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1. 4iffsEsR. RF. RHEAES

AN Iy H IR RPMI 1640+10% FBS+1% P.S

AR A TR RPMI 1640+10% FBS+1% P.S+25 pg/mL Blasticidin

2R AT I 90% FBS+10% DMSO

Assay Buffer: RPMI 1640+1% FBS +1% P.S

2. BAIFEHHEE
e
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
RPMI 1640 500 mL Gibco/C11875500BT
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
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
ADU-S100 / MCE/HY-12885A
EIRVE
Equipment Manufacturer/Catalogue No.
gl e ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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a) 37°C/KIRERTIIME HEEFREE, MATHAENE H: EEHEN 1R 2R, FHEHEFRE, FHHR
PRREFREE SmL £ 15 mL B0, ek, BERNSERERNEKERE.
b) MR R A7 A IRE RN 37°CHE IR K a) ULAHR A AN, BEAEK.
W, RN R TR A2 K TH AR B s iR, b) HIRET G, £148-72h ATRHTHE AR, 1
HEIWINIERLL GEE 2-3 280 . URALAR G A 15 77 28 nT B A IS bt AR R 4R
o) H 70% & B EEF AT AN CABR AR TS B2 1 )L KIEFRdk. 45 48 h KA, BVOEMFMNE 75
R, EEY) LG E IS EHAE e Riae s, MRS A U
M BREREISTR ) FELEY, BREIRS, ¢) UM FFIEF] 1.5-2 x 109 cells/mL, 1 1% 3,
176 x g, &0 3 min, FEHMEINE, FLiE. Wi 2-3 REREAEAR, ABLLHZER 2 x 10°
d) M 1 mL kA ER, a2 EH cells/mL, #EFAMH A T25 MEHEAT AR 7%
G ERAA T EEMM, 40> 3 x 10° d) Z4UMNEIFAM, AAREAEREER [ERR
cells/mL. 1EY XSRS BAA R LA AT L E 1A
e) IEIANME AR, RS AN R i AR KR 722, AR e A AT 33
F| 4-6 x 10° cells/mL, RHE4H A AT, ¥ S NETIN T25 B e 4k 8555,
Y B AN 2 1-2 A4S T25 1 (3-5mL &3
B RE TR
N ERE:
30 g{HH@{/{Eﬁ . > >y
a) ZAIMTEEROAEUR, B3R, #RAIBER
N REFMRE EESEREE.
a) fHH 176 x g, 3 min 25 /CUCEELHM .
b) BEHRERFEEESR, FEENFBRRES
b) A 4R (90% FBS +10% DMSO)
‘ IR AL
HEMM, AR EIHEEN S x 10° cells/mL,
B B ¢) FBS T 56°C fn# 30 48k, A KIGHMERIEES
B8 1 mL 7R BN E .
R, EARZERWRESHEKEFM4HE
c) FEET, &E4idE, KMEAEE THER -
B, 80°CF A S 1 K, RIS ’
A
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1. ADU-S100 3475258

B LR AT R AL, KT ACSZEG:, HEFE STING Reporter U937 Cell Line 4l i
1 x 105 cells/FL. ASVRELET ] ADU-S100 (734.51 Da) YENFHMEZGY), Conc.01 £k

N 50 uM, 1.5 5B FERERE, Conc.01-Conc.09 43 7 HEAT7E B2-B10, B11 A 0 #EXT .

B2-B11 FLJ& H 4 100 uL PBS, LABH1EIBFLZEK .

FLBHRAT U 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

33.33 22.22 14.81
ADU-S100 PBS

uM uM uM
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) IS E

a) {ESCERHT 1 h, KA NI A, EOUERAIMTE, 4 Assay Buffer H
=, KIgHBE 215G B L Assay Buffer 1 HE4HBIIR 2N 2 x 100 cells/mL. DA
HEAG N 50 pL gn /L2 iE L. JEEPIFLI 100 pL PBS. % BbkaEs, 1546 g

AR
b) M 1 AT 96 ALV IRARHE S 25 VIR
¢ FAMRFNZY), /4T (W B2-B1D) .

d) #ERBEER

LY B it Y7 fic B 7%
ADU-S100 5 mM B AR /

e) 96 fL V H1, JMA Assay Buffer, &fLAFRM T, W1 B2 FLIMA 180 uL Assay

Buffer, B3-B11 L, A 60 uL Assay Buffer.

) I RRAR A AT S BB, INABIZE — MR EERREAL T (i B2 TN 3.67

uL ADU-S100) , V&%),
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3.67 uL
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180puL  e60pL | 60puL  60puL  60puL  60pL  60pL  60uL 60 uL 60 puL

T QO 0 m g0

g)  ME—AFRERMBAL B2 AL 120 pL, MAFIFE - AEEERBSL B3, R
5.
h)  DAEHE, B2 9 MEEMEL (B10) .
i) KPR a ME R LA, I RTHE &L R EE R R, 454L 50 pL.
j) @R, T 37°CCO, i FEMPREFE 7 he
k) WCRERZIN Luciferase.
2) wEEFERN
AR B R I 5 B

0 uM 50 uM 1.95 uM
8798 213186 9380

STING Reporter U937 Cell Line

3) WIEER

STING Reporter U937 Cell Line

2.5%105+
= 2x10°-
=
g 1.5x1054
=
g
2 1x105+
£
E
4
5 5x10
0 T T 1
0.0 0.5 1.0 1.5 2.0
Logo[ADU-S100] (uM}
STING Reporter U937 Cell Line
EC50 | 12.44

Fig 2. Response to ADU-S100 disodium salt. The STING Reporter U937 Cell Line (Cat. GM-C21917) ata
concentration of 1E5 cells/well (96-well format) was stimulated with serial dilutions of ADU-S100 disodium salt

(MCE/HY-12885A) in assay buffer (RPMI 1640 + 1% FBS + 1% P.S) for 7 hours. The firefly luciferase activity
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was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [25.3]. Data are shown by drug molar concentration.
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