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Supplemental Materials
Effects of early-life stress on affective-like behavior across time: effect of test repetition and/or age of testing
The effects induced by early-life stress on the progression of affective-like behavior, as well as the impact of repeating behavioral tests across time, was evaluated in vehicle-treated rats (n=49 control and n=49 MD rats). As shown in Supplementary Fig. S2A for the time spent immobile (s) in the forced-swim test, a mixed-effects model analysis showed no significant effects of sex (F(1,94)=0.65, p=0.423) or early-life condition ((F(1,94)=0.64, p=0.426), but a significant effect of day (F(3.41,315.3)=32.47, p<0.001), with overall decreases in immobility from days 3-5 (adulthood) vs. days 1-2 (adolescence) of testing (up to an average drop of 36 seconds when comparing day 5 vs. day 1, ***p<0.001). Similar results were observed for the time spent climbing (sex: F(1,94)=0.01, p=0.96, early-life condition: F(1,94)=0.68, p=0.413; day: F(3.34,308)=34.85, p<0.001), but with overall increases in from days 3-5 (adulthood) vs. days 1-2 (adolescence) of testing (up to an average raise of 37 seconds more climbing when comparing day 5 vs. day 1, ***p<0.001). Interestingly, when evaluating swimming behavior, besides the significant effect of day (F(3.06,284.5)=9.14, p<0.001), and the lack of effect by early-life condition (F(1,94)=0.14, p=0.706), there was a significant effect of sex (F(1,94)=5.98, p=0.016), with female rats showing an increase in the time spent swimming (+4.0 ( 1.2 s vs. male rats, ***p<0.001; see Supplementary Fig. S2A).
As for the data from the novelty-suppressed feeding test, when evaluating latency to center (see Supplementary Fig. S2B), there was a significant effect of sex (F(1,94)=26.19, p<0.001), and of day (F(1,90)=17.78, p<0.001), with male rats showing an overall higher latency to center as compared to female rats, which was also increased with repetition and/or age of testing (adulthood vs. adolescence for male controls rats, ***p=0.0008, stats not shown in graph). However, there was no significant effect of early-life condition (F(1,94)=1.91, p=0.171). Similar statistical results were observed when evaluating feeding time (sex: F(1,94)=15.91, p<0.001; day: F(1,90)=41.41, p<0.001; early-life condition: F(1,94)=0.03, p=0.873) and distance travelled (sex: F(1,94)=44.10, p<0.001; day: F(1,88)=72.35, p<0.001; early-life condition: F(1,94)=1.04, p=0.310). For these outcomes, male rats showed lower feeding time (s) and distance travelled (cm) than their female counterparts, as well as decreased values with time (adulthood vs. adolescence).
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Supplementary Fig. S1 Monitoring the impact of early-life stress on affective-like behavior across time. A Forced-swim test (FST) and B novelty-suppressed feeding test (NSF). Groups of treatment (only vehicle-treated rats): male-control (n=25), male-MD (n=25), female-control (n=24), female-MD (n=24). Data represents mean ± SEM of change in the particular behavioral traits evaluated (s or cm). Three-way ANOVAs or mixed-effects analysis (independent variables: sex, early-life and day of test) were performed. 
Table S1. Three-way ANOVAs analyses for Fig. 2-5. Green-shadow boxes represent statistically significant comparisons.
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ANOVA: F (DFn,DFd), p value

Sex

Early-life

Treatment

Sex x Early-life

Treatment x Sex

Treatment x Early-life

Treatment x Sex x Early-life

Acute FST - adolescence

Immobility (s)

F(1,182) =3.31, p = 0.071

F(1,182) =0.23, p = 0.631

F(3,182) = 13.89, **p < 0.001

F(1,182)=2.38, p =0.125

F(3,182) = 1.43, p =0.236

F(3,182) =5.21, **p =0.002

F(3,182)=2.52, p = 0.060

Climbing (s)

F(1,181)=0.01, p = 0.964

F(1,181)=6.26, *p = 0.013

F(3,181) =6.09, ***p < 0.001

F(1,181)=5.10, *p = 0.025

F(3,181)=1.14, p =0.336

F(3,181) = 5.03, **p = 0.002

F(3,181)=2.74, *p = 0.045

Swimming (s)

F(1,182) = 19.5, **p < 0.001

F(1,182) = 8.51, **p = 0.004

F(3,182) = 41.33, ***p < 0.001

F(1,182) = 0.30, p = 0.582

F(3,182) =6.12, ***p < 0.001

F(3,182) =4.20, **p =0.007

F(3,182)=2.59, p = 0.055

Repeated FST - adolescence

Immobility (s)

F(1,183) = 19.7, **p < 0.001

F(1,183)=0.02, p = 0.897

F(3,183) = 14.21, ***p < 0.001

F(1,183)=0.28, p = 0.595

F(3,183)=1.28, p =0.284

F(3,183) =155, p = 0.203

F(3,183)=0.37, p =0.774

Climbing (s)

F(1,182)=12.99, ***p <0.001

F(1,182)=0.93, p =0.335

F(3,182) = 25.46, ***p <0.001

F(1,182)=0.01, p = 0.963

F(3,182)=0.95, p =0.416

F(3,182)=0.57, p = 0.635

F(3,182)=0.09, p = 0.964

Swimming (s)

F(1,183) = 10.8, **p = 0.001

F(1,183)=3.65, p = 0.058

F(3,183) = 10.24, ***p < 0.001

F(1,183)=1.55,p =0.216

F(3,183)=3.13, *p = 0.027

F(3,183)=2.49, p =0.062

F(3,183)=0.83, p = 0.482

Fig. 3

ANOVA: F DFn,DFd, p value

Sex

Early-life

Treatment

Sex x Early-life

Treatment x Sex

Treatment x Early-life

Treatment x Sex x Early-life

NSF - adolescence

Latency to center (s)

F(1,182)=0.07, p = 0.799

F(1,182)=0.12, p =0.730

F(3,182) = 2.33, p = 0.077

F(1,182) = 0.04, p = 0.843

F(3,182) = 1.28, p = 0.282

F(3,182)=0.04, p = 0.988

F(3,182)=0.93, p = 0.426

Feeding time (s)

F(1,182)=2.90, p = 0.090

F(1,182) = 0.06, p = 0.802

F(3,182) = 22.91, ***p < 0.001

F(1,182) = 0.95, p = 0.332

F(3,182)=1.65, p =0.179

F(3,182) = 0.22, p = 0.885

F(3,182) = 3.43, *p =0.018

Distance (cm)

F(1,180) = 11.55, ***p < 0.001

F(1,180)=2.13, p =0.146

F(3,180) = 5.38, ***p = 0.001

F(1,180)=0.42, p = 0.520

F(3,180) = 0.57, p = 0.632

F(3,180)=2.31, p =0.078

F(3,180) = 0.59, p = 0.625

SP - adolescence

Intake (g/kQ)

F(1,50)=1.57,p =0.216

F(1,50)=0.01, p =0.974

F(3,50) = 6.22, **p = 0.001

F(1,50) = 1.68, p =0.201

F(3,50)=0.45,p =0.716

F(3,50) = 0.86 p = 0.469

F(3,50)=1.06 p =0.375

Preference (%)

F(1,50) = 3.01, p = 0.089

F(1,50)=0.01, p =0.974

F(3,50) = 2.30, p = 0.089

F(1,50)=1.85, p =0.180

F(3,50) = 2.37, p = 0.081

F(3,50)=1.27, p =0.295

F(3,50)=1.03, p = 0.388

Fig. 4

ANOVA: F DFn,DFd, p value

Sex

Early-life

Treatment

Sex x Early-life

Treatment x Sex

Treatment x Early-life

Treatment x Sex x Early-life

Acute FST - adulthood

Immobility (s)

F(1,181)=0.05, p = 0.833

F(1,181)=0.97, p = 0.326

F(3,181) = 3.75,*p =0.012

F(1,181)=0.73, p = 0.393

F(3,181)=1.89, p =0.134

F(3,181)=1.63, p =0.185

F(3,181)=0.12, p = 0.945

Climbing (s)

F(1,181)=0.85, p = 0.357

F(1,181)=0.76, p = 0.384

F(3,181) = 3.70, *p =0.013

F(1,181)=0.92, p = 0.339

F(3,181)=2.21, p =0.088

F(3,181)=1.84, p = 0.141

F(3,181)=0.10, p =0.960

Swimming (s)

F(1,182)=3.18, p =0.076

F(1,182)=0.77, p = 0.380

F(3,182) = 7.85, ***p < 0.001

F(1,182) =.0.08, p = 0.781

F(3,182) = 1.64, p =0.182

F(3,182) = 1.43, p = 0.236

F(3,182) =0.19, p = 0.904

Repeated FST - adulthood

Immobility (s)

F(1,181) = 9.88, **p = 0.002

F(1,181)=0.80, p = 0.374

F(3,181) = 7.54, **p < 0.001

F(1,181)=0.04, p = 0.843

F(3,181)=3.14, *p = 0.027

F(3,181)=0.89, p = 0.448

F(3,181)=1.66, p =0.177

Climbing (s)

F(1,181) = 10.13, **p = 0.002

F(1,181)=0.74, p = 0.392

F(3,181) = 6.62, **p < 0.001

F(1,181)=0.01, p = 0.995

F(3,181)=2.16, p = 0.094

F(3,181)=1.07, p =0.363

F(3,181)=1.73, p =0.163

Swimming (s)

F(1,182)=0.77, p = 0.381

F(1,182)=0.22, p = 0.643

F(3,182) =4.51, **p = 0.004

F(1,182)=0.17, p = 0.681

F(3,182)=2.29, p = 0.080

F(3,182)=0.04, p = 0.988

F(3,182) = 0.43, p = 0.734

Fig. 5

ANOVA: F DFn,DFd, p value

Sex

Early-life

Treatment

Sex x Early-life

Treatment x Sex

Treatment x Early-life

Treatment x Sex x Early-life

NSF - adulthood

Latency to center (s)

F(1,175) = 37.92,*** p <0.001

F(1,175)=0.03, p = 0.871

F(3,175) = 12.61, ***p <0.001

F(1,175)=1.59, p =0.208

F(3,175)=1.69, p =0.171

F(3,175)=1.60, p = 0.192

F(3,175)=2.10, p =0.103

Feeding time (s)

F(1,174) = 46.94,** p < 0.001

F(1,174)=0.10, p = 0.748

F(3,174) = 16.62, ***p < 0.001

F(1,174)=0.12, p =0.726

F(3,174) = 4.36, **p = 0.006

F(3,174)=0.53, p = 0.666

F(3,174)=0.84, p = 0.473

Distance (cm)

F(1,173)=76.50,""* p <0.001

F(1,173) = 4.10, *p = 0.045

F(3,173)=12.07, **p <0.001

F(1,173)=0.19, p = 0.660

F(3,173)=0.65, p = 0.586

F(3,173)=2.07, p =0.106

F(3,173)=0.71, p = 0.547










Fig. 2 ANOVA: F (DFn,DFd), p value Sex Early-life Treatment Sex x Early-life Treatment x Sex Treatment x Early-life Treatment x Sex x Early-life

Acute FST - adolescence Immobility (s) F(1,182) = 3.31, p = 0.071 F(1,182) = 0.23, p = 0.631 F(3,182) = 13.89, ***p < 0.001 F(1,182) = 2.38, p = 0.125 F(3,182) = 1.43, p = 0.236 F(3,182) = 5.21, **p = 0.002 F(3,182) = 2.52, p = 0.060

Climbing (s) F(1,181) = 0.01, p = 0.964 F(1,181) = 6.26, *p = 0.013 F(3,181) = 6.09, ***p < 0.001 F(1,181) = 5.10, *p = 0.025 F(3,181) = 1.14, p = 0.336 F(3,181) = 5.03, **p = 0.002 F(3,181) = 2.74, *p = 0.045

Swimming (s) F(1,182) = 19.5, ***p < 0.001 F(1,182) = 8.51, **p = 0.004 F(3,182) = 41.33, ***p < 0.001 F(1,182) = 0.30, p = 0.582 F(3,182) = 6.12, ***p < 0.001 F(3,182) = 4.20, **p = 0.007 F(3,182) = 2.59, p = 0.055

Repeated FST - adolescence Immobility (s) F(1,183) = 19.7, ***p < 0.001 F(1,183) = 0.02, p = 0.897 F(3,183) = 14.21, ***p < 0.001 F(1,183) = 0.28, p = 0.595 F(3,183) = 1.28, p = 0.284 F(3,183) = 1.55, p = 0.203 F(3,183) = 0.37, p = 0.774

Climbing (s) F(1,182) = 12.99, ***p < 0.001 F(1,182) = 0.93, p = 0.335 F(3,182) = 25.46, ***p < 0.001 F(1,182) = 0.01, p = 0.963 F(3,182) = 0.95, p = 0.416 F(3,182) = 0.57, p = 0.635 F(3,182) = 0.09, p = 0.964

Swimming (s) F(1,183) = 10.8, ***p = 0.001 F(1,183) = 3.65, p = 0.058 F(3,183) = 10.24, ***p < 0.001 F(1,183) = 1.55, p = 0.216 F(3,183) = 3.13, *p = 0.027 F(3,183) = 2.49, p = 0.062 F(3,183) = 0.83, p = 0.482

Fig. 3 ANOVA: F DFn,DFd, p value Sex Early-life Treatment Sex x Early-life Treatment x Sex Treatment x Early-life Treatment x Sex x Early-life

NSF - adolescence Latency to center (s) F(1,182) = 0.07, p = 0.799 F(1,182) = 0.12, p = 0.730 F(3,182) = 2.33, p = 0.077 F(1,182) = 0.04, p = 0.843 F(3,182) = 1.28, p = 0.282 F(3,182) = 0.04, p = 0.988 F(3,182) = 0.93, p = 0.426

Feeding time (s) F(1,182) = 2.90, p = 0.090 F(1,182) = 0.06, p = 0.802 F(3,182) = 22.91, ***p < 0.001 F(1,182) = 0.95, p = 0.332 F(3,182) = 1.65, p = 0.179 F(3,182) = 0.22, p = 0.885 F(3,182) = 3.43, *p = 0.018

Distance (cm) F(1,180) = 11.55, ***p < 0.001 F(1,180) = 2.13, p = 0.146 F(3,180) = 5.38, ***p = 0.001 F(1,180) = 0.42, p = 0.520 F(3,180) = 0.57, p = 0.632 F(3,180) = 2.31, p = 0.078 F(3,180) = 0.59, p = 0.625

SP - adolescence Intake (g/kg) F(1,50) = 1.57, p = 0.216 F(1,50) = 0.01, p = 0.974 F(3,50) = 6.22, ***p = 0.001 F(1,50) = 1.68, p = 0.201 F(3,50) = 0.45, p = 0.716 F(3,50) = 0.86 p = 0.469 F(3,50) = 1.06 p = 0.375

Preference (%) F(1,50) = 3.01, p = 0.089 F(1,50) = 0.01, p = 0.974 F(3,50) = 2.30, p = 0.089 F(1,50) = 1.85, p = 0.180 F(3,50) = 2.37, p = 0.081 F(3,50) = 1.27, p = 0.295 F(3,50) = 1.03, p = 0.388

Fig. 4 ANOVA: F DFn,DFd, p value Sex Early-life Treatment Sex x Early-life Treatment x Sex Treatment x Early-life Treatment x Sex x Early-life

Acute FST - adulthood Immobility (s) F(1,181) = 0.05, p = 0.833 F(1,181) = 0.97, p = 0.326 F(3,181) =  3.75, *p = 0.012 F(1,181) =0.73, p = 0.393 F(3,181) = 1.89, p = 0.134 F(3,181) = 1.63, p = 0.185 F(3,181) = 0.12, p = 0.945

Climbing (s) F(1,181) = 0.85, p = 0.357 F(1,181) = 0.76, p = 0.384 F(3,181) =  3.70, *p = 0.013 F(1,181) =0.92, p = 0.339 F(3,181) = 2.21, p = 0.088 F(3,181) = 1.84, p = 0.141 F(3,181) = 0.10, p = 0.960

Swimming (s) F(1,182) = 3.18, p = 0.076 F(1,182) = 0.77, p = 0.380 F(3,182) = 7.85, ***p < 0.001 F(1,182) =.0.08, p = 0.781 F(3,182) = 1.64, p = 0.182 F(3,182) = 1.43, p = 0.236 F(3,182) = 0.19, p = 0.904

Repeated FST - adulthood Immobility (s) F(1,181) = 9.88, **p = 0.002 F(1,181) = 0.80, p = 0.374 F(3,181) =  7.54, ***p < 0.001 F(1,181) =0.04, p = 0.843 F(3,181) = 3.14, *p = 0.027 F(3,181) = 0.89, p = 0.448 F(3,181) = 1.66, p = 0.177

Climbing (s) F(1,181) = 10.13, **p = 0.002 F(1,181) = 0.74, p = 0.392 F(3,181) =  6.62, ***p < 0.001 F(1,181) =0.01, p = 0.995 F(3,181) = 2.16, p = 0.094 F(3,181) = 1.07, p = 0.363 F(3,181) = 1.73, p = 0.163

Swimming (s) F(1,182) = 0.77, p = 0.381 F(1,182) = 0.22, p = 0.643 F(3,182) = 4.51, **p = 0.004 F(1,182) = 0.17, p = 0.681 F(3,182) = 2.29, p = 0.080 F(3,182) = 0.04, p = 0.988 F(3,182) = 0.43, p = 0.734

Fig. 5 ANOVA: F DFn,DFd, p value Sex Early-life Treatment Sex x Early-life Treatment x Sex Treatment x Early-life Treatment x Sex x Early-life

NSF - adulthood Latency to center (s) F(1,175) = 37.92,*** p < 0.001 F(1,175) = 0.03, p = 0.871 F(3,175) = 12.61, ***p < 0.001 F(1,175) = 1.59, p = 0.208 F(3,175) = 1.69, p = 0.171 F(3,175) = 1.60, p = 0.192 F(3,175) = 2.10, p = 0.103

Feeding time (s) F(1,174) = 46.94,*** p < 0.001 F(1,174) = 0.10, p = 0.748 F(3,174) = 16.62, ***p < 0.001 F(1,174) = 0.12, p = 0.726 F(3,174) = 4.36, **p = 0.006 F(3,174) = 0.53, p = 0.666 F(3,174) = 0.84, p = 0.473

Distance (cm) F(1,173) = 76.50,*** p < 0.001 F(1,173) = 4.10, *p = 0.045 F(3,173) = 12.07, ***p < 0.001 F(1,173) = 0.19, p = 0.660 F(3,173) = 0.65, p = 0.586 F(3,173) = 2.07, p = 0.106 F(3,173) = 0.71, p = 0.547


Table S2. Two-way ANOVAs analyses (each sex separately) for Figs. 2-5. Green-shadow boxes represent statistically significant comparisons.
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Fig. 2 ANOVA: F (DFn,DFd), p value Early-life Treatment Treatment x Early-life ANOVA: F (DFn,DFd), p value Early-life Treatment Treatment x Early-life
Acute FST - adolescence Immobility (s) F(1,92)=2.34,p =0.130 F(3,92)=5.64, ***p = 0.001 F(3,92)=7.14, **p <0.001 |Immobility (s) F(1,90)=0.50, p =0.482 F(3,90) =9.22, ***p < 0.001 F(3,90)=1.30,p =0.279
Climbing (s) F(1,91)=11.39, ***p =0.001 F(3,91)=5.30, **p = 0.002 F(3,91)=6.94, **p <0.001 |Climbing (s) F(1,90)=0.03, p =0.865 F(1,90)=1.93,p =0.131 F(1,90)=0.82,p =0.488

Swimming (s)

F(1,92) =4.43, *p = 0.038

F(3,92) = 14.68, **p < 0.001

F(3,92) = 6.19, ***p <0.001

Swimming (s)

F(1,90) = 4.36, *p = 0.040

F(3,90)=27.71, ***p < 0.001

F(3,90)=2.08, p =0.108

Repeated FST - adolescence

Immobility (s)

F(1,94)=0.11, p =0.742

F(3,94) = 16.12, **p < 0.001

F(3,94)=1.77,p =0.158

Immobility (s)

F(1,89)=0.17, p =0.680

F(3,89) =2.83, *p = 0.043

F(3,89)=0.48, p =0.697

Climbing (s)

F(1,93)=0.69, p = 0.407

F(3,93) = 19.75, ***p < 0.001

F(3,93)=0.70, p = 0.552

Climbing (s)

F(1,89)=0.33, p = 0.567

F(3,89) = 9.30, ***p < 0.001

F(3,89)=0.11, p = 0.953

Swimming (s)

F(1,94) =045, p = 0.503

F(3,94) =5.13, **p = 0.003

F(3,94)=2.43, p =0.070

Swimming (s)

F(1,89)=3.19, p =0.077

F(3,89) = 7.04, ***p < 0.001

F(3,89) = 1.38, p = 0.256

Fig. 3

ANOVA: F DFn,DFd, p value

Early-life

Treatment

Treatment x Early-life

ANOVA: F DFn,DFd, p value

Early-life

Treatment

Treatment x Early-life

NSF - adolescence

Feeding time (s)

F(1,93)=0.83, p = 0.366

F(3,93) =13.59, ***p <0.001

F(3,93)=1.18, p =0.322

Feeding time (s)

F(1,89)=0.24, p =0.237

F(3,89) = 11.19, **p < 0.001

F(3,89)=2.33, p =0.080

Distance (cm)

F(1,92)=2.22, p =0.140

F(3,92)=2.28, p = 0.085

F(3,92) = 2.24, p =0.089

Distance (cm)

F(1,88)=0.33, p = 0.566

F(3,88) = 3.74, **p = 0.014

F(3,88)=0.60, p = 0.616

SP - adolescence

Intake (g/kQ)

F(1,26)=1.04,p =0.317

F(3,26) = 3.70, *p = 0.024

F(3,26) = 0.80, p = 0.506

Intake (g/kQ)

F(1,24)=0.68,p =0.417

F(3,24)=3.12, *p = 0.045

F(3,24)=1.14, p = 0.352

Fig. 4 ANOVA: F DFn,DFd, p value Early-life Treatment Treatment x Early-life ANOVA: F DFn,DFd, p value Early-life Treatment Treatment x Early-life
Acute FST - adulthood Immobility (s) F(1,92)=1.47,p =0.228 F(3,92) =4.08, **p = 0.009 F(3,92)=1.03, p =0.383 Immobility (s) F(1,89)=0.01, p =0.922 F(3,89)=1.24, p =0.301 F(3,89)=0.66, p =0.579
Climbing (s) F(1,92)=1.43,p =0.235 F(3,92)=2.73, *p =0.049 F(3,92)=1.14,p =0.337 |Climbing (s) F(1,89)=0.01,p =0.947 F(3,89)=3.49, *p =0.019 F(3,89)=0.74, p =0.533

Swimming (s)

F(1,93)=0.74, p =0.392

F(3,93)=4.31, **p =0.007

F(3,93)=0.32, p =0.811

Swimming (s)

F(1,89)=0.16, p = 0.686

F(3,89)=5.22, **p =0.002

F(3,89)=0.49, p =0.691

Repeated FST - adulthood

Immobility (s)

F(1,92)=0.23, p =0.629

F(3,92) = 6.29, ***p < 0.001

F(3,92)=1.80, p = 0.153

Immobility (s)

F(1,89)=0.61, p =0.436

F(3,89) = 4.52, **p = 0.005

F(3,89)=0.74, p = 0.528

Climbing (s)

F(1,92)=0.34, p = 0.559

F(3,92)=5.11, **p = 0.003

F(3,92)=2.06,p =0.111

Climbing (s)

F(1,89) = 0.40, p =0.530

F(3,89) =3.73, *p = 0.014

F(3,89)=0.68, p = 0.569

Swimming (s)

F(1,93)=0.01,p =0.975

F(3,93) = 3.28, *p = 0.002

F(3,93)=0.23, p = 0.875

Swimming (s)

F(1,89)=0.68, p =0.413

F(3,89) = 3.95, *p = 0.011

F(3,89)=0.27, p = 0.845

Fig. 5
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ANOVA: F DFn,DFd, p value

Early-life

Treatment

Treatment x Early-life

NSF - adulthood

Latency to center (s)

F(1,91)=1.07, p = 0.305

F(3,91) = 9.87, **p <0.001

F(3,91)=1.62, p =0.190

Latency to center (s)

F(1,84)=0.58, p = 0.450

F(3,84) = 4.91, **p = 0.003

F(3,84)=2.11,p =0.105

Feeding time (s)

F(1,90)=0.57,p =0.454

F(3,90)=5.6, ***p = 0.001

F(3,90)=0.31,p =0.819

Feeding time (s)

F(1,84)=0.01, p =0.987

F(3,84) = 10.92, **p < 0.001

F(3,84)=0.77, p =0.513

Distance (cm)

F(1,90)=1.18, p = 0.281

F(3,90) =6.26, ***p <0.001

F(3,90)=1.54, p =0.210

Distance (cm)

F(1,83)=3.26, p = 0.075

F(3,83)=6.81, ***p <0.001

F(3,83)=1.32, p =0.274
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Fig. 2 ANOVA: F (DFn,DFd), p value Early-life Treatment Treatment x Early-life ANOVA: F (DFn,DFd), p value Early-life Treatment Treatment x Early-life

Acute FST - adolescence Immobility (s) F(1,92) = 2.34, p = 0.130 F(3,92) = 5.64, ***p = 0.001 F(3,92) = 7.14, ***p < 0.001 Immobility (s) F(1,90) = 0.50, p = 0.482 F(3,90) = 9.22, ***p < 0.001 F(3,90) = 1.30, p = 0.279

Climbing (s) F(1,91) = 11.39, ***p = 0.001 F(3,91) = 5.30, **p = 0.002 F(3,91) = 6.94, ***p < 0.001 Climbing (s) F(1,90) = 0.03, p = 0.865 F(1,90) = 1.93, p = 0.131 F(1,90) = 0.82, p = 0.488

Swimming (s) F(1,92) = 4.43, *p = 0.038 F(3,92) = 14.68, ***p < 0.001 F(3,92) = 6.19, ***p < 0.001 Swimming (s) F(1,90) = 4.36, *p = 0.040 F(3,90) = 27.71, ***p < 0.001 F(3,90) = 2.08, p = 0.108

Repeated FST - adolescence Immobility (s) F(1,94) = 0.11, p = 0.742 F(3,94) = 16.12, ***p < 0.001 F(3,94) = 1.77, p = 0.158 Immobility (s) F(1,89) = 0.17, p = 0.680 F(3,89) = 2.83, *p = 0.043 F(3,89) = 0.48, p = 0.697

Climbing (s) F(1,93) = 0.69, p = 0.407 F(3,93) = 19.75, ***p < 0.001 F(3,93) = 0.70, p = 0.552 Climbing (s) F(1,89) = 0.33, p = 0.567 F(3,89) = 9.30, ***p < 0.001 F(3,89) = 0.11, p = 0.953

Swimming (s) F(1,94) = 0.45, p = 0.503 F(3,94) = 5.13, **p = 0.003 F(3,94) = 2.43, p = 0.070 Swimming (s) F(1,89) = 3.19, p = 0.077 F(3,89) = 7.04, ***p < 0.001 F(3,89) = 1.38, p = 0.256

Fig. 3 ANOVA: F DFn,DFd, p value Early-life Treatment Treatment x Early-life ANOVA: F DFn,DFd, p value Early-life Treatment Treatment x Early-life

NSF - adolescence Feeding time (s) F(1,93) = 0.83, p = 0.366 F(3,93) = 13.59, ***p < 0.001 F(3,93) = 1.18, p = 0.322 Feeding time (s) F(1,89) = 0.24, p = 0.237 F(3,89) = 11.19, ***p < 0.001 F(3,89) = 2.33, p = 0.080

Distance (cm) F(1,92) = 2.22, p = 0.140 F(3,92) = 2.28, p = 0.085 F(3,92) = 2.24, p = 0.089 Distance (cm) F(1,88) = 0.33, p = 0.566 F(3,88) = 3.74, **p = 0.014 F(3,88) = 0.60, p = 0.616

SP - adolescence Intake (g/kg) F(1,26) = 1.04, p = 0.317 F(3,26) = 3.70, *p = 0.024 F(3,26) = 0.80, p = 0.506 Intake (g/kg) F(1,24) = 0.68, p = 0.417 F(3,24) = 3.12, *p = 0.045 F(3,24) = 1.14, p = 0.352

Fig. 4 ANOVA: F DFn,DFd, p value Early-life Treatment Treatment x Early-life ANOVA: F DFn,DFd, p value Early-life Treatment Treatment x Early-life

Acute FST - adulthood Immobility (s) F(1,92) = 1.47, p = 0.228 F(3,92) = 4.08, **p = 0.009 F(3,92) = 1.03, p = 0.383 Immobility (s) F(1,89) = 0.01, p = 0.922 F(3,89) = 1.24, p = 0.301 F(3,89) = 0.66, p = 0.579

Climbing (s) F(1,92) = 1.43, p = 0.235 F(3,92) = 2.73, *p = 0.049 F(3,92) = 1.14, p = 0.337 Climbing (s) F(1,89) = 0.01, p = 0.947 F(3,89) = 3.49, *p = 0.019 F(3,89) = 0.74, p = 0.533

Swimming (s) F(1,93) = 0.74, p = 0.392 F(3,93) = 4.31, **p = 0.007 F(3,93) = 0.32, p = 0.811 Swimming (s) F(1,89) = 0.16, p = 0.686 F(3,89) = 5.22, **p = 0.002 F(3,89) = 0.49, p = 0.691

Repeated FST - adulthood Immobility (s) F(1,92) = 0.23, p = 0.629 F(3,92) = 6.29, ***p < 0.001 F(3,92) = 1.80, p = 0.153 Immobility (s) F(1,89) = 0.61, p = 0.436 F(3,89) = 4.52, **p = 0.005 F(3,89) = 0.74, p = 0.528

Climbing (s) F(1,92) = 0.34, p = 0.559 F(3,92) = 5.11, **p = 0.003 F(3,92) = 2.06, p = 0.111 Climbing (s) F(1,89) = 0.40, p = 0.530 F(3,89) = 3.73, *p = 0.014 F(3,89) = 0.68, p = 0.569

Swimming (s) F(1,93) = 0.01, p = 0.975 F(3,93) = 3.28, *p = 0.002 F(3,93) = 0.23, p = 0.875 Swimming (s) F(1,89) = 0.68, p = 0.413 F(3,89) = 3.95, *p = 0.011 F(3,89) = 0.27, p = 0.845

Fig. 5 ANOVA: F DFn,DFd, p value Early-life Treatment Treatment x Early-life ANOVA: F DFn,DFd, p value Early-life Treatment Treatment x Early-life

NSF - adulthood Latency to center (s) F(1,91) = 1.07, p = 0.305 F(3,91) = 9.87, ***p < 0.001 F(3,91) = 1.62, p = 0.190 Latency to center (s) F(1,84) = 0.58, p = 0.450 F(3,84) = 4.91, **p = 0.003 F(3,84) = 2.11, p = 0.105

Feeding time (s) F(1,90) = 0.57, p = 0.454 F(3,90) = 5.6, ***p = 0.001 F(3,90) = 0.31, p = 0.819 Feeding time (s) F(1,84) = 0.01, p = 0.987 F(3,84) = 10.92, ***p < 0.001 F(3,84) = 0.77, p = 0.513

Distance (cm) F(1,90) = 1.18, p = 0.281 F(3,90) = 6.26, ***p < 0.001 F(3,90) = 1.54, p = 0.210 Distance (cm) F(1,83) = 3.26, p = 0.075 F(3,83) = 6.81, ***p < 0.001 F(3,83) = 1.32, p = 0.274


Long-term effects of adolescent drug treatment in the forced-swim test
The potential long-term effects of adolescent drug treatment (ketamine, cannabidiol, fluoxetine) were assessed in the forced-swim test during adulthood (45 days post-treatment). The results, as shown in Supplementary Fig. S2, described no overall changes in the behavioral traits analyzed (immobility, climbing or swimming), suggesting the antidepressant-like effects induced in adolescence return to normal over time.
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Supplementary Fig. S2 Long-term effects of adolescent drug treatment in the forced-swim in adult rats as measured 45 days post-treatment. Data represents mean ± SEM of the time (s) spent immobile, climbing or swimming. Individual values are shown for each rat (symbols). Three-way ANOVAs (independent variables: sex, early-life and treatment) and two-way ANOVAs (independent variables: early-life and treatment) were performed with no significant differences observed (data not shown). 

