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1. 4iffsEsR. RF. RHEAES

IR Jr85972E:  RPMI 1640+10% FBS+1% P.S+8 ng/mL Cynomolgus 1L31
A KB IR 3E:  RPMI 1640+10% FBS+1% P.S+8 ng/mL Cynomolgus IL31+50 pg/mL G418+0.25
pg/mL Puromycin
2N MR AT I 90% FBS+10% DMSO
Assay Buffer: RPMI 1640+10% FBS+1% P.S
2. BAIFEH M
e
Reagent Specification Manufacturer/Catalogue No.
RPMI 1640 500 mL Gibco/C11875500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
G418 lg Genomeditech/ GM-040402-1
Puromycin 25 mg Genomeditech/GM-040401-1
Cynomolgus IL-31 Protein; His Tag 50 pg Genomeditech/GM-88063RP
96 well round cell culture plate Plate PakGent/CL-PT096
96-well White Opaque Plate Plate Thermo/236108
96-well U-bottom Plate Plate Saining/1014010
Anti-IL31 hIgG1 Antibody(mAb33) / Genomeditech/GM-50883AB
Anti-IL31RA hlgG2 Antibody(Nemolizumab) / Genomeditech/GM-50871AB
Anti-OSMR hlgG4 Antibody(Vixarelimab) / Genomeditech/GM-50874AB
GMTiter ™ Luminescent Cell Viability 1000T Genomeditech/GM-040504
Assay
A
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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MANAIR IR E] 1-1.2 x 10° cells/mL e H#EAT
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1. Anti-IL31RA $ifk Assay B

B SRR, X T A2, HEFFE Cynomolgus IL-31RA OSMR Baf3 Cell Line 4
M A 3 x 10° cells/fL. AR5 43 H{# A Anti-IL31RA hlgG2 Antibody(Nemolizumab) (L4
N R FR N Nemolizumab) 1EABHEZ4, Conc.01 IREA 5ug/mL, 3 5HHZHiBE, Conc.01-
Conc.10 43 AHEAI7E B2-B11, B12 4 0 yKFEXT . FAREFLAIA 100 pL PBS, BARj1EifLZE

Ko SUBRHEATLIT :

1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
5 1.67 555.56 | 185.19 | 61.73 20.58 6.86 2.29 762.08 | 254.03
Nemolizumab
pg/mL | pg/mL  ng/mL | ng/mL | ng/mL ng/mlL ng/mlL ng/mlL @ pg/mL | pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

T ™ m g A

1) kPR
a) FESKIOHT 1-2h, KANM AR TR B, B ORI YTIE: i Assay Buffer i
Vel 3 35, B Assay Buffer B 240, # I AHME /1 9:1145, LA Assay Buffer
TR BEIRFE R 9.09 x 10° cells/mL. FHHFHM 33.3 uL ZHf/SLZE F AL, JH Y
fLIR 100 uL PBS. gt B4R, - 9AH T E A
a) 1 ANTEE 96 FUBHER 25 F R .
by ALY, R 1T

c) MEREHR

LYY it BH Wi & 7772
Nemolizumab 0.43 mg/mL / B AR
Cynomolgus IL-31 1) HU 2 uL fi%#i+1998 uL Assay Buffer
. 1.9 mg/mL 19 ng/mL " s
Protein 2) HU2pL P8R 1D #+198 uL Assay Buffer

d) 96 FLARH, MM Assay Buffer, SFUAFN TR, 41 B2 fLINA 59.4 uL Assay

Buffer, B3-B12 L, MMA 39.6 uL Assay Buffer.
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e)  WRHUAFEIRRRAOAT IAE f BB AN BN EE — MR FEAL R (1 B2 TP 2.12

uL Nemolizumab) , ¥&%].

BRI | BRIERREAL, (KO AIFLIRI 19.8 L, AL | x|

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

2.12 L

39.6 uL 396 pL | 396 pL 396uL 396pL 396puL | 39.6 pL | 39.6 uL  39.6 pL | 39.6 uL

Nemolizumab

Z O m m J

) MEE—ABEERMFEAL B2 FIREX 19.8 uL, MBI ANBEERSL B3, 7R,

g)  LLIRSEHE, BELES 10 MEERBIL (B1D .

h) ACE 3 54K 20 pg/mL ) Cynomolgus IL-31 &4 (HX 3.8 uL I ] 1188 uL
Assay Buffer /1)

i) KR a BFE LR .

i) AR g R OB AR 25, AL 33 ul, HF 1ho

k) SRERALFMA 33 uL WA 20 pg/mL (1) IL-31 HEH .

) # EWGEE, T 37°C COy B3 iE9% 120 he

m) R R A
2) ThEskl

5 pg/mL 254.03 pg/mL

0 pg/mL Nemolizumab . .
Nemolizumab+20 Nemolizumab+20

Cynomolgus IL-31RA +20 pg/mL Cynomolgus
pg/mL Cynomolgus pg/mL Cynomolgus

OSMR Baf3 Cell Line IL-31
1L-31 IL-31
24144410 563776 27854595
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3) RiE4R
Cynomolgus_IL-31RA OSMR Baf3 Cell Line

100+

50+

% of surviving cells

-4 -3 -2 -1 0 1
Logg[Nemolizumab] (png/mL)
Cynomolgus I1L.-31RA OSMR Baf3

IC50 | 0.003907

Fig 2. Cell proliferation assay. The Cynomolgus IL-31RA OSMR Baf3 Cell Line (Cat. GM-C30334) at a
concentration of 1E3 cells/well (96-well format) was treated with serial dilutions of Anti-IL31RA hlgG2
Antibody(Nemolizumab) (Cat. GM-50871AB) in assay buffer (RPMI 1640+10% FBS+1% P.S) for 120 hours. The
firefly luciferase activity was measured the GMTiter™ Luminescent Cell Viability Assay (Cat. GM-040504).
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0X40:0X40L

H_0X40 Reporter Cell Line

Cynomolgus OX40 HEK-293 Cell Line
H_0X40 CHO-K1 Cell Line

H_OX40L HEK-293 Cell Line

Rat OX40L CHO-K1 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; hFc Tag

Human OX40L Protein; His Tag

H_0X40 Reporter DDX35TM Cell Line
Cynomolgus OX40L CHO-K1 Cell Line
H_OX40L CHO-K1 Cell Line

Mouse 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 OX40 Protein; His Tag

Human OX40L Protein; mFc Tag

IL-4/IL-13

IL-4 Reporter Cell Line

IL-4/IL-13 Reporter 293 DDX35TM Cell Line
H_IL4R CHO-K1 Cell Line

H_IL4R HEK-293 Cell Line

Anti-IL13 hlgG4 Reference Antibody (Lebribio)

Anti-IL4R hlgG4 Antibody(Dupilumab)

Anti-IL-4RxIL31  hlgG4
(PRO2198)

Biotinylated Human IL-4R alpha Protein; Avi-His Tag

Reference  Antibody

Cynomolgus IL-4 Protein; His Tag
Human IL-13 Protein; His Tag
Human IL-13RA1 Protein; His Tag
Human IL-4R alpha Protein; hFc Tag
Human IL-4R alpha Protein; mFc Tag

Mouse IL-4R alpha Protein; His Tag

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

H IL4R CHO-K1 Cell Line (Low Expression)
Mouse IL4R CHO-K1 Cell Line

Anti-IL-4R hlgG1 Antibody(12B5)

Anti-IL4R hlgG4 Reference Antibody (Dupbio)

Anti-Mouse IL-4RA mIgG1 Antibody

Cynomolgus IL-13 Protein; His Tag
Cynomolgus IL-4R alpha Protein; His Tag
Human IL-13RA1 Protein; hFc Tag
Human IL-4 Protein; His Tag

Human IL-4R alpha Protein; His Tag
Mouse IL-13 Protein; His Tag

Rat IL-4R alpha Protein; His Tag

IL-31

Cynomolgus IL-31RA OSMR Reporter Baf3 Cell
Line

H IL-31 Reporter DDX35TM Cell Line

H IL31RA CHO-K1 Cell Line

H IL-31RA OSMR Baf3 Cell Line

Anti-IL31 hIigG1 Antibody(mAb33)

Anti-IL31RA hlgG1 Antibody(NA633)
Anti-IL31RA hIgG2 Reference Antibody (Nemobio)

Anti-OSMR hlgG4 Antibody(Vixarelimab)

Cynomolgus IL-31 Protein; His Tag

H IL-31 Reporter Cell Line

Cynomolgus IL31RA CHO-K1 Cell Line

H IL31RA HEK-293 Cell Line

H IL-31RA OSMR CHO-K1 Cell Line

Anti-IL-31 hIgG4 Reference Antibody (BMS-981164)

Anti-IL31RA hlgG2 Antibody(Nemolizumab)

Anti-IL-4RxIL31  hIgG4 Antibody
(PRO2198)

Anti-OSMR hlgG4 Reference Antibody (Vixabio)

Reference

Human IL-31 Protein; hFc Tag
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Human IL-31 Protein; His Tag Human IL-31RA Protein; hFc Tag

MRGPRX2
H MRGPRX2 Gq Reporter CHO-K1 Cell Line H MRGPRX2 Gqi5 Reporter CHO-K1 Cell Line
Tango-H MRGPRX2 CHO-K1 Cell Line Cynomolgus MRGPRX2 CHO-K1 Cell Line
Cynomolgus MRGPRX2 HEK-293 Cell Line Flag-Mouse Mrgprb2 CHO-K1 Cell Line
Flag-Rat Mrgprb3 HEK-293 Cell Line H MRGPRX2 CHO-K1 Cell Line
H MRGPRX2 HEK-293 Cell Line H MRGPRX2 HMC-1 Cell Line

H MRGPRX2 RBL-2H3 Cell Line
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https://www.genomeditech.com/cell-line/Cynomolgus_MRGPRX2-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Flag-Mouse_Mrgprb2%20CHO-K1%20Cell%20Line
https://www.genomeditech.com/cell-line/Flag-Rat_Mrgprb3-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_MRGPRX2-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_MRGPRX2-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_MRGPRX2-HMC-1-Cell-Line
https://www.genomeditech.com/cell-line/H_MRGPRX2-RBL-2H3-Cell-Line

