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Supplementary figure 1. DNA methylation array-derived copy number variation (CNV) plots 

generated in cell lines used in this study. a – MED8A, b – HD-MB03, c – D425, d – UW228-2, 

e – ONS-76. 
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Supplementary figure 2. PLK1 target validation; MYC, H3K27ac and RNAPolII ChIP signal in 

MB tumors. a – Relative PLK1 mRNA expression measured by qRT-PCR in HD-MB03 MB cells 

treated with 5 µM entinostat for 6 h (t-test, *p < 0.05). b – PLK1 protein levels after 48-hour 

entinostat treatment, quantified,normalized to loading control and untreated sample and averaged 

from three independent biological replicates (±SD). c-e – MYC, H3K27ac and RNAPolII ChIP 

signal on PLK1 promoter in 3 primary MB tumors. 
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Supplementary figure 3. OS differences in PLK2 and PLK4 expression groups and PLK1, 

MYC expression in MB cell lines. a – Overall survival (OS) differences between PLK1 mRNA 

high (above Q3), low (below Q1) and intermediate expressing patients in group 3 subgroup of MB 

(Cavalli[1]; Log Rank test). b – Overall survival (OS) differences between PLK1 mRNA high (above 

Q3), low (below Q1) and intermediate expressing patients in group 3 γ subtype associated to MYC 

amplification (Cavalli[1]; Log Rank test). c – Overall survival (OS) differences between PLK2 

mRNA high (above Q3), low (below Q1) and intermediate expressing tumor patients (Cavalli 

(n=763)[1]; Log Rank test). d – Overall survival (OS) differences between PLK4 mRNA high (above 

Q3), low (below Q1) and intermediate expressing tumor patients (Cavalli (n=763)[1]; Log Rank 

test). e – Relative PLK1 mRNA expression in MB cell line models (red: MYC-amplified, blue: non-

amplified). f – Relative MYC mRNA expression in MB cell line models (red: MYC-amplified, blue: 

non-amplified). g – PLK1 and MYC protein levels in MB cell lines.  *p < 0.05; **p < 0.01; ***p < 

0.001; ns or no indication: not significant. 
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Supplementary figure 4. Cell growth curves in MB model cell lines. a – Growth curves of MB 

cell line models. **p < 0.01; ***p < 0.001; ns or no indication: not significant. 
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Supplementary figure 5. UW228-2 and ONS-76 transduced with MYC-expressing constructs. 

a – Relative MYC mRNA expression (left) and MYC protein expression (right) in UW228-2-MYC-

inducible cell line model in OFF and ON modes. b – Relative MYC mRNA expression (left) and 

MYC protein expression (right) in ONS-76 wild-type and expressing MYC construct cell line 

models. 
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Supplementary figure 6. PARP cleavage in volasertib-treated MB cells. a – Proportion of 

cleaved and full-length PARP after 24 h treatment with volasertib in MB cell line models 

(quantification normalized to loading control and untreated sample). ns: not significant. 
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Supplementary figure 7. Entinostat in MB cell line models. a – Entinostat drug-response 

curves in UW228-2-MYC-inducible cell line in OFF and ON modes after 72 h of treatment.  b – 

Relative viable cell number in MB cell line models after 72 h entinostat treatment. c – Percentage 

of single cell population in the subG0/1 cell cycle fraction in MB cell line models after entinostat 

treatment for 48 h. d – Caspase-3-like activity after 48 h treatment with entinostat in MB cell line 

models. e – Proportion of cleaved and full-length PARP after 48 h treatment with entinostat in MB 

cell line models (quantification normalized to loading control and untreated sample). f – PARP 

cleavage in MB cell line models after 48 h entinostat treatment. UT: untreated. *p < 0.05; **p < 

0.01; ***p < 0.001; ns or no indication: not significant. 
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Supplementary figure 8. Interaction of entinostat and PLK1 inhibitors. a – Dose-response 

curves with volasertib (upper panel) and entinostat (lower panel) single drugs compared to 

combination in MB cell line models. b – Dose-response curves with GSK461364 (upper panel) and 
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entinostat single drugs or in combination in MB cell line models. c – Dose-response curves with 

onvansertib (upper panel) and entinostat single drugs or in combination in MB cell line models. d 

– Dose-response curves with volasertib (upper panel) and entinostat (lower panel) single drugs 

compared to combination in ONS-76 wild-type cell line and ONS76 cell line transduced with MYC-

expressing construct. e – Volasertib and entinostat Bliss independence model-calculated CI table 

in short-term PDX cell culture in two MYC amplified group 3 MB PDX models. cmax: maximum 

plasma concentration. 
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Supplementary figure 9. Volasertib and entinostat interaction in MB cell line models. a – 

Proportion of cleaved and full-length PARP after 48 h treatment with entinostat (1000 nM), 

volasertib (MED8A: 10 nM, HD-MB03 and UW228-2: 15 nM) or their combination in MB cell line 

models (quantification normalized to loading control and untreated sample). B – PLK1 knock-down 

efficiency after 24 h in MB cell line models (quantification is the average of 3 biological replicates 

and normalized to loading control and untreated sample). UT: untreated. ns: not significant. 
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Supplementary figure 10. Volasertib and entinostat treatment in orthotopic PDX animals. a, 

b, c – healthy mouse weight during and after treatment with entinostat (a, n=4, 10 mg/kg), 

volasertib (b, n=3, 15 mg/kg) or their combination (c, n=3). d – Representative examples of mouse 

tumor sizes during and after treatment with vehicle, entinostat (10 m/kg), volasertib (15 mg/kg) or 

combination.  
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Supplementary figure 11. Proposed mechanism of action model of entinostat and volasertib 

combination. VOLA: volasertib; ENTI: entinostat; P: phosphorylation; U: ubiquitinylation. 
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