 CD122 CD132 Reporter Jurkat

(hPD1 OE) Cell Line 4i}fd &4 1 x 10° Cells/fL . A% 525648 H Anti-PD1-IL2v Fusion higG1

Antibody(2149) (112.7 KDa; LA Ff&# Anti-PD1-IL2v Fusion (2149)1E JyH L2547,

Conc.01 Z9KREE N 200 n0M, 5 f5FAEFikE. Conc.01-Conc.9 7 HIHEAGLE B2-B10, Bl11 A

0 WFEXTHE . A 100 uL PBS, ARG (EiBFLAEK . FLARAT

1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
Anti-PD1-IL2v
PBS PBS
Fusion (2149)
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) JiFELR

a)  (ESZIGHT 1-2h, KA E: FR R B, 20 BEAR B e, & & Assay Buffer
B, A A T 77 9T 028, 5 B Assay Buffer A2 41 fg ik 0 2 x 10° cells/mL o
PAHEAE N 50 uL giffe/FLE A e L. A FLIN 100 uL PBS. % BbraEE, MNE:F

GERiE R

b) M 1 NTEH 96 FL VAR AE & 25 RE

o) EAMFNZY), (EH—4T (41 B2-B10) .

d BHERE

Yy AT
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B

P 7 1%

Anti-PD1-IL2v Fusion (2149)

20.41 M

/

LA A

e) 96 fL VKA, SN Assay Buffer, #&FLAARFRIL R, W B2 fLINA 75 puL Assay

Buffer, B3-B11 L, M 60 uL Assay Buffer.
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1.5 uL Anti-PDI-

PPN 75 uL 60 pL 60 pL 60 pL 60 pL 60 pL 60 uL 60 uL 60 uL
IL2v Fusion (2149)
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g) M L ABREERREL B2 HHIREL 15 pL, IINEIE 2 MBEEERRESL B3, 7R
5. DAMCEHE, BEZZ 9 MHEEMBESL (B10) .
h) KPR a HERS IR SLARCICY , I ID R o HER I BORE FERR R, BESL 50 pLo
) W, T 37°CCO, B34 E3% 16 he
j) AR HE RGN, A Luciferase.
2) wEERERN
A BRI 3 43

0 nM 200 nM 512 M

H CD25 CDI122 CD132 Reporter
Jurkat (hPD1 OE) Cell Line

3) WiIFER

47352 495874 40441
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Logo[Anti-PD1-IL2v Fusion {2149)] (nM)
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EC50
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Logo[Anti-PD1-1L2v Fusion (2149)] (nM)

Fig 3. #l# Anti-PD1-IL2v Fusion hIgG1 Antibody(2149) (Genomeditech/GM-88264AB) HfEMEFE: 127
1-2h i E H_CD25 CD122 CD132 Reporter Jurkat(hPD1 OE) (Genomeditech/GM-C41979) . H_CD25
CDI122 CD132 Reporter (Genomeditech/GM-C29055) , &FFLANMIE 1 x 105 4~ SRJ5 73 M AFR R 4T 1)
Anti-PD1-IL2v 7, %8 16 h 5 Luciferase $UfE, 1 HH# NS,

M 2: IL-2 EARIEER

H CD25 CD122 CD132 Reporter Jurkat(hPD1 OE) Cell Line

1x106+
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&
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=
5]
¥
& 4x10°+
g
g
S
S 2x10
0 ™ T T 1
-6 -4 -2 0 2
Logo[IL-2] (nM)
CD25 CD122 CD132 (hPD1 OE)
EC50 | 0.3351

Fig 4. #ll# Recombinant Human IL-2 (Novoprotein/C013) FREERFEW; #2607 1-2 h FL & H_CD25 CD122
CD132 Reporter Jurkat(hPD1 OE) (Genomeditech/GM-C41979) , &FFLANME 1 x 10° 4> ARG IMAFRL
B IL-2 &%, W5 16 h JERI Luciferase $(1H
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Log,([IL-2] (nM)

H CD25 CD122 CD132
EC50 | 0.5274

Fig 5. fi|% Recombinant Human IL-2 (Novoprotein/C013) FffERMBEM; AT 1-2 h FILE H_CD25 CD122
CD132 Reporter (Genomeditech/GM-C29055) , &FLANMIE 1 x 10° Ao SRJG IMAFERELFIN IL-2 W, %
B 16 h J54 Luciferase £{H

f 3. MABIES R

| SamplelD Geometric Mean : RL1-H

[ ] yurkat anti-PD1+APG-2nd Ab 704
H_CD25 CD122 CD132 Reporter ("PD1 OE) H_IgG+APC-2nd Ab 61.5
M| H_CD25 CD122 CD132 Reporter (NPD1 OE) anti-PD1 +APC-2nd Ab 24970

Normalized To Mode

RL1-H :: APC-H

Fig 6.1 /] Anti-PD1 higG4 Reference Antibody (Pembio) (Genomeditech/GM-87802MAB) it EGIEL: 5 .

100 = SamplelD Geometric Mean : RL1-H
1 B Jurkat anti-CD25+APC-2nd Ab 66.1
] H_CD25 CD122 CD132 Reperter (WPD1 OE) H_IgG+APC-2nd Ab 861
80 = [ | H_CD25 CD122 CD132 Reporter (hPD1 OE) anti-CD25+APC-2nd Ab 1070
P ]
o
= ]
o -
2 60
o
i
N
= ]
£ 407
5 J
=z
20 7
0 & LN R S R B L ey R

[} 2 3 4
10 10 10 10 10
RL1-H :: APC-H

Fig 7.8 [l Anti-CD25 higG1 Antibody(Basiliximab) (Genomeditech/GM-52329AB) it :IRIFLE H .
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Fig 8.f# ] Anti-CD122 higG1 Antibody(HuABC-2) (Genomeditech/GM-52319AB) I\ EIE4SE R

100 = D Geometric Mean : RL1-H
1 M| Jurkat anti-CD132+APC-2nd Ab 93.8
H_CD25 D122 D132 Reporter (NPD1 OE) H_IgG+APC-2nd Ab 67.4
80 = |. H_CD25 CD122 CD132 Reporter (hPD1 OE} anti-CD132+APC-2nd Ab 208
]
]
=
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© 80
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@«
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©
E 40—
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20 7
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1
10 10 10 10 10
RL1-H :: APC-H

Fig 9.1 Anti-CD132(IL2RG) higG4 Antibody(REGN7257) (Genomeditech/GM-52334AB) it ;A ESE
R
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FERT=

IL-15
H_IL15 Reporter Cell Line Cynomolgus CD122 HEK-293 Cell Line
H CD122 CHO-K1 Cell Line H_CD122 HEK-293 Cell Line
H_CD215(IL15RA) HEK-293 Cell Line

IL-2
H CD122 CD132 Reporter Cell Line H CD25 CD122 CD132 Reporter Cell Line
H _IL2 Reporter Cell Line H IL2 Reporter DDX35TM Cell Line
Cynomolgus_CD25 HEK-293 Cell Line H_CD25 CHO-K1 Cell Line
H_CD25 HEK-293 Cell Line
Anti-CD122 higG1 Antibody(HuABC-2) Anti-CD132(IL2RG) hlgG4 Antibody(REGN7257)
Anti-CD25 hlgG1 Antibody(Basiliximab) Anti-mouse CD25 mIgG2a Antibody(PC-61.5.3)

Anti-mouse CD25 RIgG1 Antibody(PC-61.5.3)
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