
Figure S1. Flow cytometric analysis of ANXA5 and PI staining for the determination of apoptosis in GBM cells.

Figure S2. U87 and T98 cells were treated with FKB (3 μg/mL) or DMSO for 48 h. Immunofluorescence staining for γH2AFX (green) to detect the presence of senescence-associated DNA damage. Cell nuclei were counterstained with DAPI (blue).

Figure S3. LN18 and LN229 cells were treated with FKB (3 μg/mL) or DMSO for 48 h. SA-GLB1 staining (blue) to detect cellular senescence in PTEN-wild type GBM cells. *** P < 0.001 compared to controls.

[bookmark: OLE_LINK81][bookmark: OLE_LINK82]Figure S4. Graphical representation of statistical results from the indicated experiments. (A) Statistical results of autophagosomes in U251, U87, and T98 cells treated with FKB (3 μg/mL) or DMSO for 48 h as determined by TEM. (B and C) Statistical results of GFP-MAP1LC3B-positive cells based on a total cell number in random fields. U251 cells were treated with FKB (3 μg/mL) for the indicated times (B) or indicated concentration (C) of FKB for 48 h. GFP-MAP1LC3B puncta were then quantified. All data are expressed as the mean ± SD of values from experiments performed in triplicate. ** P < 0.01 and *** P < 0.001 compared to controls.

Figure S5. Western blot results of autophagy flux. Western blot analysis performed on lysates (20 µg) to detect levels of MAP1LC3B and GAPDH in FKB or FKB+CQ treated U251 cells transfected with ATF4 or TRIB3 siRNAs. The numbers below the blots correspond to relative quantification by densitometry compared with the reference point set to 1.

Figure S6. Results of CCK-8 assay from the indicated experiments. A CCK-8 assay to assess cell viability of U251 cells pretreated with autophagy inhibitors (3-MA or CQ) or transfected with ATG5 or ATG7 siRNAs, followed by exposure to FKB (0, 1, 2, 3 μg/mL) or DMSO for another 48 h. *P < 0.05, ** P < 0.01, and *** P < 0.001 compared to controls. #P < 0.05, and ## P < 0.01 compared between the 2 indicated treatments.

[bookmark: OLE_LINK72][bookmark: OLE_LINK80]Figure S7. Cell cycle results from indicated experiments. Cell cycle assay to assess cell cycle distribution of U251 cells pretreated with autophagy inhibitors (3-MA or CQ) or transfected with ATG5 or ATG7 siRNAs, followed by exposure to FKB (3 μg/mL) or DMSO for another 48 h.

Figure S8. Graphical representation of quantification of data from immunostaining and TUNEL assays. Bar graphs for the percentage of (A) MAP1LC3B-; (B) MKI67-; and (C) TUNEL-positive cells of tumors from each group. ** P < 0.01 and *** P < 0.001 compared to controls. #P < 0.05 and ## P < 0.01 compared between the 2 indicated treatments.

Figure S9. Senescence assay results in vivo. (A) Images and statistic results of SA-GLB1 staining (arrows highlight SA-GLB1-positive cells, scale bars: 10 μm). (B) Immunohistochemical staining for CDKN1A in tumors from each group as indicated (scale bars: 50 μm). ** P < 0.01 compared to controls. #P < 0.05 and ## P < 0.01 compared between the 2 indicated treatments.

Figure S10. Western blot results and graphic representation of the quantitation of data from immunostaining and TUNEL assays. (A) Western blot analysis performed on lysates (20 µg) to detect levels of ATG5, MAP1LC3B, and GAPDH in U251 cells transfected with sh-NC or sh-ATG5. Bar graphs for the percentage of (B) MAP1LC3B; (C) MKI67; and (D) TUNEL-positive cells of tumors from each group as indicated. ** P < 0.01 and *** P < 0.001 compared to controls. #P < 0.05, ##P < 0.01, and ### P < 0.001 compared between the 2 indicated treatments.

Figure S11. Senescence assay results in vivo. (A) Images and statistical results of SA-GLB1 staining (arrows highlight SA-GLB1-positive cells, scale bars: 10 μm) (B) Immunohistochemical staining for CDKN1A in tumors from each group as indicated (scale bars: 50 μm). ** P < 0.01 compared to controls. ## P < 0.01 compared between the 2 indicated treatments.
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