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Supplementary Figure S1: Clonogenic cell survival analysis: (A) significant reduction in
clonogenicity after combined treatment of volasertib and TMZ in irradiated and non-irradiated
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LN227 cells. (B) significant reduction in clonogenicity after combined treatment of volasertib and
TMZ in irradiated and non-irradiated BT115 cells.
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Supplementary Figure S2: Cell cycle transition. SubG1 population of cell cycle measured by
Hoechst-Pyronin Y staining in BT155 cells. Serum starved cells were used as experimental control

group.
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Supplementary Figure S3: The level of side population after volasertib and combination
treated BT115 cells: (A) significant reduction in side population after combined treatment of
volasertib and TMZ in irradiated and non-irradiated BT115 cells. Fumitremorgin C (FTC)
treatment was used for identification of side population.
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Supplementary Figure S4: PLK1 expression and overall survival in glioblastoma. (A) A fold
change expression of PLK1 in tumor (red color) vs normal cells (grey color) analyzed with
matched TCGA normal and GTEx data. (B) Overall median survival with high vs low PLK1 level
in glioblastoma patients. Source: http://gepia.cancer-pku.cn/detail. php?gene=PLK1
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Supplementary Figure S5 (A) Original Figures of Western Blot Image for Figure 4 A.
(B) Original Figures of Western Blot Image for Figure 4 F-G.

Supplementary Table S1.

List of Antibody used in the study

Antibody Company Catlouge No. Dilution Application
CD133 Miltenyi Biotec 130-113-108  1:50 Flow Cytometry
Statl (D1K9Y) Cell Signaling 14994 1:1000 Western Blotting
Phospho-Statl (Tyr701) Cell Signaling 9167 1:1000 Western Blotting
Akt Cell Signaling 9272 1:1000 Western Blotting
Phospho-Akt (Ser473) Cell Signaling 4060 1:2000 Western Blotting
p38a MAPK (L53F8) Cell Signaling 9228 1:1000 Western Blotting
Phospho-p38 MAPK (Thr180/Tyr182) Cell Signaling 4511 1:1000 Western Blotting
Phospho-mTOR (Ser2448) Cell Signaling 5536 1:1000 Western Blotting
-Actin (8H10D10) Cell Signaling 3700 1:1000 Western Blotting
Ki67 Abcam ab15580 2 ug/ml IHC-P




Survivin (71G4B7) Cell Signaling 2808 1:400 IHC-P

Cleaved Caspase-3 (Asp175) Cell Signaling 9661 1:400 IHC-P
gamma H2A X (phospho 5139) Abcam ab81299 1:1000 IHC-P
CD133 Abcam ab19898 1:400 IHC-P
NT5E/CD73 (D7F9A) Cell Signaling 13160 1:200 IHC-P

Supplementary Methodology:
Cell viability (MTT assay)

Volasertib and temozolomide were purchased from Selleckchem. The cytotoxic effects of volasertib
(nM) alone and with TMZ (uM) in GBM cells were determined by MTT assay as described earlier (13).
Briefly, the cells were incubated in triplicate in a 96-well plate and treated with volasertib alone (nM) and
with TMZ (uM) at various doses (50 to 800) in a final volume of 0.1 ml for 24h at 37°C in a CO2 incubator.
Thereafter, 0.025 ml of MTT solution (5 mg/ml in PBS) was added to each well. After 2h incubation at 37°C,
the lysis buffer was added, and the extract was incubated overnight at 37°C for solubilization of formazan
crystals. The OD at 570 nm was measured using a 96-well multi-scanner auto-reader (Biotek, Winooski,
VT) with the lysis buffer serving as the blank.

Neutral Comet assay

The Comet analysis of DNA double-strand breaks was carried out at neutral pH using Trevigen
comet assay kit (Cat: 4250-050-K) following the manufacturer's protocol. Samples were visualized at 10X
under microscope (Evos FL Auto, Life Technology). To quantify the DNA damage tail length (TL) and tail
moment (TM) were evaluated. The tail length (length of DNA migration) is related directly to the DNA
fragment size. The tail moment was calculated as the product of the tail length and the fraction of DNA in
the comet tail. At least 50 randomly selected cells were scored per sample. Image was analyzed by Open

Comet plugin in Image] for various comet parameters (18).
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