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1 Dose-response effects of cannabidiol in mice exposed to the unpredictable chronic mild
stress model

Briefly, CD-1 male mice were exposed to the UCMS protocol for 4-weeks. Once the UCMS
model was established, mice will be divided into the following groups: VEH-treated UCMS (n=9),
CBD 5 mg/kg-treated UCMS (n= 10), CBD 10mg/kg treated UCMS (n=10) and CBD 20mg/kg treated
UCMS (n=9). CBD was dissolved as previously described and administered at the corresponding doses
twice daily ip. Non-UCMS group was treated with the corresponding vehicle of CBD twice daily ip
(VEH-treated non-UCMS, n=10).

CBD efficacy modulating behavioral alterations induced by UCMS were evaluated at different
time points in the light-dark box (7 days), elevated plus maze (12 days), and tail suspension test (21
days).

In the LBD, the results revealed that VEH-treated UCMS mice spent less time in the light
compartment compared with the VEH-treated non-UCMS group (figure S1A) (Student t-test: t=5.400,
17df, P<0,001). No differences were observed in the number of transitions (figure S1B) (Student t-test
t=1.676, P=0.012). CBD, at the three doses tested, significantly increased the time spent in the light
compartment in comparison with the VEH-treated UCMS group (figure S1C) (One way ANOVA
followed by Student-Newman-Keuls F(3,37)=6.679, P=0.001). No differences were observed in the
number of transitions between groups (figure S1D) (One-way ANOVA followed by Student-Newman-
Keuls F(3,37)=0.822, P=0.49).

In the EPM, VEH-treated UCMS spent less time in the open arms compared with VEH-treated
non-UCMS mice (Figure 1SE) (Student t-test t=4.426, P<0,001). No differences were observed in the
number of transitions (figure S1F) (Student t-test t=-2.362, P=0.207). CBD significantly increased the
time spent in the open arms at all the doses tested (Figure 1SG) (One-way ANOVA followed by
Student-Newman-Keuls F(3,37)=11.643, P<0.001). No differences were observed in the number of
transitions between groups (figure SIH) (One-way ANOVA followed by Student-Newman-Keuls
F(3,37)=1.398, P=0.260).
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As expected, in the TS test VEH-treated UCMS group showed an increased time of immobility
compared with the VEH-treated non-UCMS (figure 1SI) (Student t-test: t= -9.199, 17 df, P<0,001).
Curiously, only the high dose of CBD was able to reduce the immobility time in the TS test (figure
1SJ) (One-way ANOVA followed by Student-Newman-Keuls: F(3,37)=15,212, P<0,001.

A C.
180 200
180
160
140
120
100
80

G
50 #

~
c

# [ VEH-treated non-UCMS
g Il VEH-treated UCMS

[ CBD5-treated UCMS
[ CBD10-treated UCMS
Il cBD20-treated UCMS

]
=

407

o
=]

307

w B
S o

201
60
40
20

0

= N
o o

T 2 Timein the open arms (%) M

s
=)
=
@
=]

" 50 " 50

40 e 40
@

Number of transitions

Number of transitions
= n
] o =1
_ :

Immobility time (s)
-
o
S

Figure S1. Dose-response effects of cannabidiol in mice exposed to the unpredictable chronic
mild stress model. CD-1 male mice were exposed to the UCMS protocol for 4-weeks. Once the UCMS
model was established, mice will be divided into the following groups: VEH-treated UCMS (n=9),
CBD 5 mg/kg-treated UCMS (CBDS5) (n=10), CBD 10mg/kg treated UCMS (CBD10) (n=10) and
CBD 20mg/kg treated UCMS (CBD20) (n=9). CBD’s effects on modulating behavioral alterations
induced by the UCMS were evaluated at different time points in the light-dark box (panels A-D) (7
days), elevated plus maze (panels E-H) (12 days) and tail suspension test (panel I-J) (21 days). * VEH-
treated UCMS group that differs significantly from the VEH-treated non-UCMS group. # treated-
UCMS groups that differ from VEH-treated UCMS group.
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