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1. HpEsETR. BF. Bl
2 0 B2 5 B TR I 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
P R A B TR 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. RFUFEAHER
R
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 Vivacell/C3110-0500
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-36f3/IL-1F8 25 pg R&D SYSTEMS/6834-1LB-025/CF
GMOne-Step 2.0 Luciferase Reporter Gene Assay / GM-040513
Kit
EIRVE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
S EIR (i) BIR A Genomeditech (Shanghai) Co.,Ltd
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1. 4HpREH

H: AWREREAEER, NAEREREYKE L
fRVRIE R IR IR . IR B4 5 R B RAE
BHETRERED, FEMFAE-70°C, BENTE-70°C
THFEITEERR.
37°CAKIR TR IR G IR0, IMATRIE MR
P FERE S mL & 15 mL B0 .

B AP H R A 20 BB BN 37°C TR IRLK
TR, PG MR TR S KT DL R R R R,
HARINIEL GRE 2-3 550,

F 70% £ T B AR VR A7 5 A0 LA R A5 B 1 1
o EAEY RSN BRI G O A E R Al
MBI ) MO8, BRIRY,
176 x g, &0 3 min, FAMYIE, 7+ LiG.
I 1 mL SRR FRAEE R, AT HCH 3 A
GG O BUE A, FEAE > 3 % 10°
cells/mL.

AN TR IR A, TR G R
F) 2-3 x 10 cells/mL, HRYE4HNLER AR, K
N B P B A3 [ B R LA

a)

b)

d)

€)

3. YUK AF
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

P, EAbCE, KR AEETHER
BE, -80°C MR ED 1 K, RYFEREWR

e

2. ZHpEAEAY (L 10 cm MHH))

W REHEN 1 E 2R, FRHEFERE, &
HERESREE, BEHRATHERERNEKRESR
.
a) ARy R AR, WHEEAE K. BEFRMTPIRE 16-
24 h 5, BT OUERAMIMGEENS L, A0
BH] 80%, ToEHHTAIMALAR . HEFELN LR
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
K ML BERE FRM A BRI 5E 25, 10 em LN 2
mL PBS J#3E 1 1K,

b)
c) 3 PBS, Jjin 1 mL 0.25% Trypsin-EDTA ¥H§4LI
37°C 1k 30-60's, TiMEE T WM.

Fram AR, A B Rl B A B, 40 A B KT 4
FLSREERT, N 2 mL A4 AR KRR RIR A4
1EVHAL, B4R/ OIRAT IR, 176 x g Eili &

d)

> 3 mino

EEE:

a) MMRIEF, RAREE, BTEEIAR &
AERSEWEEE, RERER, HREEH
faZd, dREKEEETRE.
HERFREEAEIT 80%, 5N ft< F40H
R B|FE T FBOE TS .

FBS I{& 7 56°C Mk 30 24, W RIEFMEFR
#WowiE, ARRELMAEZHEKETFRH
R R FE .
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1. ThRekril ki

BRI TR AL, X FASSEEG, HE#E H_IL-36 Reporter 293 Cell Line 4Hii &4 3 x
10° cells/FL. A ¥ks28643 Bl Recombinant Human IL-36B/1L-1F8 (P4 K fai#k A Human IL-368;17

kDa){E NFHPEZGY), Conc.01 ¥k E N 30 ug/mL, 4 546 E#5%, Conc.01-Conc.09 4 il HE#i 7

B2-B10, B11 Ay 0 WkEEXTRE . JEHFEFLINA 100 uL PBS, VARG 1IEiIfLAE K .

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
Human IL-36p PBS
pg/mL | pg/mL  pg/mL  ng/mL | ng/mL ng/mL ng/mL ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) IneeP R

a) {ESEINHET 16-24 h, KA TR B, AL LRGeS R
G IR AR AN, A AANNE ST DA A R IR R A R By 3 <108
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 .

¢) BAMFMNZY), MEH-—4T (1 B2-B10) .

d) BHERE

kg fili i BRK LN =WARES

Human IL-36f3 2.96 mg/mL / BT R

e) 96 LV KM, I Assay Buffer, ZFLAFIIL TR, 41 B2 FLINA 145.2 uL
Assay Buffer, B3-B11 fL, Ml 110 uL Assay Buffer.
f) WA ERRR AR RS S BER,  IONBISE —AMER MR AL (a0 B2 i 1.48

uL Human IL-368) , VE%].
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ST BREEMREAL, IR MATALIRI 36.7 uL, IIARAL X A
1 2 3 5 6 7 8 9 10 11 12

1.48 uL Human 1L-36p 145.2
PPN 110 uL
PN uL

110 L | 110 puL

110l 110 pL | 110 puL

110 uL | 110 pL

0) ME LAEREERRAL B2 IR 36.7 pL, IIAFIZE 2 MEREERREAL B3, MR

/N
~Jo

h) DL, EZEH 9 MEEMEIL (B10) .
i) CREPIR a W E BRI, FEFLITE 90 L BiRdk.
D) A RTHER S IR R, AL 100 pL.

K) 5 EWREE, T 37°CCO, B3:5HES: 7h,

) AR IR &, A Luciferase.

2) WEZEREN
S5 4 35 LR 0 5 B 45

H_IL-36 Reporter 293 Cell Line
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Fig 2.Human IL-368 BUEIRIELE S (Promega/E1941)
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