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2 0 B2 5 B TR I DMEM+10% FBS+1% P.S
AR R B TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+0.75 pg/mL Puromycin
2 R A 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. B
R
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
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-36 alpha/IL-1F6 Protein (aa 20 pg Sinobiological/10607-HNCE1
6-158)
Anti-IL1IRAP hIgG1 Antibody (48D2_VH5.GL_VL4) / Genomeditech/GM-88388AB
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit  1000T Genomeditech/GM-040513C
EIRVE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
FEEARAL Moleculardevices/SpectraMax L
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a) fHH 176 x g, 3 min 25 /0UCEELHM .
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1. BEBERIEKK

B SRR, W T A28, HEFE H IL-36 Reporter 293 Cell Line ZHAE Y 1.5 »

10* cells/FL. AKSLL{# F Recombinant Human IL-36 alpha/IL-1F6 Protein (17.2 kDa; AR

AR H_IL-3600) fEAFAPEZ Y, Conc.01 %A 30 pg/mL, 3 f5#6 MR, Conc.01-Conc.11

S MHEATE B1-B11, B12 4 0 3REXS . FFEFLIIA 100 uL PBS, UABA bl 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
30.00 10.00 3.33 370.37 12346  41.15 13.72 4.57 1.52 508.05
H_IL-36a
- pg/mL | pg/mL  pg/mL  pg/mL | ng/mL ng/mlL ng/mlL ng/mL ng/mL ng/mlL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) JiFELR

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

b) A 1 ANTEIE 96 L U JERARHE & 25k .

c) BAMFENZY), H—1T (W BI1-B1D .

d) HERERR

LR

feli BER LN EWIRES

LA A

H IL-36a 0.25 mg/mL /

e) 96 fL U MR, S Assay Buffer, &FLAFIIL R, Wi Bl FLAA 180 uL Assay

Buffer, B2-B12 fL, JIA 120 uL Assay Buffer.
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EC50 | 0.2302 EC50 | 13.39

Fig 2. Response to Recombinant Human IL-36 alpha/IL-1F6 Protein. H IL-36 Reporter 293 Cell Line (Cat. GM-
C46318) at a concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Human IL-
36 alpha (Sinobiological/10607-HNCET1) 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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BRI TR AL, X T ACSEE, HEXE H IL-36 Reporter 293 Cell Line 2l &y 1.5 x
10* cells/fL. AREES 5 HEH H_IL-360 ENEUGZ4Y) GEWK 60 ng/mL) , Anti-ILIRAP
hIgG1 Antibody (48D2 VHS5.GL VL4){EH block FitfA (150 kDa; LA R f&#X N Anti-ILIRAP) .
Conc.01 ZKRFEST I8 1 pg/mL, 4 fEHEEEMEE, Conc.01-Conc.09 737l HEAi /£ B2-B10, Bl11
N0 REEXTIE . AL 100 uL PBS, ARG IRIAFLE K .

FUARHAT U -
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1) EEP R
a) FESEIOHT 16-24 h, A4 B IR, WS QBRI IDTE, SR
ERIRIE EE AN, RIS D, DA SE A s R R R A IR D 1.5 %
10° cells/mL. VAHEFEIN 100 uL 20 AR/AL 2 (AL AR FLI0 100 L PBS. # Btk
wi, TR A R .
b) fHA 1 AR 96 5L U SRR HE# 25 R RE
c) BMFNGUE, H—1T (W B2-B10) .

d) HE&RBER

LY IEZY i fii ¥ BER B & 772
H IL-36a 0.25 mg/mL 0.025 mg/mL HY 2 uL fi# + 18 puL Assay Buffer
Anti-ILIRAP 3.26 mg/mL 0.0326 mg/mL HY 2 uL fig¥ + 198 pL Assay Buffer

e) 96 fL U KM+, M Assay Buffer, #FLAFI TR, W B2 I 80 uL Assay
Buffer, B3-B11 fL, fIA 60 uL Assay Buffer.
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j)  FEBUEAY H IL-360 (2 x WUHWKE) , 120 ng/mL Human IL-36 (4.34 uL

0.025 mg/mL H_IL-360 BREAIAZE] 900 uL Assay Buffer /1, RAJEMHHAD .
k) 1hJa, ¥PU3R AL, PR j HES LB 254, &L 50 uL.
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- . pg/mL Anti-ILIRAP pg/mL Anti-IL1IRAP pg/mL Anti-ILIRAP
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Fig 3. Inhibition of Recombinant Human IL-36 alpha/IL-1F6 Protein-induced reporter activity by Anti-IL1RAP
hIgG1 Antibody (48D2 VHS5.GL VL4). Serial dilutions of the Anti-ILIRAP hlgG1 Antibody
(48D2_VHS5.GL _VL4) (Cat. GM-88388AB) was incubated with 1.5E4 cells/well of the H_IL-36 Reporter 293
Cell Line (Cat. GM-C46318) in a 96-well plate for 1 hour in assay buffer (DMEM +1% FBS+1% P.S).
Subsequently, the Human IL-36 alpha (Sinobiological/10607-HNCE1) at a concentration of 6 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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