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IL-36 52 IL1 4Hf R 7K em)— . HEr ki 4 MY IL-360 (IL-1F6) , IL-36f (IL-
1F8) , IL-36y (IL-1F9) , IL-36Ra C(IL-1F5) ; A =& A IL-36 ARz, {2k % 5E; IL-
36Ra &S FERIF, FETAAE. IL-36a, IL-36, A1 IL-36y &AL B IHCEEER . 4
& IL-36 24k, @i il R, BT, (R RIE. IL-36Ra FEPEE R,
ABEAE G IL-36 24k, ARERENE ST, IR PURAE R
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1. giffsEsR. K. RAEFES

2N 5 5 TR DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+400 pg/mL G418+0.75
pg/mL Puromycin
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 lg Genomeditech/GM-040402-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
DMEM 500 mL gibco/C11995500BT
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 Treated 96-well Corning/3912
Microplate
Recombinant Human IL-36 alpha/IL-1F6 Protein 20 ug Sino Biological/10607-HNCE1
Anti-IL1RAP hIgG1 Antibody (Nadunolimab) / Genomeditech/GM-88204AB
GMOne-Step 2.0 Luciferase Reporter Gene Assay / Genomeditech/GM-040513
Kit
EIRVE
Equipment Manufacturer/Catalogue No.
2 v A ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
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. 4RER. ER. HF
1. 4HpREH

H: AWREREAEER, NAEWREIREYKE L

fRVRIE R IR IR . IR B4 5 T E SR

BHE THRERED, FEMFAE-70°C, BNTE-70°C

THFEITEERR.

Q) 37°CKMERTIIRE iR, IMATREME
P FERE S mL & 15 mL B0 .

b) ARG E H VR A7 4 A R RE N 37°CHE R K
TR, PG MR TR S KT DL R R R R,
HARINIGEL GaE 2-3 550,

c)  HI 70% W AR VR AR A A0 DA RR AT B L
o EAEY RSN BRI G O A E R Al
MBI ) MO8, BRIRY,
176 x g, &0 3 min, FAMYLE, 7+ LG

d) A 1| mL S35 IR E R, U
GG O BUE A, FEAE > 3 % 10°
cells/mL.

e) EILAMINE R RN, AR AN R
F) 2-3 x 10 cells/mL, HRYE4HNLER AR, K
N B R B A& [ B IR LA

3. MG

a) fHH 176 x g, 3 min B /CUCEELH M .

b) s FH A 2B A (90% FBS +10% DMSO)
FURAHML, ANME LRy 5 < 10 cells/mL,
[ 1 mL 7 R B4R

c) rER&E T, ENMidE, A EE THER
BE, -80°C MR ED 1 K, RYFEREWR
LR

2. ZHpEAEAY (L 10 cm MHH))

¥ GREHEN 1 E 2R, FRHEFERE, &

HEREREE, BEHRATHERERNEKESR

.

Q)  dHMh bR AAE, WhEEAEK . BiFRAE TR E 16-
24 h 5, BT OUERAMIMGEENS L, A0
BH] 80%, ToEHHTAIMALAR . AN MALAR
EEo 1:3-1:4, 2-3 FALAN VERE IR AN
i 80%, 75 U] i 2 DR 40 M 52 1457 1 i 5 50

b) KB FREPE IR %, 10 em MU0 2
mL PBS J#3E 1 1K,

c) 3 PBS, I 1 mL0.25% Trypsin-EDTA VALK,
37°C 1k 30-60's, B T WM.

d) FranfRARE, SHAGRI AR L, 5 R U 4
FLSREERT, N 2 mL A4 AR KRR RIR A4
1EVHAL, B4R/ OIRAT IR, 176 x g Eili &

> 3 mino

EREM:

a) WRENIEF, RAREE, BTEEAR £
RBESEYEFE, RERER, HRERXA
faeZd, HMpEEKEERTRE.

b) EEARREEAEIT 80%, B NF L F4HH
R B ET FBOE RIS -

c) FBS [iETFH 56°C tn#k 30 53-8k, I KiE#MaEA
HowE, EAEEYWMRSHEKETFRH
T
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N ERTE GRED
1. DhReRIscis

BRI TR AL, X FASSEEG, HE#E H_IL-36 Reporter 293 Cell Line 4Hii &4 3 x
10 cells/FL.. A<k 52561 Ff Recombinant Human IL-36 alpha/IL-1F6 Protein (DA i #% y H_IL-
36 a; 17.2kDa)fE NBHMEZY, Conc.01 #KJEN 7.5 ng/mL, 4 f5B6E#H, Conc.01-Conc.10

A TE B2-B11, B12 24 0 yREEXS . FAFEFLIIA 100 uL PBS, UABA b FLZE K

(o9)

I & m m O O

FUARHEAT IR
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
7.5 1.88 468.75 117.19 29.3 7.32 1.83 457.76 | 114.44
A_IL-36a pg/mL | pg/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) IR

a) {ESEINHET 16-24 h, KA TR B, AL LRGeS R
G IR AR AN, A AANE TR DA A R IR R A R By 3 <10°
cells/mL. DAHEFE I 100 uL 40 /L Z (a1 L. A FEIRFLIN 100 uL PBS. &% _FAR 6,
T AE i E R

b) A 1ANTEH 96 L V AR HE S 2R .

c) BAMFMNZY), MEH-—AT (1 B2-B1L) .

d) BHERE

LR it BER Wi & 773
H IL-36a 250 ug/mL / BT R

e) 96 1LV KRS, I Assay Buffer, &FLIAFIL T, 40 B2 fLANA 160 uL Assay
Buffer, B3-B12 fL, I 120 uL Assay Buffer.
f) WA FERFARIARE SRR, MBI — A EERRSL (an B2 Hn 4.95

uL H_IL-360) , JE%.
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BRI BERERPREIL, MO RTILIN 40 uL, IIAYAL | x|
1 2 3 4 5 6 7 8 9 10 11 12

4.95 uL H_IL-360 120 uL | 120 pL

9) M LABRERREL B2 FIREL 40 uL, IIAFIE 2 MEEERRESL B3, AR
5.
hy DU, BEEEE 10 MEEERBIL (B1D) .
i) CRPER a W E AL, BEFLIRFE 100 pL B Rk
) NI L B AR, AL 100 pL.
K) 5 EWREE, T 37°CCO, B35 ES: Th.
) AR B IR&, Al Luciferase.
2) EEERN
AR R A B

H_IL-36 Reporter 293 Cell Line

PBS Control 7.5 ug/mL 28.61 pg/mL
64618 237090 64578

3) WIFER

H_IL-36 Reporter 293 Cell line

H_IL-36 Reporter 293 Cell ling
2.5%10° -
_ 2.5x10%
= -
3 2x10% =
= g 2x10%
g 2
=] 5 5
= L5x10 £ 1s5x104
& 2
o @
g Ix104 2 1x104
g E
= =
= X104 = sx104
' b v ‘ L] L} L} 1
6 -4 -2 0 2 4 -2 ] 2 4
Log;p[H_IL-36 alpha] (ng/mL) Logo[H_IL-36 alpha] (nM)
H_IL-36 Reporter 293 Cell line H_IL-36 Reporter 293 Cell line
EC50 | 0.01672 EC50 | 0.9719

Fig 2. H_IL-360 G50 IF 4 3
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100 =1 SamplelD Geometric Mean : RL1-H
M | HEK-293 anti-IL1RAP+APC-2nd Ab 90.8
H_IL36 Reporter 203 H_IgG+APC-2nd Ab 105
80 M | H_IL-36 Reporter 293 anti-IL1RAP+APC-2nd Ab 114833
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