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—. B, BRkEF

1. 4HM0 R T oKEH, —196°C LA (UKAR BRI D KIIf# 17 .

2. FEfhe SR TR TEUEP SR A2

BRI KA

TRNGAERSS, —196°C UL (UKFHERL

3. AP Assay, RIFE T SRANIE A BN R A AR P T

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

3/ 14



Genomeditech (Shanghai) Co.,Ltd.

Gﬁ Eiﬁiﬂaﬂia Order: 021-68455258/50432826/50432825

=) Genomeditech Toll-free: 400 627 9288

Email: service@genomeditech.com

=, R

OX40 & — M FI B A, WA CD134. B —MEZERRES 7, FE
FIRAETEGN T ZHH0F1 NK 4000 . OX40 15 5 I8 B £ 15 G N2 1 e o 24
Mo 2 0X40 5HEMALE G, SEdEZME S8, Mimiedt T 400 85HE . A MT)6e
TR 5 X BT 877 G 2 2 L )9 R R 4 8 I 25 ) e 28 R B . OX40 15 5 il B B e A
ONAE SR RN G e i 5 v BA VA IR L FH A

T EY H_ OX40 Reporter DDX35™ Cell Line fR 15 F K4 &, 23T OX40 /558
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Fig 2. #4% Human OX40L Protein (Genomeditech/GM-83111RP) HfEEFRe; #2707 1-2h B & H_0X40
Reporter DDX35™ Cell Line (Genomeditech/GM-C36735) , HfLANMIE 5 x 10* 4>, B FEATE & 41
LR, SR JE ARG R4 ) Human OX40L Protein 57K, W& 6 h J5A& Ml Luciferase #({8, ¥ GraphPad &
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Fig 3. #l4% Human OX40L Protein (Genomeditech/GM-83111RP) Hf /B #2AT 1-2 h B E H_0X40
Reporter DDX35™ Cell Line (Genomeditech/GM-C36735) , HSfLANMEE 5 x 10* 4. BUHARATHE S 40
UM, ARG IIAHERE L7 Human OX40L Protein ¥, 3 ZfL, W¥H 6 h J5K Ml Luciferase ${H, 144
GraphPad RZHATEIR T, NBIREERAM R, SRER, CP6 15 CP40 5%, ECS0 .
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f. MEER
1. 4iffsEsR. RF. RHEAES

AN Iy H IR 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

2R AT I 90% FBS+10% DMSO

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

2. BAIFEHHEE
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 ExCell/FSP500
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 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
HEA AR
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
EAEIRE (i) AIAR Genomeditech (Shanghai) Co., Ltd
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9 = 75

37°CKIA TR TR I 4L, IMATIIAE &
TrEEFREE S mL £ 15 mL B0 .

IR G HH BHS  A7-4 J JF JR BN 37°CETiRL K
TR, B A IR TR 22K TH DA R 440 Bl R
HEINIREE G 2-3 20450 .

H 70% & BE AR VR A7 A0 F0 LI AR TS B i )L
o AR AR B G R R E T A
MBS R MO, BRI,
176 x g, &0 3 min, {EHPITE, 7 EiE.
R 1 mL SR8 E, AT A
Gl R ARSI, M= 3 x 10°
cells/mL.

AN IR E IR R, T R A A
# 4-6 % 10° cells/mL, HRAEAHLER AT, K
YRR A 12 4> T25 H (3-5mL & »
B IR

AR AT

{176 x g, 3 min B O

15 F TRA 4R BB R A7 (90% FBS + 10% DMSO)
FURAHML, AR 5 < 10 cells/mL,
B 1 mL 7R B MR E T

FEHT, ENILE, KERAEE E TR
REH, -80°CTMREZRD 1 R, R ER
A

2. ZHMAEAR

H: GREAEN 1 Z 2R, FHEARERE, &
HHRSREE, BELATHERERNEKSESF
.

a) LAk AR, BiRAEK.

b) FIREIE, £948-72h AT —IRAEAR, ik
DAL ARG 085 77 2 TR B N i g A &= 1 A
KIGFRAE . F 48 h RAEAR, FRVGE L FMME 5
HRIRIE, AR SO R E

c) U EIAF] 1.5-2 x 10° cells/mL, 1 1% 3,
R 2-3 REREEAEAL, ANELEHEFEE 2 x 10
cells/mL, HEFEMHH T25 BT AR 77

d)  ZAMA R, AR [
V21 SRR BN A R AR R LB 3 )
B IR AN AR K IR A, SRR Al IR AT
SIJE RN T25 £ 38 gk a5 7%

ERFEM:

a) ZAMITEEBOVEUR, H5R. ARARIBEER
RIFHIE R E B RTEE .

b) BRENHNERER, FNEENFUHRES
AR IR .

c) FBS I 56°C tn#k 30 53%h, Al KiEFMEA
HaowE, EAEZERMARSHEKEFRH
B F i
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. RIS OB

1. BABEER

EAE DTSRG, X T ARRSESS, #E#E H_OX40 Reporter DDX35™ Cell

Line 20l & 5% 10* cells/fL. AVKSLL:{4# H Human OX40L Protein; His Tag (16.9 KDa; PAR

f&I A% Human OX40L)YEAFHPEZH), Conc.01 RN 5 pg/mL, 4 £556 4%, Conc.01-Conc.09

43 HEATE B2-B10, B11 A4 0 3REXTIR. JAFEFLIIA 100 uL PBS, LABH 1L FLA& K .

FLARAT 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
Human 312.5 78.13 19.53 4.88 1.22 305.18 76.29
GIP ng/mL  ng/mL ng/mL ng/mlL  pg/mL  pg/mL Fps

PBS

PBS

PBS PBS PBS PBS PBS PBS PBS PBS

1) IEPER

a) TESZIGHT 1-2 h, WM MER TR I, BRVATIRAG, BRI A SRR 4
WG 7. {E ] Assay Buffer PHEAHAIAKEE Y 1x 10 cells/mL (JERB IR A E
oAb BE 3 G TR B0 3 A TR P 3 R T S BT eV HEASRRE ) o BAHEMEIN 50 L 4
f/ALZE A 10 L. JAREFLIN 100 uL PBS. 55 kR, TP E £ .

b) A 1 AT 96 £l V RARHE % 25 RE

o) HAFFNZY, fH—1T (41 B2-B10) .

d) BHERE

L/ YN fitr BRI ic, & 771
Human OX40L 2.2 mg/mL 0.22 mg/mL B 2 pL fi#7+18 pL Assay Buffer

e) 96 L VJEMK T, IMA Assay Buffer, #fLIAFRIL N3, 41 B2 fLANA 70 pL Assay Buffer,
B3-B11 fL, WA 55 uL Assay Buffer.

) I FEAF B AR IRE S B IO B8 — MR REAL T (il B2 A 3.33 uL

Human OX40L) , V&%,
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BEEREX BEEERREFL, IRUCAETFLR 1833 L, IIAKAL pagiER
1 2 3 4 5 6 7 8 9 10 11

oo}

3.33 uL Human

A 70 uL 55 uL 55 uL 55 uL 55 puL 55 puL 55 uL 55 puL 55 puL 55 uL
0X40L

— O m m g 0

g)  MEE—ABREERRFL B2 ThIREL 18.33 pL, MIAFIE —ABLEERRFL B3, AR,
h)  DAMGEHE, BERE 9 MHERBIL (B10) .

D) B a WE LRI, N Z BTAE S AF B FERREI,  54L 50 pLs

i) # LR, T 37°C CO 7746 157 6 he

k) SR Luciferase.

2) fEEERN

AR H R 5 B
H_ 0OX40 Reporter DDX35™ Cell 0 ug/mL 5 ug/mL 76.29 pg/mL
Line 5814 126228 5118

3) WiFER

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. BAWIE; Amlitelimab H#1H]LL

PRV AL, X T ARSESS, HEFF H_ OX40 Reporter DDX35™ Cell Line 4Hi /il &
N 5x10*Cells/FL. 1# ] Anti-OX40L higG4 Antibody(Amlitelimab) (BA T %%y Amlitelimab;
#) 150 kDa)fE NFHMEZ4, Conc.01 &IRFEA 50 ug/mL, 5 f5HEEFiIFE, Conc.01-Conc.09 43
SIHEARZE B2-B10, B11 4 0 yKEXTIR. A 100 uL PBS, LABH 1L FLEEK .

FLAR AR5 «
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
50.00 10.00 2.00 400.00  80.00 16.00 3.20 640.00
Amlitelimab PBS PBS
pg/mL  pg/mL | pg/mL | ng/mL ng/mlL ng/mlL ng/mL @ pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) fneEP R
a) (ESEIGHT 1-2 h, FURMEEFHR I, BRWITIRS S, EERE S E SRR
TIPS /1 F6i+ 3. (5 Assay Buffer VLA 0 E A 1.51x 105 cells/mL (337 1t
AR T ELOAL T, T8 G D8 Lo it AR W UM 453 2% 10 S RETR E AR D) o BA
AN 33 uL gif/sLE AR 10 AL A ERIALIN 100 nL PBS. i EAREE, T4
T E R
b) A 1 AN 96 FL V RARHE S FURFFE .
¢) B, 4T (41 B2-B10)
d) HWERBRHR
PUR AR fifi 201 [N WIRFS
Amlitelimab 1.981 mg/mL / LA AR
Human OX40L 2.2 mg/mL 0.022 mg/mL HY 2 uL f#+198 uL Assay Buffer

e) 96 fL VKM, JIA Assay Buffer, #fLIAFIIL TR, 41 B2 LI 49.5 uL

Assay Buffer, B3-B11 L, JIA 39.6 uL Assay Buffer.
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) I FRFR AR DUAE S B IS EE — MR REAL S (1 B2 TP 4.1 L

Amlitelimab) , V&2,

B | BRIERPREAL, (KU ATFLIRI 9.9 L, MAVAL | el |
6 7 8 9 10 11

1 2 3 4 5

12

4.1 jns

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

Amlitelimab

39.6 uL 39.6 uL | 39.6 uL

Q) MEE—/EEEERRAL B2 T 9.9 uL, INAFIE AR ERRAL B3, MRS
h)  DASSHE, EEE 9 MEEMEL (B10) .

i) MHE 3 x ¥EF), 150 ng/mL Human OX40L (5.49 uL 0.022 mg/mL Human OX40L

BEBINAE] 792 puL Assay Buffer

L, RAJEERD .

) CRECE L REAE AR R R PUA T, REALIA 39.6 uL JR2), o bR BUBA

RE#RMEE 1h,

k) Th JRHUHPER § RSB, B 66 pL 72 HIINAZPEEE a 20l

M, @ bR, ZKZEEE 6 ho

) WCFERSIN Luciferase.s
2) wEEF RN
RS TR U B 4

0 pg/mL Amlitelimab + 50 | 50 pg/mL Amlitelimab + 128 pg/mL Amlitelimab +
H 0X40 Reporter
. ng/mL Human OX40L 50 ng/mL Human OX40L 50 ng/mL Human OX40L
DDX35™ Cell Line
59374 5083 57988
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3) WirgR

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. MIRES LSS
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fiaR: WABIESR

SamplelD

ric Mean : FL11-H

Null anti-OX40+APC-2nd

2123

H_OX40 Reporter DDX35 H_IgG+APG-2nd

1210

245982

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

247793

FL11-H :: APC-H

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

H_0OX40 Reporter DDX35 anti-OX40+APC-2nd CP41 260381

Fig 3. fiifi] Anti-H_0X40 hIgG2 Antibody(Ivuxolimab) (Genomeditech/GM-23373AB) ik 2L IIF &5

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 Cell

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-4/1L-13

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

Anti-IL4R hlgG4 Antibody(Dupilumab)

IL-31

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)

HEDRL (Rl AIRAFE
AP R ILGRITE, A T AT
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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
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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
https://www.genomeditech.com/cell-line/Cynomolgus_IL31RA-CHO-K1-Cell-Line
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