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GM-C39598 H_IL-31 Reporter DDX35™ Cell Line 5E6 Cells/mL
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H_TL-31 Reporter DDX35" ™ Cell Line EC50

2001 ©- CP5 0.01519
A CP17 0.02165
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Fig 2. #i4% Recombinant Human IL-31 Protein (Sino Biological/11557-HO8H)> £ #iFeii; $27T 16-
24 h Bt B H_IL-31 Reporter DDX35™ Cell Line (Genomeditech/# GM-C39598) , #fL4HJE 1.5 <104

Ao B RIE TR NI FE B, IWAFRAT A Human IL-31, 5% 6 h 5Kl Luciferase ${e, {4
GraphPad R IATEIR M, PAIRFEERONMER ., BRER, AFEMARERZEZRE, EC50 HfEfe.
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Fig 3. #l4 Recombinant Human IL-31 Protein (Sino Biological/11557-HO8H)> #f& fiksiti; $2aT 16-
24 h Bit & H_IL-31 Reporter DDX35™ Cell Line (Genomeditech/# GM-C39598) , #fL4NfilE 1.5 <10
Ao B REEFRMANN T 3, IAFRELF Human IL-31, 3 54L, & 6 h /54 Luciferase %1
8, M GraphPad RABEATEIE /04T, HPALFRHHONMER . G5 RER, P54 P9 UfE3. EC50 #ifH
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2. MARIELER

D G ic Mean : FL11-H
M | Null anti-IL31RA+APC-2nd Ab 2166
J H_IL-31 Reporter DDX35TM H_IgG+APC-2nd Ab 1284
4 - | H_IL-31 Reporter DDX35TM anti-IL31RA+APC-2nd Ab CP4 551E5
H_IL-31 Reporter DDX35TM anti-IL31RA+APC-2nd Ab CP16 5.61ES
/\ | H_IL-31 Reporter DDX35TM anti-IL31RA+APC-2nd Ab CP26 5.06ES
R H_IL-31 Reporter DDX35TM anti-IL31RA+APC-2nd Ab CP36 5.62E5
[ | H_IL-31 Reporter DDX35TM anti-IL31RA+APC-2nd Ab CP46 5.07ES
/\ | H_IL-31 Reporter DDX35TM anti-IL31RA+APC-2nd Ab CP58 4 B4ES
10 10 104 106 10
FL11-H :: APC-H

Fig 4.1 Anti-IL31RA hlgG2 Reference Antibody (Nemobio) (Genomeditech/GM-88053MAB) 7 T\ 46 IE 45

D Geometric Mean : FL11-H

| Null anti-OSMR+APC-2nd Ab 5900

H_IL-31 Reporter DDX35TM H_|gG+APC-2nd Ab 1267

- | H_IL-31 Reparter DDX35TM anti-CSMR+APC-2nd Ab CP4 97410
H_IL-31 Raporter DDX35TM anti-OSMR+APC-2nd Ab CP16 111418

/\ M| H_L-31 Reporter DDX35TM anti-OSMR+APC-2nd Ab CP26 111914

S - H_IL-31 Reporter DDX35TM anti-OSMR+APC-2nd Ab CP36 104142
M H_iL-31 Reporter DDX35TM anti-OSMR+APC-2nd Ab CP46 113769

| H_L-31 Reporter DDX35TM anti-OSMR+APG-2nd Ab CP58 101698

e ma
10 10 10 10 10
FL11-H :: APC-H

Fig 5.1# 1 Anti-OSMR hlgG4 Reference Antibody (Vixabio) (Genomeditech/GM-88055MAB )i 2456 1IE 45 5
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f. MEER
1. giffsEsR. K. RAEFES

2 S5 0 7 0 DMEM+10% FBS+1% P.S
Y A R R R DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+400 pg/mL G418+0.75 ug/mL
Puromycin
MR A7 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. WM HER
e
Reagent Specification Manufacturer/Catalogue No.
DMEM 500 mL gibco/C11995500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 g 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 Human IL-31 Protein (His Tag) 10 pug Sino Biological/11557-HO8H
Anti-IL31RA  hlgG2 Reference Antibody / Genomeditech/GM-88053MAB
(Nemobio)
Anti-OSMR  hlgG4  Reference Antibody / Genomeditech/GM-88055MAB
(Vixabio)
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
EIRE

Equipment Manufacturer/Catalogue No.

20 T H ThermoFisher Scientific/Countess 3

Al AR AX Moleculardevices/SpectraMax L
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1. HREH

E: ABRREITE, SAEREIRAF 45 SR R I

HETE. RN R MG F RS T, WHETHR

R, EEFE-10T, BALE-70C AR SBUN

PR,

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

b) ARG E H VR A7 4 A R RE N 37°CHE R K
TR, K AN RIS 2K TH DA R R RS R
HENINIGEL Gas 2-3 2450 .

c) I 70% & W AR VR AR A AN DA RR AT B L
o EAEY RSN BRI G O A E R Al
MBI EID TR O MO, BRIRSY,
176 xg, £5.0 5min, {F4HMIyE, 7 Bib.

d) fH 1 mL So5EsRiksE g, w0 A
EHELO RIS, EARE> 3 x 10°
cells/mL.

e) EILAMINE IR RN, ARG R
#) 2-3 x10° cells/mL, HRHE AR AR, K
A e ) G0 B RS R L

3. MG

a) ] 176 xg, 3 min B .CUEELH M .

b) fs FH A ZH AR A7 (90% FBS + 10% DMSO)
HURAHML, A0 Ry 5 =< 10° cells/mL,
E 1 mL RN RAE .

¢ rEREET, E4bmdE, BAEEE TR
WEH, -80°CTRFEAD 1R, R 2
LR

2. ZHpEAEAY (L 10 cm MHH))

T AREGERLZE 2R, FHEHERE, AR

FRER, BERASHEIERNEKEFRE.

a) A R, WhEEAEAKC . BRI E 16-
24 hJ&, B N LSEANGEERS DL, A P
IAF] 80%, FHEMATAMAEIN. HEFEAAEAR
Loy 1:3-1:4, 2-3 FALAN. VEE frf s FEAN
i 80%, 75 U T i 2 DR 40 M 52 F145% 1 T 5 50

b) CKFMECREFRE B R R L, 10 em MmN 2
mL PBS ¥t 1 K.

c) FF PBS, Il 1mL 0.25% Trypsin-EDTA JH4LTR,
37C 1k 30-60's, TWiMEE T M.

d)  FPARRARE, SHAGIRIBEEA L, 4 B T 4R
Ji BEERY, N 2 mL A A KE RIS
1EVHAL, Hdr N OWET ROk, 176 x<g IS

L» 3 min.

ERF:

a) MMRIEF, RAREE, BFTEEIAR &
ABSEYREFE, R&BeRE, HRERH
MR, MREKEEETRE.

b) R BT 80%, M AL F4HA
R BB ET FBOS RS .

c) FBS 7% 56<T in#k 30 +4h, Al KIGE*MEFITE S
PE, EREEYRASHERKETFRHRE
TiEtk.
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+H. FHAFE D
1. Assay HiFsEL

B IROTRAE R B AL, 0T AR SEES, #EFE H_IL-31 Reporter DDX35™ Cell

Line 41l &4 1.5%10% cells/FL . A< VX 525648 A Human IL-31/1L31 Protein (His Tag)(17.3 kDa;

PAF &R Human IL-31) 1EAFAMEZ54), Conc.01 WA 1.5 ug/mL, 3 f&kAEE R, Conc.01-

Conc.09 73 HIHEA7E B2-B10, B1l 5y 0 WFEXFRE . J& HEFLINA 100 uL PBS, AR 1EifL7E

Ko
FLARAT ) «
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
Human 1.50 500.00  166.67 6.17 2.06 685.87
PBS PBS
IL-31 pg/mL | ng/mL  ng/mL ng/mL = ng/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) e R

a) TESEEGHT 16-24 h, AU B FHE A, AL B ORI IYTE, ([FAE R
R FREERMME, AR SRR, LSRR R T N 15 x
10%cells/mL. CAHEAEHN 100 uL 4 /L2 F L. FFEIFIFLI 100 pL PBS. & EAR

i, TR A SR

b) AEM 1 ANTER 96 LV RHRAE & 2GR RE o

¢) BAMFINGUA, AT (1 B2-B10) .

d) ERHBHER

LYY it BRI [ WaRES
Human IL-31 0.15 mg/mL / A AR

e) 96 1LV MRS, I Assay Buffer, &fLIAFIL T, 40 B2 FLANA 180 uL Assay

Buffer, B3-B11 fL, I 120 uL Assay Buffer.

mAEMRE (B BIRAH
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) WA R ARIRE S BB INSEE — MR EERREFL (i B2 i 1.82

uL Human IL-31) , JB%].

| BRISERRREAL, IRV BIFLIREL 60 uL, IIAYIL

FHEIRIR | xime
1 2 3 4 5 6 7 8 9 10 11 12
1.82 uL
PN 180 uL 120 uL | 120 pL | 120 pL  120pL 120l 120l 120l 120 pL 120 pL
Human IL-31

9)  MEE—HESL B2 I EL 60 uL, IIAFEE —AMHIREAL B3, FE iR
h) DL, E2RH 9 MEEMEIL (B10) .
i) CREPIR a W E I RALRECH, TRE R

0 BRI 259, 100

k) & FMREE, T 37°C CO2 53¢

uL BEL.

FEREFE 6 ho
) A EEENAA &, AW Luciferase.
2) #EEFRN

2 s FE DA I 1 B 15

H_IL-31 Reporter DDX35™ 0 ug/mL 1.50 ug/mL 228.62 pg/mL
Cell Line 10464 1643072 11249
3) WiEHR
H_IL-31 Reporter DBX35™ Call Line H_IL-31 Reporter DDX35" ™ Cell Line
2x10%7 2x10%
=) =)
2 1.5%10¢ 2 1.5%1061
g 1x10%4 g 1x10%+
g £
g 5x1051 _E; 5x105+
0 +—0—85 r r r 1 0 . r r r |
-4 -3 -2 -1 0 1 -3 2 -1 0 1 2 3

Log g[Human IL-31] (pg/mL)

H IL-31 Reporter DDX35TM

EC50 | 0.01556

Fig 6.0 UEZE S O [0S 25 W AT o 8k P2 R B 7R I FEE PR 8 B s 21D

Log g[Human [L-31] (nM)

H IL-31 Reporter DDX35TM

EC30 | 0.8993

s e R (R AR

AR P AR IS, A T AT
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0X40

H_0X40 Reporter Cell Line

Cynomolgus OX40L CHO-K1 Cell Line
H_0OX40L 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; His Tag

Human OX40L Protein; mFc Tag

H_0X40 Reporter DDX35TM Cell Line
H_0X40 CHO-K1 Cell Line

H_OX40L HEK-293 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 OX40L Protein; His Tag

IL-4/1L-13

IL-4 Reporter Cell Line

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

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

Anti-IL4R hlgG4 Reference Antibody (Dupbio)
Biotinylated Human IL-4R alpha Protein; Avi-His Tag
Cynomolgus IL-4R alpha Protein; His 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-4/IL-13 Reporter 293 Cell Line
Cynomolgus IL4R CHO-K1 Cell Line
Mouse IL4R CHO-K1 Cell Line
Anti-IL4R hlgG4 Antibody(Dupilumab)

Cynomolgus IL-13 Protein; His Tag
Human IL-13 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-31

Cynomolgus IL-31RA OSMR Reporter Baf3 Cell
Line

Cynomolgus IL31RA CHO-K1 Cell Line

H IL31RA HEK-293 Cell Line

Anti-IL31 hIgG1 Antibody(mAb33)

Anti-IL31RA hlgG2 Antibody(Nemolizumab)
Cynomolgus IL-31 Protein; His Tag

Human IL-31RA Protein; hFc Tag

H IL-31 Reporter Cell Line

H IL31RA CHO-K1 Cell Line

H IL-31RA OSMR Baf3 Cell Line
Anti-IL31RA higG1 Antibody(NA633)
Anti-OSMR hlgG4 Antibody(Vixarelimab)
Human IL-31 Protein; His Tag

MRGPRX2

H MRGPRX2 Reporter Cell Line
Cynomolgus MRGPRX2 CHO-K1 Cell Line
Flag-Rat Mrgprb3 HEK-293 Cell Line

H MRGPRX2 HEK-293 Cell Line

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

H MRGPRX2 RBL-2H3 Cell Line

AR (Rl AIRAF
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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
https://www.genomeditech.com/cell-line/IL-4-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/IL-4-IL-13-Reporter-293-Cell-Line
https://www.genomeditech.com/cell-line/IL-4-IL-13-Reporter-293-DDX35TM-Cell-Line
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/cell-line/Mouse_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
https://www.genomeditech.com/protein/Biotinylated-Human-IL-4R-alpha-Protein;-Avi-His-Tag
https://www.genomeditech.com/protein/Cynomolgus-IL-13-Protein;-His-Tag
https://www.genomeditech.com/protein/Cynomolgus-IL-4R-alpha-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-IL-13-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-IL-4-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-IL-4R-alpha-Protein;-hFc-Tag
https://www.genomeditech.com/protein/Human-IL-4R-alpha-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-IL-4R-alpha-Protein-mFc-Tag
https://www.genomeditech.com/protein/Mouse-IL-13%20-Protein;-His-Tag
https://www.genomeditech.com/protein/Mouse-IL-4R-alpha-Protein;-His-Tag
https://www.genomeditech.com/protein/Rat-IL-4R-alpha-Protein;-His-Tag
https://www.genomeditech.com/cell-line/Cynomolgus_IL-31RA-OSMR-Reporter-Baf3-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_IL-31RA-OSMR-Reporter-Baf3-Cell-Line
https://www.genomeditech.com/cell-line/H_IL-31-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_IL31RA-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_IL31RA-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_IL31RA-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_IL-31RA-OSMR-Baf3-Cell-Line
https://www.genomeditech.com/antibody/Anti-IL31-hIgG1-Antibody-mAb33
https://www.genomeditech.com/antibody/Anti-IL31RA-hIgG1-Antibody-NA633
https://www.genomeditech.com/antibody/Anti-IL31RA-hIgG2-Antibody-Nemolizumab
https://www.genomeditech.com/antibody/Anti-OSMR-hIgG4-Antibody-Vixarelimab
https://www.genomeditech.com/protein/Cynomolgus-IL-31-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-IL-31-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-IL-31RA-Protein;-hFc-Tag
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