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Figure S1. Developing a radiation-temozolomide-resistant glioblastoma cell model. A Trypan blue exclusion assay was
performed to determine cell viability of consecutive treatment of temozolomide (TMZ). 0.1% DMSO was used as the sol-
vent control (labeled with 0 uM). T1, T2, T3 performed as the times of TMZ treatments. The data are represented as mean
+ SEM; * refers to a comparison with R6T3 or R4T3; *, p < 0.05; **, p < 0.01.
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Figure S2. The cytotoxicity of LY364947 and Galunisertib. A MTT assay was performed to determine cytotoxicity of
LY364947 and Galunisertib. 0.1% DMSO was used as the solvent control (labeled with Veh). (A) The cell viability curve of
treating LY364947 for 24 hours; N=3 for each cell lines; (B) The cell viability curve of treating Galunisertib for 24 hours;
N=3 for each cell lines; mean + SEM.
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Figure S3. Cell response to pan-ALDH and ALDH1A1 inhibition by Disulfiram and NCT-501. A Trypan blue exclusion
assay was performed to determine cell viability. 0.1% DMSO was used as solvent control (labelled as 0). (A) Line graphs
and tables showing the effect of Disulfiram on cell viability; N=3 for each cell lines; (B) histograms showing the effect of
NCT-501 on cell viability; N=4 for each cell lines; mean + SEM.
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Figure S3. NCT-501 inhibited cell migration. The effect of NCT-501 on 2D migration ability was evaluated using a wound
healing assay. 0.1% DMSO was used as solvent control (labelled as 0). (A) Graphs and the histogram indicating the 2D
migration of 1306MG, radiation-resistant 1306MG 3.5GR6, and radiation-TMZ-resistant 1306MG R6T3 under DSF treat-
ment; N=3; (B) graphs showing the 2D migration of parental and therapeutic-resistant U87MG; N=3; mean + SEM; * refers
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to a comparison with the control; ¥, p <0.05; **, p <0.01; ***, p <0.001.
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Figure S5. The inhibitory efficacy of DSF and NCT-501 on the activity of ALDH. An ALDEFLUOR assay was used to
evaluate the inhibitory efficacy of selected doses of DSF and NCT-501. 0.1% DMSO was used as vehicle control. (A) His-
togram showing the ALDH activity of parental 1306MG, radiation-resistant 1306MG 3.5GR6, and radiation-TMZ-resistant
1306MG R6T3; N=4; (B) histogram showing the ALDH activity of parental US7MG, radiation-resistant U87MG 2GR4, and
radiation-TMZ-resistant US7MG R4T3; N=3 for US87MG; N=4 for 2GR4; N=5 for R4T3; mean + SEM.





