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Purpose: To evaluate the nutritional status and behavior of animals fed a cafeteria diet from the onset of lactation after the addition of risperidone.
Methods: During the lactation period, 14 litters of Wistar rats (dam + 8 pups) were fed one of two diets: control
(CTRL; n = 7) or cafeteria (CAF; n = 7). After weaning, the males were placed in individual cages, receiving the
same diet as offered to their respective dams. Food and caloric intake, body weight, feed and energy efficiency,
and adipose tissue weight were evaluated in the male offspring. In adulthood, they were assigned to receive
treatment with saline (CTRL-S, CAF-S) or risperidone (CTRL-R, CAF-R) (n = 21 in each group). They then
underwent behavioral testing, which included the elevated plus maze, open field, object recognition, and social
interaction tests. Variance analysis (ANOVA) was used, followed by Newman–Keuls when p-values were < 0.05.
Results: The CAF group exhibited higher caloric intake, weight gain, feed efficiency, and adipose tissue than the
CTRL group. The animals in the CAF group exhibited oxidative stress characteristics in the hippocampus, which
may have compromised the function of this structure and promoted behavioral changes. The CAF-S group exhibited anxiety, as indicated by the greater number of entrances and time spent in the center of the open field.
They also showed greater locomotion through a greater number of quadrants traveled. CAF-S animals also
demonstrated memory impairments, assessed using the object recognition test, and decreased social interaction.
The CAF-R group demonstrated anxiety and decreased locomotion in the open field. There was a decrease in
their interaction with both objects in the object recognition test. The CAF-R group obtained greater sociability in
the social interaction test. Such effects may be associated with changes in the serotonergic system of these
animals.
Conclusion: Risperidone administered to animals on a cafeteria diet led to a greater reduction in locomotion, had
an anxiogenic effect, caused impaired memory, and improved social interaction.

1. Introduction
The periods of lactation and early childhood are considered crucial

in brain formation, because they form the basis of cognitive, motor,
social, and emotional development. Adequate nutrition during these
phases is paramount for brain maturation [1]. For this to occur, the
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mother must have a balanced diet and consume all the nutrients in the
correct amounts [2, 3], avoiding excess consumption of simple sugars
and saturated fats [4]. An unbalanced maternal diet can culminate in
significant changes at the cellular, structural, metabolic, and behavioral
levels in the offspring, especially when the animal is exposed to the diet
for a longer time, starting early in life and continuing into adulthood [5,
6].
According to Rivera [7], maternal diets rich in fat can be understood
as unbalanced or obesogenic and may influence the behavior and
mental health of a developing offspring. Several studies have already
demonstrated changes in anxiety, locomotion, memory, and social interaction in the offspring of rodents exposed to obesogenic diets during
gestation, lactation, and/or the post-lactation period [6, 8–10].
One mechanism that may be involved in certain behavioral changes
is related to redox status and the impairment of neurotransmitter circuits in the brain [7]. An obesogenic diet can increase levels of reactive
oxygen species (ROS), which can in turn compromise the development
and function of the neurotransmitter circuits responsible for behavior
and emotions, such as the serotonergic system [11–13].
Serotoninergic drugs are commonly used to treat these behavioral/
neuropsychiatric disorders [14]. In this regard, risperidone is a secondgeneration antipsychotic drug that shows high-affinity antagonistic
action on serotonergic receptors (5HT2A) [15, 16]. It is a well-established treatment option in a broad spectrum of psychiatric/behavioral
diseases [16], such as psychosis [16], autism [17], attention deficit
hyperactivity disorder [18, 19], and acute agitation [15]. However, no
studies have investigated the effect of these drugs in the offspring of
mothers on an obesogenic diet from the beginning of life until adulthood.
The present study aimed to evaluate the effect of risperidone – a
serotonergic drug – on the behavior of rats fed an obesogenic diet
(cafeteria diet) from lactation to adulthood (pre- and post-weaning).

On the 21st day of life, the rats were weaned, and the male pups
(n = 84) were placed in individual boxes, receiving the same diet as
their mother until adulthood (CTRL offspring n = 42; CAF offspring
n = 42). The female pups were used in another study.
2.3. Nutritional evaluations
After weaning, the male offspring were weighed individually once a
week, and their body weight gain was determined by the difference in
weight between D21 and D114. The food (lab chow and cafeteria diet)
was weighed daily to ensure correct food amount and calorie intake. All
of these evaluations (food and body weight) were performed in the
morning (08:00 a.m. to 12:00 a.m.). Feed and energy efficiency measurements evaluate the efficiency of a particular diet in promoting
weight gain. In the present study, it was calculated as the ratio of
weight gain to total food intake or total caloric intake.
2.4. Behavioral evaluations
The animals performed the behavioral tests between D114 and
D118. Each animal received one of the following treatments intraperitoneally 30 min before each test: 1.0 mL.kg−1 of saline or risperidone (Sandoz®; 0.1 mg.kg−1) [23–25], in addition, it is emphasized
that an equivalent number of animals from a particular mother received
each treatment (saline or risperidone). Thus, the following groups were
formed: control saline (CTRL-S), fed a control diet and administered
saline (n = 21); control risperidone (CTRL-R), fed a control diet and
administered risperidone (n = 21); cafeteria saline (CAF-S), fed a cafeteria diet and administered saline (n = 21); cafeteria risperidone
(CAF-R), fed a cafeteria diet and administered risperidone (n = 21).
Half of the animals in each group first performed the elevated plus maze
(EPM) test on D114, followed by the social interaction tests on D118
(the same animals that were tested in EPM and social interaction test),
whereas the other half performed the open field (OF) test on D115 and
the novel object recognition (NOR) test on D115–D117. Approximately
half of the animals in the same litter received saline treatment, while
the other half received risperidone.
After receiving the treatment, each animal was placed in the behavior room 15 min prior to the tests’ start, allowing them to acclimatize. All tests were performed in a double-blind manner, in an isolated room, in the presence of light (150 lx), and between 08:00 a.m.
and 12:00 a.m.

2. Materials and methods
2.1. Ethics
This project was developed in the Experimental Nutrition
Laboratory (LabNutrex) of Federal University of the Valleys of
Jequitinhonha and Mucuri (UFVJM). Management and euthanasia were
carried out according to the ethical principles of animal use [20], and
the study was approved by the Ethics Committee on the Use of Animals
of UFVJM (protocol 041/16). All animals used were obtained from
LabNutrex/UFVJM and housed in conditions of natural moisture at a
temperature of 22 ± 2 °C (controlled by an air conditioner). They were
subjected to a 12-hour cycle of light and darkness, with the light cycle
beginning at 6:00 a.m.

2.4.1. EPM test
Each animal was placed in the maze with its head facing towards
one of the closed arms; its movements were filmed for 300 s. At the end
of each test, the maze was cleaned using 70% alcohol to eliminate olfactory signals. Trained observers evaluated the number of entries, with
one entry defined as the animal entering with all four paws, and the
time spent in each arm. We then calculated the ratio of entries into the
open arms to entries into the closed arms, as well as the ratio of time
spent inside the open arms to time spent in the closed arms.

2.2. Animals and diets
Female Wistar rats (Rattus norvegicus) were placed for mating with
males at the age of 80 days (two females per male). During mating and
gestation, these animals received a standard diet (Nuvilab® CR-1). After
delivery, which was considered “day 0″ (D0) of the experiment, the
litters were culled to eight pups (six males, two females). Fourteen
litters were included in the study. During the lactation period
(D0–D21), dams and their litters were divided into (1) a control group
(CTRL; n = 7), which received lab chow (Nuvilab® CR-1; 3.43 kcal/g –
protein 0,83 kcal/g; carbohydrates 1,95 kcal/g; fats 0,65 kcal/g) and
water ad libitum, and (2) a cafeteria group (CAF), which received a
cafeteria diet (4.74 kcal/g – protein 0,65 kcal/g; carbohydrates
1,88 kcal/g; fats 2,21 kcal/g) and water ad libitum (n = 7). The cafeteria diet consisted of lab chow (Nuvilab®), milk chocolate (Bel®),
peanuts (Pachá®), and sweet biscuit (Aymoré®), all bought at the local
store. The cafeteria diet was prepared weekly, with all the components
mixed, pelleted, and supplied to the animals [21, 22].

2.4.2. Social interaction test
We selected pairs of animals of the same sex and similar weights who
had not yet come into contact. Each animal was marked with a different
color pen at the proximal height of the tail (red or black) 1 h before the
start of the experiment (26). The test was performed in a polypropylene
box that contained clean shavings, and the animals’ movements were
filmed for 600 s. We recorded the number of times and the total time that
one animal exhibited the following active social interaction behaviors:
sniffing/licking/touching the anogenital region of the other, sniffing/
licking/touching the other animal's snout, sniffing/licking/touching the
other animal's body with the muzzle, mounting/rolling over the other
animal. Finally, we evaluated the number of times and the total time of the
animal's active social interaction.
2
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2.4.3. OF test
Each animal was placed in the OF and its movements were filmed
for 600 s. At the end of the test, the arena was cleaned using 70% alcohol. We observed the number of entries and the time spent in the
center of the OF (considered as the animal inserting all four paws in the
central zone), as well as the total number of quadrants crossed (distance
covered).

Table 1
Male offspring nutritional evaluations from weaning until adulthood (D21D114) and adipose tissue weight (D120).

2.4.4. NOR tests
Twenty-four hours after exposure in the OF (step 1: habituation),
the same animals were re-exposed to the arena for 600 s (step 2: familiarization), with a ball (rubber, green color, spherical shape) and a
piece of Lego® (plastic, red rectangle) on the floor. These objects were
referred to as "A" and "B", respectively. The animals were returned to
their home cages after the exposure time. Twenty-four hours later, the
animals were placed back into the arena for 300 s (step 3: recognition
test), this time with only one familiar object (object A) and a new object: a pyramid (white crystal), referred to as object "C". The animal's
active interaction with each of the objects – that is, the time spent exploring them – was evaluated, with the following being considered as
exploration actions: smelling, licking, biting, and touching the object
with the snout or paw.

Variables

CTRL

CAF

Total food intake (g)
Total calorie intake (kcal)
Initial weight* (g)
Weight gain (g)
Feed efficiency (g/g)
Energy efficiency (g/kcal)
Adipose tissue⁎⁎ (g)

2184.24 ± 44.51a
7491.94 ± 152.67b
46.41 ± 1.04a
332.56 ± 9.43b
0.15 ± 0.01b
0.04 ± 0.01a
23.61 ± 1.50b

1693.15 ± 30.94b
8025.55 ± 146.66a
41.36 ± 0.79a
359.27 ± 7.34a
0.21 ± 0.01a
0.04 ± 0.01a
39.37 ± 3.72a

Control (CTRL) and Cafeteria (CAF), n = 20–21. Different letters on the same
line indicate significant difference by the Newman Keuls test (p < 0.05).
⁎
Initial weight was defined as weight on the 21st day (D21) of life of the
animals;.
⁎⁎
Retroperitoneal, visceral and epididymal adipose tissue.

was < 0.05. All results are shown as mean ± standard error of the
mean.
3. Results

2.5. Euthanasia and collection of biological samples

The CAF group showed lower total food intake (p < 0.001) and
higher calorie intake (p < 0.05) than the CTRL group. Weight gain (p <
0.05), feed efficiency (p < 0.001), and abdominal adipose tissue (p <
0.001) were higher in the CAF group than in the CTRL group (Table 1).
There was no significant difference among the groups regarding the
ratio of entries into each arm of the EPM (Fig. 1A and 1B). The ratio of
time spent in each arm differed significantly among the groups (p <
0.05), with CTRL-R group showing the highest percentage of time spent
in the open arm (Fig. 1D).
The number of entries into the central area of the OF (p < 0.01)
differed significantly among the groups, with the CAF-S group showing
the most entries, as shown in Fig. 2A. A significant difference was also
found in the ratio of time spent (p < 0.01) in the central zone. The CAFS group had the highest value in this instance, followed by the CTRL-S
and CTRL-R groups, and finally by the CAF-R group (Fig. 2B).
The total number of quadrants covered in the OF test showed a
significant difference among the groups (p < 0.01). The highest distance was covered by the CAF-S group, followed by the CTRL-S, CTRLR, and CAF-R groups (Fig. 2C).
No significant differences were detected in the exploration time of
objects A and B in the familiarization phase of the object recognition
test (Fig. 3A). In the test phase, the CTRL-S group presented a longer
exploration time (p < 0.001) for object C (novel object) than for object
A (familiar object), while the CTRL-R, CAF-S, and CAF groups displayed
no difference in exploration time between the two objects (Fig. 3B).
The behaviors evaluated in the social interaction test are shown in
Table 2. There was no significant difference among the groups regarding the frequency of any of these interactions (anogenital, body,
snout, mounting/rolling). However, anogenital interaction was lower in
the CAF-S and CAF-R groups than the other groups, in relation to the
time in which these interactions occurred (p < 0.05).
The number of total social interactions differed significantly between the groups (p < 0.05), with CAF-S showing the lowest number.
The total interaction time was higher for CTRL-S than for CAF-S and
CAF-R, with a significant difference (p < 0.05) (Fig. 4).
In the evaluation of brain redox status (prefrontal cortex and hippocampus), GST enzyme levels in the pre-frontal cortex were greater in
the CAF group than in the CTRL group (p < 0.05). In the hippocampus,
the levels of MDA (p < 0.05) and SOD (p < 0.05) were higher in the
CAF group than in the CTRL group (Table 3).
Analyzing brain samples from male offspring using DPV showed no
difference in serotonin levels between the groups, for both prefrontal
cortex and hippocampus (Fig. 5).

The animals were euthanized by decapitation on D120. Their brains
were rapidly withdrawn (< 3 min) and dipped in phosphate buffered
saline (PBS; 50 mM, pH 7.0) at 4 °C. Thereafter, the structures of the
prefrontal cortex and hippocampus were dissected and stored at −80 °C
for subsequent analyses [27]. The animals’ abdominal adipose tissue
(visceral, retroperitoneal and epididymal) was also removed and weighed.
2.5.1. Redox status of the brain (prefrontal cortex and hippocampus)
After the prefrontal cortex and hippocampus were removed, oxidative stress markers were evaluated in these tissues. Malondialdehyde
(MDA) levels were estimated according to Buege and Aust [28]. Carbonylated protein levels were examined following the methodology
published by Sohal et al. [29] and Levine et al. [30]. The total protein
level was determined according to the method proposed by Bradford
[31]. We evaluated the activity of the antioxidant enzymes superoxide
dismutase (SOD) and glutathione S-transferase (GST). SOD levels were
estimated based on both H2O2 production and SOD reduction to nitroblue tetrazolium [32]. GST activity was assessed as described by
Habig et al. [33] and calculated in terms of the average oxidation of
nicotinamide adenine dinucleotide phosphate hydrogen (NADPH).
2.5.2. Serotonin
Brain tissues (prefrontal cortex and hippocampus) were weighed
and homogenized in a phosphate-buffered saline (PBS) solution
(50 mM, pH 7.0). We detected serotonin (serotonin hydrochloride
powder H9523; Sigma-Aldrich®) in the samples using the differential
pulse voltammetry (DPV) technique. The voltammetric measurements
were carried out on an Autolab® PGSTAT 128 N potentiostat/galvanostat (Utrecht, Netherlands), which was operated using Autolab Nova
version 1.10 software for data collection and analysis. The electrochemical experiments were performed in a one-compartment glass cell
(20.0 mL) mounted with three electrodes: an Ag/AgCl (3.0 mol.L−1
KCl) reference electrode, a counter electrode composed of a 1.0 cm2 Pt
foil, and a boron-doped diamond electrode as a working electrode. All
voltammetric measurements were conducted at room temperature.
2.6. Statistical analysis
We used GraphPad Prism® 7.0 to analyze the data and prepare the
figures. We used analysis of variance to evaluate the differences between the groups, followed by the Newman–Keuls test when the p-value
3
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Fig. 1. Ratio of entries in closed (A) and
open (B) arms; ratio of time spent in
closed (C) and open (D) arms in the EPM
test on D114 (n = 10–11). Legend:
Control saline (CTRL-S); Control risperidone (CTRL-R); Cafeteria saline (CAF-S);
Cafeteria risperidone (CAF-R). Different
letters between the columns indicate a
statistically significant difference by the
Newman Keuls test (p < 0.05).

4. Discussion

to behavioral changes in animals. In this context, the present study
presented a model of the cafeteria diet with longer duration of exposure, comprising the lactation, post-lactation, and adult life stages of
the animals. Alongside obesity, this treatment led to differences in the

Cafeteria diets are mainly used in the literature to study obesity.
However, in recent years, this Western diet model has also been linked

Fig. 2. Entries (A) and ratio of time
spent (C) in the center; and quadrants
covered in the OF test on D115
(n = 10–11). Legend: Control saline
(CTRL-S); Control risperidone (CTRLR); Cafeteria saline (CAF-S); Cafeteria
risperidone (CAF-R). Different letters
between the columns indicate a statistically significant difference by the
Newman Keuls test (p < 0.05).
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has higher calorie density (4.74 kcal/g) than lab chow (3.44 kcal/g).
However, slightly more energy was consumed by rats raised on cafeteria diet.
The CAF group demonstrated a higher calorie intake, corroborating
previous studies [6, 35]. Rats tend only to ingest food according to their
energy needs [36], so an above-standard calorie intake can be characterized as a hyperphagic state. Cafeteria diets are rich in foods that
contain large amounts of simple sugars and saturated fats, which favor
weight gain, as demonstrated in the CAF group of the present study.
Mucellini et al. [37] administered a more varied cafeteria diet and
observed weight gain after 120 days of treatment, consistent with the
present study results. Additionally, the CAF diet demonstrated greater
food efficiency, since the animals who received this diet required less
food to gain more weight.
The accumulation of adipose tissue, especially in the abdominal
region, is one of the main factors that defines an individual as obese. In
particular, a large amount of abdominal fat is a risk factor for metabolic
changes, such as type 2 diabetes mellitus, cardiovascular diseases,
atherosclerosis, and acute myocardial infarction [38]. Other complications of fat accumulation and consequent obesity are insulin and
leptin resistance. In fact, several recent studies have linked behavioral
changes with obesity and resistance of the brain to these two hormones,
both of which can cross the blood-brain barrier and have receptors in
important areas, such as the hippocampus and hypothalamus [39-42].
Behavioral tests in the present study revealed that animals fed a
cafeteria diet had a different response to risperidone. The animals were
exposed to this diet during lactation and post-lactation, which are critical phases in the formation of important brain structures, such as the
cortex, hippocampus, and amygdala [43]. Furthermore, the diet was
administered long enough to generate long-term deleterious effects.
Some studies have already shown that palatable diets can attenuate
anxiogenic states originating from stressors in the pre- and postnatal
stages in rodents [44]. The cafeteria diet promoted a similar anxiolytic
effect in the present study, as the CAF-S group presented a higher
number of entries into and time spent in the center of the OF, as well as
the highest mean number of entries into the open arms of the EPM,
although without statistical significance. Macedo, Medeiros [45] suggested that ingestion of tryptophan-rich foods, such as peanuts and
chocolate, may stimulate the serotoninergic system, promoting a decrease in anxiety.
Kaminska and Rogoz [25] reported that risperidone (0.1 mg.kg−1)
had an anxiolytic effect, as measured using the EPM. We observed this
in the CTRL-R group in the present study. This effect may be caused by
risperidone-mediated antagonism of 5-HT2A receptors located in pyramidal glutamatergic neurons and GABAergic interneurons in the
cortex and hypothalamus regions.
Importantly, the EPM and OF test results in the present study
showed that risperidone had different effects on anxiety between CTRL
and CAF groups. In the EPM test, the time spent by CAF-R group animals in the open arms did not differ from that of the CAF-S group

Fig. 3. Exploration time for objects A and B during the familiarization phase
(A), and exploration time for objects A (familiar object) and C (novel object)
during the test phase (B) in the NOR test on D117 (n = 10–11). Legend: Control
saline (CTRL-S); Control risperidone (CTRL-R); Cafeteria saline (CAF-S);
Cafeteria risperidone (CAF-R). Different letters between the columns indicate a
statistically significant difference by the Newman Keuls test (p < 0.05).

sensitivity of risperidone compared to animals fed a standard diet.
Lower feed intake in animals that receive a cafeteria diet has already been reported in the literature. Souza et al. [34] used a cafeteria
diet similar to that in the present study, finding lower food intake in the
CAF group after eight weeks. Even though the food had high palatability, consisting of chocolate, peanuts, and biscuits, the cafeteria diet
did not promote higher net food intake (in grams), perhaps because it

Table 2
Number of social interactions and time spent for each male offspring social behavior on D118 (n = 10–11).
Variables
Anogenital
Body
Snout
Mount/roll
Anogenital
Body
Snout
Mount/roll

CTRL-S
Number of social interactions
6.75 ± 2.68a
13.00 ± 1.68a
3.75 ± 1.03a
1.75 ± 1.43a
Time spent (s)
27.31 ± 2.16a
58.96 ± 11.19a
10.15 ± 4.53a
4.69 ± 2.70a

CTRL-R

CAF-S

5.20 ± 0.80a
10.04 ± 1.16a
4.00 ± 1.58a
2.60 ± 0.81a

2.00
8.00
1.67
0.33

21.52 ± 4.76ab
32.38 ± 3.89a
9.40 ± 3.64a
9.11 ± 2.55a

6.81 ± 2.93b
43.23 ± 7.20a
5.55 ± 3.69a
1.51 ± 1.00a

±
±
±
±

CAF-R
0.57a
1.00a
1.20a
0.33a

4.40 ± 1.21a
12.40 ± 1.57a
2.80 ± 0.80a
1.00 ± 0.44a
12.16 ± 3.88b
35.02 ± 6.50a
5.41 ± 2.56a
1.78 ± 0.84a

Control saline (CTRL-S); Control risperidone (CTRL-R); Cafeteria saline (CAF-S); Cafeteria risperidone (CAF-R). Different letters between the lines indicate a statistically significant difference by the Newman Keuls test (p < 0.05).
5
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Fig. 4. Total social interaction (A) and
time of total social interaction (B) in
interaction social test on D118
(n = 10–11). Legend: Control saline
(CTRL-S); Control risperidone (CTRLR); Cafeteria saline (CAF-S); Cafeteria
risperidone (CAF-R). Different letters
between the columns indicate a statistically significant difference by the
Newman Keuls test (p < 0.05).

weeks and obtained results similar to those of the present study, namely
increased locomotion. This observation indicates that hypercaloric or
palatable diets do not result in decreased locomotion in rodents, even
when weight and adipose tissue are increased [48]. Thus, because they
had lower anxiety than animals on a standard diet, the CAF-S group
increased their exploration in a new environment such as the OF.
McOmish et al. [49] reported a reduction in the locomotion of mice
who received 0.4 mg.kg−1 of risperidone intraperitoneally, similar to
that observed in the CTRL-R and CAF-R groups of the present study,
who covered smaller distances in the OF test. Atypical antipsychotics,
such as risperidone, are used to treat schizophrenia, with the aim of
reducing hyperactivity. As such, the drug may cause some decreases in
locomotion. Although risperidone decreased locomotion in both the
CTRL-R and CAF-R groups, the amplitude of this decrease differed. We
observed that the CAF-R group showed 10-fold lower locomotion than
the CAF-S group, whereas in the CTRL-R group, locomotion was only
2.5-fold lower than in the CTRL-S.
The NOR test is based on access to novelty. It stimulates the animal
to approach the new object. Animals have an innate preference for
exploring novel objects over familiar objects, and this preference may
be affected by neurotransmitter alterations caused by pharmacological
agents [50, 51]. Furthermore, the NOR test can be considered a model
for evaluating episodic memory in rodents, which is directly related to
the circuit generated in the CA1 region of the hippocampus and in the
medial prefrontal cortex [52]. The hippocampus is susceptible to highenergy intake dietary changes. Hypercaloric diets may generate metabolite accumulation that can increase the oxidative stress and neuroinflammation states in the hippocampus, resulting in memory impairment [22, 53]. The CAF-S group showed no preference for the novel
object in the NOR test, indicating that the cafeteria diet may have
compromised these animals’ episodic memory.
In an animal model of Alzheimer's disease, Wuet al. [54] administered high doses (2.0 and 4.0 mg.kg−1) of risperidone over long periods
of time. They reported memory improvements in the NOR test. We did
not observe this effect of risperidone in the present study: the CAF-R
group animals did not present longer exploration time of the novel
object, and the exploration time of both objects was decreased, which
may indicate a decrease in interest or recognition of the objects.
Anogenital interaction is an important behavior related to the investigation of a new individual of the same species, and it is a key
component of social recognition [55, 56]. Zilkha et al. [57] evaluated
the effects of a high-fat diet on social behavior in a model of autism
(BTBR mice). The high fat diet (60% kcal in fats), which was administered from weaning to the age of 9 weeks, led to an even greater
decrease in the interaction of the animals, and this behavior was classified as a high degree of autism.
In the present study, the cafeteria diet caused a decrease in the
number and total time of social interactions in these animals.
Furthermore, the anogenital interaction results suggested that the

Table 3
Redox state of the brain (prefrontal cortex and hippocampus) of the male offspring in adulthood on D120 (n = 8).
Variables
Malondialdehyde (nmol/mg protein)
Carbonylated protein (nmol/ml)
Superoxide dismutase (U SOD/mg
protein)
Glutathione S-Transferase (GST μmol/
min/mg protein)
Malondialdehyde (nmol/mg protein)
Carbonylated protein (nmol/ml)
Superoxide dismutase (U SOD/mg
protein)
Glutathione S-Transferase (GST μmol/
min/mg protein)

CTRL

CAF

Prefrontal cortex
11.72 ± 1.24a
24.81 ± 6.27a
83.36 ± 2.77a

10.75 ± 0.44a
29.06 ± 8.31a
100.93 ± 8.01a

5.88 ± 0.42b

7.81 ± 0.35a

Hippocampus
8.52 ± 0.78b
29.47 ± 7.49a
74.05 ± 2.77b

11.52 ± 1.04a
34.00 ± 9.08a
92.17 ± 8.01a

6.42 ± 1.08a

4.96 ± 0.88a

Control (CTRL) and Cafeteria (CAF). Different letters on the same line indicate
significant difference by the Newman Keuls test (p < 0.05).

Fig. 5. Serotonin levels of the brain of male offspring on D120 (n = 8). Legend:
Control (CTRL) and Cafeteria (CAF). Different letters between the columns indicate significant difference by the Newman Keuls test (p < 0.05).

animals. However, the CTRL-R group animals spent more time in the
open arms than the CTRL-S group animals. In the OF test, the number of
entries into and time spent in the center was lower in the CAF-R group
than in the CAF-S group; however, the number of entries and time spent
did not differ between the CTRL-R and CTRL-S groups.
Rodents have a natural tendency to explore new environments to
collect information and spatial mapping. Such behavior can be stimulated by changes in the anxiety/fear levels or impulsivity of the animals. Spatial memory, governed by the hippocampus, is directly associated with how much these animals move in the OF arena, since it is by
exploration that rodents acquire information about their new environment [46]. Marwitz et al. [47] treated rats with a cafeteria diet for 10
6
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cafeteria diet-fed animals had a decreased interest and recognition of
other individuals of the same species, and that they may even have had
decreased sexual interest [56]. However, risperidone administration
had different behavioral effects, depending on the animal's diet. The
number of total social interactions in the CAF-R group was higher than
in the CAF-S group.
Western diets, especially those rich in fats, are promoters of ROS
formation. Chronic ingestion of such diets favors oxidative stress in
brain tissue, thus promoting damage to the synapses, mitochondrial
dysfunction, and even neuronal death [11, 58]. Elevations of GST and
SOD levels in the prefrontal cortex and hippocampus may indicate that
a compensation mechanism has been created to prevent oxidative stress
in these tissues. Intense ROS production in the body stimulates the
production of higher concentrations of antioxidant enzymes to prevent
imbalances of the redox state. MDA is a by-product of lipid peroxidation, which occurs when ROS interacts with membrane phospholipids.
High MDA concentrations in the hippocampus indicate interference
with cellular functions, neurogenesis, and thus with memory and
learning, which are the primordial functions of this region [59]. It
follows that the different behaviors observed in the tests performed by
the animals may be related to alterations in the redox state of the
prefrontal cortex and hippocampus
Serotonin is a monoaminergic neurotransmitter synthesized mainly
in the neurons of the raphe nucleus. It regulates cognition, attention,
emotion, pain, sleep, and excitation. Changes in serotonin signaling
may trigger a number of neuropsychiatric disorders, such as schizophrenia, affective disorders, anxiety, and autism [60]. In particular,
tissue oxidative stress is related to changes in serotonin signaling. It
may decrease the production of rate-limiting enzymes in the synthesis
of this neurotransmitter, such as tryptophan hydroxylase [61].
Evaluations of brain tissue redox state in the present study indicated
that the CAF groups had mainly developed a state of oxidative stress in
the hippocampus. Although there were no differences in serotonin levels between the hippocampus and prefrontal cortex of the CAF animals, it is still possible that alterations in other pathways of serotonin
signaling were compromised. This would explain the different responses caused by risperidone in the behavioral tests.
Recent work has shown that obesogenic diets may cause changes in
dopamine receptors and consequently in sensitivity to dopaminergic
drugs [62–65]. Risperidone has a high affinity for 5-HT2A receptors,
effectively blocking them. It also stimulates 5-HT1A, and has lower
antagonist activity on dopamine D2 receptors [66]. Interaction between
the prefrontal and hippocampal cortices is important for many behavioral and cognitive processes involving serotonergic receptors, such as
5-HT2A and 5-HT1A [66]. Therefore, the present results constitute a new
viewpoint on how obesogenic diets affect sensitivity to drugs with
serotonergic targets.
The present study has a few experimental limitations. First, we
utilized the same animals to perform both the EPM and social interaction tests. Although the results presented indicate a clear change in
the sensitivity of risperidone in both tests for the cafeteria diet group,
an ideal experimental situation would include performing each test
with naive animals or even with half of the animals performing the EPM
test first while the other half perform the social interaction test, to
counterbalance the animals of all groups. Second, we used only one
dosage of risperidone, which was chosen according to the existing literature [23–25]; however, as the drug acts in a dose-dependent manner
[67, 68] tests with different dosages must be performed with the model
proposed in this work to better understand the changes in drug sensitivity. Finally, although the body weights of CAF offspring at the time of
weaning were lower than that of CTRL, the difference was not statistically significant. However, this may have influenced the behavioral
outcomes. Future studies using each phase separately (lactation and
post-weaning) are necessary to assess the impact of this result.
In summary, the model proposed in the present study showed that
the diet consumed by the offspring can alter behavior and affect

sensitivity to serotoninergic drug involved in that behavior. This fact
corroborates recent research showing that oxidative stress in brain
tissues may alter the signaling of some neurotransmitters. It also calls
attention to the use of central-acting drugs animals with obesogenic
diets.
5. Conclusions
The cafeteria diet caused increased locomotion, had anxiolytic effects, generated a memory deficit, and affected social interaction in
animals that were fed it from lactation. Risperidone administered to
animals on a cafeteria diet led to a greater reduction in locomotion, had
an anxiogenic effect, caused impaired memory, and improved social
interaction.
The behavioral alterations observed in the CAF group that received
risperidone may have been related to oxidative stress in the hippocampus and prefrontal cortex, and they may also have affected the
encephalic serotoninergic system.
Disclaimer statements
Contributors: all of the authors contributed equally.
Declaration of Competing Interest
The authors report no conflicts of interest.
Acknowledgments
The present study was financed by the Coordenação de
Aperfeiçoamento de Pessoal de Nível Superior – Brasil (CAPES: Finanial
code 001).
References
[1] E.L. Prado, K.G. Dewey, Nutrition and brain development in early life, Nutr. Rev. 72
(4) (2014) 267–284.
[2] F. Marangoni, I. Cetin, E. Verduci, G. Canzone, M. Giovannini, P. Scollo, et al.,
Maternal diet and nutrient requirements in pregnancy and breastfeeding, An Italian
Consensus Document 8 (10) (2016) 629.
[3] P.G. Reeves, Components of the AIN-93 diets as improvements in the ain-76a diet,
J. Nutr. 127 (5) (1997) 838S–841S.
[4] J.S. Husk, S.A Keim, Breastfeeding and dietary variety among preterm children
aged 1–3 years, Appetite 99 (2016) 130–137.
[5] P.J. Morgane, R. Austin-LaFrance, J. Bronzino, J. Tonkiss, S. Díaz-Cintra, L. Cintra,
et al., Prenatal malnutrition and development of the brain, Neurosci. Biobehav. Rev.
17 (1) (1993) 91–128.
[6] CRdC Guedine, LCdM Pordeus, T.R. Riul, A.A. Jordão, S.S Almeida, Cafeteria diet
during lactation and/or post-lactation altered lipid profile/lipid peroxidation and
increased anxiety-like behavior in male rat offspring, Nutr. Neurosci. (2018) 1–11.
[7] H. Rivera, K. Christiansen, E. Sullivan, The role of maternal obesity in the risk of
neuropsychiatric disorders, Front. Neurosci. 9 (194) (2015) 1–16.
[8] J.F. Lalanza, A. Caimari, J.M. del Bas, D. Torregrosa, I. Cigarroa, M. Pallàs, et al.,
Effects of a post-weaning cafeteria diet in young rats: metabolic syndrome, reduced
activity and low anxiety-like behaviour, PLoS ONE 9 (1) (2014) e85049.
[9] R.T.B. Pini, L.D.M. Ferreira do Vales, T.M. Braga Costa, S.S Almeida, Effects of
cafeteria diet and high fat diet intake on anxiety, learning and memory in adult
male rats, Nutr. Neurosci. 20 (7) (2017) 396–408.
[10] A.C. Reichelt, L.E. Stoeckel, L.P. Reagan, C.A. Winstanley, K.A Page, Dietary influences on cognition, Phys. Behav. 192 (2018) 118–126.
[11] L. Capuron, N. Castanon, Role of inflammation in the development of neuropsychiatric symptom domains: evidence and mechanisms, in: R Dantzer,
L Capuron (Eds.), Inflammation-Associated Depression: Evidence, Mechanisms and
Implications, Springer International Publishing, Cham, 2017, pp. 31–44.
[12] E.L. Sullivan, K.M. Riper, R. Lockard, J.C Valleau, Maternal high-fat diet programming of the neuroendocrine system and behavior, Horm Behav. 76 (2015)
153–161.
[13] E.L. Sullivan, B. Grayson, D. Takahashi, N. Robertson, A. Maier, C.L. Bethea, et al.,
Chronic consumption of a high-fat diet during pregnancy causes perturbations in
the serotonergic system and increased anxiety-like behavior in nonhuman primate
offspring, J neurosci offic j. Soc. Neurosci. 30 (10) (2010) 3826–3830.
[14] A. Adell, Revisiting the role of raphe and serotonin in neuropsychiatric disorders, J.
Gen. Physiol. 145 (4) (2015) 257–259.
[15] P.A. Pepa, K.C. Lee, H.E. Huynh, M.P Wilson, Safety of risperidone for acute agitation and alcohol intoxication in emergency department patients, J. Emerg Med.

7

Physiology & Behavior 220 (2020) 112874

A.E. Teixeira, et al.

neurobiology to pharmacology, Br. J. Pharmacol. 171 (20) (2014) 4556–4574.
[44] J.C. MacKay, P. Kent, J.S. James, C. Cayer, Z Merali, Ability of palatable food
consumption to buffer against the short- and long-term behavioral consequences of
social defeat exposure during juvenility in rats, Physiol. Behav. 177 (2017)
113–121.
[45] I.C. Macedo, L.F. Medeiros, C. Oliveira, C.M. Oliveira, J.R. Rozisky, V.L. Scarabelot,
et al., Cafeteria diet-induced obesity plus chronic stress alter serum Leptin levels,
Peptides 38 (1) (2012) 189–196.
[46] S.M. Thompson, L.E. Berkowitz, B.J Clark, Behavioral and neural subsystems of
rodent exploration, Learn Motiv. 61 (2018) 3–15.
[47] S.E. Marwitz, L.N. Woodie, S.N Blythe, Western-style diet induces insulin insensitivity and hyperactivity in adolescent male rats, Physiol. Behav. 151 (2015)
147–154.
[48] W. Warneke, S. Klaus, H. Fink, S.C. Langley-Evans, J.P Voigt, The impact of cafeteria diet feeding on physiology and anxiety-related behaviour in male and female
sprague-dawley rats of different ages, Pharmacol. Biochem. Behav. 116 (2014)
45–54.
[49] C.E. McOmish, A. Lira, J.B. Hanks, J.A Gingrich, Clozapine-induced locomotor
suppression is mediated by 5-HT2A receptors in the forebrain,
Neuropsychopharmacology: Offic. publ. Am. College of Neuropsychopharmacol. 37
(13) (2012) 2747–2755.
[50] M. Leger, A. Quiedeville, V. Bouet, B. Haelewyn, M. Boulouard, P. Schumann-Bard,
et al., Object recognition test in mice, Nat Protoc. 8 (2013) 2531.
[51] J.F. Morici, P. Bekinschtein, N.V Weisstaub, Medial prefrontal cortex role in recognition memory in rodents, Behav. Brain Res. 292 (2015) 241–251.
[52] O.Y. Chao, S. Nikolaus, M. Lira Brandão, J.P. Huston, M.A de Souza Silva,
Interaction between the medial prefrontal cortex and hippocampal CA1 area is
essential for episodic-like memory in rats, Neurobiol. Learn Mem. 141 (2017)
72–77.
[53] J.E. Beilharz, J. Maniam, M.J Morris, Short exposure to a diet rich in both fat and
sugar or sugar alone impairs place, but not object recognition memory in rats, Brain
Behav. Immun. 37 (2014) 134–141.
[54] L. Wu, X. Feng, T. Li, B. Sun, M.Z. Khan, L He, Risperidone ameliorated Aβ1-42induced cognitive and hippocampal synaptic impairments in mice, Behav. Brain
Res. 322 (Pt A) (2017) 145–156.
[55] A.M. Dossat, H. Jourdi, K.N. Wright, C.E. Strong, A. Sarkar, M Kabbaj, Viralmediated zif268 expression in the prefrontal cortex protects against gonadectomyinduced working memory, long-term memory, and social interaction deficits in
male rats, Neuroscience 340 (2017) 243–257.
[56] J. Wolfe, C. Mende, M Brecht, Social facial touch in rats, Behav. Neurosci. 125 (6)
(2011) 900–910.
[57] N. Zilkha, Y. Kuperman, T Kimchi, High-fat diet exacerbates cognitive rigidity and
social deficiency in the BTBR mouse model of autism, Neuroscience 345 (2017)
142–154.
[58] Treviño S., Aguilar-Alonso P., Flores Hernandez J.A., Brambila E., Guevara J.,
Flores G., et al. A high calorie diet causes memory loss, metabolic syndrome and
oxidative stress into hippocampus and temporal cortex of rats. 2015;69(9):421–33.
[59] S.-.F. Xia, Z.-.X. Xie, Y. Qiao, L-R Li, X.-.R. Cheng, X. Tang, et al., Differential effects
of quercetin on hippocampus-dependent learning and memory in mice fed with
different diets related with oxidative stress, Physiol. Behav. 138 (2015) 325–331.
[60] S. Brummelte, E. Mc Glanaghy, A. Bonnin, T.F Oberlander, Developmental changes
in serotonin signaling: implications for early brain function, behavior and adaptation, Neuroscience 342 (2017) 212–231.
[61] M.R. Ramis, F. Sarubbo, J.L. Terrasa, D. Moranta, S. Aparicio, A. Miralles, et al.,
Chronic alpha-Tocopherol increases central monoamines synthesis and improves
cognitive and motor abilities in old rats, Rejuvenation Res. 19 (2) (2016) 159–171.
[62] Hernandez-Casner C., Woloshchuk C.J., Poisson C., Hussain S., Ramos J., Serafine
K.M. Dietary supplementation with fish oil reverses high fat diet-induced enhanced
sensitivity to the behavioral effects of quinpirole. 2019;30(4):370–5.
[63] J. Ramos, C. Hernandez-Casner, B. Cruz, K.M Serafine, Sex differences in high fat
diet-induced impairments to striatal AKT signaling and enhanced sensitivity to the
behavioral effects of dopamine D2/D3 receptor agonist quinpirole, Physiol. Behav.
203 (2019) 25–32.
[64] Robertson S.H., Rasmussen E.B.Effects of a cafeteria diet on delay discounting in
adolescent and adult rats: alterations on dopaminergic sensitivity.
2017;31(11):1419–29.
[65] Robertson S.H., Boomhower S.R., Rasmussen E.B. High-fat diet alters weight, caloric intake, and haloperidol sensitivity in the context of effort-based responding.
2017;28(5):323–33.
[66] T. Gener, A. Tauste Campo, M. Alemany-González, P. Nebot, C. Delgado-Sallent,
J. Chanovas, et al., Serotonin 5-HT1A, 5-HT2A and dopamine D2 receptors strongly
influence prefronto-hippocampal neural networks in alert mice: contribution to the
actions of risperidone, Neuropharmacology 158 (2019) 107743.
[67] P. Hertel, G.G. Nomikos, B. Schilstrom, L. Arborelius, T.H Svensson, Risperidone
dose-dependently increases extracellular concentrations of serotonin in the rat
frontal cortex: role of alpha 2-adrenoceptor antagonism,
Neuropsychopharmacology 17 (1) (1997) 44–55.
[68] K.M. Kirschbaum, C. Hiemke, U Schmitt, Rotarod impairment: catalepsy-like
screening test for antipsychotic side effects, Int. J. Neurosci. 119 (10) (2009)
1509–1522.

53 (4) (2017) 530–535.
[16] G. Schoretsanitis, J. de Leon, E. Haen, B. Stegmann, C. Hiemke, G. Gründer, et al.,
Pharmacokinetics of risperidone in different application forms – Comparing longacting injectable and oral formulations, European Neuropsychopharmacol. 28 (1)
(2018) 130–137.
[17] M. Lamy, C.A. Erickson, Pharmacological management of behavioral disturbances
in children and adolescents with autism spectrum disorders, Curr. Probl. Pediatr.
Adolesc Health Care 48 (10) (2018) 250–264.
[18] L. Jahangard, S. Akbarian, M. Haghighi, M. Ahmadpanah, A. Keshavarzi,
H. Bajoghli, et al., Children with ADHD and symptoms of oppositional defiant
disorder improved in behavior when treated with methylphenidate and adjuvant
risperidone, though weight gain was also observed – Results from a randomized,
double-blind, placebo-controlled clinical trial, Psychiatry Res. 251 (2017) 182–191.
[19] L.G. Leahy, Diagnosis and treatment of ADHD in children vs adults: what nurses
should know, Arch. Psychiatr. Nurs. 32 (6) (2018) 890–895.
[20] Diretrizes brasileira para o cuidado e a utilização de animais em atividade de ensino
ou de pesquisa científica, resolução normativa n° 30 (2016).
[21] H.L. Schimidt, A. Garcia, A. Martins, M. Garcia, M.B. Soares, F.W. Cibin, et al.,
Effects of cafeteria diet on memory and hippocampal oxidative stress in a rat model
of alzheimer-like disease: neuroprotection of green tea supplementation, J. Funct.
Foods 49 (2018) 277–284.
[22] M.B. Soares, J.B. Ramalho, A.P. Izaguirry, N.F. Pavin, C.C. Spiazzi, H.L. Schimidt,
et al., Comparative effect of camellia sinensis teas on object recognition test deficit
and metabolic changes induced by cafeteria diet, Nutr. Neurosci. (2017) 1–10.
[23] K. Kamińska, K. Gołembiowska, Z Rogóż, Effect of risperidone on the fluoxetineinduced changes in extracellular dopamine, serotonin and noradrenaline in the rat
frontal cortex, Pharmacol. Rep. 65 (5) (2013) 1144–1151.
[24] Z. Rogóż, Effect of combined treatment with mirtazapine and risperidone on the
MK-801-induced changes in the object recognition test in mice, Pharmacol. Rep. 65
(5) (2013) 1401–1406.
[25] K. Kaminska, Z. Rogoz, The antidepressant- and anxiolytic-like effects following cotreatment with escitalopram and risperidone in rats, J. Physiol. Pharmacol. Offic. J.
Polish physiol. Soc. 67 (3) (2016) 471–480.
[26] Sato A., Mizuguchi M., Ikeda K. Social interaction test: a sensitive method for examining autism-related behavioral deficits. 2013.
[27] G. Paxinos, C. Watson, The Rat Brain in Stereotaxic Coordinates, Academic Press,
2013, p. 388.
[28] Buege J.A., Aust S.D. Microsomal lipid peroxidation methods in enzymology.
1978;52:302–10.
[29] RSea Sohal, Protein oxidative damage is associated with life expectancy of houseflies, Rev Biochem. 90 (1993) 7255–7259.
[30] RLea Levine, Determination of carbonyl contente in oxidatively modified proteins,
Meth. Enzymol. 186 (1990) 464–478.
[31] M.M. Bradford, A rapid and sensitive method for the quantitation of microgram
quantities of protein utilizing the principle of protein-dye binding, Anal Biochem.
72 (1976) 248–254.
[32] S. Sarban, A. Kocyigit, M. Yazar, U.E Isikan, Plasma total antioxidant capacity, lipid
peroxidation, and erythrocyte antioxidant enzyme activities in patients with rheumatoid arthritis and osteoarthritis, Clin. Biochem. 38 (11) (2005) 981–986.
[33] Habig W.H., Pabst M.J., Jakoby W.B. Glutathione S-Transferases: the first enzymatic step in mercapturic acid formation. 1974;249(22):7130–9.
[34] I.L.L. de Souza, B.C. Barros, G.A. de Oliveira, F.R. Queiroga, L.T. Toscano,
A.S. Silva, et al., Hypercaloric diet establishes erectile dysfunction in rat: mechanisms underlying the endothelial damage, Front. Physiol. 8 (2017) 760.
[35] S.I. Martire, R.F. Westbrook, M.J Morris, Effects of long-term cycling between palatable cafeteria diet and regular chow on intake, eating patterns, and response to
saccharin and sucrose, Physiol. Behav. 139 (2015) 80–88.
[36] C.M. Patterson, B.E. Levin, Role of exercise in the central regulation of energy
homeostasis and in the prevention of obesity, Neuroendocrinology 87 (2) (2008)
65–70.
[37] A.B. Mucellini, J.F. Goularte, Cunha ACdAd, R.C. Caceres, C. Noschang,
Benetti CdS, et al., Effects of exposure to a cafeteria diet during gestation and after
weaning on the metabolism and body weight of adult male offspring in rats, Br. J.
Nutrition 111 (08) (2014) 1499–1506.
[38] Lee J.J., Pedley A., Hoffmann U., Massaro J.M., Fox C.S. Association of changes in
abdominal fat quantity and quality with incident cardiovascular disease risk factors.
2016;68(14):1509–21.
[39] C. Van Doorn, V.A. Macht, C.A. Grillo, L.P Reagan, Leptin resistance and hippocampal behavioral deficits, Phys. Behav. 176 (2017) 207–213.
[40] C.A. Grillo, J.L. Woodruff, V.A. Macht, L.P Reagan, Insulin resistance and hippocampal dysfunction: disentangling peripheral and brain causes from consequences,
Exp. Neurol. 318 (2019) 71–77.
[41] B. Sun, R. Purcell, C. Terrillion, J. Yan, T. Moran, K Tamashiro, Maternal high-fat
diet during gestation or suckling differentially affects offspring leptin sensitivity
and obesity, Diabetes 61 (2012) 2833–2841.
[42] B. Cruz, R.J. Flores, K.P. Uribe, E.J. Espinoza, C.T. Spencer, K.M. Serafine, et al.,
Insulin modulates the strong reinforcing effects of nicotine and changes in insulin
biomarkers in a rodent model of diabetes, Neuropsychopharmacology 44 (6) (2019)
1141–1151.
[43] D.E. Ganella, J.H. Kim, Developmental rodent models of fear and anxiety: from

8

