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Supplementary Figure S1. Effect of TPGS on proliferation of breast cell lines. MTT assay was employed for the cytotoxicity 
evaluation (% cell viability) of 5 μΜ TPGS for 48 hours in SKBR3, MDA-MB-231, MCF-7, MDA-MB-361 and MCF-10A cells. 
The results represent the mean ± SEM of three different replicates and are representative of at least three different 
experiments. ∗P value < 0.05, ∗∗P value < 0.01, ∗∗∗P value < 0.001.   
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Supplementary Figure S2. Effect of inhibitors on the action of TPGS and YM155. Addition of 20 μΜ of z.vad.fmk or 100 
nM Bafilomycine (Baf) did not restore the viability of SKBR3 cells when treated with the combination of YM155 and TPGS 
for 48 hours. The results represent the mean ± SEM of three different replicates and are representative of at least three 
different experiments. ∗P value < 0.05, ∗∗P value < 0.01, ∗∗∗P value < 0.001.   
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Supplementary Figure S3. Apoptotic effect of YM155 in combination with TPGS in MCF-10A cells. Annexin V/PI staining 
was employed for evaluation of the apoptotic effect (% compared to control) of increasing concentrations of 5 and 10 nM 
YM155 with or without 5 μΜ TPGS for 48 hours. The results are representative of at least three different experiments. 



  

5 μM TPGS 

Supplementary Figure S4. Apoptotic effect of YM155 in combination with TPGS in MCF-7 cells. Annexin V/PI staining was 
employed for evaluation of the apoptotic effect (% compared to control) of 10 nM YM155 with or without 5 μΜ TPGS for 48 
hours. Western Blot analysis shows that YM155 alone (at 10 nM) produces the appearance of the cleaved 89 kDa PARP 
protein; addition of 5 μΜ TPGS does not enhance this effect. The results are representative of at least three different 
experiments. 
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Supplementary Figure S5. The combination of agents does not enhance necrosis or induce production of reactive 
oxygen species. A) Elisa-based DNA fragmentation detection in the supernatant of SKBR3 cells treated with 5 or 10 
nM YM155 alone or in combination with 5 μΜ TPGS at 48 hours. B) Time depended measurement of the production 
of ROS in SKBR3 cells in the presence of the agents. H

2
O

2
 at 100 μΜ was used as positive control. The results represent 

the mean ± SEM of three different replicates and are representative of at least three different experiments. ∗P value 
< 0.05, ∗∗P value < 0.01, ∗∗∗P value < 0.001 
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Supplementary Figure S6. The uncropped blots of Figure 1C. The black boxes indicate which bands are shown in 
the main paper. 
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Supplementary Figure S7. The uncropped blots of Figure 4A. The black boxes indicate which bands are shown in the 
main paper. In the case of Caspases-9 and -7, high contrast was used in the main paper in order to make the bands 
of interest (cleaved caspases) adequately visible. The blots are displayed here at a lower exposure.   
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Supplementary Figure S8. The uncropped blots of Figure 4B. The black boxes indicate which bands are shown in the 
main paper.  
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Supplementary Figure S9. The uncropped blots of Figure 4C. The black boxes indicate which bands are shown in the 
main paper.  
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Cell line Subtype Her2 PR ER P-gl TP53 PI3K/AKT Source Tumor 

Type 
SKBR3* HER2 + - - WT M WT/WT PE AC 

MDA-MB-231 BaB - - - WT M WT/WT PE AC 

MDA-MB-361 LuB + - + M M M/M P.Br AC 

MCF-7 LuA - + + WT WT M/WT PE IDC 

MCF-10A** BaB   - - - - WT WT/WT 
epithelial non-

tumorigenic 
  

  Supplementary Table S1. Molecular classification of human breast cancer cell lines. Abbreviations: ER, estrogen receptor; PR, 
progesterone receptor; HER2, human epidermal growth factor receptor 2; P-gp, P-glycoprotein; WT, Wild Type; M, Mutated; AC, 
adenocarcinoma; BaB, basal B; IDC, invasive ductal carcinoma; Lu, luminal; P.Br, primary breast; PE, pleural effusion. Obtained from the 
COSMIC website unless otherwise indicated. *SKBR3 information obtained from [1, 2, 3, 4, 5]; **MCF-10A information derived from 
[6, 7]. 
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Supplementary Methods 

ROS production assay 

Cells are seeded at a concentration of 4 x 104 cells/ml in 12 well plates. Following 24 hours, media is removed and 

cells are treated with 100 μΜ DCFH-DA for 1 hour at room temperature in the dark. Media is removed and cells are 

washed twice with PBS. Fresh media containing the compounds under investigation is added. H2O2 at 100μΜ is 

used as positive control. Following treatment, fluorescence is measured at 1, 2 and 3 hours at excitation 485nm 

and emission 535nm.  

 


