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Supplemental Figure 1 : Low doses of RSV induce autophagy and caspase activation in IM-S and IM-

R K562 cells. (A) IM-S and IM-R cells (105/ml) were incubated for 48h at 37°C with increasing 

concentrations of RSV. Caspase 3 activity was evaluated in quadruplicates using Ac-DEVD-AMC as 

substrate. Ac-DEVD-AMC hydrolysis was determined following emission at 460 nm and excitation at 390 

nm. To allow specific assessment of caspase 3 activity, hydrolysis was also followed in the presence of Ac-

DEVD-CHO. Results are expressed as arbitrary units and represent the mean ± s.d. of four independent 

experiments made in quadruplicate. Error bars = 95% confidence intervals. Cell lysates were analyzed by 

SDS-PAGE using anti-LC3, p62 or HSP60 antibodies. (B) Cells (105/ml) were preincubated for 1h with or 

without zVAD-fmk (50µM), Bafilomycin A1 (3nM) or the combination of both effectors and exposed to 

increasing concentrations of RSV for the next 48h. Cell viability was assessed using the XTT assay. Results 

represent the mean ± s.d. of four different determinations. Error bars = 95% confidence intervals. 

 

Supplemental Figure 2 : RSV-mediated autophagy proceeds similarly in IM-S and IM-R K562 cells 

and in Baf/3-P210BCR-ABL WT and p210BCR-ABL T315I cells. (A) Baf/3-P210 WT and T315I cell 

lysates were prepared from cells treated for 2h to 48h with 50µM RSV and then analyzed by SDS-PAGE. 

LC3 cleavage, p62, mTOR, p70/85-S6K, S6 ribosomal, 4EBP1 and c-Jun proteins levels and 

phosphorylation status were determined using adequate specific antibodies. HSP60 was used as a loading 

control. 

 

Supplemental Figure 3 : RSV-induced autophagy participates partly to RSV-mediated apoptosis (A) 

IM-S K562 cells were preincubated for 1h with or without zVAD-fmk (50µM) and exposed to RSV (25 or 

50µM) for the next 48h. LC3 and p62 levels were evaluated by Western blot using specific antibodies. 

HSP60 was used as a loading control.  



(B-D) Cells were transfected for 4 days with a control siRNA or two ATG5, LC3 or the combination of an 

AMPKα1 and AMPKα2 siRNAs. RSV (25 or 50µM) was added for the last 2 days. (B) LC3, ATG5 and 

AMPK were visualized by immunoblotting. (C and D, left panel) Caspase 3 activity was evaluated in 

quadruplicates using Ac-DEVD-AMC as substrate. (D, right panel) IM-S K562 cells (105/ml) were 

incubated for 48h at 37°C with 50µM RSV in the presence or absence of 10µM SP600125 (SP). At the end 

of the treatment, caspase 3 activity was determined. Results in (C) and (D) represent the mean ± s.d. of four 

different determinations. Error bars = 95% confidence intervals. 

 

Supplemental Figure 4 : A model of RSV-mediated autophagy and cell death of CML cells. RSV 

activates concomitantly but independently two pathways to induce autophagic cell death of CML cells : In 

the one hand, RSV stimulates AMPK to block mTOR-dependent signalisation and allow phagophore 

isolation ( ). In the second hand, it increases p62 expression trough JNK activation. P62 next binds LC3 to 

mediate the elongation of autophagosomes ( ) and, later, autophagy execution ( ). Interestingly, 

inhibition of RSV-mediated autophagy prevented partly caspase activation and apoptosis. Therefore, both 

processes lead to elimination of CML cells by RSV. 

 


