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Supplementary materials and methods

Cell viability assays For cell viability, cells were cultured in 96 well plates, treated with different
concentrations of homobutein or NAC, and subjected to the MTT assays. Experiments were performed in
quadruplicate and repeated three times independently. Data were presented as the mean + SEM. P-values
less than 0.05 were considered statistically significant. Homobutein was obtained from Extrasynthese
(Genay Cedex, France).

ROS detection Cells were treated with homobutein for 5 minutes and then treated with H,DCF-DA for
another 1 hour. Flow cytometry experiments were performed in triplicate and repeated three times

independently.



HER2 silencing HER2 expression was silenced in the cell by transfecting HER2 siRNA for 48 hours.

Control and HER2 siRNAs were obtained from Santa Cruz Biotechnology (CA, USA). Western blot for

HER2 determined its silencing.

Supplementary figure legends

Figure S1. Homobutein did not affect intracellular ROS level and cell viability. (A) Homobutein structure.

(B) Cells were treated with different concentrations of homobutein (Ing/ml to 100ug/ml) for 48 hours and

then subjected to the MTT assays. (C) Cells were treated with homobutein at 10pug/ml for 5 minutes and

incubated with H,DCF-DA for another 1 hour. ROS levels were measured using flow cytometry.

Experiments were independently repeated three times.

Figure S2. NAC reduces the viability of breast cancer cells. Cells were treated with different

concentrations of NAC for 48 hours and then subjected to the MTT assays.

Figure S3. HER2 does not affect butein sensitivity in butein-resistant HER2+ breast cancer cells. SKBR-3

or HCC-1419 cells were transfected with control or HER2 siRNAs for 24 hours (A), and then treated with

butein for another 48 hours to examine cell viabilities (B).
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