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Supplementary Materials

Viability, apoptosis, and cell cycle of human HaCaT cells treated with different pCBs

CANNABIGEROL (CBG)
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Figure S1. Viability, apoptosis, and cell cycle of human HaCaT cells treated with CBG. Cell viability of HaCaT cells treated
with vehicle (CTRL) or increasing concentrations of CBG (0.5 uM, 1.0 uM, 2.5 pM, 5.0 pM, 10 uM, 25 uM), at the following
time points: a) 6h, b) 12h, c) 24h. Values represent the mean + SEM of three independent experiments (n = 3). d) Summary
of cell viability data shown in panels a-c. ) Apoptosis of HaCaT cells treated with vehicle (CTRL) or increasing
concentrations of CBG (0.5 uM, 1.0 uM, 2.5 uM, 5.0 uM, 10 uM, 25 uM) for 24h. f) Cell cycle analysis of HaCaT cells treated
with vehicle (CTRL) or increasing concentrations of CBG (1.0 pM, 5.0 uM, 10 uM) for 24h. Values represent the mean +

SEM of three independent experiments (n = 3). Statistical analysis was performed by ONE-WAY ANOVA test followed by
Bonferroni post hoc test. *P<0.05 vs CTRL.



CANNABICHROMENE (CBC)
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Figure S2. Viability, apoptosis, and cell cycle of human HaCaT cells treated with CBC. Cell viability of HaCaT cells treated
with vehicle (CTRL) or increasing concentrations of CBC (0.5 uM, 1.0 uM, 2.5 uM, 5.0 uM, 10 uM, 25 uM), at the following
time points: a) 6h, b) 12h, c) 24h. Values represent the mean + SEM of three independent experiments (n = 3). d) Summary
of cell viability data shown in panels a-c. ) Apoptosis of HaCaT cells treated with vehicle (CTRL) or increasing
concentrations of CBC (0.5 uM, 1.0 uM, 2.5 uM, 5.0 uM, 10 uM, 25 uM) for 24h. f) Cell cycle analysis of HaCaT cells treated
with vehicle (CTRL) or increasing concentrations of CBC (1.0 uM, 5.0 uM, 10 uM) for 24h. Values represent the mean =+
SEM of three independent experiments (n = 3). Statistical analysis was performed by ONE-WAY ANOVA test followed by
Bonferroni post hoc test.

TETRAHYDROCANNABIVARIN (THCV)

Ewn . - &h Emo . - 12h Emu . - 24h
c s c
3 80 3 80 3 a0
5 5 5
£ 60 £ 60 £ 60
2 2 2
z 4 = 40 = 40
3 g g
>0 0 > 20
T © ©
o g & g 5
w7 6 5 -+ w7 % 5 -4 @ T % 5 4
THCV Log (Conc) THCV log (Conc) THCV log (Conc)
a) b) c)
—_ 22 80,
° 100 mm CTRL —20 B G0/G1 phase
E s
3 g 80 W 0.5:AM ’5‘ 18 50 1 Sphase
P 10 S ae 5 B G2M phase
83 5
%% g0 moasM £ % w0
o K
= E 40 = 5uM % 08 =\=
= 0.6
i: a 20 S0 o 2
T, Clasum < .
&h 12h 24h " CTRL 05 WM 10uM 25.M SpM 10pM 25uM CTRLIUM S0 10wl CTRLIUM Suld 10uM  CTRL 1ubl Sul 19w
d) time point e) [Tetrahydrocannabivarin], M f)

Figure S3. Viability, apoptosis, and cell cycle of human HaCaT cells treated with THCV. Cell viability of HaCaT cells
treated with vehicle (CTRL) or increasing concentrations of THCV (0.5 uM, 1.0 uM, 2.5 uM, 5.0 pM, 10 uM, 25 uM), at the
following time points: a) 6h, b) 12h, c) 24h. Values represent the mean + SEM of three independent experiments (n = 3). d)
Summary of cell viability data shown in panels a-c. e) Apoptosis of HaCaT cells treated with vehicle (CTRL) or increasing
concentrations of THCV (0.5 uM, 1.0 uM, 2.5 uM, 5.0 pM, 10 uM, 25 pM) for 24h. f) Cell cycle analysis of HaCaT cells



treated with vehicle (CTRL) or increasing concentrations of THCV (1.0 uM, 5.0 uM, 10 uM) for 24h. Values represent the
mean + SEM of three independent experiments (n = 3). Statistical analysis was performed by ONE-WAY ANOVA test
followed by Bonferroni post hoc test.

CANNABIGEROLIC ACID (CBGA)

S 100 .W - 6h S0 e ) < 12h Sq00{e - 2h
g £ 5
3 80 8 20 o8
i 9 1
£ 80 £ 60 < 60
2 2 2
= 40 = 40 g 4
: : :
2 ) zx
° E ©
¢ . . . . S . . . P . . . .
] K 5 4 <o 7 % 5 w T % 5 -4
a) Cannabigerolic Acid Log (Conc) b) Cannabigerolic Acid Log (Conc) c) Cannabigerolic Acid Log (Conc)
= 100
g 10 MmCR _I B GU/G1 phase
£8 o5 Sz0 50 1 S phase
88 80 e
5z -OM 2 = S B G2M phase
22 14,
%.g 8o B 25 gl - o
£ ) . 5uM ¥ a4
8E £ 10uM R
="y J 25uM Zos 2
© < o2
L 0 00 . v r 0
6h 12h 24h CTRL 05uM 10uM 25uM 5pM  10pM 25uM U 10Ul 1 70uM il T0UM
d) time point e) [Cannabigerolic acid], uM f}

Figure S4. Viability, apoptosis, and cell cycle of human HaCaT cells treated with CBGA. Cell viability of HaCaT cells
treated with vehicle (CTRL) or increasing concentrations of CBGA (0.5 uM, 1.0 uM, 2.5 uM, 5.0 uM, 10 uM, 25 uM), at the
following time points: a) 6h, b) 12h, c) 24h. Values represent the mean + SEM of three independent experiments. d)
Summary of cell viability data shown in panels a-c. e) Apoptosis of HaCaT cells treated with vehicle (CTRL) or increasing
concentrations of CBGA (0.5 pM, 1.0 uM, 2.5 uM, 5.0 uM, 10 pM, 25 uM) for 24h. f) Cell cycle analysis of HaCaT cells
treated with vehicle (CTRL) or increasing concentrations of CBGA (1.0 uM, 5.0 uM, 10 uM) for 24h. Values represent the
mean + SEM of three independent experiments (n = 3). Statistical analysis was performed by ONE-WAY ANOVA test
followed by Bonferroni post hoc test. *P<0.05 vs CTRL.



Quantitation of Endogenous Levels of AEA, 2-AG and PEA
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Figure S5. LC parameters. The chromatographic separation of target analytes was performed using a Kinetex XB-C18 1.7
um (100x2.1 mm), with water 0.01% v/v of formic acid as mobile phase A and acetonitrile 0.01% v/v of formic acid as
mobile phase B. The chromatographic gradient shown in the figure was applied for the LC-MS/MS analysis.

Table S1. MS/MS parameters. Parameters of LC-MS/MS method are reported: retention time (RT), limit of quantification
(LOQ), precursor mass (Q1), declustering potential (DP), entrance potential (EP), fragment mass (Q3), collision energy

(CE) and collision exit potential (CXP).

Compound RT (min) LOQ (pmol 10° cells) Ql (m/z) DP (eV) EP (eV) Q3 (m/z) CE (eV) CXP (eV)

AEA 2.48 0.002 348.0 93.5 3.6 62.0 22.0 4.0
287.1 21.0 14.0

AEA d8 2.48 - 356.1 93.5 3.6 62.0 22.0 4.0
2-AG 2.79 0.164 379.0 92.5 6.0 287.1 19.0 8.8
269.0 23.0 10.0

2-AG-d8 2.79 - 387.2 92.5 6.0 294.6 19.0 8.8
PEA 2.86 0.004 300.1 97.7 7.0 62.0 21.0 4.1
283.1 23.0 10.6

PEA-d4 2.86 - 304.1 97.7 7.0 62.1 21.0 4.1




