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HAMIN 2R -31 (IL-31) A2 — P A [N 1, Hazdh s IL-6 R24RHHML, IHJE+ IL-
6 AR ¥R H AR CDA+T WA, Rl Va L M Bh IE Th2 20/ .
FECEMM . G A DA B b SRS . 1L-31 3 T i Ja e o o 42 2R 0 Aok P SRR B
5k A A 5 ) G e 7 e M N S A R R ) e 7, R I B A A ke
EHRIRE .

IL-31 ifiid IL31RA F1 OSMR(oncostatin M receptor) 32 K TR U — Sk &1L 615

To HAF T SRR B (g BAVERRZ ) EUIMSC. AP IL-31 B IL-31 321k

1 B e B LA AR SR 25 T LA b a3 P A BRI R B, 58 B DRI A8, I B PR P82 3l it >
JR RS T I A P
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Cell Proliferation Inhibition
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v MIREE
1. giffsEsR. RF. RAEAES

Y JR TR RPMI 1640+10% FBS+1% P.S+8 ng/mL M_IL3

A KR RPMI 1640+10% FBS+1% P.S+8 ng/mL M _IL3+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. WM HER
e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
G418 lg Genomeditech/ GM-040402-1
Recombinant Mouse IL-3 Protein 50 pg Novoprotein/CP39
Pen/Strep(P.S) 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
RPMI 1640 500 mL Viva Cell BIOSCIENCES/C3010-0500
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-IL31 hIgG1 Antibody(mAb33) / Genomeditech/GM-50883AB
Anti-IL31RA hlgG2 Antibody(Nemolizumab) / Genomeditech/GM-50871AB
Anti-OSMR hlgG4 Antibody(Vixarelimab) / Genomeditech/GM-50874AB
Human IL-31 /IL31 Protein (His Tag) 10 pg Sino Biological/11557-HO8H
GMTiter ™ Luminescent Cell Viability 1000T Genomeditech/GM-040504
Assay
AR
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
EAEIRE (i) AIAR Genomeditech (Shanghai) Co., Ltd
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a)

b)

c)

d)

€)

a)

b)

c)

Genomeditech
R E T5

37°CAKIBATRIAE 5 75, I TG S
TR s mL £ 15 mL B0 .

R Z8HH BCHE VR A7 40 L R TN 37°CHE R
KA, P BRI 22K T BA N AR ) £
Ak GEF 2-3 5580 .

FI 70% & T 3K A7 6 A0 AR AR TS G 1 L
B TEAM) AR BN & PR R Al
MBI DT O WELER, BRI,
176 xg, &0 3min, fEAHLITE, F L.
A 1 mL EoRRE 7 R AN TiE, T
WA A W IE S T RS A, TR > 3 x
108 cells/mL.

TR AN %5 B 31 3-5 % 10° cells/mL, K541 fi
AR A 124 T25 1 (3-5 mL, ;7RI
25cm?) , BIEEETE.

AR A

/1 176 x<g, 3 min B CUCEELHA.

1 F T4 40 VR A7 (90% FBS + 10% DMSO)
FURAAML, A MR 5 < 106 cells/mL,
[ 1 mL 7R B MR E T

FFRET, EAbLE, KIRFEE TR
R, -80°CTFRAFZED 1R, RIERE
WA

2. LA

E: REREN1ZE 2R, FRHEHFERE, &

AMRSRER, BELASTERERNEKES

.

a) A N/EE B 4, SRR

by EIRE G, £ 48-72h WHHTHE AL, It
DAL G gl i 35 77 B v R B Oy Imbt AR & AR
KBEgRdk . 2 48 h RAEAR, FUUEMFMINE I3
Brgedt, ARSI R R .

c) IEFEANM R FEAE 3.5-4.5 x10% cells/mL, 4
Y LK FE i B 1-1.2 <100 cells/mL B 3EAT 444K,
1 1% 3-1 4% 5, 2-3 RALAR, AEALHMKELE 1.4
=10 cells/mL, HE#f# F T25 I TR 7%,
R T R 2 AR AR

d) MR, RARRHERR A [l
1 W ABIRASBOAEF . A ARES RT A E B2l
BRI A KB IR, SRR A IR AT
SRS T25 HE 30 rh 4k 815 5%

EEEW:

a) AMMfFEREREHTRNSRGE, —&RE
7-10 REA BT B R AR 24 +8 /AT,

b) BHRERFERER, TOENFUEREY
AMINE TR .

c) FBS IMiE 56T Nk 30 434F, W RIERMERI
R, EARERWARZHEKEFHH
MR FiEtE.
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1. Anti-IL31RA Fitk Assay BHF

.
/N~

BRVE DR AL, X T ACS2a6, HE# H_IL-31RA OSMR Baf3 Cell Line i &y 1

=104 cells/FL. A28 5148 F Anti-IL31RA hlgG2 Antibody(Nemolizumab) (LK f&i#x

Anti-IL31RA) 1EAFHMEZ44), Conc.01 K EEDN 10 pg/mL, 4 fi#hJEH#i%E, Conc.01-Conc.09 7

AHA/E B2-B10, B11 4 0 Wk EEXTIE . FEREIFLINIA 100 uL PBS, PARG1ElfL28 K . FLBRHE

AR
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
Anti- ) 625 156.25 | 39.06 9.77 2.44 610.35 152.59
PBS PBS
IL31RA pg/mL | pg/mL  ng/mL | ng/mL | ng/mL ng/mL ng/mL pg/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) kB IR

a) {ESEIGHT 1-2h, KNI IR, B0 R4 ITTIE: (] Assay Buffer i

VR 2 385, FE ] Assay Buffer B4, A6 0048 M3 71315, LA Assay Buffer

VAR FE Ry 3 <108 cells/mbL. FHERE N 33.3 pL At Af/AL 2 A iE)fL . & B L

100 uL PBS. i biias, T+ E M.

a) M 1JER 96 LV R HER 25 RE .

b) ALY, A

c) MEREHR

VLY RS fiti BEH RN WARES
Anti-IL31RA hlgG2 Antibody(Nemolizumab) | 2.21 mg/mL / B AER
Human IL-31 / IL31 Protein (His Tag) 10 pg/mL / IER LU EAL

d) 96 fLV L, I Assay Buffer,

BRI TR, a1 B2 FLINA 47.74 uL

Assay Buffer, B3-B11 L, /A 36.3 uL Assay Buffer.

S EMREL (R AIRAF]
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e)  WRHUAFEIRRR AR IAE f BRAL I BIEE — MR FEAL T (1 B2 TN 0.66

uL Anti-IL31RA) , JE%].

BRI | BARERVREAL, ARV BITLIN 121 pL, AL

| x|

1 2 3 4 5 6 7 8

9 10 11

12

0.66 puL Anti-
IL31RA

363 ulL 363 puL  363pL 363 uL 363 pL

363uL 363 uL 363 puL

f)  ME—APRERMESL B2 IR 12.1 uL, MAFIE - AEERSL B3, R

51,
0) LDIESSHE, EES 9 MEEREIL (B10) .

hy HBCE 354K 6 ng/ml 1 IL-31 85 (X 0.2 pL i A% 333.1 uL Assay Buffer

)
) KPR a i E RIS .
0 MADER h MR AT IR BRI 250, FE4L 33 uL, BFH 1h.
K)  SRJGEEALEINA 33 uL #JE A 6 ng/ml 1] 1L-31 FEH .
) 5 EWas, T 37°C CO, Hafaisss 72 h,
m) A GMTiter ™ 21 3t 7 A I & Ao U o
2) wEERRN
S s i R B

. 10 pg/mL Anti- 152.59 pg/mL Anti-
0 pug/mL Anti-IL31RA+2
H_IL-31RA OSMR Baf3 Cell IL31RA+2 ng/mL IL- | IL31RA+2 ng/mL IL-
- . ng/mL IL-31
Line 31 31
2385068 25304 2279099
AR (Rl BIRAF Genomeditech (Shanghai) Co., Ltd
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3) WHESR

H_IL-31RA OSMR Baf3 Cell Ling H_IL-31RA OSMR Baf3 Cell Linc
1201 1201
= 2
= 1004 = 100+
o o
o 80 & 80
.; ';‘
& 604 & 60
g -
= =
2 404 Z 404
< =]
= 207 +2 ngfmL 1L-31 = 207 I 2 ng/mL IL-31
0- ............................................. n_ ............................................
L] L] L] 1 T L] 1
5 4 2 0 2 4 2 0 2
LogylAnti-IL31RA] (ug/mL) Log,g[Anti-1L31RA] (nM)
H_IL-31R OSMR BAF3 Cell Line H TL-31R OSMR BAF3 Cell Line
1050 | 0.03415 1050 | 02277

Fig 2. f#1H Anti-IL31RA F A 5AIE S
WeSiJrik: WM 2y tb= (hnZhfL-assay buffer £L) / (AShnzGfL-assay buffer 1)
A5 PR 25 AT T R P AR B R A S 1 ¥ B S 2D
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2. Anti-1L31 itk Assay LI

B AT, 6T ACSEES, i H_IL-31RA OSMR Baf3 Cell Line 4B &y 1
x 104 cells/fL. AR S25645 54# F Anti-1L31 hlgG1 Antibody(mAb33) (150 kDa) (LA R fifk
N ANti-1L3L) 1ENBHPEZ 4, Conc.01 ¥REH 10 pg/mL, 4 f56EH#FE, Conc.01-Conc.09 4}

AHA/E B2-B10, B11 4 0 Wk EEXTIE . R REIFLII 100 uL PBS, PARG1ElfL28 K . FLBRHE

AR

1 2 3 4 5 6 7 8 9 10 11 12
A PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
Bl AntiiLal oBS 10 25 625 156.25 | 39.06 9.77 2.44 610.35 = 152.59 oBS

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

C PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
D
E
F
G
H

1) kPR
a) ESEIGHT 1-2h, KEAMAER TR, BOBEIYTE: {4 Assay Buffer i
VEAM 2 3 )5, P8 Assay Buffer B84 AL, £l 4 M 7797141, LA Assay Buffer
VAR FE Ry 3 <108 cells/mL. FHER N 33.3 pL At /AL 2w iE)fL . & B L
100 uL PBS. #% bkas, TWEfE-HmaE .
b) B 1 AT 96 LV AR 2R RE
c) WAL, EH—1T.

d) &R

VLR fiti BEH RN WARES
Anti-1L31 hlgG1 Antibody(mAb33) 2.55 mg/mL / B AER
Human IL-31 / IL31 Protein (His Tag) 10 pg/mL / IER LU EAL

e) 96 LV, A Assay Buffer, &fLIATRN TR, 1 B2 fLINA 47.82 pL Assay
Buffer, B3-B11 L, M 36.3 uL Assay Buffer.
f) WIS [EARFR AR DURE S BER,  IONBNSE — AR MR FL (4 B2 A 0.58

ul Anti-1L31) , VEZ].
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BRI | BARERRETL, HCUCNAITLIRIN 12,1 pL, AL |zl |
1 2 3 4 5 6 7 8 9 10 11 12
|
0'58IiL31Anﬁ_ 363uL  363uL  363puL 363l 363puL 363 puL 363 pL 363 uL
9) ME—AEEERBEIL B2 FIRHL 12.1 pL, MAZIZE ZAFEEMIL B3, ik
5o
h)  DABGSEHE, EZH 9 MREMBEIL (B10) .
i) BCE 3SR 6 ng/mL 1 IL-31 &5 (MY 0.2 uL JIAZ) 333.1 uL Assay Buffer
1) .
D) RERZYIEREEALR. CRER D HR I 33 uL KDY 6 ng/ml (1 IL-31 3, ¥
# 1h.
k) HPER a i E RS .
) AP HERIFRITRS 25, 5L 66 uL.
m) % M, T 37°C CO, ¥iafahiEss 72 h.
n) A GMTiter ™ T /sl a7 & kil .

2) REZERBGN
SR SRR 5 13 -

0 pug/mL Anti-1L31+2 10 pg/mL Anti- 152.59 pg/mL Anti-
H_IL-31RA OSMR Baf3 Cell
- Li ng/mL IL-31 IL31+2 ng/mL IL-31 IL31+2 ng/mL 1L-31
Ine
2431661 36865 2528413
AR (Rl BIRAF Genomeditech (Shanghai) Co., Ltd
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3) WHESR

% of surviving cells

H_IL-31RA OSMR Baf3 Cell Line H_IL-31RA OSMR Baf3 Cell Line
120+ 1207
w
100+ 3 1007
[#]
801 = 80+
60 g 60
40 » 404
5
204 + 2 ng/mL 1L-31 = 20+ +2 ng/mL IL-31
1T EETTTITETTP PRI OUP DRI Q™o n..... (1L R LT R LR T T U TP PP Q™
L} T L] 1 L] L] 1
-6 4 2 0 2 4 2 0 2
Log,glAnti-1L31] (ug/mL) LogplAnt-1131] (nM)
H_IL-31R OSMR BAF3 Cell Line H_IL-31R OSMR BAF3 Cell Line
1C50 | 0.06052 IC50 | 0.4035

Fig 3. fli[f] Anti-1L31 R 055AELS
WeSiJrik: WM 2y tb= (hnZhfL-assay buffer £L) / (AShnzGfL-assay buffer 1)
A5 PR 25 AT T R P AR B R A S 1 ¥ B S 2D
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0 2 4 6
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FL11-H :: APC-H

‘ SamplelD Geometric Mean : FL11-H
‘. Baf3 anti-OSMR+APC-2nd Ab 1559
‘. Baf3 H_IL-31R 0SMR anti-OSMR+APC-2nd Ab 32789

Fig 4. H_IL-31RA OSMR Baf3 Cell Line fii il Anti-OSMR higG4 Antibody(Vixarelimab)#t {4 ifi X 46:1E OSMR

100

Normalized To Mode

FL11-H :: APC-H

80 =
60 =
40—
i 1
20 = i
. ]
ik B e BRAE b B B R L B L B |
0 2 4 6 8
10 10 10 10 10

HELSE

SamplelD Geometric Mean : FL11-H
‘. Baf3 anti-IL31RA+APC-2nd Ab 1317
‘. Baf3 H_IL-31R 0SMR anti-IL31RA+APC-2nd Ab 80071

Fig 5. H_IL-31RA OSMR Baf3 Cell Line 1 ] Anti-IL31RA hlgG2 Antibody(Nemolizumab)#i /4 2056 11E
IL31RA F)Fik
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FESRT= i

0x40
H_0X40 Reporter Cell Line Cynomolgus OX40L CHO-K1 Cell Line
H_0X40 CHO-K1 Cell Line H_OX40L CHO-K1 Cell Line
H_OX40L HEK-293 Cell Line
Anti-H 0X40 hlgG2 Antibody(Ivuxolimab) Anti-OX40L hlgG1 Reference Antibody(Oxebio)
Anti-OX40L hlgG4 Antibody(Amlitelimab) Anti-OX40L hlgG4 Reference Antibody(Amlbio)
Biotinylated Human OX40L Protein; His-Avi Tag Cynomolgus OX40 Protein; His Tag
Cynomolgus OX40L Protein; His Tag Cynomolgus OX40L Protein; mFc Tag
Human OX40 Protein; His Tag Human OX40L Protein; His Tag
Human OX40L Protein; mFc Tag

IL-4/1L-13

IL-4 Reporter Cell Line IL-4/IL-13 Reporter 293 Cell Line
IL-4/IL-13 Reporter 293 DDX35TM Cell Line Cynomolgus IL4R CHO-K1 Cell Line
H_IL4R CHO-K1 Cell Line
Anti-IL-4R hlgG1 Antibody(12B5) Anti-IL4R hlgG4 Antibody(Dupilumab)
Anti-IL4R hlgG4 Reference Antibody (Dupbio)
Human IL-4R alpha Protein; mFc Tag

IL-31

Cynomolgus IL-31RA OSMR Reporter Baf3 Cell
Line

H IL-31 Reporter Cell Line

Cynomolgus IL31RA CHO-K1 Cell Line H IL31RA CHO-K1 Cell Line

H_IL31RA HEK-293 Cell Line

Anti-IL31 hIgG1 Antibody(mAb33) Anti-IL31RA hIgG1 Antibody(NA633)

Anti-IL31RA hlgG2 Antibody(Nemolizumab) Anti-OSMR hlgG4 Antibody(Vixarelimab)
MRGPRX2

H MRGPRX2 Reporter Cell Line Cynomolgus MRGPRX2 CHO-K1 Cell Line

Cynomolgus MRGPRX2 HEK-293 Cell Line H MRGPRX2 CHO-K1 Cell Line

H MRGPRX2 HEK-293 Cell Line Mouse MRGPRX2 CHO-K1 Cell Line

fE R VR L

R

T AR LA AT AR T R AL, S R A AT ELE RIS AT R B0 Y RT BRCR # T aa i vE T
FH YRR E VP AR AR, T BIE SRR AT AR BT AL
(T A RIVF AT 5 2 8], VPRl D7 A e BMEM T BB &R . P I AE D%, 2K

AR DA AR T AR g VF AT A R, RIS B SRR L BT WAL, BEBE. REAEEN

PSR P | 2 M ON I NG W E RO TR CSEE

TEIETE S5 5 A R B o

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
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https://www.genomeditech.com/protein/Cynomolgus-OX40L-Protein;-His-Tag
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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/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
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