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Figure S1. Expression of canonical and non-canonical cannabinoid receptors in pediatric brain cancer cell lines. (A)
RNAseq data from Figure 1B was validated in an independent microarray dataset of ependymoma samples representing
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the molecular subgroups indicated (n=209) [11]. (B) Expression of the indicated genes (mean counts per million) was eval-
uated from four independent RNA-seq datasets from the medulloblastoma cell lines D283, D425 and PER547 and the
ependymoma cell line IC-1425EPN.
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Figure S2. Quantification of immunoblots from Figure 4. Inmunoblots presented in Figure 4 from the cell lines (top) and
samples (bottom) indicated were quantified using Image] software [78]. The triangles indicate the low and high concen-
trations of THC and CBD as shown in Figure 4. Relative density was calculated by dividing the densitometry of the phos-
phorylated protein with its respective total protein, or for LC3-II and cleaved PARP by comparing the protein with (-
actin. Data are presented as fold change of the respective DMSO-treated sample. The number of independent experiments
performed are indicated (n). Drug-treated samples were compared to the DMSO-treated controls using a Kruskal-Wallis
test with Dunn’s multiple comparisons test (*, p<0.0332; **, p<0.0021).



Cancers 2021, 13, x S3 of S4

D425 medulloblastoma 14 days after start of treatment
= 10°%
© 100 —— Vehicle (n=6) —
£ L 0
5 —— THC (n=6) a
I =| Q 8
B —— THC:CBD (n=6) ¢ 10
-— [0]
I
I £ 7
3 ]— g 10"
5 = 3
2 | @

s 0 1 108

10 20 30 40
Days since start of treatment

o

T T T
Vehicle THC THC:CBD

Figure S3. Cannabinoids do not improve survival of mice with D425 medulloblastoma. Mice with orthotopic D425 me-
dulloblastoma xenografts were established and treated with vehicle, 45 mg/kg THC or a 1:1 combination of 22.5 mg/kg
THC with 22.5 mg/kg CBD. Kaplan-Meier survival analyses show that no significant difference in survival were observed
following cannabinoid treatment. Comparisons of the bioluminescence detected in mice from each treatment groups con-
firmed that no difference in tumor burden was observed.
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Figure S4. Gating strategy to analyse cell cycle in D283 medulloblastoma cells. Single cells were isolated using forward
scatter (FCS) and side scatter (SSC) parameters, followed by FSC area and height parameters. Single cells were separated
into sub-G1, G1, S and G2/M populations using DAPI and EdU. Cells in S phases were further sub divided into those in S
phase arrest (EdU negative) or those actively synthesizing DNA (EdU positive). Cells in mitosis were identified as positive
for phosphorylated histone H3 (pHH3) from the G2/M gate. The proportion of cells undergoing apoptosis (positive for
cleaved (c) PARP) was determined from the single cell gate.
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Figure S5. Complete cell cycle analyses from Figure 7. D283 medulloblastoma cells were treated with DMSO, THC, or
CBD in the presence of DMSO or activated CPA (4HPC) and cell cycle distribution was assessed using flow cytometry.
Different cell cycle phases were determined as described in Supplementary Figure 4 and data from two independent ex-
periments were quantified. Shown are mean + SD for cells in G1, S phase, G2 or M. The effects of THC and CBD were
determined by comparing drug treated samples with DMSO-treated controls (black bars), or combination treated samples
with cells treated with 4HPC alone (red bars). Statistical significance was established using one-way ANOVA with Bon-
ferroni’s correction for multiple comparisons (¥, p<0.033; **, p<0.0021; ***, p<0.0002; ****, p<0.0001).



