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Supplementary materials and methods

Time-lapse confocal fluorescence microscopy for monitoring BAX translocation.
For monitoring BAX translocation, a time-lapse confocal fluorescence microscopy was
used as previously described.! After co-transfected GFP-BAX and DesRed-mit plasmid
for 24 h, MDA-MB-231 cells were treated with BEZ235, ABT263, or their combination.
Living cell images were obtained using a time series program in confocal microscope

(LSM 510, ZEISS) at 37°C with 5% CO..
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Supplementary Figures

Figure S1
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Annexin V

Figure S1 mTOR inhibitors fail to induce obvious apoptosis in different TNBC cells.
MDA-MB-231, MDA-MB-157 and MDA-MB-468 cells were treated with indicated
mTOR inhibitors (1 uM) for 24 h, and apoptosis analysis was performed by using

Annexin V-FITC/PI staining.
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Annexin-V

Figure S2 Suppression of MCL-1 sensitizes TNBC cells to ABT-263. Apoptosis
analysis of different TNBC cells treated with no drug (control), BEZ235 (1 uM) and/or

ABT263 (1 uM) for 24 h.
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Figure S3 BEZ235 suppresses MCL-1 and up-regulates PUMA. (a) Immunoblotting
analysis of MCL-1 and p-4EBP1 in HCC38 and MDA-MB-453 cells following treating
with no drug (control), BEZ235 (1 uM) and/or ABT263 (1 uM) for 24 h. GAPDH
served as loading control. (b) Immunoblotting analysis of expression level of PUMA

in MDA-MB-231 cells following different mTOR inhibitors (1 uM) treatment.
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Figure S4 Combination of BEZ235 and ABT263 induces BAX redistribution. (a) Real-
time detection of BAX translocation under indicated treatment. Typical time-lapse
confocal images of MDA-MB-231 cells co-transfected with GFP—BAX and DsRed-mit
following different treatments are displayed, bar = 5 um. (b) Quantification of cells
showing BAX oligomerization. After different treatments as indicated, the percentage

of cells showing BAX oligomerization was assessed by counting the number of cells



exhibiting mitochondrial BAX. **P < 0.01 and ***P < 0.001 vs. indicated control

group.
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Figure S5 The combination therapy of BEZ235 and ABT263 potently represses tumor
growth in vivo. (a) Quantity analysis of CC3-positive cells shown in Figure 5d. ***P <
0.001 vs. control group. (b) MDA-MB-231 xenografts were treated with vehicle,
BEZ235 (15mg/kg) and/or ABT263 (25mg/kg), and body weights of mice were
measured every two days over 3 weeks. Error bar represents SEM (n > 4). (c) H&E
staining analysis of different organs from mice following indicated treatments.

Representative images are shown (magnification: 20>).



