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1. giffsEsR. K. RAEFES

YU 5 IR A EMEM(ATCC)+10% FBS+1% P.S

AR A TR EMEM(ATCC)+10% FBS+1% P.S+3 pg/mL Blasticidin+400 pg/mL G418+1.5
pg/mL Puromycin

IHLRAT T - 90% FBS+10% DMSO

Assay Buffer: EMEM(ATCC)+1% FBS+1% P.S

ER: HMREH ATCC/30-2003 EMEM #7228 X Him A T e R AR, ER
155 F 6 B AE R ML ER gibeo MLi% .

2. WIIFEM

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 Cegrogen biotech/A0500-3010
EMEM 500 mL ATCC/30-2003
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 96-well Corning/3912
Not Treated Microplate
Human IL-18 Protein 100 pg KACTUS/IL1-HEO18
Recombinant Human IL-18 BPa Fc 100 pg R&D SYSTEMS/119-BP-100
Chimera Protein
IL18R1 Antibody (APC), Mouse MAb / Sino Biologica/11102-MM17-A
GMOne-Step Luciferase Reporter Gene 1000T Genomeditech/GM-040503C
Assay Kit

AR
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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1. BuRBEER

BT EE AL, 6T AR SEEG, HEFE H_IL18 Reporter 293 Cell Line ZHiffi&E Ay 1.5 x
10% cells/FL. Ak Sz4& % H Human 1L-18 Protein (18.2 kDa) (LA Ff#i#% >y Human IL-18) 1

FFEYEZW), Cone.01 ¥R JE A 20 pg/mL, 3 £546 % R, Conc.01-Conc.13 43l HEAi 71 B2-C4,

C5 9 0 WX . JEEFLIN 100 uL PBS, LARjIEIIFLEE K . SR
1 2 3 4 5 6 7 8 9 10 11 12

I &G m m O

PBS BS PBS
Human IL- oBS 20 6.67 2.22 740.74 | 246.91 82.3 27.43 9.14 3.05 1.02 PBS
18 pg/mL | pg/mL  pg/mL | ng/mL | ng/mL ng/mL ng/mL | ng/mL ng/mL | ng/mL
Human IL- 338.7 112.9 37.63
PBS PBS PBS PBS PBS PBS PBS PBS
18 pg/mL | pg/mL  pg/mL
PBS PBS PBS
1) e R

1) FESEEGHT 16-24 h, ASHMINER TR P, AL S OBCRAIIRTTE, ISR 5T
SR E RN, RS I, L e ek IR R R A IR 1.5 %
10°cells/mL. PAHEAEHN 100 uL A /FLZ=H L. FFEIFIFL 100 pL PBS. & EAR
o, TR E R .

2) AEH 1ANTCH 96 FL VRIS 2 RE

3) BAMFINZY), MEHPAT (1 B2-C5) .

4)  HEHBRR

LY RN it BER RN WARES
Human IL-18 1 mg/mL / A AR

5) 96 4LV #1, A Assay Buffer, #fLIAFI T, W1 B2 FLANA 161.7 uL Assay
Buffer, B3-C5 fL, A 110 uL Assay Buffer.
6) WHUAFAF R AFIRE SRR, IINEIZE — AR M RSLE (B2 HnA 3.3

pL Human IL-18) , JB%].
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7)) MNEE—AERERBAL B2 UL 55 uL, AR B ERSL B3, FETRST.

8) LASLIHE, HE 13 MM (Ch .

9) HPPR 1 W EEE SIS, FEFLRFE 100 uL 5775
10) NI ZBIHEStF BBE FERB, 4L 100 pL.

11) % EREE, T 37°C CO, W Ffidhis% 16 h.

12) fif A RS &, A Luciferase.
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Fig 2.Human IL-18 Protein #i%IF 45 5 (f /] Passive Lysis 5X Buffer(Promega/E1941)&Firely Luciferase
Assay Reagent(Genomeditech/G0483M002)#5:l )
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1 LA T

EEVE L IR TR AL, XA S2EG, HEFE H_IL18 Reporter 293 Cell Line ZHfifu &)y 1.5 x
10* Cells/#L. f# F Human IL18 Protein (18.2kDa) #ii%, 2 N 0.21 pg/mL, Human IL-18
BP (44.2kDa) #UEZIKE (Conc.01) A 15 pg/mL, 5 {546 #B:, Conc.01-Conc.10 437 HEA7

7£ B2-B11, B12 Jy 0 WKEEXTE . JEEA 100 uL PBS, VARG 1Ll K « FULBRHEAR 0T

4.8 38.4 7.68
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SR E RN, A NE IR, PR e ek IR R A IR 1.5 %
10°cells/mL. PAHEAEHN 100 uL 4 /L2 H L. FFEIFIFL 100 pL PBS. & EAR
W, TR A R
2) AEH 2 NTOH 96 ALV RARE & 2R R .
3) fE1A96 4LV IEMH, MIA 2 < B (2 uL 1 mg/mL Human IL-18 Protein JIIA

F 4,76 mL Assay Buffer #1, 8% , 52 uL FfLl. EAAHEA LR
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0.21 pg/mL
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5 HAMFNZY, EH-AT.

6) MEREHR

2 2R M RER U NEWARrS
Human IL-18 BP 1 mg/mL / BT f

7) 96 FLV H1, N Assay Buffer, #fLAAFA UL N3, W1 B2 fLANA 66.7 uL Assay Buffer,

B3-B12 7L, MM 55 uL Assay Buffer.

BERIR | BRISERREL, UL 13.8 uL, IIATRAL Bl

1 2 3 4 5 6 7 8 9 10 11 12

2.06 uL Human
IL-18 BP

55 uL 55 uL 55 uL 55 uL 55 uL

I @ m m O

8) RIS [EAAR A RS i BB, INNESE — AR RRFLAR Cln B2 A 2.06 pL
Human IL-18 BP) , J&%J.

9) ME—AMBEEREIL B2 T 13.8 uL, AMAZIE /MERERIL B3, AR

10) LAURSHE, EZEE 10 MHERBEIL (B1D) .

11) KB EERR RN AN BB IR 3 4 4F S RIFLBRC b, 52 L A9L, RAIE 1
ho

12) 1 hjg, FP8 1 WEERAFALREGH, LS 100 pL 3555, AP 11 R
I E 5 RS S 2R, &L 100 pl.

13) 4RLEREFRAATFE 15 h.

14) s 4 & ZE RS IIAFA &, A Luciferase.
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Fig 4.1 ] Human IL-18 Protein #iH5E 45 5 (P3-P18, HALFRIZAERIE)  (fiif] Passive Lysis 5X
Buffer(Promega/E1941)&Firely Luciferase Assay Reagent(Genomeditech/G0483M002)#4:ill )
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Fig 5. H_IL-18 Reporter HEK 293 Cell Line f# /] IL18R1 Antibody (APC), Mouse Mab #i/&#i R IiF IL-18R1
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