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Reporter DDX35™ Cell Line (Genomeditech/GM-C36735) , FFL4IMIE 5 x<10* 4>, BUH $2AT#HE & 4

LB, SRS INAFRRELE Y Human OX40L Protein 35, % & 6 h 5kl Luciferase % {t, 4 GraphPad %
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Fig 3. #%% Human OX40L Protein (Genomeditech/GM-83111RP) HE#Fei; #2707 1-2 h it B H_0OX40
Reporter DDX35™ Cell Line (Genomeditech/GM-C36735) , FFL4NE 5 x10* 4>, HUH $2aT#E & 4 e
LB, SRJEINAFRRELE Y Human OX40L Protein ¥, 3 2L, ¥ & 6 h J54 I Luciferase #fd, 14
GraphPad RGEHHATHHR 1T, AbriEioAfER, FREIR, CP6 %5 CP40 {055, EC50 H{HE.
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f. MRMER
1. giffsEsR. RF. RAEAES

2 0 B2 5 B TR I RPMI 1640+10% FBS+1% P.S

AR A TR RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin+0.75 pg/mL Puromycin

2 R AT 90% FBS+10% DMSO

Assay Buffer: RPMI 1640+10% FBS+1% P.S

2. WM HER
e
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
Puromycin 25 mg Genomeditech/ GM-040401-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
RPMI 1640 500 mL Gibco/C11875500BT
96 fL U JRAHHLITRIK 96-well FA¥i/1014010
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom Polystyrene Not 96-well Corning/3912
Treated Microplate
Human OX40L Protein; His Tag / Genomeditech/GM-83111RP
Anti-H_0X40 hIgG2 Antibody(Ivuxolimab) / Genomeditech/GM-23373AB
Anti-OX40L hlgG4 Antibody(Amlitelimab) / Genomeditech/GM-82533AB
GMOne-Step Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040503C
Kit
HEA AR
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
SEMREL (B AABRAF Genomeditech (Shanghai) Co., Ltd
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37°C/KIR TR JR e 3R 0, IMATRAE S
TR s mL £ 15 mL B0 .

IR A R A 0 L DR BN 37°CHE R K
TR, A1 MU TR ZEKTH DL R R R SRR
HEINIRIEL GEH 2-3 5480 .

FI 70% T B AR VR A7 8 4138 LA AR5 G 1 L
o FEAM) R AR B G R R TP A
MR RIS T ) EOE T, BERS,
176 xg, &0 3 min, F4HMEYTE, 7 LG
I 1 mL SRk FRAEE R, AT HCH 3
Gy e B A M, 4B > 3 x 108
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AR TR R R R T A, R R T A P A
%] 4-6 <105 cells/mL, ARHE AN MBS AA, K
YRR A 1-2 4> T25 H (3-5mL & »
BREFE

AR A

] 176 xg, 3 min 250U .

15 F T4 40 B R A7 (90% FBS + 10% DMSO)
HURAHML, AR Ry 5 =< 10° cells/mL,
[ 1 mL R B MR E T

FEHT, ENILE, KERAEE E TR
REH, -80°CMRERD 1R, R ER
A
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E: REREN1ZE 2R, FRHEHFERE, &
AMRSRER, BELASTERERNEKES
.

a) LAk OR, BiREK.

by BEIREJG, £ 48-72h ATHEAT S —IRALAR, Ik
DAL ARG 085 77 2 TR B N i g A &= 1 A
KBEgRdk, 4 48 h R, BUBGE MM I3
Brgedt, MRS R .

C) YR LR 1.5-2 < 108 cells/mL, 1% 3,
R 2-3 RERERALAL, ANELEHHFEE 2 < 106
cells/mL, HHEFF{dFH T25 Mk A7 AR 9%

d) ZAMCAREIEAIM, AR HEE A (R
V21 SRR BN A R AR R LB 3 )
B IR AN AR K IR A, SRR Al IR AT
SIE NN T25 55 IR 4k 83 9%

ERFEM:
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. FEAHFZE RED
1. EABEL®R

EAE DTSRG, X T ARRSELS, HE#E H_OX40 Reporter DDX35™ Cell
Line 40 &~ 5x10° cells/FL . A<¥k 256 % Ff Human OX40L Protein; His Tag (16.9 KDa; L
fEI A% Human OX40L)/E A AP 254, Conc.01 3R BN 5 pg/mL, 4 £546 £ #4%, Conc.01-Conc.09

4y HEA(E B2-B10, B11 A 0 iREEXTIR. JEFEIfLINA 100 uL PBS, LABH b fL#& K .

FLARAT S5 -
1 2 3 4 5 6 7 8 9 10 11 12
PBS
Human 312.5 78.13 19.53 4.88 1.22 305.18 76.29 PBS
GIP ng/mL  ng/mL  ng/mL ng/mL ng/mL | pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) kBB

a) TESEINHT 1-2 h, KN B TR I, BRWETIRAE, EAERIR S S AR AR 2
o3& 719118 R Assay Buffer %4 g i 5 9 1< 108 cells/mL (V= it FEA BB
AL, TE G D] B0 di A U P 2R T S BT B e ARG E ) o AHEREN 50 L 48
HufLE A 10 AN L. BB AFLIN 100 pL PBS. a6 BAREG, T EfEH .

b) M 1ANTEH 96 ALV EARAE R 25 IR .

c) HMFNZAY), 17 (41 B2-B10) .

d) BFHERCHE

LYY il BER LW=WIRPS
Human OX40L 2.2 mg/mL 0.22 mg/mL HY 2 pL fi#fi+18 uL Assay Buffer

e) 96 fL VKM, I Assay Buffer, % LA LR, i1 B2 LN 70 uL Assay Buffer,
B3-B11 fL, MM 55 uL Assay Buffer.
f) WA RARR A IIRE S BER, DO B — MR FEMRESL (n B2 HhnN 3.33 pL

Human OX40L) , V&%,
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BRI X BEERREFL, MRIRATHTFLIRIR 18.33 pL, MIAKAL payicEdl
1 2 3 4 5 6 7 8 9 10 11

12

3.33 uL Human

A 70 uL 55 uL 55 uL 55 uL 55 puL 55 puL 55 uL 55 puL 55 puL
OX40L

55 uL

9) ME—ABRERRSL B2 HIREL 18.33 uL, A ANBRERMRASL B3, RS,
hy DASEHE, B RH 9 /MREMBIL (B10) .
) CKEDTR a B E AL, IO RTHE AL R BER B, 4F4L S0 pL.
) @M, T 37 °C CO BigRMEE: % 6 h.
k) B &R Luciferase.
2) T E R
AR H R 5 B

H_ OX40 Reporter DDX35™ Cell 0 pg/mL 5 ug/mL 76.29 pg/mL

Line 5814 126228 5118

3) WiIF4R

H_(0X40 Reporter DDX35™ (all Line H_OX40 Reporter DDX35™ Cell Line

1.5%105 1.5x1051
5 5
= =
g 1x1{5 ‘g 1x10°
= o
- 2
2 2
) 2
2 sx1044 £ sx1044
g g
= =
= -

0 -0 0
¥ -4 2 0 2 -4 2 0 2 4
Log;g[Human OX40L](ug/mL) Logjo[Human OX40L](nM)
H_OX40 Reporter DDX35TM H_OX40 Reporter DDX35TM
EC50 | 0.04758 ECS0 | 2.315
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2. EHEGE; Amlitelimab | s2L6
BEVE L IR TR AL, XA S2EG, HEFE H_ OX40 Reporter DDX35™ Cell Line 40 i &
Ny 5x104Cells/FL. 1# /] Anti-OX40L hlgG4 Antibody(Amlitelimab) (LA T f#i#574 Amlitelimab;
) 150 kDa)fE N PHM: 244, Conc.01 £k %N 50 ng/mL, 5 f5#6EFiRE, Conc.01-Conc.09 4}

WIHEARZE B2-B10, B11 N 0 yKkFEXTE. JEAHIA 100 uL PBS, LABH b FLAEK .

LA R -
! 2 8 4 5 6 7 8 9 10 11 12
PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS
RN o0 1000 | 200 40000 8000 1600 320 64000 e

pg/mL  pg/mL | pg/mL | ng/mL ng/mL ng/mL ng/mL | pg/mL

PBS PBS PBS PBS PBS PBS PBS PBS PBS

PBS

1) kPR
a) TESEIGHT 1-2 h, HARMEEFHR I, BRWITIRS S, EERE S E SRR
DR ) v #. A Assay Buffer 1340 Tl 20 1.51<10° cells/mL (= 1L
A REANE RO AR, 5 G PR 03 B PR ATUE 451 2% T S B e s vE AR 2 ) o B
FFAEIN 33 L 4HAR/ALZEF TR 10 L. AE AL 100 uL PBS. 5 EAR e, T

w5
b) fHEH 1 ANTCH 96 ALV RARME &SRR R .
c) FAFRNPUE, MEAH—4T (1 B2-B10) .
d) #EREHR
ARG it BRI fic & 7 v
Amlitelimab 1.981 mg/mL / LA AR
Human OX40L 2.2 mg/mL 0.022 mg/mL B 2 uL f##i+198 uL Assay Buffer

e) 96 fL VKRS, I Assay Buffer, #fLIAFIIL TR, 41 B2 FLINA 49.5 uL

Assay Buffer, B3-B11 L, M 39.6 uL Assay Buffer.
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)  RIA AR

Amlitelimab) , J&%J.

URFIRE L BRRL  IABIE —ABEEERREALT (1 B2 FHNA 4.1 uL

B | BRIERPREAL, (KU ATFLIRI 9.9 L, MAVAL | el |
1 2 3 4 5 6 7 8 9 10 11 12
T ! T T ‘ T
4.1 jns

Amlitelimab

396l 39.6puL | 396uL  39.6pul  39.6 uL 39.6 uL

39.6 uL 39.6 uL

9) MEE—EREEFRREAL B2 FHIREL 9.9 uL, DI EIZE AR RESL B3, /R4
h) DABESEHE, B2 9 MEEMESL (B10) .

i)  FeE 3> #iE5, 150 ng/mL Human OX40L (5.49 pL 0.022 mg/mL Human OX40L

FEBAINNE] 792 pL Assay Buffer &1, JBAEEH) .
§) KRG E A RS AR EE MR LA T, BEFLINN 39.6 uL TRA), # EREHUBA
A E 1h.
K) 1h JEEUHEEE | BEEFIREER, FALE 66 uL /8 HIMAZILIE a AL
M, o bREAR, 4KSEIEE 6 h.

)  WeiEAEl Luciferase.
2) mEEFEN
S RSN 5 BH 1

H_ OX40 Reporter
DDX35™ Cell Line

0 pg/mL Amlitelimab + 50
ng/mL Human OX40L

50 pg/mL Amlitelimab +
50 ng/mL Human OX40L

128 pg/mL Amlitelimab +
50 ng/mL Human OX40L

59374

5083

57988
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3) WirgER

Lumineseence (RLU)

8% 101

6x10%4

4x1041

2x10%4

H_0OX40 Reporter DDX35™™ Cell Line

+ 50 ng/mL Human OX40L

-4

T
-2 0

Log g[Amlitelimab] (pg/mL)

H_0X40 Reporter DDX35TM

1C50

0.02502

Lumineseence (RLU)

8% 104+

6%1044

4x10%

2x1044

H_0OX40 Reporter DDX357Y Cell Line

+ 50 ng/mL Human OX40L

4

-2 0 2 4
Logg[Amlitelimab] (nM)

H_0X40 Reporter DDX35TM

1C50

0.1668

Fig 5. ThAEIES,
A B LA AT 0 0 A P58 R B K A B 1 8 B S 2 )
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fiisR: WABIESR

FL11-H :: APC-H

SamplelD Geometric Mean : FL11-H
Null anti-0X40+APC-2nd 2123
H_OX40 Reporter DDX35 H_lgG+APC-2nd 1210

245982

H_0OX40 Reporter DDX35 anti-OX40+APC-2nd CP30

247793

[
[
| H_OX40 Reporter DDX35 anti-OX40+APC-2nd CP7
[
[

H_0OX40 Reporter DDX35 anti-OX40+APC-2nd CP41

260381

Fig 3. il Anti-H_OX40 higG2 Antibody(lvuxolimab) (Genomeditech/GM-23373AB) HLikiR AU IE LS

FESRT= i

H_0X40 Reporter Cell Line

H_0X40 CHO-K1 Cell Line

H_OX40L HEK-293 Cell Line

Anti-H_0X40 hlgG2 Antibody(Ivuxolimab)
Anti-OX40L hlgG4 Antibody(Amlitelimab)
Biotinylated Human OX40L Protein; His-Avi Tag
Cynomolgus OX40L Protein; His Tag

Human OX40 Protein; His Tag

Human OX40L Protein; mFc Tag

IL-4 Reporter Cell Line

IL-4/IL-13 Reporter 293 DDX35TM Cell Line
H IL4R CHO-K1 Cell Line

Anti-IL-4R hIgG1 Antibody(12B5)

Anti-IL4R hlgG4 Reference Antibody (Dupbio)

Human IL-4R alpha Protein; mFc Tag

Cynomolgus IL-31RA OSMR Reporter Baf3
Line

Cynomolgus IL31RA CHO-K1 Cell Line

H IL31RA HEK-293 Cell Line

Anti-IL31 hIgG1 Antibody(mAb33)

Anti-IL31RA hlgG2 Antibody(Nemolizumab)

0x40
Cynomolgus OX40L CHO-K1 Cell Line
H_OX40L CHO-K1 Cell Line

Anti-OX40L hlgG1 Reference Antibody(Oxebio)
Anti-OX40L hlgG4 Reference Antibody(Amlbio)
Cynomolgus OX40 Protein; His Tag
Cynomolgus OX40L Protein; mFc Tag

Human OX40L Protein; His Tag

IL-4/IL-13
IL-4/IL-13 Reporter 293 Cell Line
Cynomolgus IL4R CHO-K1 Cell Line

Anti-IL4R hlgG4 Antibody(Dupilumab)

IL-31

cell H IL-31 Reporter Cell Line

H_IL31RA CHO-K1 Cell Line

H IL-31RA OSMR Baf3 Cell Line
Anti-IL31RA hlgG1 Antibody(NA633)
Anti-OSMR hlgG4 Antibody(Vixarelimab)
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https://www.genomeditech.com/protein/Cynomolgus-OX40L-Protein;-His-Tag
https://www.genomeditech.com/protein/Cynomolgus-OX40L-Protein;-mFc-Tag
https://www.genomeditech.com/protein/Human-OX40-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-OX40L-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-OX40L-Protein;-mFc-Tag
https://www.genomeditech.com/cell-line/IL-4-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/IL-4-IL-13-Reporter-293-Cell-Line
https://www.genomeditech.com/cell-line/IL-4-IL-13-Reporter-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_IL4R-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_IL4R-CHO-K1-Cell-Line
https://www.genomeditech.com/antibody/Anti-IL-4R-hIgG1-Antibody-12B5
https://www.genomeditech.com/antibody/Anti-IL4R-hIgG4-Antibody-Dupilumab
https://www.genomeditech.com/antibody/Anti-IL4R-hIgG4-Reference-Antibody-Dupbio
https://www.genomeditech.com/protein/Human-IL-4R-alpha-Protein-mFc-Tag
https://www.genomeditech.com/cell-line/Cynomolgus_IL-31RA-OSMR-Reporter-Baf3-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_IL-31RA-OSMR-Reporter-Baf3-Cell-Line
https://www.genomeditech.com/cell-line/H_IL-31-Reporter-Cell-Line
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