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Figure S1. Effect of 3-MA on PP242 plus curcumin-induced apoptosis. To verify the effect of 3-MA on 8 
cell death, Caki-1 cells were pretreated with the 1 mM 3-MA, and then treated with combined 9 
treatment PP242 plus TRAIL for 24 h [1]. Apoptosis was determined by flow cytometry. The values 10 
in the graph represent the mean ± SD of three independent experiments. * p < 0.01 compared to the 11 
combined treatment with PP242 and curcumin. 12 
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Figure S2. Effect of various inhibitors on cancer cells. To verify the effect of various inhibitors 14 
[cycloheximide, actinomycin D and MAPK inhibitors (PD98059, SB203580 and SP600125)], U251MG 15 
cells were treated inhibitors for 24 h (a,b) or 2 h (c). Protein and mRNA expression were determined 16 
by western blotting (a,c) and qPCR (b), respectively. The values in the graph (b) represent the mean 17 
± SD of three independent experiments. * p < 0.01 compared to the control. 18 

 19 

Figure S3. Effect of NAC and GEE on FTY720-induced ROS generation in U251MG cells. U251MG 20 
cells pretreated with ROS scavengers 5 mM NAC and 2 mM GEE for 30 min, and then added along 21 
with 10 μM FTY720 for 3 h, and then cells were stained with H2DCF-DA dye. Fluorescence was 22 
detected using flow cytometry. The values in the graph represent the mean ± SD of three independent 23 
experiments. * p < 0.01 compared to the FTY720. 24 
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Figure S4. Effect of apoptosis, necroptosis, and autophagy inhibitors on FTY720-induced cell death. 26 
U251MG cells pretreated with inhibitors (20 M z-VAD, 60 M necrostatin-1, and 1 mM 3-MA) and 27 
then added along with 15 μM FTY720 for 24 h. Cell viability and cell cytotoxicity were detected by 28 

XTT and LDH assay, respectively. The values in the graph represent the mean ± SD of three 29 

independent experiments. * p < 0.01 compared to the FTY720. 30 

 31 

Figure S5. Effect of HSP70 inhibitors on FTY720-induced cell death. U251MG cells pretreated with 32 
the indicated concentrations of bufalin and pifithrin- and then added with 10 μM FTY720 for 24 h. 33 
Cell cytotoxicity was detected by LDH assay. 34 

 35 
Figure S6. Uncropped image of western blot for Figure 1-5. 36 
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