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Fig. S1. Chemical structures of chalcone and its derivatives. (A) Structure of original chalcone (M.W.
=208.26). (B) Structures of chalcone-6 (M.W. = 358.43), chalcone-7 (M.W. = 364.82), chalcone-8 (M.W.
=360.40) and chalcone-9 (M.W. = 374.39) used in this study.
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Fig. S2. Effects of chalcone-8 on cell viability in MDA-MB-231 and MDA-MB-468 cells. Cell
viability was measured by CCK-8 assay in MDA-MB-231 and MDA-MB-468 cells. Cell viability is
represented as % control compared with the vehicle-treated group. Data were shown as mean £ SD (n =
3).
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Fig. S3. Effects of chalcone-9 on serine phosphorylation of STAT1 and STAT3 in MDA-MB-231
and MDA-MB-468 cells. Western blot analysis of STAT1 and STAT3 serine phosphorylation following
treatment with 25 pM chalcone-9 in a time-dependent manner.
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Fig. S4. Unprocessed western blot images corresponding to the representative immunoblots shown in Fig. 1A, depicting
the labeling of pY-JAKI1, JAKI1, pY-JAK2, JAK2, pY-STAT1, STATI1, pY-STAT3, STAT3, and a-tubulin in vehicle or

chalcone derivatives-treated MDA-MB-231 and MDA-MB-468 cells.
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Fig. SS. Unprocessed western blot images corresponding to the representative immunoblots shown in Fig. 2B, depicting
the labeling of pY-JAKI, JAKI1, pY-JAK2, JAK2, pY-JAK3, JAK3, pY-TYK2, TYK2, pY-STAT1, STATI, pY-STAT3,
pS-STAT3, STAT3, pY-STATS, STATS, and a-tubulin in MCF7, T47D, MDA-MB-231, and MDA-MB-468 cells.
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Fig. S6. Unprocessed western blot images corresponding to the representative immunoblots shown in Fig. 3A,
depicting the labeling of pY-JAK1, JAKI, pY-JAK2, JAK2, pY-STAT1, STAT1, pY-STAT3, STAT3, and a-tubulin
in MDA-MB-231 and MDA-MB-468 cells treated with chalcone-9 in a dose-dependent manner.
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Fig. S7. Unprocessed western blot images corresponding to the representative immunoblots shown in Fig. 3C,
depicting the labeling of pY-JAK1, JAK1, pY-JAK2, JAK2, pY-STAT1, STAT1, pY-STAT3, STAT3, and a-tubulin
in MDA-MB-231 and MDA-MB-468 cells treated with chalcone-9 in a time-dependent manner.
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Fig. S8. Unprocessed western blot images corresponding to the representative immunoblots shown in Fig. 3E, depicting the
labeling of pY-JAK1, JAK1, pY-JAK2, JAK2, pY-STAT1, STAT1, pY-STAT3, STAT3, and GAPDH in chalcone-9, AG490,
nifuroxazide, S31-201, or STA-21-treated MDA-MB-231 and MDA-MB-468 cells.
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Fig. S9. Unprocessed western blot images corresponding to the representative immunoblots shown in Fig. 6B, depicting
the labeling of survivin, caspase-3, caspase-9, PARP, and GAPDH in chalcone-9-treated MDA-MB-231 cells.
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Fig. S10. Unprocessed western blot images from which representative immunoblots depicting the labeling of pS-STATI,
STAT1, pS-STAT3, STAT3, and GAPDH in MDA-MB-231 and MDA-MB-468 cells are shown in Figure S3.



Chalcone-9

25 .M 50 uM

{

Oh

24 h

Oh

24 h

Vehicle

}
|

Oh

24 h

Fig. S11. Representative images of the wound healing assay shown in Fig. 5B (three images per experimental group). The
representative images displayed in the main figure are indicated with a red box (top). Cell images of MDA-MB-231 cells
treated with vehicle and chalcone-9 for 24 hours in wound healing assay with a magnification of 40X. Scale bar, 500 pm.





