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v MIREE
1. giffsEsR. K. RAEFES

HH IR Iy s TR RPMI 1640+10% FBS+1% P.S+8 ng/mL M_IL3
AR A TR RPMI 1640+10% FBS+1% P.S+8 ng/mL M_IL-3+5 ug/mL Blasticidin+50
pg/mL G418+0.25 pg/mL Puromycin
IR A7 B TR A 90% FBS+10% DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S
2. WM HER
e
Reagent Specification Manufacturer/Catalogue No.
RPMI 1640 500 mL VivaCell/C3010-0500
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
Recombinant Mouse IL-3 (C-6His) 50 ug Novoprotein/CP39
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 lg Genomeditech/GM-040402-1
Puromycin 25 mg Genomeditech/GM-040401-1
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
Recombinant Cynomolgus IL31 Protein; His 50 pg Sino Biological/90895-CO8H
Tag
Anti-IL31RA IgG2 Antibody(Nemolizumab) / Genomeditech/GM-50871AB
GMOne-Step Luciferase Reporter Gene 1000T Genomeditech/GM-040503
Assay Kit
A A
Equipment Manufacturer/Catalogue No.
il g ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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1. BIhmISUE L
BRI TR AL, X T A28, #E%F Cynomolgus_IL-31RA OSMR Reporter Baf3 Cell
Line 410 & A 110 cells/FL. AV SZ464d Fl Recombinant Cynomolgus IL-31 Protein (His Tag)
(16.8 kDa; LA Rfa#x Cyno_IL-31) fEAFHM:Z4%), Conc.01 #<fEA 30 ng/mL, 3 56

&, Conc.01-Conc.09 73 A £ B2-B10, B11 4y 0 ik EEXTHE . J& HFLINA 100 uL PBS, DL

B 1A FLA K -
FURHAT AT
1 2 3 4 5 6 7 8 9 10 11 12
PBS
3.33 123.46  41.15
Cyno_IL-31 PBS
ng/mL | ng/mL  ng/mL pg/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) kP IR

a) TESEENET 1-2h, Krau s TR A I, (8 Assay Buffer J5E 2 3, Ao 20 v
I3 LA Assay Buffer T #40 iuik 5209 2 %< 108 cells/mL.  LAHFHEHN 50 pL 48
MfLEp R FL. & EIRALIN 100 uL PBS. 5 FAE:, T a5

b) EH 1NTER 96 ALV ERARAE R 25 VIR RE .

) HAfENY, MA--1T (W B2-B10) .

d) BHEACE

LY/ RN fifi Bl fic B 75
Cyno_IL-31 0.25 mg/mL 2.5 ug/mL HY 2 uL fi%+198 pL Assay Buffer

e) 96 LV MR, A Assay Buffer, SfLIAFIIL T, W1 B2 fLANIA 80.52 uL Assay

Buffer, B3-B11 fL, Ml 55 uL Assay Buffer.
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) WRECA R AR S BB NS SE — MR EERRE FL (1 B2 A 1.98 L

Cyno_IL-31) , &%,

ST ‘ BREEMREAL, MK MATALIRI 27.5 pl, INARAL

| wsaL |

5 6 7 8 9 10 11

12

1.98 uL Cyno_IL-

31

55 uL 55 puL 55 puL 55 uL 55 uL 55 uL

9) ME AR B2 LI 27.5 uL, I\ F5 AN R BEFL B3, /MRS .
hy DUEHE, B2 9 MM (B10) .

) CKEDTR a AN ALBUIE, B R R LR 10259, 1890 50 pL.

) ®EMRE, T 37°CCO, BiFRMEhEE 6 h.

K) RS FE RS &, A Luciferase.

2) & EEEN

SR DA I B

Cynomolgus_IL-31RA OSMR Reporter 0 pg/mL 30 ng/mL 4.57 pg/mL
Baf3 Cell Line 114705 4020872 173956
3) WIFZR
Cynomolgus_IL-31RA OSMR Reporter Baf3 Cell Line Cynomolgus_IL-31RA OSMR Reporter Baf3 Cell Line
5%10%4 5%10%4
3 4x1064 3 4x1064
& &
2 3x10°4 2 3x10°4
g g
g 2x10° g 2x10°
5 5
E 1x10°+ E 1x10°+
0 T T T T 1 0 T T T T 1
-3 -2 -1 0 1 2 -4 -3 -2 -1 ] 1

Log g[Cyno_1L-31](ng/mL)

Cynomolgus TL-31RA OSMR Reporter

EC50 | 0.9386

Log g[Cyno_IL-31](nM)

Cynomolgus TL-31RA OSMR Reporter
EC50 | 0.05587

Fig 2. 30 36 E 25 3R
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2. PrikInH|sLL

EEE AR R TR AL, ST A 5256, H#E7F Cynomolgus_IL-31RA OSMR Reporter Baf3 Cell

Line 40 &4 1 x<10° cells/fL.
KRS A - Anti-IL31RA hlgG2 Antibody(Nemolizumab) (150 kDa; LA R fai #x
Nemolizumab) 1EAFHM:Zi4. Conc.01 £ %/ 30 ug/mL, 3 f5#6/%F:%E, Conc.01-Conc.13

o HAR{E B2-B10. C2-C4, C5 7y 0 iR FEXSIR . F Bl FL A 100 uL PBS, PAB; 1B FLZE % o

I & m m O

FUBRHEAT 0T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
3.33 111 123.46
Nemolizumab 1PBS
pg/mL | pg/mL  pg/mL ng/mL
169.35 56.45
PBS PBS
pg/mL | pg/mL
PBS PBS PBS PBS
IS

a)  FESEIGHT 1-2h, A MBS SRR, (6T Assay Buffer Ji5¥% 2 3, A0S

F1HH5 FELL Assay Buffer 5241 ik 54 3.04 % 100 cells/mL. LAHEHEN 33 pL

SHAALZE PIRAL. JEFERFLIN 100 pL PBS. &5 FAkE:, TP a5 .
b) M 14JER 96 fL V JRHRHER 25 RE .
c) fRUPLA, (ERPIT (WiB2-C4) .
d) HEREHR

LY/ EZpN fifi Bl (W= RFS
Nemolizumab 4.054 mg/mL / HER AR
Cyno IL-31 0.25 mg/mL 2.5 ug/mL HY 2 uL fi%+198 pL Assay Buffer

e) 96 fL VKRS, I Assay Buffer, #fLIAFIIL TR, @1 B2 FLINA 53.2 uL

Assay Buffer, B3-B11. C2- C4 fL, M 33 uL Assay Buffer.

S EIRE (i) AR AR Genomeditech (Shanghai) Co.,Ltd
A PR, AR T NRIRIT ! For research use only !

9 /13



I @ m m O

(:EEﬁEﬂﬂH

Genomeditech

Genomeditech (Shanghai) Co.,Ltd.
Order: 021-68455258/50432826/50432825

Toll-free: 400 627 9288

Email: service@genomeditech.com

)  RIA AR
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DRFIIRE SRR, MBI —/MEEEERRE LA (1 B2 HHimAN 1.22

g || BAREREETL, HCUOMNAITLIRIN 18.15 pL, AL
1 2 3 4 5 6 7 8 9 10 11 12
1.22 uL 53.2 36.3 36.3 36.3 36.3 36.3 36.3
] A
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9) MEE—MEREMRFL B2 HIE 18.15 uL, IIAZIEE ZANBRERRIL B3, AR

/N
~Jo

h)y DASEHE, EHEH 13 MEEMBL (Co .

i) FE 3x EEF, 6ng/mL CynolL-31 (1.3 uL 2.5 pg/mL Cyno IL-31 SRR F

543.2 uL Assay Buffer 1, JEEIEMHD
0 CEPER a B4R ALAREGH o AP ER h BEEERVRE PR, AL 33 uL IRA), @b
FBURANIEFEAEBEE 1 h,

K) 1hJg, BB58jRREEEBRFUREE, AR | L) Cyno IL-31 ¥,

FLANA 33 L.

) %5 B, T 37°C COp B R59% 6 h,

m) WA Luciferases

1) HEERKEN

S 54 75 S A 5 5

Cynomolgus_IL-31RA OSMR

2 ng/mL Cyno IL-31

2 ng/mL Cyno IL-31

2 ng/mL Cyno IL-31

] + 0 pg/mL + 30 pg/mL + 56.45 pg/mL
Reporter Baf3 Cell Line
1290421 165620 1364062
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Luminescence (RI

Cynomolgus IL-31RA OSMR Reporter Baf3 Cell Line

2x10%

1.5x105

1x10°4

5x105

F 2 ng/mL Cyno_IL-31

-4 -2 0 2
Logyg[Nemelizumab](pg/mL)

Cynomolgus IL-31RA OSMR Reporter Baf3 Cell Line

2x10°
s
= L.5x100+
e °
W
g
§ 1x10%
&
£
E  Sx1034
2
- + 2 ng/mL Cyno_IL-31
0 T T T 1
-4 2 0 2 4

[Cynomolgus_IL-31RA OSMR Reporter

IC50 | 0.09726

Logyg[Nemolizumab]{nM)

Cynomolgus_I1-31RA OSMR Reporter
IC50 | 0.6484
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‘. BaF3 anti-IL31RA+APC-2nd Ab 1148
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80 = ‘. Cyno_IL31RA OSMR Reporter BaF3 anti-IL31RA+APC-2nd Ab 93056
80 T
40 7
20 7
]
™ Ll |
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FL11-H :: APC-H

Fig 4.1 1 Anti-IL31RA hlgG2 Antibody (Genomeditech /GM-50871AB)%: 1l Th B 41 it 355 45 5

100 = ‘ SamplelD Geometric Mean : FL11-H
‘. BaF3 anti-OSMR+APC-2nd Ab 1150
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40 7
20 7
|
0
0 2 4 8
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Fig 5.1 1 Anti-OSMR hlgG4 Antibody (Genomeditech /GM-50874AB) ¥ iiE 1Jj fit 41 il 2 ik 45 5%
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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
H IL-31 Reporter Cell Line Cynomolgus IL31RA CHO-K1 Cell Line

H IL31RA CHO-K1 Cell Line

H_IL31RA HEK-293 Cell Line H_IL-31RA OSMR Baf3 Cell Line
Anti-IL31 hIgG1 Antibody(mAb33) Anti-IL31RA hIgG1 Antibody(NA633)
Anti-IL31RA hlgG2 Antibody(Nemolizumab) Anti-OSMR hlgG4 Antibody(Vixarelimab)
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