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Material and Methods

Immunofluorescence:

The list of primary and secondary antibodies used in the immunofluorescence protocols can be seen in the Supplementary Table 1.
Supplementary Table 1: List of antibodies used in immunofluorescence assays.
	ANTIBODY
	CATEGORY
	HOST/TARGET
	 CAT.NUMBER/BRAND
	DILUTION

	Histone H3
	Primary
	Rabbit
	ab183626/Abcam
	1:400

	Caspase-3
	Primary
	Rabbit
	ab13847/Abcam
	1:400

	GFAP
	Primary
	Goat
	ab53554/Abcam
	1:400

	PCNA
	Primary
	Rabbit
	ab18197/Abcam
	1:400

	Parvalbumin
	Primary
	Mouse
	SAB4200545/Sigma-Aldrich
	1:50

	Calmodulin
	Primary
	Rabbit
	ab45689/Abcam
	1:120

	Alexa Fluor 594nm
	Secondary
	Goat anti-rabbit
	Invitrogen
	1:500

	Alexa Fluor 594nm
	Secondary
	Goat anti-mouse
	Invitrogen
	1:500

	Alexa Fluor 594nm
	Secondary
	Donkey anti-goat
	Invitrogen
	1:500

	Alexa Fluor 647nm
	Secondary
	Goat anti-rabbit
	Invitrogen
	1:500

	Alexa Fluor 488nm
	Secondary
	Donkey anti-rabbit
	Invitrogen
	1:500





Supplementary Results

Risperidone (RISP) reverses the behavioral effects of the VPA embryonic exposure. 

Analysis of the absolute number of movements in the mirror area (SFig. 1B) using the Two-way ANOVA test demonstrated a statistical effect of VPA exposure (F1,127=28.98; p<0.001) and did not demonstrate a statistical effect for the treatment with RISP (F2,127=0.56; p>0.05). However, the analysis returned the statistical interaction between the exposure × treatment variables (F2,127=5.37; p<0.01). Thus, it is possible to observe that animals in the Vehicle/1RISP group demonstrated a statistically significant increase in the number of movements in the mirror compared to the vehicle group (p<0.05). Furthermore, animals exposed to 125μM VPA and treated or not with different RISP concentrations (125VPA/Vehicle; 125VPA/1RISP and 125VPA/3RISP) showed a statistically significant increase in the absolute number of movements in the mirror compared to animals in the vehicle group (p<0.01). Also, animals in the 125VPA/1RISP group displayed a statistically significant reduction in the absolute number of movements in the mirror area compared to animals in the 125VPA/Vehicle group (p<0.05).
Regarding the time spent in the mirror area (SFig. 1C), analysis using the Two-way ANOVA test demonstrated a statistical effect of VPA exposure (F1,127=33.08; p<0.001) and did not demonstrate a statistical effect for treatment with RISP (F2,127=0.19; p>0.05). However, the analysis returned the statistical interaction between the exposure × treatment variables (F2,127=4.11; p<0.05). Thereby, it is possible to observe that animals exposed to 125μM VPA and treated or not with different RISP concentrations (125VPA/Vehicle; 125VPA/1RISP, and 125VPA/3RISP) showed a statistically significant increase in time in the mirror area compared to animals in the vehicle group (p<0.01). Furthermore, animals in the 125VPA/1RISP group showed a statistically significant reduction in the time spent in the mirror area compared to animals in the 125VPA/Vehicle group (p<0.05).
In the Open Field test (SFig. 1D), statistical analysis of the total distance using the Kruskal-Wallis test demonstrated differences between the groups (χ2=26.40; p<0.001), making it possible to observe that animals exposed to 125μM VPA and without treatment (125VPA/Vehicle) displayed a statistically significant increase in the motor profile compared to animals in the vehicle group (p<0.05). None of the tested RISP concentrations could sustainably reverse this change in the motor profile. VPA exposure and RISP treatment did not induce changes in the social interaction profile of zebrafish larvae at the evaluated age (SFig. 1E).

[image: ]

S Figure 1: (A)- Schematic representation of the experimental Design. (B and C): Mirror attack test for the aggressiveness profile assessment of 7 dpf zebrafish larvae exposed to 125μM VPA during the embryonic period and treated with different RISP concentrations. (B) Number of movements in the mirror area expressed in absolute values; (C) Time in the mirror area expressed in seconds (s). Triplicate data (n=21-23 larvae/group) expressed as mean ± SEM. Two-way ANOVA followed by Duncan's post hoc test. *p<0.05 and **p<0.01 compared to the vehicle group; #p<0.05 compared to the 125VPA/Vehicle group. (D) Open field test for motor activity analysis of 7 dpf zebrafish larvae exposed to 125μM VPA during the embryonic period and treated with different RISP concentrations. Triplicate data (n=21-24 larvae/group) expressed in millimeters (mm) as median and interquartile ranges. *p<0.05 compared to the vehicle group. (E)- Social interaction test for socialization profile analysis of 7 dpf zebrafish larvae exposed to 125μM VPA during the embryonic period and treated with different RISP concentrations. Triplicate data (n=18-22 larvae/group) expressed in seconds (s) as median and interquartile ranges. 




Prolonged RISP treatment, but not with CBD, induced changes in the swimming bladder development of zebrafish larvae exposed or not to VPA during the embryonic period.

Figure Sup2 (A-C) presents the results of the swimming bladder morphological evaluation in 7 dpf zebrafish larvae exposed to 125μM VPA during the embryonic period and treated for a prolonged period (2 to 7 dpf), with previously standardized 1μM of RISP or 0.06μM of CBD concentrations. The analysis of the swimming bladder area values using the Two-way ANOVA test did not demonstrate a statistical effect for VPA exposure (F1,34=3.53; p>0.05). But it did show a statistical effect for the treatment (F2, 34=37.39; p<0.001). Also, the analysis returned no significant statistical interaction between the exposure × treatment variables (F2,34=0.003; p>0.05). Thus, it is possible to observe in Figure Sup2B a statistically significant increase in the swimming bladder area of animals exposed or not to 125μM VPA during the embryonic period, and treated with 1 μM of RISP from 2 to 7 dpf compared to the other groups (p<0.001). Figure Sup2C shows representative images of the prolonged treatment effect with 1 μM RISP or 0.06μM CBD concentrations on the swimming bladder development.
 
[bookmark: _GoBack][image: ]

Supplementary Figure 2: Morphological analysis of the larval swimming bladder. (A) Schematic representation of the experimental design. (B) Assessment of swim bladder area (μm²)of zebrafish larvae (7 dpf) exposed to VPA during the embryonic period and treated for a prolonged time (from 2 to 7 dpf) with standardized RISP and CBD concentrations. (C) Representative images of the prolonged treatment effect on swimming bladder development (red arrow: swimming bladder with an increase in the inflated area). Data from one replicate (n=6-7 larvae/group) and expressed as mean ± SEM. Two-way ANOVA followed by Duncan's post hoc test. +++p<0.001 compared to the Vehicle/Vehicle; Vehicle/0.06CBD; 125VPA/Vehicle and 125VPA/0.06CBD groups.
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