
Supplementary Figure Legends 

Supplementary Table S1. Summary of the pediatric MB patients included in the 

study Discovery cohort.  All of the children were referred to the British Columbia 

Children’s Hospital between 1986-2011.  

 

Supplementary Table S2. Summary of the pediatric MB patients included in the 

study Validation cohort.  All of the children were referred to The Hospital for Sick 

Children (Sick Kids), Toronto, ON. 

 

Supplementary Table S3. PAM class prediction validation for MB subgroup 

assignment of Discovery cohort and cultured cells. 

 

Supplementary Table S4. PAM class prediction validation for MB subgroup 

assignment of Validation cohort.  

 

Supplementary Figure S1. MB survival in Validation cohort is stratified by 

molecular subtype. Subtype is a prognostic marker for (A) progression-free survival 

(n=55, Breslow P=0.186) and (B) overall survival (n=58, Breslow P=0.005) in the 

Validation cohort. SHH and Group 3 MB did not statistically vary in outcome 

(Progression-free survival, n=55, P=0.526; Overall Survival, n=58, P=0.814). (C) 

Patients as well as four MB cell lines were subtyped into the different categories based on 

gene expression and represented using a heatmap (Red= high expression, Green= low 



expression). Cell lines (ONS76, UW228, UW426, DAOY) were all statistically classified 

as SHH (PAM= 1.0E+00). 

 

Supplementary Figure S2. PLK1 is invariably expressed between patient cohorts 

and between MB subgroups. Using NanoString nCounter analysis, (A) the average of 

all MB patient samples were significantly higher then the normal cerebellum and found at 

similar levels between Discovery (n=63) and Validation cohorts (n=58) (T-test, P=0.625). 

(B) The Grubb’s test was used to remove single outliers from both data sets. PLK1 was 

invariably expressed across all four MB subgroups in both the Discovery cohort 

(Kruskal-Wallis, P=0.071) and Validation cohort (Kruskal-Wallis, P=0.743). (C) 

Progression or relapse free survival (Log rank P=0.457, Breslow P=0.666) and overall 

survival (Log rank P=0.158, Breslow P=0.164) between cohorts is not significantly 

different. 

 

Supplementary Table S5. Univariate and multivariate analyses of clinical, 

pathological and biological endpoints in the Validation cohort. 

 

Supplementary Figure S3. BI2536 sensitivity depends on PLK1 expression in 

primary MB cells. (A) Primary cultured Group 4 MB BT025 retained gene expression 

characteristics of tumor of origin as demonstrated using NanoString analysis of mRNA 

extracted from primary cultured cells and FFPE tissue from matched patient tumor. (B) 

qRT-PCR analysis of PLK1 mRNA confirms low expression in BT025 relative to hNSC 

and Daoy. (C) BT014 were not responsive to 10nM BI2536 (6 day treatment) (scale 



bar=140μm). (D) PLK1 mRNA levels in freshly isolated patient-derived MB samples 

(BTX001, BT006, BT007, BT008, BT274), relative to normal human astrocytes (HA).  

All mRNA levels were quantified by qRT-PCR. 

 

Supplementary Figure S4. MB cells lines expressing PLK1 experience cell cycle 

arrest and reduced proliferation with PLK1 inhibition. (A) PLK1 transcript levels 

were measured in normal cerebellum, MB cell lines, and patient samples corresponding 

to culture samples BTX001 and BT014 using NanoString nCounter analysis. (B) PLK1 

protein was assessed in Daoy, ONS76 and UW426 MB cell lines.  (C) The ONS76 and 

UW426 cells were sensitive to BI2536 as it inhibited growth in a time and dose-

dependent manner. (D) The percent of Ser10 phosphorylated histone H3 positive Daoy 

cells was measured using high content screening over a 72hr timecourse to examine cell 

cycle G2/M arrest. 

 

Supplementary Figure S5. MB cell PLK1 inhibition morphology using 

immunofluorescence. PLK1 was inhibited in Daoy cells using siPLK1 or 10nM BI2536 

for 24hrs the stained for alpha-tubulin (green), pericentrin (red), and DAPI nuclear 

staining (blue).  

 

Supplementary Figure S6. MB cell lines treated with anti-cancer drugs. 

(A) BI2536 inhibited the self-renewal of Daoy tumorspheres when treated with 5 or 

10nM BI2536 for 6 days. (B) The ONS76 and UW426 cells responded to 

chemotherapeutic agents- vincristine, cisplatin and etoposide in 72hr cell growth assays. 


