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Fig. S1 DSF/Cu2+ induces dose-dependent cytotoxicity in breast cancer cells. (A-C) DSF/Cu2+ induced dose-dependent cytotoxicity in T-47D cells, MDA-MB-231 cells, MDA-MB-468 cells (* compared with DSF group, # compared with Cu2+ group). ****p < 0.0001, ###p < 0. 001.
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Fig. S2 DSF/Cu2+ induces ROS-dependent cytotoxicity in MCF-7 cells. (A) SOD/CAT/DMSO failed to inhibit the cytotoxicity of DSF/Cu2+. Cells were pretreated with SOD/CAT/DMSO/NAC (100 U/ml; 300U/ml; 2%; 20 mM) for 2 h, followed by co-treatment with DSF/Cu2+ at 4 μM for 24 h.(B) Western blotting analysis on DSF/Cu2+-triggered ROS-dependent upregulation of Bak and Mcl-1. Cells were pretreated with NAC (20 mM) for 2 h, followed by co-treatment with DSF/Cu2+ at 4 μM for 24 h. ###p < 0. 001, n.s. (no significant) p > 0.05.
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Fig. S3 DSF/Cu2+ induces caspase-independent apoptosis in ER+ breast cancer cell lines. (A) DSF/Cu2+ induced caspase-independent cytotoxicity in T-47D cells measured by CCK-8 assay. (B) DSF/Cu2+ did not induce caspase-3, -8, and -9 activation in T-47D cells by using spectrophotometry analysis. (C and E) DSF/Cu2+ induced caspase-dependent cytotoxicity in MDA-MB-231 and MDA-MB-486 measured by CCK-8 assay. (D and F) DSF/Cu2+ did induce caspase-3, -8, and -9 activation in MDA-MB-231 and MDA-MB-486 by using spectrophotometry analysis. Cell were pretreated with Z-VAD (50 μM) for 2 h, followed by co-treatment with DSF/Cu2+ at 4 μM (T-47D), 1 μM (MDA-MB-231) and 1 μM (MDA-MB-468) for 24 h, respectively. ****p < 0.0001, **p < 0.01, *p < 0.05, n.s. (no significant) p > 0.05.


[image: ]
Fig. S4 Knockout of Bak, Bax and DKO confirmed in MCF-7 cells by western blotting analysis.
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Fig. S5 Mcl-1 is involved in DSF/Cu2+-induced cytotoxicity in MCF-7 cells. (A and B) Western blotting analysis of DSF/Cu2+-regulated expression of pro-apoptotic proteins (n = 3). DSF/Cu2+ : 4 μM for 24 h. (C) DSF/Cu2+ induced Mcl-1-mediated cytotoxicity measured by CCK-8 assay. S63845 : 10 μM. DSF/Cu2+ :2 μM for 24 h. ****p < 0.0001, n.s. (no significant) p > 0.05.
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