
 

Supporting Figure 1. Comparative analysis of CerS6 mRNA expression between Type I 

versus Type II cell types and Mesenchymal versus Epithelial cell lines. A. Mesenchymal 

versus Epithelial classification (according to Vimentin and E-cadherin expression levels from 

Park SM et al.2) and Type I versus Type II cell classification (according to DISC formation 

and cell death response to the CD95L called S2 by Algeciras et al. 1). Cell lines in red show a 

different classification between the two studies whereas cell lines in bold display similar 

classification. B. Based on table A, a comparative analysis of CerS6 expression was carried 

out using transcriptomic data from Ross et al. 3. Statistical analyses were performed using the 

non-parametric Mann-Whitney U test. Values represent means ± SEM of n cell lines analyzed 

(see table A). 

   



Supporting Figure 2. CerS6 expression is lower in mesenchymal-like than in epithelial 

tumor cells. A. Western blot analysis of 47 NCI60 cell lines for E-cadherin, Vimentin and 

CerS6 expression. Each cell line was lyzed and 30 μg of protein was loaded per lane. β-

Tubulin was used as a loading control. Data are representative of three independent 

experiments. CNS: Central nervous system; Ov: Ovary; Mel: Melanoma. B. CerS6 expression 

in the human mammary epithelial cell line MCF10A and its K-RasV12-expressing counterpart. 

Upper panel: Phase-contrast images (×10 magnification) of the indicated cells. Lower panel: 

Cells were lyzed and 30 μg of protein was loaded per lane. Levels of CerS6, E-cadherin, and 

N-cadherin were determined by immunoblotting. β-Actin was used as a loading control. C. 

CerS6 mRNA expression was determined by qRT-PCR in MCF10A and HMEC-TR cultured 

in the absence of presence of TGFβ (5 ng/mL) for 24 h. Values were normalized against the 

level of HPRT mRNA and are expressed relatively to the values measured in non-treated 

cells. Data are means ± S.D. of 3 independent experiments. 



 

Supporting Figure 3. The mRNA level of CerS6 is lower in basal breast tumors 

(mesenchymal-like) than in luminal breast tumors (epithelial-like). In vivo prognostic 

value of CerS6 was assessed in normal, luminal, HER2+, and basal molecular breast cancer 

subtypes using http://bcgenex.centregauducheau.fr/BC-GEM. Abbreviations: RMSPC 

(Robust Molecular Subtype Predictors Classification), patients classified in the same 

molecular subtype according to the six molecular subtype predictors (MSP); SSP (Single 

Sample Predictors); SCM (Subtype Clustering Models); ER (estrogen receptor). 

 

  



 

Supporting Figure 4. Inhibition of CerS activity by FB1 promotes membrane fluidity 

and cell migration in the epithelial breast tumor cell line MCF7. MCF7 cells were pre-

incubated with or without a non-cytotoxic dose of FB1 (50 μM) for 72 h, and were then 

incubated with or without cl-CD95L (100 ng/mL) for 30 min. A. Membrane fluidity was 

assessed by EPR. Values are means ± SEM of four independent experiments (*, p<0.05). B. 

Left panel: Cell migration was assessed in the presence or absence of cl-CD95L (100 ng/mL) 

over 24 h using the Boyden Chamber assay. Bars=70 μm. Right panel: Giemsa-stained cells 

that migrated to the lower side of the membrane were lysed and absorbance at 560 nm was 

recorded. Values represent the means ± SEM of three independent experiments (* p<0.05). 

 

  



 

Supporting Figure 5. Treatment of mesenchymal breast tumor cells with C16-ceramide 

does not alter CD95-driven Akt phosphorylation. A. MDA-MB-468 and MDA-MB-231 

cells were pre-incubated with vehicle or a non-cytotoxic dose (1 μM) of C16:0 ceramide 

(C16-Cer) for 60 min, and then cells were stimulated with cl-CD95L (100 ng/mL) for the 

indicated amount of time. Cells were lyzed and 100 μg of protein was loaded per lane. 

Indicated proteins were analyzed by immunoblotting. Blots are representative of three 

independent experiments. B. MDA-MB-468 and MDA-MB-231 cells transduced with a 

retroviral vector encoding CerS6-HA or with a control vector (Mock) were stimulated for the 

indicated amount of time with cl-CD95L (100 ng/mL). Cells were lyzed and 100 μg of protein 

was loaded per lane. Indicated proteins were analyzed by immunoblotting. Blots are 

representative of three independent experiments. 
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