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1. 4. . RHRGnEE

IR IR TR RPMI 1640(ATCC)+20% FBS+1% P.S+0.05 mM B-Me

A ARG TR RPMI 1640(ATCC)+10% FBS+1% P.S+0.05 mM B-Me+2 pg/mL Blasticidin
Y HLRAT I - 90% FBS+10% DMSO

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

. SR ATCC/30-2001 RPMI 1640 3552 BRI SEH A &R S, NEF
%5 FH BB A [F) B BR gibeo ML o

2. WSFEMHER

TR
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
Fetal Bovine Serum 500 mL ExCell/FSP500
RPMI 1640 500 mL ATCC/30-2001
2-Mercaptoethanol 50 mL gibco/21985-023
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
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000 T Genomeditech/GM-040513C
Kit
ADU-S100 / MCE/HY-12885A
A A
Equipment Manufacturer/Catalogue No.
gl e ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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fi. AMRER. ER. GfF
1. 4R H

EEE: RSB ANERERENE, 5553

RN 20%FBS, 2 J5 A 10%FBS . XA E%

M, M 2 x 105- 1 x 10 cells/mL FIFEEE T25

H, HEIFMERL 3-8 mL.

a) 37°C/KIRMTIRE J5IERE:, IMATREE
P FERE S mL & 15 mL B0 .

b) AR BCHS R A7 40 B IR TN 37°ClER 7K
WY, K A R TR 22K THT DL R R R B AR R
HEINIREE GEaE 2-3 20480 .

o) H 70% & RAT B A LA BRAR TS 2L L
Bo (EAN) AR B B R VR AR R A
MBI ) MO8, BRIRS,
176 x g, &0 5 min, FHBPITE, 7 EE.

d) MM 3mL BARFREER, T25 R EHEETE,
B% 2-3 K EHEAMIN 3-5mL IR REE, kR
FCE, AMBUE T 3-4 RESFREGOMME
T, LR SN, BURAR R, BRI, FRAE
THBUEAR, AT 2 A

3. YHpIGAF

a) fHH 176 x g, 3 min 25-0UCEELHM .

b) A TA AAEAE (90% FBS + 10% DMSO)
HEYNN, 4R Ry 5 < 106 cells/mL,
5 1 mL 7 R B4R

c) TEHT, EMWILE, BIEFEE TR
BE, -80°C MR ED 1 K, RYFEREWR
&b

2. ZHRAEAR

T HEETER 3 RN, EREHRERE, FARRSE

BeE BERANSHERAERNEKEFE.

a) UMM AR, SRR,

b) YLK EIA ] 8 x 105 cells/mL ALK 7%,
ANEL KRBT 1 x 10 cells/mL, 7 {4 H
T25 TR IR . AT R g
RERE, 115 3-1 1% 4, 2-3 RIEA

o) ZAMARIFMNE, AR [
21 XA BDIRES B AR AAR T LB A
B IR A I AR KR TR, AR SR AT
SER BT T25 83 dk e 9%

EEEW:

a) ZAMNAHE EROAEUR, R RRETE
FERFRARFEEESENEE. FRMRME
WRRaEEBHTRNRER, —FE 7-10 R
EA,

b) ZMBHBEFRED TR p-RELE, HEAR
., FIRER T BUREIE R -

©) ZHRBEET, EIHEEREL 60%-80%, EIF
JERERF 51 RARKEEREK.

d) FBS 7 56°C N 30 43-8h, "] RIGEFMEFIER S
W, EAEERWEKEHEKEF MR
FiEH.
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1. ADU-S100 3475525

B LR, KT ASEEG, HEFE STING Reporter THP1 Cell Line 41l &4
1 x 105 cells/fL. AVRSZLd F ADU-S100(734.51 Da)yfE AFAPEZSY), Conc.01 &R E N
15 uM, 2 fEEEMRE, Conc.01-Cone.10 43 7 HEA7E B2-B11, B12 K 0 XTI, B2-

B12 LA 100 uL PBS, LLBG1EIFLEER .

vs)

FUBRHEAT 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
3.75 1.88 937.5 468.75 23438 | 117.19 58.59
ADU-S100 PBS &Y
uM uM nM nM nM
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

T QO 0 o g 0

1) InkeBER

a) TESZIOHT Lh, FEANMMIEFRM R, B O SRAEIYTE, & & Assay Buffer
TR, KA S 50 5 DA Assay Buffer 8540 Al &/ 2 x 100 cells/mL.
PLHRAEIN 50 uL g/l afL. AR FLIn 100 pL PBS. &% bikd:, T9E4E+
7 A A H

b) R 1 ANTEH 96 FLIRHES Z5PRRE .

c) BAFNZAY), 47 (W B2-B1D) .

d) SRR

FLYEZ N fif iR BE B & 772
ADU-S100 5mM 0.5 mM HY 2 uL fif¥%+18 pL Assay Buffer

e) 96 L VMR, I Assay Buffer, &fLIAFRN TR, 1 B2 fLAIA 120 pL Assay

Buffer, B3-B12 L, M 60 uL Assay Buffer.
D) WIS FERRR AR IIAE S BRI B — MR R REAL T (n B2 HhinA 7.42

uL ADU-S100) , &%),
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1 2 3 4 5 6 7 8 9 10 11 12
T T T T T T T T T
T2k IV 120 L 60puL  60pL | 60 0 0 ' ' ;
ADU-S100 il 20 w w uL 60 pL 60 pL 60 uL 60 pL 60 pL 60 pL
g)  MEE—EEEMREFL B2 UL 60 uL, AR /M EMREIL B3, R
o
h)y  DAURISHE, B2 10 MREREIL (B1D .
) KPR a AR RHMFLREE, IINZ AT G R FERR BRI, 7L 50 pL.
j) #E B, T 37°C COy HFRMTHEFE 16 he
k) o A AR A R PR A TR S SR A Luciferase

2) REERSN
BH ARG LB R 55

STING Reporter THP1 Cell 0 uM 15 uM 29.30 nM

Line 104582 382429 112057
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Fig 2. Response to ADU-S100 disodium salt. The STING Reporter THP1 Cell Line (Cat. GM-C21640) at a
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(ATCC) + 1% FBS + 1% P.S) for 16 hours. The firefly luciferase
activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [3.7]. Data are shown by drug molar concentration.
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