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Chemicals. Bafilomycin A1 was purchased from Funakoshi Co., Ltd. (Tokyo, Japan).

Immunofluorescence.  Cells were incubated in 4% paraformaldehyde /PBS for 30 min.  After fixation, cells were incubated in 0.05% TritonX-100/PBS for 10 min and then incubated in 3% BSA/PBS for 1h. The fixed cells were incubated with the primary antibody overnight at 4oC followed by an appropriate secondary antibody conjugated with FITC.  After wash by distilled water, cells were mounted by Fluoroshield Mounting Medium with DAPI and visualized under a fluorescence microscope (Keyence). 

MDC staining.  Cells were washed with ice-cold phosphate-buffered saline without calcium and magnesium (PBS (-)).  Autophagic vacuoles were then labeled with dansylcadaverine (MDC) by incubating cells with 0.05 mM MDC at 37oC for 10 min.  After incubation, cells were visualized under a fluorescence microscope (Keyence).





Supplementary Fig. S1. Time-dependent changes of auphagic molecules by BITC.  HCT-116 cells were treated with the indicated period of 20 μM BITC.  Western blot analysis was performed for proteins of p62, LC3B and LAMP1 as well as actin.  All values were expressed as means ± SD of three separate experiments (*P < 0.05 compared with control; Student’s t-test).

Supplementary Fig. S2. BITC enhanced the LC3BII accumulation in the presence of an inhibitor of lysosomal activity.  HCT-116 cells were pretreated with bafilomycin A1 (100 nM) for 1 h and incubated with the indicated concentrations of BITC for 12 h.  Western blot analysis was performed for protein of LC3B as well as actin.

Supplementary Fig. S3. Bafilomycin A1 enhanced BITC-induced accumulation of LC3BII protein.  HCT-116 cells were pre-treated with Bafilomycin A1 (100 nM) for 1 h and incubated with the indicated concentrations of BITC for 12 h.  Western blot analysis was performed for protein of LC3B as well as actin.

Supplementary Fig. S3. Formation and accumulation of autophagic compartments by BITC in HCT-116 cells.  (A). BITC induced formation of autophagome and lysosome.  HCT-116 cells were treated with the indicated concentrations of BITC for 12 h and immuno-fluorescently labeled and imaged using a fluorescence microscope.  LC3B and LAMP1 represent formation of autophagosome and lysosome, respectively.  (B) Induction of autophagic vacuoles by BITC.  HCT-116 cells were treated with the indicated concentrations of BITC for 12 h before MDC staining.  The number of cells with a granular positive MDC staining was counted (a minimum of 100 cells/sample).  All values were expressed as means ± SD of three separate experiments (*P < 0.05 compared with control; Student’s t-test).

Supplementary Fig. S4. Quantification and statistical analysis of Western blot data in Fig. 2A (A) and Fig. 2B (B).  All values were expressed as means ± SD of three separate experiments.  Different letters above the bars indicate significant differences among treatments for each compound (P > 0.05, Tukey’s HSD).
 
