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GM-C22445 Mouse IL18 Reporter 293 Cell Line 5E6 Cells/mL
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25 % RS T O S B A A 1L-18 (i )

RS IL-18 5HpE i RGBS &, 12202 IL-1 4/ Toll FE32 14 5
R, FEPANIEEE IL-18Ra C IL-18Ral) 1 1L-18RB (IL-18RAP) ZHik, WiHEHIEF—
M Toll/IL-1R 543k (TIR) HI4HMEA#4r . IL-18 5 IL-18Ra UAHEAEH . @it TIR
SiMAEE 7S IL-18RB MIERE. IRl XN IRSEE MyD88 iR . S IL-1
ZRBIEHEE (IRAK) JEEIfESH S . IRAK B#RMLIFMNZEE ST iREs, MES
TRAF6 AHILVEH, BOE N5 58K

W 4E 4 Mouse_IL18 Reporter 293 Cell Line & —Ff Luciferase R 5 LKA &R, 24 IL-
18 5 Rk GG, 4L MyD88 fi#itH, MyD88 i H%4E IRAK, 5 traf6
i, WoE TS, AIMEGE POt B (Luciferase) HIFKiA. Luciferase BL{EEIF
fe S PG BT RO, AT T 1L-18 RS2 AR SN ICR P
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1. giffsEsR. RF. RAEAES

Y 5T D5 B R DMEM+10% FBS+1% P.S

AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+400 pug/mL G418+0.75 pg/mL
Puromycin

2 M AR AR 90% FBS+10% DMSO

Assay Buffer: DMEM+1% FBS+1% P.S

2. WIIFEMHEE

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
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 96-well Corning/3912
Not Treated Microplate
Mouse IL18 / IL-18 Protein / Sino Biological/50073-MNCE
GMOne-Step Luciferase Reporter Gene 1000T )
Assay Kit Genomeditech/GM-040503C
HEA AR
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
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d)

€)

b)
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R 75

37°C/KIB TS IR B TR, I TRIE I E 555 %
A 5mL % 15 mL B.0%E

NV 2R R L R A 4 B R RN 37°CE IR K
By, AR IR 2K DL N RS AR, EEINI
MRt GEE 2-3 7380 .

HI 70% S 5ARRA7 8 AN LRGS0 J LA A A
W2 A EGR G R R AR E 40 SR B B
AR ) MELE T, BRIES, 176 xg, B0 3min,
fEApEE, 7RG,

A 1 mL SR E R, WU S i
GO ORI, TEANH> 3 x 106 cells/mL.
AN T E IR IR, A % B R 2-3
x10° cells/mL, R4 4 M2 ST, 440 47k 3]

FIE R FR L

AR A

i 176 xg, 3 min B.OICEELN.

1 FH VA 40 LR 777 (90% FBS +10% DMSO) &
YN, ZHMRE RN 5 < 108 cells/mL, %% 1 mL
BB RRAAAE .

PR, 1 MR KRR B TR E R A,
-80°C M RAFEAD 1R, R EWET .

2.

LA

H: AREFEN 1 E 2R, FRARHRERE, 4R
REBEFIRARAESNEE, FERANTHHERK
R EFRE.

a)

b)

c)

d)

Ny LR, MR, BiRM T E 16-24 h
5, B UGS DL, 40 % KT 80%,
RIAT AT A AE A R AN AR AR LBy 1:3-1:4, 2-
3 RAEAR.

W I EER FR R ARG FRE5E 25, 10 om LN 2 mL PBS
TEBE 1K,

% PBS, /1 1 mL 0.25% Trypsin-EDTA W1k, 37<C
HAk 30-60's, AMEE FUEE.

FrAfMa AR IR, 20 M A B B S5, 08 400 R P it s 6
BEIF, Jn2mL ZEAAKEFRRSZIEHEN, KA
M/NOIRFT IR, 176 xg ZiE B0 3 min.

7 B3E, st AR R EE R, AR AT
JH0 %5 P 43 R 1 7 ML I ARURI 40 ff 85 8 oH B, AR AR
RN E DY 30-40%) .

HEHMR:

HRRIRTR, SEARRE, RTERAR, 2WES
A RIFH, KERER, RERARSED, A
RAEKERETRE.
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1. BuRREER

AR AT, ST ASSLE, HEFE Mouse_IL18 Reporter 293 Cell Line ZHffi &
1.5 x10% cells/fL.. ZA<yks<5: 18 F] Mouse 1L18 / IL-18 Protein (18.2 kDa) (LA R f#i#% )y Mouse

IL18) 1ENFHMEZ5%, Conc.01 #JE A 20 ug/mL, 3 {5865k, Conc.01-Conc.09 43 HEA

7f B2-B10, B11 4y 0yRFEXIE. FFEFLIIA 100 pL PBS, ARG 1EIAFLAE 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

20 6.67 2.22 740.74 | 246.91 82.3 27.43 9.14 3.05
Mouse IL18 PBS PBS
pg/mL | pg/mL  pg/mL | ng/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) TESEIGRT 16-24 h, KN ARSI ECE, RO BEA YT, EAEE S
SR E RN, A ME I, L e ek IR R R A IR 1.5 %
10%cells/mL. PAHEAEHN 100 uL A a/FLZF L. FFEIFFL 100 pL PBS. & EAR
W, TR A R

b) AEH 1 ATCH 96 ALV RARE & 2R R .

c) AFFIMZY, MAHMAT (W1 B2-B10) .

d) HERERN

LR it BRI RN WARES
Mouse 1L18 0.25 mg/mL / A AR

e) 96 FLV 1, S Assay Buffer, ZFLAEFIIL TR, W B2 fLAIA 151.8 pL Assay
Buffer, B3-B11 fL, JIA 110 uL Assay Buffer.
f) WU FEARF RIS S B, TN B — A6 R REFLHR (i B2 H N 13.2

ulL Mouse 1L18) , JB%].
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BRI X FEEERREAL, AR MBTFLIREL 55 pL, IIAIRAL X HEFL
1 2 3 4 5 6 7 8 9 10 11
13.2 uL Mouse 151.8
IL18 110puL | 110pL  110pL | 110pL  110puL  110pL | 110l 110pL | 110 pL
ne

I @ m m O O

9) MEBE—ERERRAL B2 IREL 55 L, IIAEIEE /NERERREFL B3, 7R
5.

hy DUEHE, B2 9 MM (B10) .

i) CRDIR a W E IR, BEFLIRTTE 100 pL BRIk

) NI L B AR, AL 100 uL.

k) 5 EWREE, T 37°C CO, HiFfathiEss 16 h.

) AR IR &, A Luciferase.

2) & EAN

S AR R A B
Mouse_IL18 Reporter 293 Cell 0 pg/mL 20 pg/mL 3.05 ng/mL
Line 149391 560392 146123

3) WIFER

6.0x105y —© Mouse IL18 Reporter 293 Cell Line 6.0x105y —© Mouse IL18 Reporter 293 Cell Line
=) =)
z z
= 4.0x1054 = 4.0x1054
g g
= =
@ W
£ 2.0x1054 £ 2.0x1054
E o E o
3 3
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0 T T T T 1 0 T T T T 1
-3 -2 -1 0 1 2 -1 0 1 2 3 4
Logio[Mouse IL18] (ug/mL) Logio[Mouse IL18] (nM)
Mouse IL18 Reporter 293 Cell Line Mouse IL18 Reporter 293 Cell Line
EC50 0.7871 EC50 43.25

Fig 2. Mouse IL18 / I1L-18 Protein i % 1lF 45 5 (ONE-Glo™ Luciferase Assay System/ Promega/E6120)
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Fig 3.1 /] Mouse 1L18 / IL-18 Protein i 3E 45 5 (HARARZL A 350D
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