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1. SR, R7F. ERlHlnE%

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

YA K Ry 7R 2 DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin
I R AR - 90% FBS+10% DMSO

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

2. WM HES

R
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
DMEM 500 mL Gibco/C11995500BT
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
ADU-S100 100 pg Invivogen/tlrl-nacda2r-01
GMOne-Step 2.0 Luciferase Reporter Gene Assay  1000T Genomeditech/GM-040513C
Kit
ERSVE
Equipment Manufacturer/Catalogue No.
il e i ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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a) 37°C/KMERTRIME TR 728, INATRE A
P FERE S mL & 15 mL B0 .

b) AR BCHS R A7 40 B IR TN 37°ClER 7K
R, PG MR TR KT DL R,
HAIRINIEL GRE 2-3 5580 .

o) H 70% & RAT B A LA BRAR TS 2L L
o EAEY RSN BRI G O AR E R il
MBI ) MO8, BRIRS,
176 x g, &0 5Smin, FAMITE, 7 LG

d) A 1| mL ZI5E IR E R, U
GG O BUE A, FEAE > 3 % 10°
cells/mL.

e) IEILAMINE FRRE RN, AR A
#) 2-3 x 10 cells/mL, HRHE4ANER A, K
YN B P B4 3E (K B IR ML

3. GG

a) fHH 176 x g, 3 min &5 /CUCEELHM .

b) A TA A AEAE (90% FBS + 10% DMSO)
HURAHML, ANME LRy 5 < 10 cells/mL,
[ 1 mL 7 R B4R

o) ERET, E4bMdE, BAEAEE TR
BEF, -80°CTRAED 1 K, RIERENR
A

2. HBAEAR (BL 10 em MAH))

T AREGFER 1 E 2R, FHERERE, AR

BhRER, BERASHEIERNEKERE.

a)  AHMCH AN, WEEEAEK . BiFRAE TR E 16-
24 hJ&, Bi T WM BERS AL, 24 0 %5
LE] 80%, T EHATANMIAL AR, HEE AR
EEB Dy 1:3-1:4, 2-3 RAEM . VEEOREF S A
I 80%, 75 I/ T] i 2 DR 40 M 52 1455 1 i 5 50

b) CKILEGE: IR IR Y%, 10 em TN 2
mL PBS JEk 1 k.

¢) FFPBS, Il 1 mL0.25% Trypsin-EDTA ALK,
37°C 1k 30-60's, TiHEE T M.

d)  FrRARARARIE, SHAE IR EA L, 4 U 4
WEBSREERT, 0 2 mL ZEAAEKREFRIEIRSA
1EVHAL, g OIRET RO, 176 x g iR E
> 3 min,

e) FLiE, Wiyt HAEKE RIS S, WG
AR 0 25 P82 434 R B 577 LT AR 4 i %
JEVHEL, ALARS Al B 30-40%) .

EEE:

a) MHRIET, *F—ELFMNIEaR, BTFE
BUR, Z2RABSAVRIFE RSRES,
BREFRAREER D, ML EEE TRE.

b) ERFFHEEAEDL 80%, TN s HAM
R B|F BT FBOE TS .

¢) FBS & 56°C 7K 30 734, 7 RCRIEAMEFIHR
HRE, BARELWEKSEEKEFH4M
B FiEdE.
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1.5% 10* cells/fl. AR LE{H ] ADU-S100 1EAFAMEZG4), Conc.01 #EA 300 uM, 2 58

JE #%F . Conc.01-Conc.09 43 HIHEATZE B2-B10, B11 J}y 0 ¥R %5 I8, A FEIFLINA 100 uL PBS,

BiE LK

B LRI B AL, KT ACSES:, HEFE STING Reporter HEK-293 Cell Line 4 il &4

e B
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T QO W m g 0

PABs 1B ALK
FLBHRAT U T
1 2 4 6 7 8 9 10 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
300.00  150.00 75.00 18.75
ADU-S100 PBS
uM uM uM
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) PR

a) TESCERHT 16-24 h, K4ifu ARG FR PG, JEAE O TE, [FHE RS
R IR E SN, AR IR, e e R SRR R IR Y 1.5 x
10° cells/mL. VAHEFEIN 100 uL 20 A/AL 2 1A L. JARIFFLI0 100 uL PBS. 3 EAR

wi, TS

b) fEHIEHE 96 FL U JEMUHES 25406 B .
¢)  XFTAFNEES, H—47 (BT .

d BHERE

2K

feli

B

P 7 1%

ADU-S100

1.361 mM

/

HRAE AR

e) N Assay Buffer, #fLAFILNE. W1 B2 fLHMMA 240 uL ¥ Assay buffer, B3-
B11 S 120 uL f#] Assay Buffer.
) RIS [EARAA

uL ADU-S100) .

SRR S BRAL  IINEIEE — DB EERRE LR (i B2 A 67.83
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TR HY FREFREAL, RIRMATFLIEL 120 puL IIA IR AL
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67.83 uL ADU-
S100

JIVNE 240 uL | 120 uL 120 pL | 120pL 120l 120 puL 120 pL

120 uL

120 uL

g)  ME—MEREMREL (1 B2) HIREL 120 pL WAk, IMAZIEE AR LT

(I B3) , o4 IR .

h)  DAMSSHE, BEEE 9 MEERFL (B10) .

i) BDRaEE R, R BT

3 R ATHER I AR AR R FLANA 100 plo

k) 5 bBRSIMGE, T 37°C CO, RHEFRfEHh RS 6 h.

) UkkE, # %2 96 LA ML, A Luciferase.

2) 45 E R
AR S AT BB

STING Reporter HEK-293 Cell Line

0 uM

300.00 uM

1.17 uM

214461

6392812

240116

3) WiIFER

8x 106+

Luminescence (RL.U)

STING Reporter HEK-293 Cell Line

2 3
Log,o[ADU-S100] (uM)

STING Reporter HEK-293 Cell Line

EC50 | 59.83

Fig.2 Response to ADU-S100 disodium salt. The STING Reporter HEK-293 Cell Line (Cat. GM-C33256) at a

concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of ADU-S100 disodium salt

(MCE/HY-12885A) in assay buffer (DMEM + 1% FBS + 1% P.S) for 6 hours. The firefly luciferase activity was
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measured using the Luciferase Reporter Assay Kit (Genomeditech) . The maximum induction fold was

approximately [29.8]. Data are shown by drug molar concentration
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