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1R B T B TUAA A 5C 25900 mT DA 250t i /D 3 P R BRI PR R , 503 B SR 32, I e K BR B2  giak /D>
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1. 4iffsEsR. RF. RHEAES

2 0 B2 5 B TR I DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+400 pug/mL G418+0.75 ug/mL Puromycin+4
pg/mL Blasticidin
IR A7 B TR A 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. BAIFEH M
e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 g Genomeditech/GM-040402-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
DMEM 500 mL gibco/C11995500B
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
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
Human IL-31 /IL31 Protein (His Tag) / SinoBiological/11557-HO8H
Human IL-31 Protein; His Tag Genomeditech/GM-88062RP
Anti-IL31RA IgG2 Antibody(Nemolizumab) / Genomeditech/GM-50871AB
Anti-IL31RA higG1 Antibody(NA633) / Genomeditech/GM-50880AB
Anti-OSMR hIgG4 Antibody(Vixarelimab)  / Genomeditech/GM-50874AB
Anti-IL31 hIgG1 Antibody(mAb33) / Genomeditech/GM-50883AB
ERE

Equipment Manufacturer/Catalogue No.

2 v E X ThermoFisher Scientific/Countess 3

AR X Moleculardevices/SpectraMax L
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H: AWREREAEER, NAEWREIREYKE L

fRVRIE R IR IR . IR B4 5 T E SR

BHETRERED, FEMFAE-70°C, BNTE-70°C

THFEITEERR.

a) 37°C/KIRMTIRE 3G, IMATREE
P FERE S mL & 15 mL B0 .

b) AR BCHS R A7 40 B IR TN 37°ClER 7K
TR, PG MR TR S KT DL R R R R,
HPINIRIELL GEH 2-3 580 .

o) H 70% & RAT B A LA BEAR TS 2L L
o EAEY RSN BRI G O A E R Al
BB RIS O EOES, RERE,
176 x g, &0 3 min, FAMIYLRE, 7+ LiG.

d) A 1| mL S5 IR, U A
BM IR AT BRI, FEAT > 3 x 10°
cells/mL.

e) EILAMINE IR IR, ARG
F) 2-3 x 10 cells/mL, HRHE4HNLER AR, K
N B R B A& [ B IR LA

3. JIfERE

a) fHH 176 x g, 3 min 25 /0UCEELHM .

b) AEHTA AAEAE (90% FBS + 10% DMSO)
HEMM, MR 5 x 10 cells/mL,
[ 1 mL 7 R B4R

2. AL (BL 10 em MR

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

a)  HMCH B AAE, WEEEAEK . BRI E 16-
24 h 5, BT OUERAMIMGEENS L, A0
BH] 80%, ToEHHTAIMALAR . AN MALAR
Eo 1:3-1:4, 2-3 FALAC TR fRfr AN
i 80%, 75 U] i 2 DR 40 M 52 1457 1 i 5 50

b) CHILELEFFRMA R B FRST 25, 10 em LN 2
mL PBS JE%% 1 K.

¢) 3 PBS, Ml 1 mL0.25% Trypsin-EDTA ALK,
37°C 1k 30-60's, TiHEE T WM.

d) FroffRARE, SHAG IR B EA L, 04 U 4
L EREER, 0 2 mL A AT K IR BRS¢
1EVHAL, B4R/ OIRET IR, 176 x g Eili &

> 3 mino

FERFE:

a) MMNIE, RAREE, BTEEIR, &
HWELSFHEEFE, RE&BeR, #RERHA
eZd, gREKEEETRE.

b) HEERFAFREEAEIE 80%, BRI RESEAR

2 BI5ETT SEOR .
c) EHET, EUbdE, BMIHRAEE THER
BEd, -80°C T RFZRD 1 K, RIEREH
A,
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1. BEhBAE SR

BRI RE AL, X ARSELS:, H#EFE H IL-31 Reporter Cell Line 41l &4 1.5 x 10*

cells/FLo

AYR 2548 F] Human IL-31/1L31 Protein (His Tag) (16.7 KDa; LA Ff##% Human IL-

31) YEANFHIEZGY), Conc.01 W 300 ng/mL, 3 f%EREE B, Conc.01-Conc.09 43 i HEA

7E B2-B10, B11 Jy 0 yREEXTE . FEIEIFLIIA 100 uL PBS, VA7 FLZE K .
FUBRHEAT T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
33.33 11.11 . 1.23 411.52  137.17 | 4572
Human IL-31 PBS
ng/mL | ng/mL ng/mlL ng/mlL ng/mL ng/mL pg/mL pg/mlL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a) FESEIONT 16-24 h, MUK IEFRM P EUE, TR OUCEMIRYTE, RS RS
REIR AR SN, RIS IR RS A SRR R R L IR B 1.5
10° cells/mL. VAHEFEIN 100 uL Z0AR/FL 2 AL A FLI0 100 L PBS. # Fik
#i, TR E AR .

b) A 1 ANTEIE 96 LV RARAE % 2R

o)  BAMFZY, 47 (W1 B2-B10) .

d) BHERCE

ELUEAY N it BRI fic & 7 1
Human IL-31 0.018 mg/mL 1.8 mg/mL HY 2 uL fi+198 pL Assay Buffer
e) 96 L VKM, JIA Assay Buffer, #FLAFIIL T2, 41 B2 LI 180 uL Assay

Buffer, B3-B11 fL, A 120 pL Assay Buffer.
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) IO RRAR A IUAE S BRI ZIEE — B RESL R (i B2 A 3.05 uL

Human IL-31) , J&%J.

oo}

S| BIERRREL, MU AT AL 60 L, IAKAL B
1 2 3 4 5 6 7 8 9 10 11 12
3.05 uL

Human IL-31

A 180 pL 120pL | 110pL  110pL  110pL  110pL | 110pL 110 pL 110 uL 110 uL

T O ™9 m g O

g M ABEERRSL B2 I 60 pL, IOANEIS AEEERBRAL B3, FEAMRS.
h)  DAEHE, B2 9 MEEMEL (B10) .
) KPR a E R RSB, BEFLIEE 100 pL B 73k
D) MBI RRRELF 25, AL 100 pL.
k) . EWEE, T 37°CCO, KiFffirh 9% 6 he
) RS R A&, Al Luciferase.
2) e E RN
AR B R I 5 B

. 0 pg/mL 300 ng/mL 45.72 pg/mL
H IL-31 Reporter Cell Line
11836 1124359 10922
»
3) WIFZR
1I 1L-31 Reporter Cell Line H_TL-31 Reporter Cell Line
1.5%10°+ 1.5% 10
E‘ =)
-
% 1x106+ 2 x104
g ]
= =
g g
3 _ <
£ 5x10%4 g 5x10°4
E E
2 3
0 T T T 1 0 T T T 1
2 -1 0 1 2 3 3 2 -1 0 1 2
Logy[Fuman TL-31 Protein] {ng/mL) Log,g[Human TL-31 Protein] (nM})
Human T1.-31 Protein; His Tag Human 11 -31 Protein; His Tag
EC50 [ 10.11 EC50 [ 0.6053

Fig 2. Human IL-31 G 50AE 45
(A P 245 AT o R 58 ARV JBE /K AR 5 ) 4 B 5 22D
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2. Block Hui&#DiH| LI
1) Block HiiAHE 7] 5% {4k

B DT, AT ARSELS, #EF#E H IL-31 Reporter Cell Line 4Hfg &4 1.5 x 10*
cells/FL. AV 5246 4d ] Human IL-31/1L31 Protein (His Tag) (17.3 KDa; LA R fii#k Human IL-
31) VNG 2 CBGER E {4 ] 0.84 ng/mL) , Anti-OSMR hlgG4 Antibody(Vixarelimab)-
Anti-IL31RA hlgG1 Antibody(NA633). Anti-IL31RA hlgG2 Antibody(Nemolizumab){F 4 block
Pk (150kDa; LL N2 #fa#7 N Vixarelimab. NA633. Nemolizumab) . LA Vixarelimab &
il: Conc.01 Z¥KRE N 50 ug/mL, 4 f54f/ZH#i%E, Conc.01-Conc.09 737 HEAi /£ B2-B10, Bl11

N OREEXS . LI 100 L PBS, VARG iEIfL78 K. 3 Mtk B R FUBRGHEAT 40 -

1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
0.84 ng/mL
50 781.25 19531 48.83 3.05
Human IL-33+ | PBS PBS
pg/mL ng/mL  ng/mL  ng/mL ng/mL
Vixarelimab
0.84 ng/mL
Human IL-33+ | PBS ; ; ; ’ o PBS
ng/mL | ng/mL | ng/mL ng/mL | pg/mL
NA633
0.84 ng/mL
50 5.56 781.25  195.31 48.83 3.05 762.94
Human IL-33+ | PBS PBS
pg/mL  pg/mL | pg/mL ng/mL ng/mL ng/mL ng/mL ng/mL pg/mL
Nemolizumab
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

e

a) FESEIONT 16-24 h, FAMMIMIEFRM P EGE, TEAE OUCEMIRYTE, RS RS
R IRELE AN, A DUAHARIE ), A TE e SR AR R AR 1.5 %
10° cells/mL. PAHEFEIN 100 L i fa/fL 2 al L. Fa B L0 100 uL PBS. 7 B4R
. TR E LR

b) fEH 1 ATEE 96 FL V RAR & 2R R .

c) FMFNGUE, 1T (W B2-B10) .

d) HERRER
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LY RN fifi B [ WARFS
Vixarelimab 0.68 mg/mL / BT AR
NA633 2.32 mg/mL / B AR
Nemolizumab 2.21 mg/mL / B AR
Human IL-31 0.15 mg/mL 0.0015 mg/mL HY 2 uL f#3#% + 198 uL Assay Buffer

e) 96 L VM, M Assay Buffer, #fLIAFI TR, LA Vixarelimab J9fl: 40

B2 FLINA 62.5 uL Assay Buffer, B3-B11 fL, JIA 55 uL Assay Buffer.

) I FRRFRIL

uL Vixarelimab) , &%,

SEOUAE BRI, MBI — AR REFL (an B2 HmA 10.8

g || BRRERRREAL, RUCAAITLI 183 L, AL | x|
1 2 3 4 5 6 7 8 9 10 11 12
10.8 uL
55 uL 55 uL 55 uL
Vixarelimab

3.2 uL NA633 | fA

330l
: JIIPN

Nemolizumab

g) M

h)  DASEHE, BRSO MEEMEL (B10) .

i) KPEala

&, 50 uL fL, S540EHFE 1h.

— AR EERRESL B2 HIEL 18.3 ul, AN BZE A6 R REL B3, B R S .

MR AU, BFLIR S 100 uL b3 . IASDER h BRI BL

k),

k)

D

Wi B 0 254 Human IL-31 (2 < BO&IKEED , B33 pl MBS ARG A E]
2930 uL Assay Buffer 1, &%),

1h /5, FPER i s, RO j I & 47 #) Human IL-31, #E4L
JEN 50 pL.

w EARGER, T 37°C COy HEFRAAH 8% 6 he

g PR & B RS IR 7 &, A8 Luciferase. 25515 WL 13,
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2) Block FLAHE EBEhH

BEE IR Ak, ST ACSZES, HEFE H IL-31 Reporter Cell Line ZHffiE A 1.5 x 107
cells/Flo AVX 52514 Fl Human IL-31/1IL31 Protein (His Tag) (17.3KDa; LA Ff##% Human IL-
31 VENBE 254 GEEE IR FEAE ] 0.84 ng/mL) , Anti-IL31 hIgG1 Antibody(mAb33)fE A block
Pk (150kDa; LLRf#HRN mAb33) o Conc.01 Z9KE N 1 pg/mL, 4 56 FERFE, Conc.01-

Conc.09 73 HEATE B2-B10, B11 A 0 WKEEXTE. A EIFLINA 100 pL PBS, PARG1EiFL7#&

Ko
FUARHEAT 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
0.84 ng/mL
Human IL- PBS PBS
33+ mAb33
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
InkeD IR

a) FESEEOHT 16-24 h, AU REIRM P, TR UCRA e, SR
R IR EE AN, RIS D, 1 DA TE A R R IR D 1.5 %
10° cells/mL. VAHEFEIN 100 uL Z0A/FL 2 A1 L. A FLI0 100 uL PBS. # Fik
i, TR E R

b) A 1 AT 96 LV RARHE S 2GR RE .

o) BAMFNUA, 4T (W1 B2-B10) .

d) MERERK

LU itk BE i £ 52
mADb33 2.55 mg/mL 0.0255 mg/mL B 2 uL A% + 198 pL Assay Buffer
Human IL-31 0.15 mg/mL 0.0015 mg/mL HY 2 uL f#3 + 198 uL Assay Buffer
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e) 96 fL VKT, I Assay Buffer, &fLIAFIILTER, @1 B2 FLINA 67.5 uL
Assay Buffer, B3-B11 4L, /A 55 pL Assay Buffer.
0 WHCNFERR AR SRR, OB — MR (o B2 H A 5.8

uL mAb33) , RZ.

g || BRRERRFEIL, MR MBTTLIN 183 uL, MIANKEL Bz

1 2 3 4 5 6 7 8 9 10 11

12

5.8 uL
mADb33

JIIPN

g MEE—ABEEERREAL B2 HHUREL 18.3 uL, M BIEE “ANBEEERBEIL B3, 78 4MR 5.

hy  DURSRHE, BEESE 9 AMBRERBEIL (B10) .

i) BCEBUEZY) Human IL-31 (2 x BOERED , B 3.3 uL Wk BIRHE, TIAE
2930 pL Assay Buffer 11, JRB%). RSEMKKIIAFID IR h B MREIPUIA T, 55
uL 4L, #E 1h.

j) 1hjg, ¥P8%aa WEERPFBEE, LB 100 L ik,

k) RN IR 1 IRE M), B 100 pL.

) & EBaR, T 37°C COy BiAE 595 6 he

m) A R A IR &, A Luciferases
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3) MEZERKN
SR SRR 58 13 -

H_IL31 Reporter 293 Cell Line

Human IL-31+No Ab

Human IL-31+50

Human IL-31+7.62

. ) Control pg/mL Vixarelimab ng/mL Vixarelimab
+ Vixarelimab
55048 7578 52803
) Human IL-31+No Ab Human IL-31+1 Human IL-31+15.26
H IL31 Reporter 293 Cell Line
Control pg/mL mAb33 pg/mL mAb33
+ mAb33
49850 6812 46177
) Human IL-31+No Ab Human IL-31+50 Human IL-31+7.62
H IL31 Reporter 293 Cell Line
Control pg/mL NA633 ng/mL NA633
+NA633
52353 7189 49659

H _IL31 Reporter 293 Cell Line

Human IL-31+No Ab

Human IL-31+50

Human IL-31+7.62

) Control pg/mL Nemolizumab | ng/mL Nemolizumab
+ Nemolizumab
46697 7889 49766
4) WIELER
, H_IL-31 Reporter Cell Line IC50
6.0x10% - Vixarelimab  0.6577
- 4 mADb33 0.005457
3 NA633 0.03749
% 4.0x104 -8~ Nemolizumab 0.02055
g
-E 2.0x1044
=
s
0 L] L] L] L]
-6 -4 %) 0 2
Logo[Antibody] (nug/mL)
5 H_IL-31 Reporter Cell Line IC50
Gl - Vixarelimab  4.385
s -4~ mAb33 0.03638
= o NA633 0.2499
% 4.0x1044 -® Nemolizumab 0.1370
§
E 2.0x1044
-
o
0 Ll Ll L] L] L}
-6 -4 2 0 2 4

Log;o[Antibody] (nM)

Fig 3. Antibody block i 45 4t
CT BIXT U EAT BT R 55 A BE SRR B 1 #5541 5 A SinoBiological/11557-HO8H: Human IL-31/
IL31 Protein (His Tag))
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fi% 1 ThEEA R MAER

Normalized To Mode

100 =

| SamplelD Geometric Mean : FL11-H
|l Null anti-IL31RA+APC-2nd Ab 2154
|| H_1-31 Reporter H_IgG+APC-2nd Ab 942
|. H_IL-31 Reporter anti-IL31RA+APC-2nd Ab 8.77E5

10 10 10 10 10

FL11-H : APC-H

80
60 7
40 7 1
20 = e
o]
L e L T L
0 2 4 6 8

Fig 418 ] Anti-IL31RA hlgG2 Antibody (Genomeditech /GM-50871AB)%iIE T A 41 i % 15 44

Normalized To Mode

100 7

80 -
60 -
40 7
20 o
0
L mad e e e L
0 2 4 6 8
10 10 10 10 10

FL11-H :: APC-H

‘ SamplelD Geometric Mean : FL11-H
[ | | Null anti-OSMR+APC-2nd Ab 5675
H_IL-31 Reporter H_IgG+APC-2nd Ab 1407
| H_IL-31 Reporter anti-OSMR+APC-2nd Ab 116473

Fig 5.1 /] Anti-OSMR hlgG4 Antibody (Genomeditech /GM-50874AB)% il Th AE A Ay 3235 45 5

MR (i) AIRATF
A EI P PR

FEEEH T NARIGTT For research use only !
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fii3x 2 ThAed M R Fe e EIiES R

H IL-31 Reporter Cell Line

2007 EC50
o CP5 2.688
150+ - CP15 2.590
= A CP25 3.350
S 100
=4
50+
0' T T 1
-4 ) 0 2 4

Log ¢[Human IL-31] (ng/mL)
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Fig 7. Response to Recombinant Cynomolgus IL-31 Protein. H_IL-31 Reporter Cell Line (Cat. GM-C25989) at a
concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Cynomolgus IL-31
Protein; His Tag (Cat. GM-88063RP) in assay buffer (DMEM + 1% FBS + 1% P.S) for 6 hours. The firefly

luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech).
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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 hIgG1 Antibody(12B5) Anti-IL4R hIgG4 Antibody (Dupilumab)
Anti-IL4R hlgG4 Reference Antibody (Dupbio)

IL-31
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 hlgG1 Antibody(NA633)
Anti-IL31RA hlgG2 Antibody(Nemolizumab) Anti-OSMR hlgG4 Antibody(Vixarelimab)
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