S72 plasma conc. (ng/mL)

time(h)

Figure S1. Plasma concentration-time curves of S-72. ICR mice were orally administered 5
mg/kg S-72 or intravenous injected 1 mg/kg S-72. Plasma concentrations of S-72 were analyzed
by a LC-MS/MS method.
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Figure S2. (A) HNMR and (B) CNMR spectrum of S-72.
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Figure S3. S-72 inhibits STAT3 activation in both MCF7 and MCF7/T cells. (A) Protein levels of
p-JAK2 (Y1007/1008), JAK2 and C-MYC were identified by western blot after treatment with
100 nM paclitaxel, 100 nM colchicine or 100 nM S5-72 for 24 h. (B) S-72 concentration-
dependently inhibited STAT3 phosphorylation at Tyr705 induced by IL-6 in MCF7 and MCF7/T
cells. N =3, 'p <0.05, “p < 0.01, *p < 0.001, *p < 0.0001 versus con and *p < 0.05, #p < 0.01, *#**p <
0.001, ##p < 0.0001 versus the IL-6 group.



Cytoselic DHA-sensing pathwayihsatd6i23)

MCF7T-con-vs-MCF7-con(Up) Cytosolic DNA-sensing pathway(hsa04623) Heatmap of the £nlyzed G:
Top 30 GO Term o

regulation of ERK1 and ERK2 cascade
ventricular septum morphogenesis
negative regulation of viral genome re...
complement activation, classical path...
type | interferon signaling pathway
response to cytokine

extracellular matrix organization
negative regulation of endopeptidase ...
defense response to virus

regulation of complement activation
extracellular region

extracellular matrix

endomembrane system

uropod

membrane raft

extracellular exosome

endoplasmic reticulum lumen
extracellular space

blood microparticle

collagen-containing extracellular matrix
extracellular matrix structural constitue...
carboxypeptidase activity

protease binding

cell adhesion molecule binding

integrin binding

extracellular matrix structural constituent
sequence-specific double-stranded D...
RNA polymerase |l cis-regulatory regi...
serine-type endopeptidase inhibitor ac...
protein binding

] 2 4 [
-logy p-value

05 510491

Enrichment score (ES)

0.0 |4
NES: 1.76, p: 0.003, FDR: 0.043 N

2.5 MCF7T-con

Zero score at 7069

MCF7-can

Ranked Metric
(signal_to_noise)

Figure S4. RNA-Seq analysis shows that paclitaxel-resistant MCF7/T cells have overexpressed
cGAS/STING signaling pathways compared with MCEF7 cells. (A) GO analysis performed on
differentially expressed genes in MCF7/T cells compared with MCF7 cells. (B) GSEA analysis
on KEGG enriched gene set.
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Figure S5. Knockdown of STING restores sensitivity to paclitaxel in MCF7/T cells. (A) Cell
viability determined by CCKS8 assay. (B-C) Effects of STING knockdown on paclitaxel
sensitivity evaluated by (B) transwell migration assay and (C) wound healing assay. N =3, "p <
0.05, “p < 0.01, *p < 0.001, ™p < 0.0001 versus the control group and *p < 0.05, #p < 0.01, *#p <
0.001, ##*p < 0.0001 versus the paclitaxel-treated group.
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Figure S6. Changes in protein levels of p-STING (Ser366) after S-72 treatment. (A) Dose course
study on the effect of 5-72 treatment on p-STING (Ser366) expressions in MCF7/T cells. Cells
were treated with gradient concentrations of 5-72 for 24 h. (B) Time course study on the effect
of 5-72 treatment on p-STING (Ser366) expressions in MCF7/T cells. Cells were treated with 100
nM S-72 for various time periods. Protein levels were detected by western blot analysis. N =3,
p <0.05, "p <0.01, ™p < 0.001, *"p < 0.0001 versus con.



Table S1. Pharmacokinetic parameters of S-72.

Parameters Units po. (5 mg/kg) iv. (1 mg/kg)
ti2p h 4.07 0.38

Tmax h 0.083 0.03

Cnax ng/ml 1436 1192

AUC h*ng/ml 1740 469

AUC (0) h*ng/ml 1962 480

MRT 0+ h 3.26 0.42

MRT (0-) h 492 0.46

Vz ml/kg - 1155

CL ml/h/kg - 2084

F% - 74.1 -




