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v MIREE
1. giffsEsR. K. RAEFES

AN Iy H IR 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. WM HER
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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. 4RER. ER. HF
1. YHpREFH

E: AR REEFER, REWRREHN)ELE

FRVR I E IR IESR . SRR 140 f J5 T QR Sk AT

BHETRERES, PEMEFA-70C, FNE-70T

THFEITEERR.

a) 37°CIKIBIATIRE TR TR AL, INATRE R
HEEFEIE S mL & 15 mL B0 .

b)  MIBRZEUHH X H VR A A i R GE BN 37°CHE IR K
TR, K AN RIS 2K TH DA R R RS R
HEININIGEL Gas 2-3 2450 .

c) FH 70% Z B HER A7 SN DL AR TS B L
o EAEY RSN BRI G O A E R Al
MERHEBEIS T ) WEOES, BERE,
176 xg, &5 3 min, {F4HEyE, 7 Bib.

d) fH 1 mL So5EsRiksE g, w0 A
AW BOE A, EAIE> 3 x 10
cells/mL.

e) EAMINE ARG IREEAI A, R M
#) 2-3 x10° cells/mL, HRHE4HNER AR, K
A e ) G0 B RS R L

3. GG

a) ] 176 xg, 3 min B.LU LM .

b) fsf FH A ZH AR A7 (90% FBS + 10% DMSO)
R, AR R B 5 =< 100 cells/mL,
BB 1 mL /20 VRA7E

2. #ApAEAR (BA 10 cm MAH)D

H: GREAEN 1ZE 2R, FRHEAERE, &
HHRSREE, BELATHERERNEKSESF
.

a) A bR AAE, WhEEAEK . B FRAE TR E 16-
24 hJ5, BT AUEEA M BERE L, A M A
IAF] 80%, THEMATAUMAEI. HEFEAAEAR
Loy 1:3-1:4, 2-3 FALAN. TR IRfr % AN
i 80%, 75 U T i 2 DR 40 M 52 F145% 1 T 5 50

b) CREILECREFRE P B R E %, 10 em LN 2
mL PBS ¥t 1 K.

c) 3 PBS, Ml 1mL 0.25% Trypsin-EDTA JH4LTR,
37C 1k 30-60's, TWiHEE T,

d) FranfRARE, SHAG IR BEAA L, 54 U 4
R EREERS, 2 mL 2 AR KR IR TR ) 4
IETHAE, RN IRET TR OR, 176 <g IR &

L» 3 min.

ERFER:

a) HMIRIRIF, FEAREE, RTERIR, &
HWESAVRER, K&ReEE, SN
BeZD, SAREKERETRE.

b) ERMRFHEEIEIT 80%, BN AR E 41

5545 FE 5 B 1R
c) EHET, EUbdE, BWIHRFEEE THER
BEH, -80°C T RFZRD 1R, RIEREW
A,
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AT OB
1. BEhRAE SR

B SRR, ST A2, i H_IL-31 Reporter Cell Line 4H i &y 1.5 <104

.
/N~

cells/FL. AV 525648 Fl Human IL-31/1L31 Protein (His Tag) (16.7 KDa; LA R fii#k Human IL-
31) YEAMYEZY), Conc.01 ¥ A 300 ng/mL, 3 {586k, Conc.01-Conc.09 4 5l HEAf
7f B2-B10, B11 Jy O yREEXTFE . JFEFEIFLINA 100 uL PBS, LARj I FLZE K .

ST AT

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

100 33.33 11.11 3.7 1.23 41152  137.17
Human IL-31 PBS

ng/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) kP IR

a) TESEINHET 16-24 h, KA TR B, AL LRGeS R
BRI EE AN, A ARSI, FE A SE e R R AR IR Y 1.5 =
10%cells/mL. PAHEAEHN 100 pL AHfa/ L= F (A L. FFEIEFL 100 pL PBS. 7 EAR
w5, TR E SR .

b) A 1 ANTEH 96 fL V EARHE S 2R .

c) FEAFENZYY, 4T (41 B2-B10)

d) BHERCE
LY/ RN fifi BB [ WARFS
Human IL-31 0.018 mg/mL 1.8 mg/mL HY 2 uL f#7%+198 uL Assay Buffer

e) 96 fL VJEMRH, SN Assay Buffer, SFLAFIIL N, 1 B2 FLAIA 180 pL Assay

Buffer, B3-B11 fL, N 120 uL Assay Buffer.
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f)

Human IL-31) , J&%].

WA [ AR (AR IR e BRI B2 — A BEEER R (41 B2 FR A 3.05 pL

BRI

| BARERRREIL, HCUONATTLIRIL 60 L, AIAKAL

1 2 3 4 6 7 8 9 10
3.05 uL
A 180 pL 120 L | 110puL  110pL  110pL  110pL  110pL 110 pL 110 pL
Human IL-31
9) MEAPRERRTL B2 FIREL 60 uL, IIAEIZE ZABERPETL B3, R
hy DUEHE, B2 9 MM (B10) .
i) CRDIR a i E IR AL, BEFLIRST 100 pL BRIk
) IAEREERRELF 258, &Sl 100 pL.
k) % EMGEE, T 37°C CO, BFefithiss: 6h,
) AR ZER A&, K Luciferase.
2) R HEEA
AR R AT I U B 15
0 pug/mL 300 ng/mL 45.72 pg/mL
H_IL-31 Reporter Cell Line HeTm g Pg
11836 1124359 10922
3) WIESR
1I 1L-31 Reporter Cell Line H_TL-31 Reporter Cell Line
1.5x10%+ 1.5x10°=
3 z
%‘ 1x1064 % 1%10 5
£ 50 £ s
£ £
3 3
0 T T T 1 0 T T 1
-2 -1 0 1 2 3 3 2 1

Logg[Human TL-31 Protein] {ng/mL)

Human 11.-31 Protein; His Tag

EC30 | 10.11

Fig 2. Human IL-31 30 3AiE 45

1 2

Logg[Human IL-31 Protein] (nM)

Human 11 -31 Protein; His Tag

EC30
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2. Block Hiik$hi] S
1) Block Piik$Ee 524k

BB S BRI, ST ACSEEG, #EE H_IL-31 Reporter Cell Line il &/ 1.5 <104
cells/FL. AV 524648 Fl Human IL-31/1L31 Protein (His Tag) (17.3KDa; LA R fii#k Human IL-
31) 1B NG 2 CBGE R E 14 0.84 ng/mL) , Anti-OSMR hlgG4 Antibody(Vixarelimab)-
Anti-IL31RA hlgG1 Antibody(NA633). Anti-IL31RA hlgG2 Antibody(Nemolizumab){F 4 block
Pk (150kDa; LA R4l #RA Vixarelimab. NA633. Nemolizumab) . LA Vixarelimab 4y
fil: Conc.01 £ 5N 50 ng/mL, 4 £/ ZH#i%, Conc.01-Conc.09 7374 /£ B2-B10, B11

N OREEXS . I FEIFLANA 100 uL PBS, VARG EIFLZ8 K. 3 Mtk B R SUARGHEAT 4 -

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
Human IL-33+ | PBS PBS
pg/mL
Vixarelimab
0.84 ng/mL
50 12,5
Human IL-33+ | PBS PBS
png/mL
NA633
0.84 ng/mL
50 KNK]
Human IL-33+ | PBS PBS
pg/mL  pg/mL | pg/mL
Nemolizumab
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

e

a) fESCIRAT 16-24 h, Kduu \RE IR P B, A B O CRAIRYTEE, EAE R

AR FRILE AN, A INANIE SR, DU AR R R R R A IR 1.5 %

10°cells/mL. DAHEFEIN 100 pL 4HAR/FL 2= EfL. JEEIFIFLIN 100 pL PBS. 5 FAR
W, TR AR

b) A 1 ANTEH 96 LV RHRAE S 25 MM R .

c) BAMFIGLA, AT (1 B2-B10)

d) HERERN
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2R fiti BEK e B 7572
Vixarelimab 0.68 mg/mL / B AETR
NA633 2.32 mg/mL / LA A
Nemolizumab 2.21 mg/mL / B AETR
Human IL-31 0.15 mg/mL 0.0015 mg/mL B 2 uL £ + 198 uL Assay Buffer
e) 96 fLV KM+, M Assay Buffer, #FLIAFIL TR, LA Vixarelimab . 40

f)

B2 FLINA 62.5 uL Assay Buffer, B3-B11 fL, A 55 uL Assay Buffer.
WA [E AR AR A S B, IR ES — M BE B R L (i B2 i 10.8

uL Vixarelimab) , ¥#&%].

g || BREERRREAL, RUCAAITLI 183 L, AL | %
1 2 3 4 5 6 7 8 9 10 11 12
[
10.8 uL
55 uL 55 uL
Vixarelimab
3.2 UL NAG633 | fIA
3.3
_HL JIIIDN
Nemolizumab
9) ME—AEEREEMBSL B2 HHIER 18.3 uL, MIAFIZE AN M BLL B3, 78RS
hy DAHSEHE, ERE 9 MBEEMEIL (B1O) .
i) PR a WA R LRI, BEALEE 100 pL B3 . IGERER h B FERR R BT
&, 50 uL fL, S540ERFE 1h.
) MEBGEZY) Human IL-31 (2 < Bk E) , B 3.3 L MR/ BRI, A E
2930 uL Assay Buffer 41, ¥2%].
Ky 1hJg, 00K 0 Rgn LB s, ROOMAPER j Bl & 489 Human 1L-31, 5L
JEN 50 pL.
) 35BS, T 37°C CO, B RE9% 6 h,
m) A S A A &, A Luciferase. 25345 LT 13.
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2) Block HiAk%E =) 3h 7

BRE L BRI B AL, WFTASSESS, 7 H_IL-31 Reporter Cell Line Zifi &4y 1.5 <10

cells/FL. AVK 524648 Fl Human IL-31/1L31 Protein (His Tag) (17.3KDa; LA R fii#k Human IL-

31) VENBE 254 CGEE R FE 4 T 0.84 ng/mL) , Anti-IL31 hlgG1 Antibody(mAb33){E A block

Ptk (150kDa; LR f#7 A mAb33) . Conc.01 Z&IKE N 1 ug/mL, 4 566 RiFE, Conc.01-

Conc.09 73 HEARTE B2-B10, B11 &y 0 Wk EEXTRE . JEFEIFLINA 100 pL PBS, PARG 1kl FL7#&

Ko
LR HEAT W 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
e

a) FESEENHT 16-24 h, AU REIM P, VLB C R I UE, SR
R IR EE AN, ARSI, A SE i R P R A IR Y 1.5 <
10°cells/mL. PAHEAEHN 100 pL AHfa/fL 2= F A L. FFEIFFL 100 pL PBS. 7 EAR
i, TR E R

b) fEH 1/NTEH 96 FL V R AER 25 YRR .

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

d) #E&ERK

LU itk BE i £ 52
mAb33 2.55 mg/mL 0.0255 mg/mL HY 2 uL f#W + 198 pL Assay Buffer
Human IL-31 0.15 mg/mL 0.0015 mg/mL B 2 uL £ + 198 uL Assay Buffer
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e) 96 4LV JEMWH, WA Assay Buffer, &FLAFUL N, B2 LA 67.5 uL
Assay Buffer, B3-B11 fL, /A 55 uL Assay Buffer.
f)  RHCRFERF RIS SRR, B ZE — MR R R AL (i B2 H A 5.8

uL mAb33) , R%].

g || BRRERRFEIL, MoK MBITLIN 183 WL, MIANKEL Bz

1 2 3 4 5 6 7 8 9 10 11

12

5.8 uL
mAb33

9)  AEE—ABREEREESL B2 T 18.3 pL, M FIEE —ANBEEEM AL B3, 78RS

h) DA, BHEH 9 MM (B10) .

i) BCEBIE 25 Human IL-31 (2 < Uik , 3.3 pL Mike /i IBRE, A
2930 pL Assay Buffer 11, JR%). SREMRKIKIIAZID IR h B MR PUiA T, 55
uL 4L, #E 1h.

) 1h)E, KD a W E R MFLREC, B FE 100 pL Ei.

K) ARTIALER VIRG25%), LN 100 pL.

) 5 bAREE, T 37°C COx BiFrfa#59% 6 h.

m) AR A&, R Luciferase.
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3) MEZER N
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 pug/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
+ mADb33
49850 6812 46177
) Human IL-31+No Ab Human IL-31+50 Human IL-31+7.62
H_IL31 Reporter 293 Cell Line
Control png/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) WFEZER
, H_IL-31 Reporter Cell Line IC50
6.0x10%9 - Vixarelimab  0.6577
—_ =& mADb33 0.005457
3 NA633 0.03749
% 4.0x1044 - Nemolizumab 0.02055
§
E 2.0x 104
=
[
0 L] L] L] L]
% 4 2 0 2
Logo[Antibody] (nug/mL)
5 H_IL-31 Reporter Cell Line IC50
6.0x10% - Vixarclimab _ 4.385
o -4 mADb33 0.03638
= - NA633 0.2499
% 4.0x 104+ -® Nemolizumab 0.1370
z
£ 2.0x 104
-
o
0 Ll L]

-4 -2 0
Log;o[Antibody] (nM)

Fig 3. Antibody block %1%
CT B P gt 47w 294k 55 70 BR R IR B () 45 B 5 22218 s {88 SinoBiological/11557-H08H: Human I1L-31/
IL31 Protein (His Tag))
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fi% 1 e RMAER

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

Normalized To Mode

80
60 7
40 7 1
20 = e
o]
L e e
0 2 4 6 8
10 10 10 10 10

FL11-H : APC-H

Fig 4.8 /] Anti-IL31RA hlgG2 Antibody (Genomeditech /GM-50871AB) 361 Th & 21 il £ 1 45

100 = ‘ SamplelD Geometric Mean : FL11-H
[ | | Null anti-OSMR+APC-2nd Ab 5675
H_IL-31 Reporter H_IgG+APC-2nd Ab 1407
80 =1 | H_IL-31 Reporter anti-OSMR+APC-2nd Ab 116473
3
o
=
2 60
=
@
N
T
£ 40 T
i=}
=
20 7 o
0
L mad e e e L
0 2 4 6 8
10 10 10 10 10
FL11-H :: APC-H

Fig 5.1# ] Anti-OSMR hlgG4 Antibody (Genomeditech /GM-50874AB) M iiF Iy BE 4 ffn ¢ i 25 5
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fif3x 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)

Fig 6.Human IL-31 $i5 52 e G e 2 R

(f# H SinoBiological/11557-H08H: Human IL-31/ IL31 Protein (His Tag))

fi% 3 BUERAE

H_IL-31 Reporter Cell Line

1.5x10°1
=)
&
— 6u
2 1x10
=
g
g \
£ 5x10°4
£
=
-
0 T T T 1
-2 -1 0 1 2 3

Logo[Cyno_IL-31] (ng/mL)
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