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Figure S2. Interaction maps for (A) naproxen and (B) dexamethasone with TLR4.
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Figure S3. Interaction maps for (A) naproxen and (B) methotrexate with PADA4.
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Figure S4. Interaction maps for (A) naproxen and (B) methotrexate with PI3K.

(A) (B)

Figure S5. Interaction maps for (A) naproxen and (B) methotrexate with NFkB.
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Figure S6: Representative granulometric profiles determined by laser diffraction at their initial time of 4-
PSCO NC (Figure S6A) and NC P (Figure S6B), respectively. The nanoparticles population is in the
nanometric range (<1 pm).
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Control (10 mI /kg)
4-PSCO free (10 mg/kg)
— NC P (10 mL/kg)

~= 4-PSCO NC (10 mg/kg)

Figure S7: Effect of 4-PSCO free (10 mg/kg), 4-PSCO NC (10 mg/kg), and NC P (10 mL/kg) repeated
treatment in body weight of male (Figure S7A) and female (Figure S7B) animals, water intake of male
(Figure S7C) and female (Figure S7D) mice and food intake of male (Figure S7E) and female (Figure S7F)
mice during the experiment. Each column represents the mean + S.E.M. of 5 mice in each group. Data were
analyzed by one-way ANOVA followed by the Tukey's test (p > 0.05).
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Figure S8: Effect of 4-PSCO free (0.1, 1, and 5 mg/kg), 4-PSCO NC (1 mg/kg), NC P (10 mL/kg), meloxicam
(5 mg/kg), and morphine (5 mg/kg) on open field test - number of crossing (Figures S8A and S8B), and
number of rearing (Figures S8C and S8D) in male and female mice. Each column represents the mean +

S.E.M. of 8 mice in each group (one-way ANOVA followed by the Tukey's test) (p > 0.05).
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SUPPLEMENTARY TABLES

Table S1: The absolute and relative organ weight of mice treated orally with 4-PSCO free, NC P, and 4-
PSCO NC in a short-term toxicity study.

Tissues
SPLEEN LIVER KIDNEYS
Experimental groups Parameter
MALE Absolute organ weight (g)
Control (10 mL/kg) 0.13+0.01 0.58 +0.04 1.93 +£0.05
4-PSCO free (10 mg/kg) 0.11+0.01 0.59 +0.01 2.00+0.15
NCP (10 mL/kg) 0.12£0.01 0.61+£0.03 2.1+0.06
4-PSCO NC (10 mg/kg) 0.10+0.01 0.56 +0.01 2.1+0.10
Relative organ weight (%)
Control (10 mL/kg) 0.31+0.02 4.61+0.13 1.40+0.11
4-PSCO free (10 mg/kg) 0.26 £0.03 4.84+0.23 1.44 +0.06
NC P (10 mL/kg) 0.28 +0.01 4.82+0.18 1.41+0.05
4-PSCO NC (10 mg/kg) 0.25 +0.02 5.32+0.22 1.42 +0.06
FEMALE Absolute organ weight (g)
Control (10 mL/kg) 0.15+0.01 0.43 +0.02 1.81 +£0.05
4-PSCO free (10 mg/kg) 0.14 £ 0.01 0.41 £0.02 1.81+0.15
NCP (10 mL/kg) 0.13+0.01 0.44 +0.01 1.82+0.17
4-PSCO NC (10 mg/kg) 0.12+0.01 0.42 +0.02 1.7+0.15
Relative organ weight (%)
Control (10 mL/kg) 0.39 £0.02 471+0.12 1.12+0.06
4-PSCO free (10 mg/kg) 0.38 +0.03 4.91+0.40 1.09 +£0.04
NCP (10 mL/kg) 0.35+0.01 4.88 +0.44 1.19+£0.02
4-PSCO NC (10 mg/kg) 0.33+0.01 4.54+0.39 1.13+0.04

The values are reported as mean + S.E.M. The data were analyzed using a one-way ANOVA followed by
Tukey multiple comparison test. The relative weight (g) was calculated as (organ weight (g)/body weight of
the animal on sacrifice day (g)) x 100).
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Table S2: Results of statistical analyses of the water consumption, food consumption, and body weight of
mice treated orally with 4-PSCO free, NC P, and 4-PSCO NC in a short-term toxicity study.

Parameter

MALE

FEMALE

Water consumption
Food consumption
Body weight (Baseline)
Body weight (Day 1)
Body weight ( Day 2)
Body weight ( Day 3)
Body weight ( Day 4)
Body weight ( Day 5)
Body weight ( Day 6)

Body weight (Day 7)

F 3,28 =1.703, p>0.05
F 3,28=2.104, p>0.05
F 3,16 =0.6402, p > 0.05
F 3,16 =1.508, p > 0.05
F 16 =1.174, p > 0.05
F .16 =0.6991, p > 0.05
F 3,16 =0.3293, p > 0.05
F 3,16 =0.4139, p > 0.05
F 3,1 =0.9136, p > 0.05

F 3,16 =2.058, p>0.05

F 5,289=0.4482, p > 0.05
F (3,28 =0.6245, p > 0.05
F 3,16 =1.090, p > 0.05
F ,16=0.9436, p > 0.05
F ¢,16=1.878, p>0.05
F 3,16 =1.030, p > 0.05
F ¢,16=1.464, p>0.05
F 5,16 =1.532, p>0.05
F 3,16 =2.846, p > 0.05

F 3,16 =0.6042, p > 0.05

The data were analyzed using a one-way ANOVA followed by Tukey multiple comparison test.
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Table S3: Results of statistical analyses of the absolute organ weight of mice treated orally with 4-PSCO free,
NC P, and 4-PSCO NC in a short-term toxicity study.

Absolute organ weight (g)

MALE FEMALE
SPLEEN SPLEEN
F 316=1.739,p>0.05 F 319 =1.893, p>0.05
LIVER LIVER
F 316 =2.381, p>0.05 F ¢.16)=0.2263, p > 0.05
KIDNEYS KIDNEYS
F 3,16 =0.09429, p > 0.05 F 3,16 =0.8628, p > 0.05

Data were evaluated through ordinary one-way ANOVA followed by the Tukey's test (p > 0.05).
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Table S4: Thiobarbituric acid reactive species (TBARS) levels of male and female mice submitted to the
repeated treatment with 4-PSCO free or 4-PSCO NC.

Tissues

BRAIN SPINAL CORD LIVER KIDNEYS

Experimental groups Parameter

MALE TBARS

(nmol MDA/mg protein)
Control (10 mL/kg) 18.8+1.0 204+1.4 61.7+2.8 295+23
4-PSCO free (10 mg/kg) 185+1.3 172+1.2 66.5+4.8 35.6 £2.7
NCP (10 mL/kg) 22.0+2.1 19.7+1.4 66.9 +4.5 34.6 4.6
4-PSCO NC (10 mg/kg) 17.3+0.5 19.6 +0.9 65.0+1.7 31.8+24
FEMALE TBARS )
(nmol MDA/mg protein)

Control (10 mL/kg) 20915 244+1.1 722+3.1 31515
4-PSCO free (10 mg/kg) 22.8+1.5 22.8+14 732+25 329+3.0
NCP (10 mL/kg) 19.1+2.0 209+0.7 69.0+£2.7 36.3+3.6
4-PSCO NC (10 mg/kg) 21.7+1.9 22.8+2.1 777 £1.7 35.2£20

Values are expressed as mean + S.E.M. of 5 animals/group to each parameter. Data were evaluated
through ordinary one-way ANOVA followed by the Tukey's test (p > 0.05).
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Table S5: Non-protein thiol (NPSH) levels of male and female mice submitted to the repeated treatment

with 4-PSCO free or 4-PSCO NC.

Tissues
BRAIN SPINAL CORD LIVER KIDNEYS
Experimental groups Parameter
NPSH
MALE
(nmol of NPSH/g tissue)
Control (10 mL/kg) 27+02 3.3+0.1 3.5+0.2 3.2+0.1
4-PSCO free (10 mg/kg) 24+0.1 3.7+0.1 34+0.1 32+0.1
NC P (10 mL/kg) 25+03 3.4+0.1 34+02 3.6+0.3
4-PSCO NC (10 mg/kg) 31+0.1 3.6+0.2 3.7+0.2 3.2+0.1
NPSH
FEMALE
M (nmol of NPSH/g tissue)
Control (10 mL/kg) 32+0.1 3.6+0.2 34+01 3.2+0.1
4-PSCO free (10 mg/kg) 3.0+0.1 3.8+0.3 31+01 3.3+0.1
NC P (10 mL/kg) 29+0.1 41+03 3.1+0.1 31+0.1
4-PSCO NC (10 mg/kg) 2.8+0.3 41+02 3.2+02 3.2+02

Values are expressed as mean + S.E.M. of 5 animals/group to each parameter. Data were evaluated through
ordinary one-way ANOVA followed by the Tukey's test (p > 0.05).
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Table S6: Results of statistical analyses of thiobarbituric acid reactive species (TBARS) and non-protein thiol
(NPSH) levels of male and female mice subjected to repeated treatment with 4-PSCO free or 4-PSCO NC.

TBARS (nmol MDA/mg protein)

MALE FEMALE
BRAIN BRAIN

F 16=2121,p>0.05 F3,16=0.7890, p > 0.05

SPINAL CORD SPINAL CORD

F 3,16 =1.286, p>0.05 F 3,16=0.9531, p > 0.05

LIVER LIVER

F ¢,16=0.4185, p > 0.05 F 319 =2.021, p>0.05

KIDNEYS KIDNEYS
F 3,16 =0.7757, p > 0.05 F ¢,16)=0.6706, p > 0.05

NPSH (nmol of NPSH/g tissue)

BRAIN BRAIN

F 616=3.172,p>0.05 F 3,16 =0.7593, p > 0.05

SPINAL CORD SPINAL CORD

F 3,19 =0.8110, p > 0.05 F 3,16 =0.9031, p > 0.05
LIVER LIVER

F 3,1 =0.8830, p > 0.05 F 3,16 =0.8644, p > 0.05

KIDNEYS KIDNEYS
F ¢16=1.342, p>0.05 F 3,16 =0.1715, p > 0.05

Data were evaluated through ordinary one-way ANOVA followed by the Tukey's test (p > 0.05).
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Table S7: Alanine aminotransferase (ALT), aspartate aminotransferase (AST) activities, and urea levels of
male and female mice submitted to the repeated treatment with 4-PSCO free or 4-PSCO NC.

Tissues
PLASMA
Parameter
MALE ALT (U/L) AST (U/L) UREA (mg/dL)
Control (10 mL/kg) 8.1+17 29.7+45 29.0+1.7
4-PSCO free (10 mg/kg) 114+1.8 27.8+5.9 233+17
NC P (10 mL/kg) 10.1+0.7 19.6 +2.7 31.1+1.6
4-PSCO NC (10 mg/kg) 8.7+0.6 251+74 28.0+19
FEMALE ALT (U/L) AST (U/L) UREA (mg/dL)
Control (10 mL/kg) 102+1.9 17.1+2.5 30.8+24
4-PSCO free (10 mg/kg) 10.7 £ 3.1 18.7 +2.2 246+1.6
NC P (10 mL/kg) 12.7+1.6 152 +3.0 262 +1.7
4-PSCO NC (10 mg/kg) 10.3+1.5 16.0+1.7 26.6+15

Values are expressed as mean + S.E.M. of 5 animals/group to each parameter. Data were evaluated through
ordinary one-way ANOVA followed by the Tukey's test (p > 0.05).
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Table S8: Results of statistical analyses of alanine aminotransferase (ALT), aspartate aminotransferase
(AST), and Urea levels in male and female mice subjected to repeated treatment with 4-PSCO free or 4-PSCO
NC.

ALT (U/L)
MALE FEMALE
PLASMA PLASMA
F19=1291,p>0.05 F 3,16 =0.2982, p > 0.05
AST (U/L)
F 3,16 = 0.6416, p > 0.05 F 3,16 =0.3836, p > 0.05
UREA (mg/dL)
F ¢,16)=3.646 p > 0.05 F 3,16 =2.000, p > 0.05

Data were evaluated through ordinary one-way ANOVA followed by the Tukey's test (p > 0.05).
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