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Supplementary Methods

Oxidative stress assay: Cells were seeded and treated with the phytocannabinoid or
vehicle control for 24 hours as described for the Cell Cycle Assay. After treatment, cells
were harvested, stained, and analysed using the MUSE® Oxidative Stress Kit and the
MUSE® Cell Analyser following the manufacturer’s instructions.

Autophagy assay: Cells were seeded and treated with the phytocannabinoid or vehi-
cle control for 24 hours as described for the Cell Cycle Assay. After treatment, cells were
harvested, stained, and analysed using the MUSE® Autophagy LC3-Antibody based Kit
and the MUSE® Cell Analyser following the manufacturer’s instructions.
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Figure S1. Pharmacokinetics of CBD using three standard vehicles. Rats were intraperitoneally in-
jectedwith 20 mg/kg made up in hemp seed oil, ethanol:tween80:saline (1:1:18 ratio) or DMSO:kol-
liphor:saline (1:1:18 ratio). Blood was taken at 15 min, 1 h, 2 h and 4 h post injection and then ana-
lysed using LC-MS/MS.

Cancers 2022, 14, 3813. https://doi.org/10.3390/cancers14153813 www.mdpi.com/journal/cancers



Cancers 2022, 14, 3813 2 of 2

Rat ll-45 b Rat l-45
150+ 2
= Caontrol = Control
mm CBD mm CBD
% 100 m CBG {_ag = CBG
5 g
‘S 504 ‘5
= =
D_
RS -we ROS +ve
Human MSTO d Human MSTO
150 2o
= Control =3 Control
= CBD = CEBD
% — — mm CBG %} mm CBG
g g
k=) = k=
= _ ES
N —
ROS -we ROS +ve
Human H2452 f Human H2542
150+ 24
= Control T =3 Control
= CBD = CBD
% — _ mm CBG % mm CBG
5 g
5 sp- k=]
= #
od _
ROS -we ROS +ve AlR

Figure S2. The phytocannabinoids CBD and CBG do not induce reactive oxygen species or autoph-
agy in cultured mesothelioma cancer cell lines. The effects of CBD and CBG (2XIC50) on reactive
oxygen species production and autophagy were assessed in rat II-45 (a and b), human MSTO (c and
d), and H2452 (e and f) mesothelioma cells. After 24 h of treatment with vehicle (control), CBD or
CBG, cells were harvested, and assays performed. Bars show the mean and SD from at least two
independent experiments. No production of reactive oxygen species (ROS -ve); production of reac-
tive oxygen species (ROS +ve); Autophagy induction ratio (AIR). No significance differences were
identified using two-way ANOVA Holm-Sidak’s multiple comparisons.
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