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Figure S1: Calibration of maximal LPS induced TNFa secretion and expression in

J77A1 macrophages and maximal reduction of TNFa by dexamethasone.

Macrophages were incubated with different concentration of LPS and media was
removed for analysis at different times. A. 0.01-1ug/mL LPS at 4,12 and 24h, B. TNFa
relative expression with 0.05ug/mL at 1, 2, 4, 8, 24h, measured by RTqPCR. C.
concentration of 5uM and 5ug/mL were added to cells with or w/o incubation of 4h

with LPS. n=4, all samples were compared to positive control Dunnett's multiple

comparison test.



>

I

_ £, » Control 7
z 150
= %‘ = owsoo% v e
- 2 4 BEWEIOH 3 m DWSD 0%
o . ool g ’ T 01ugimLCBD 2 qpo s ASHEH
g u OwS0 160% G * ’”5”“'-29” g - o THCA
3 4 BSMEIOH 4 ° SugmLCED 3 © + 15 THCA
g
g1 v g e o tougmLCBO & X e THCA
o gl THC 4 25uginl CBO ® 0w THCA
o T - o souganLiHG O 0 o suTICA
T 0001 Lmisnni
oneway ANNOWA = <) S001
Tusey HED: Cravray ANOVA.
caparad fa canirel
150 120
15
.
5 + Cortrol o = & il
= . = DMSO20% g £ 2 E
200 » i z » DMSO20% g 10 = DM5020%
2 $ PenccH e + BFREOH 2 « BBECH
= f OOV § T 0T IHGCOOH F ._v"—u T 01uM CEDA
g * BMTHOY B CoWNTECSH z oo o + 1y CRDA
] 50- & 100 THOV 5 50 o 10uM THC-OOCH E © 0l CEUA
E = 150k THCY E o s THCOCOH B 50 CEDA
& 00 THECOOK & 00N CODA,
o o } © 2504 THC-DOOK St FPperer © 260N CRDA
" Sigrincance 1o donta Snificance fo canirol
{;Lf:(‘g“;n”ﬁ s 5 * D 001 - gvet o001
*  Control
s £ o conal g % e
ey K . DMSO2%  F A 10
i ot K] 4 BEMEOH 3 B 25MCBG
AN s )
i z v ommcas I & SMCBE
S =2 . cEe 8 B 104N CHG
© 10N CBGA a I
o sMoEGA B o wmose  § * 15MGCEG
, 5 ‘ £ & 2uMCES
A& 1000 CBGA O 100y CBC s
o © 250UM CGRGA A S0 RO SO“H(‘E;
Signiheance o canlral “ﬁ‘ At Cona = - L B
e 0001 iy i Significance to coniral
<0001 * <t U0

Figure S2: Cell viability on ]J774A1 cells were incubated with medium containing
synthetic cannabinoids for 24h and then placed for 2h with 0.5mg/mL MTT 3-(4,5-
dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide. Non-treated cells served as
positive control 100% DMSO-negative control, all cannabinoids were dissolved in
EtOH, EtOH was added to volume equivalent to the highest cannabinoid.
Absorbance was read at 550nm. A. 10-50pg/mL THC, B. 0.1-25pg/mL CBD, C. 10-
50uM THCA, D. 1-15nM THCYV, E. 0.1-250uM THC-COOH, F. 0.1-250uM CBDA, G.
0.1-250uM CBGA, H. 0.05-200uM CBC, 1. 2.5-30uM CBG. n=4, all samples were
compared to positive control Dunnett's multiple comparison test.
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Figure S3: Cell viability on EGCs were incubated with medium containing synthetic

cannabinoids for 24h and then placed for 2h with 0.5mg/mL MTT 3-(4,5-

dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide. Non-treated cells served as

positive control 100% DMSO-negative control, all cannabinoids were dissolved in
EtOH, EtOH was added to volume equivalent to the highest cannabinoid. A. 0.5-
200puM THCA, B. 0.5-200uM THC-COOH, C. 5-30uM CBG, D. 0.5-2uM CBC. . n=4,
all samples were compared to positive control Dunnett's multiple comparison test.

To summarize toxicity on both J774A1 murine macrophages and rat EGC by MTT
assay [46] (Fig S2 and Fig S3). For ]774A1 macrophages THC was not toxic in the range
of 0.5-10pug/mL, CBD 10-50uM, THCA 1-20uM, THC-COOH 0.1-50uM, CBC 1-10uM,
CBG 2.5-20uM, THCV 1-15nM, CBD 1-10pug/mL, CBDA, CBGA solution significantly
decreased J774A1 cell viability more than 50% at all the concentrations that were tested
(Fig S2),. Cell viability was not decreased in EGC at the following concentrations;
THCA 0.5-10 pM, THC-COOH 0.5-100uM, CBG 5-30uM, CBC 0.5-2uM.
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Figure S54: J774A1 and EGC were incubated for 1h with synthetic cannabinoids and
then with 0.05ug/mL LPS for J774A1 and 0.1ug/mL for EGC Dexamethasone was
used as positive control for J774A1 cells and Ssnb for EGC. Relative expression was
measured using RTqPCR. A. Relative expression of Tnfa gene after incubation with
0.1-3ug/mL THC and 1pg/mL LPS, B. Relative expression of S100B gene after
incubation with 0.05-0.1ug/mL THC with and w/o 1ug/mL LPS. C. Relative
expression of S100B after incubation with 0.01-10uM THCA with and w/o 1ug/mL
LPS. D. Relative expression of S100B after incubation with 10nM-10uM of THC-
COOH with or w/o 1ug/mL LPS. E. Relative expression of S100B after incubation
with 1-20uM of CBG with or w/o 1ug/mL LPS. F. Relative expression of S100B after
incubation with 10-1000nM CBC with or w/o 1ug/mL LPS. A n=12, B-F n=6. All
samples were compared to positive control Dunnett's multiple comparison test.



Table S1: Primers used for RTqPCR

Name Forward Reverse Accession

m-PPIA | GGGTTCCTCCTTTCACAGA | GATGCCAGGACCTGTATG | NM_008907
A CT

m-TNFo | GTCTGTGCCTCAGCCTCTTC | GCTTGGTGGTTTGCTACG U68414.1
AC

r-GAPDH | TGAGGTGACCGCATCTTCT | TGGTAACCAGGCGTCCGA | AF106860.2
TG TA

r- S100B TCCTGCTCTTTGATTTCCT | NM_013191.

CAGGAGCCTCCGGATGT CCA 2

r-GFAP | TCCTGGAACAGCAAAACA | CAGCCTCAGGTTGGTTTC 748978.1
AG AT

All sequencing data (GEO Submission (GSE240225) [NCBI tracking system
#24220033] is available at
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE240225




