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Fig 2. The passage stability of response to Human IL-31 /IL31 Protein (His Tag). The passage 5, 17, 27, 37, 47
and 59 of H_IL-31 Reporter DDX35™ Cell Line (Cat. GM-C39598) at a concentration of 1.5E4 cells/well (96-
well format) was stimulated with serial dilutions of Human IL-31/IL31 Protein (His Tag) (Sino Biological/11557-
HO8H) 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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Fig 3. The passage stability of response to Human IL-31 / IL31 Protein (His Tag). The passage 5 and 59 of H_IL-
31 Reporter DDX35™ Cell Line (Cat. GM-C39598) at a concentration of 1.5E4 cells/well (96-well format) was
stimulated with serial dilutions of Human IL-31 /IL31 Protein (His Tag) (SinoBiological/11557-HO8H) in assay
buffer (DMEM+1% FBS+1% P.S) for 6 hours, in triplicate. The firefly luciferase activity was measured using the
Luciferase Reporter Assay Kit (Genomeditech).
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Fig 4. The passage stability of the H IL-31 Reporter DDX35™ Cell Line (Cat. GM-C39598) was determined by
flow cytometry using Anti-IL31RA hlgG2 Reference Antibody (Nemobio)(Cat. GM-88053MAB).
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Fig 5. The passage stability of the H IL-31 Reporter DDX35™ Cell Line (Cat. GM-C39598) was determined by
flow cytometry using Anti-OSMR hlgG4 Reference Antibody (Vixabio) (Cat. GM-88055MAB).
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M 2 5 R R A DMEM+10% FBS+1% P.S
A ARG TR 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. BAIFEH M
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 1g Genomeditech/GM-040402-1
Puromycin 25 mg Genomeditech/GM-040401-1
96 well round cell culture plate Plate PakGent/CL-PT096
96-well White Opaque Plate Plate Thermo/236108
96-well U-bottom Plate Plate Saining/1014010

Recombinant Human IL-31 Protein (His Tag) 10 pg

Sino Biological/11557-HO8H

Anti-IL31RA  hlgG2 Reference Antibody / Genomeditech/GM-88053MAB
(Nemobio)
Anti-OSMR  hlgG4 Reference Antibody / Genomeditech/GM-88055MAB
(Vixabio)
Anti-IL-31 hlgG4 Reference Antibody (BMS- / Genomeditech/GM-88056MAB
981164)
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit

AR
Equipment Manufacturer/Catalogue No.
2 v H X ThermoFisher Scientific/Countess 3
B BRAY Moleculardevices/SpectraMax L
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ERAE D IR TR /S B AAL, X T AR RS S, H#EFFE H_IL-31 Reporter DDX35™ Cell
Line ZHfE A 1.5% 10* cells/fL . AR 5256 4% F Human IL-31/IL31 Protein (His Tag)(17.3 kDa;
PLF fi#% Human IL-31) YENBHYEZ%, Conc.01 ¥ A 1.5 ng/mL, 3 566 #iFE, Conc.01-

Conc.09 7 HIHEAT/E B2-B10, B11 4 0 WREXTIR . FEREIFLIIA 100 uL PBS, PAR; ikl FL7%

Ko
FLARAT S -
1 2 3 4 5 6 7 8 9 10 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
Human 1.50 500.00 166.67 55.56 18.52 6.17 2.06 685.87 = 228.62
PBS PBS
IL-31 pg/mL | 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

JiE
a) FESEIGHT 16-24 h, A4 NS IR, AR QBRI ITE, EHE R T
R IR AR AN, AN SRR, DU R IR R AR 1.5 %
10° cells/mL. PAHEFE AN 100 pL 40AR/FLZ A EFL. & B LN 100 L PBS. i B4R
Wi, TR A R A .
b) A 1 ADTETE 96 FL U AR HE % 25 MM
c) FMFNGUE, H—1T (W1 B2-B10) .

d) BREEAER

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

e)

96 fL U J&#R ', NI Assay Buffer, #fLAAFANL N, 41 B2 fLIIA 180 uL Assay

Buffer, B3-B11 4L, A 120 uL Assay Buffer.
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uL Human IL-31) , &%),

R | BOICRRREAL, (RO BTELIRI 60 uL JIAYKHL | x|
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1.82 uL
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Human IL-31
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i) KPR a WA LRI, W 1.
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Fig 6. Response to Human IL-31 /IL31 Protein (His Tag). The H_IL-31 Reporter DDX35™ Cell Line (Cat. GM-

(C39598) at a concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Human IL-
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31/1L31 Protein (His Tag) (Sino Biological/11557-H08H) 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).

2. Block KiFsELS
1) HUAREE FECk

B SRR, X T A2, i H IL-31 Reporter DDX35™ Cell Line 4H it &

N 1.5 x 10% cells/fL . AR5 4# ] Human IL-31/1L31 Protein (His Tag) ( LA R fai#x H_IL-31)
VR BS 25 GBS IR FE /8 ) 20 ng/mL) , Anti-IL-31 higG4 Reference Antibody (BMS-981164)
(#3150 kDa; LA R#7AY BMS-981164) {E24 block Hitfk. Conc.01 Z9KJE 7 30 ug/mL, 4
{EREEEFRRE, Conc.01-Conc.09 73 HIHEA /£ B2-B10, B11 4 0 #EEXTHE . A RFLIIA 100 uL

PBS, LAPj1EiifLZ& K .

FLARHEAT QIR -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
30.00 . 1.88 468.75 117.19  29.30 7.32 1.83 457.76
BMS-981164 | PBS PBS
pg/mL  pg/mL | pg/mL ng/mL ng/mL ng/mL ng/mL ng/mlL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

IntES B
a) {ESEINHET 16-24 h, KM E TR B, AL O BCRATE, SRS
R IR AR AN, AN ST, DU R IR R AR 1.5 %
10° cells/mL. VAHEFEN 100 uL 20 A/FLE (a0, LI 100 uL PBS. % b4k
wi, TR E A .
b) A 1 ANTEEE 96 FL U JEMHE R 25 VIR FE .

o) FAFRUPUA, ffH—4T (W1 B2-B10) .
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d) #EREER

LYY S fitr il BRI fic & 71
BMS-981164 8.09 mg/mL 0.809 mg/mL I 2 uL fi# + 18 puL Assay Buffer
H IL-33 0.15 mg/mL / BT R
e) 96 fL U KM, I Assay Buffer, &fLIAFIILTER, @1 B2 A 80 uL Assay

Buffer, B3-B11 JIIA 60 pL Assay Buffer.
WA [E AR AR A S B, IR ZE — B RESLH (an B2 HHinN 6.41

uL BMS-981164) , &%),

BB | | BREERPREAL, (KM ATFLIRHL 20 uL, IOAKAL | x|
1 2 3 4 5 6 7 8 9 10 11 12
o41 uL A 80 uL 60 pL 60 uL 60 pL 60 pL 60 uL 60 pL 60 uL 60 uL 60 uL
BMS-981164
g)  ME—ABREERREL B2 LAY 20 uL, AIANEIZE ABREERRESL B3, R4
h)y  DASRSHE, BEES 9 MEERRBAL (B10) .
i) FEBGEZAY H IL-33 (2 x BUEKE) , 40 ng/mL H_IL-33 (0.8 uL 0.15 mg/mL
H IL-33) BB 3000 uL Assay Buffer 1, JE%5].
j)  BUHCBIR h PrARBE R R AL, ARIRININEDER 1 () H_IL-33 ¥, 60 uL
fL, #F 1h.
k) 1h/a, P8 a KA, WaE B, SREIMAPER j RIS, &AL
JIA 100 pLo
) # . EAREE, T 37°C CO, Big#faHiE3% 6 ho
m) WokE, 2% 96 fLEJEMR EHL, K Luciferase.
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S 2t B DA 5 A 4

H_IL-31 Reporter DDX35™ 0.00 pg/mL 30.00 pg/mL 457.76 pg/mL
Cell Line 1407896 12570 1799429
USSR
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2.4x10%+ =120
=) =100
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— - -20
0 T = -40
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Fig 6. Inhibition of Human IL-31 /IL31 Protein-induced reporter activity by Anti-IL-31 hlgG4 Reference
Antibody (BMS-981164). Serial dilutions of Anti-IL-31 hIgG4 Reference Antibody (BMS-981164) (Cat. GM-
88056MAB) were incubated with 2 ng/well of Human IL-31 / IL31 Protein (SinoBiological/11557-H08H) for 1
hour in assay buffer (DMEM+1% FBS+1% P.S). After pre-incubation, add the mixture to the H IL-31 Reporter
DDX35™ Cell Line (Cat. GM-C39598) at a density of 1.5E4 cells/well in a 96-well format, and incubate for 6
hours. Firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech) (left Y-

axis, relative luminescence units, RLU), with inhibition percentages shown on the right Y-axis. Data are shown by

drug mass concentration.

2) PiikEEE A%

BB R AT AR A, ST ASSLEG, HEFE H IL-31 Reporter DDX35™ Cell Line £ &
1.5 % 10% cells/FLo A YRSEE{# ) Human IL-31/1L31 Protein (His Tag) ( LA R & #% H IL-31)
VERBEE 23 CBaE A 20 ng/mL) , Anti-IL31RA hlgG2 Reference Antibody (Nemobio)

(#1150 kDa; LLFfij#5y Nemolizumab) fF4 block #ifA. Conc.01 ZKE N 30 pg/mL, 4
5B FERREE, Conc.01-Conc.11 73 HIHEAT £ B1-B11, B12 9 0 WEEXTIE . FAFEFLIIA 100 uL

PBS, VAPpj1biifL7& K% .
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FUARHEAT SR
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
30.00 7.50 1.88 468.75 117.19  29.30 7.32 1.83 45776  114.44
BMS-981164
pg/mL  pg/mL  pg/mL | ng/mL ng/mlL ng/mlL ng/mlL ng/mL pg/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
e
a) fESEIGHT 16-24 h, FSAMRMNEFRRPEC, AR OWERAMDTTE, SR e R
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Fig 6. Inhibition of Human IL-31 /IL31 Protein-induced reporter activity by Anti-IL31RA hIgG2 Reference

Antibody (Nemobio). Serial dilutions of the Anti-IL31RA hIgG2 Reference Antibody (Nemobio)(Cat. GM-

88053MAB) was incubated with 1.5E4 cells/well of the H_IL-31 Reporter DDX35™ Cell Line (Cat. GM-C39598)
in a 96-well plate for 1 hour in assay buffer (DMEM+1% FBS+1% P.S). Subsequently, the Human IL-31 /IL31
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Protein (SinoBiological/11557-HO8H) at a concentration of 2 ng/well was added, and the coculture proceeded for
an additional 6 hours. Firefly luciferase activity is then measured using the Luciferase Reporter Assay Kit

(Genomeditech). (left Y-axis, relative luminescence units), with inhibition percentages shown on the right Y-axis.
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Fig 9. Inhibition of Human IL-31 /IL31 Protein-induced reporter activity by Anti-OSMR hlgG4 Reference
Antibody (Vixabio). Serial dilutions of the Anti-OSMR hlgG4 Reference Antibody (Vixabio)(Cat. GM-
88055MAB) was incubated with 1.5E4 cells/well of the H_IL-31 Reporter DDX35™ Cell Line (Cat. GM-C39598)
in a 96-well plate for 1 hour in assay buffer (DMEM+1% FBS+1% P.S). Subsequently, the Human IL-31 /IL31
Protein (SinoBiological/11557-HO8H) at a concentration of 2 ng/well was added, and the coculture proceeded for
an additional 6 hours. Firefly luciferase activity is then measured using the Luciferase Reporter Assay Kit

(Genomeditech). (left Y-axis, relative luminescence units), with inhibition percentages shown on the right Y -axis.
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