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Supplementary Figure S1. Concentration-dependent effects of THC (A,E), CBD (B,F), mAEA (C,G),
and JWH-133 (D,H) on cell number of A375 and A431 cells. Cells were incubated with the respective
cannabinoid at the indicated concentrations for 48 h. The values given are based on crystal violet
assays. All percentage values shown refer to the respective vehicle control, which was set to 100%.
The data are mean values + SEM of n = 9 per group from 3 independent experiments (B,E,F) or
n =11-12 from 4 independent experiments (A,C,D,G,H). * p <0.05 vs. corresponding vehicle control;
one-way ANOVA with Dunnett’s post hoc test.



Antioxidants 2026, 15, 286 3 of 6

>
@
o

A375 A375 A375
3 150+ 3 150+ 3 150+
s 5 g
o S o
= 100 £ 100 = 100
Z Zz * 2
> > 2
g - z
5 0 g 50 # 5 50
5 s 5
- . ﬁ $ 5 d
NJ ‘2\0 > ‘bQ er & {50 (55 e b\ ‘bg (50 N2 & 93\ ‘bQ %Q
N I R R SR R G © o2 W © © S ¥ &V © ©
FEFFFF I & E & &
SIS 3 P P & S F TP
QL @ SL S v‘@ F &
x x
O Q v
<& & &
A375 A375 A375
800 1000 __ 1500
e e s
g £ 800 £
S &0 x 3 # 8 4000 *
8 & 600 g
& 400 S IS
9 @ * ?
7 3 400 % 500
® 200 ® ©
o 2 200 2
© © ©
°cm,”‘mmrﬁ S ol 1P L 11 S N e N S O
P L o o o RS o o o & & o o o
& Q\Q \S” N & & OGN G e & Ry ST
< % x x x
o '\ N © Q N v N
Y P 3 ) < W ) & W
L @ ‘§\ [ ¢ @\ & & X@
"
X ) <&
N & &
A431 A431 A431

@
S

o
=]

ty (% Control)

33
o

Metabolic activity (% Control)

Metabolic activi
o
*
4/
j
3
s 8 B
-
b
| H
K
K
Metabolic activity (% Control)
g 3
-
j
-
i

~
-

A431 A431 A431
1500 __ 1000 1000

800

1000
600

500

Caspase-3/7 (% Control)

Caspase-3/7 (% Control
N B
8 8
B
Caspase-3/7 (% Control)
N B (2]
o [~ o
o o o o
M

o’l‘r_“-”-1 ol

& oS o o o &P o o o OSSN
& S & & e & ¢ W ® 55 Y
N

Supplementary Figure S2. Influence of the CB1 antagonist AM251 and the CB2 antagonist AM630
on the decrease in metabolic activity as well as on the increase in caspase-3/7 activity mediated by
THC (6 uM), CBD (6 uM), or mAEA (10 uM) in A375 (A-F) and A431 cells (G-L). Cells were pre-
treated with AM251 (1 pM), AM630 (1 uM), a combination of both antagonists (each at 1 pM) or
vehicle for 1 h, followed by a 48-h (A375 cells) or 24-h (A431 cells) co-incubation with the indicated
concentrations of THC, CBD or mAEA or its vehicle. All percentage values shown refer to the
respective vehicle control, which was set to 100%. The data are mean values + SEM of n =9 from 3
independent experiments. * p < 0.05 vs. corresponding vehicle control; # p < 0.05 vs. corresponding
CBD- or mAEA-treated group; one-way ANOVA with Bonferroni’s post hoc test.
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Supplementary Figure S3. Influence of the TRPV1 antagonist capsazepine (Capsa) on the decrease
in metabolic activity and the increase in caspase-3/7 activity mediated by CBD (6 pM) in A375 (A,B)
and A431 cells (C,D). Cells were pre-treated with capsazepine (1 uM) or vehicle for 1 h, followed by
a 48-h (A375 cells) or 24-h (A431 cells) co-incubation with CBD or its vehicle. All percentage values
shown refer to the respective vehicle control, which was set to 100%. The data are mean values
+ SEM of n =9 from 3 independent experiments. * p < 0.05 vs. corresponding vehicle control; one-
way ANOVA with Bonferroni’s post hoc test.
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Supplementary Figure S4: Influence of the broad-spectrum TRP channel inhibitor ruthenium red
(RR) on the decrease in cell number mediated by THC or CBD in A375 (A) and A431 cells (B). Cells
were pre-treated with ruthenium red (10 uM) or vehicle for 1 h, followed by a 48-h (A375 cells) or
24-h (A431 cells) co-incubation with 6 uM THC or 6 uM CBD or its vehicle. All percentage values
shown refer to the respective vehicle control, which was set to 100%. The data are mean values + SEM
of n =9 from 3 independent experiments. * p < 0.05 vs. corresponding vehicle control; one-way
ANOVA with Bonferroni’s post hoc test.
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Supplementary Figure S5. Investigation of the impact of SnPPIX on THC and CBD effects regarding
the concentrations of subunits of mitochondrial respiratory chain complexes of A375 (A-E,K) and
A431 cells (F-]J,L). Cells were pretreated with SnPPIX (25 uM) or its vehicle for 1 h, followed by a
24-h co-incubation with the indicated concentrations of THC or CBD or its vehicle. Thereafter, the
corresponding proteins in the mitochondrial fractions were determined using Western blot. The
values given in the bar charts are based on the densitometric analyses of blots. Mitochondrial
proteins were normalized to VDAC. All percentage values shown refer to the respective vehicle
control, which was set to 100%. The blots shown (K,L) are representative. The data are mean values
+ SEM of n = 5 independent experiments. * p < 0.05 vs. corresponding vehicle control; one-way
ANOVA with Bonferroni’s post hoc test.



