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ORIGINAL ARTICLE

Peripubertal stress-induced behavioral changes are associated

with altered expression of genes involved in excitation and
inhibition in the amygdala

S Tzanoulinou, O Riccio, MW de Boer and C Sandi

Early-life stress is a critical risk factor for developing psychopathological alterations later in life. This early adverse environment has
been modeled in rats by exposure to stress during the peripubertal period—that is, corresponding to childhood and puberty—and
has been shown to lead to increased emotionality, decreased sociability and pathological aggression. The amygdala, particularly its
central nucleus (CeA), is hyperactivated in this model, consistent with evidence implicating this nucleus in the regulation of social
and aggressive behaviors. Here, we investigated potential changes in the gene expression of molecular markers of excitatory and
inhibitory neurotransmission in the CeA. We found that peripubertal stress led to an increase in the expression of mRNA encoding
NR1 (the obligatory subunit of the N-methyl D-aspartate (NMDA) receptor) but to a reduction in the level of mRNA encoding

glutamic acid decarboxylase 67 (GAD67), an enzyme that is critically involved in the activity-dependent synthesis of GABA, and to
an increase in the vesicular glutamate transporter 1 (VGLUT1)/vesicular GABA transporter (VGAT) ratio in the CeA. These molecular
alterations were present in addition to increased novelty reactivity, sociability deficits and increased aggression. Our results also
showed that the full extent of the peripubertal protocol was required for the observed behavioral and neurobiological effects

because exposure during only the childhood/prepubertal period (Juvenile Stress) or the male pubertal period (Puberty Stress) was

insufficient to elicit the same effects. These findings highlight peripuberty as a period in which stress can lead to long-term
programming of the genes involved in excitatory and inhibitory neurotransmission in the CeA.
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INTRODUCTION
Although substantial evidence indicates that exposure to early-life
stress is a critical risk factor for developing psychopathological
alterations later in life,"™ including anxiety disorders,>® impaired
social behavior and increased aggression,*® the underlying
neurobiological mechanisms are largely unknown. In light of this
lack of knowledge, the recent emphasis placed on the develop-
ment of animal models of psychopathology triggered by early
adversity is essential to explore mechanistic questions.”
Childhood and adolescence are periods known to be sensitive
to the long-term programming effects of stress.”*'2 Our
laboratory has developed a model that involves exposing rats to
stressful experiences during the peripubertal period—consisting
of childhood and puberty—leading to alterations in several
behavioral domains during adulthood, including decreased
sociability, increased anxiety and pathological aggression.'*'
These behavioral changes are observed in parallel with hyper-
activity in the amygdala both under basal conditions and after an
aggressive challenge.'® The relevance of this enduring effect of
peripubertal stress (PPS) on the activation of the amygdala is
supported by the mounting literature implicating this brain region
in emotional regulation,”'® social behaviors'”'® and aggressive
behaviors'®?° as well as by the well-known hyperactivity of the
amygdala in post-traumatic stress disorder, other anxiety and
personality disorders?'2* and aggressive behaviors.?> Importantly,
some studies have related aspects of an imbalanced excitation/

inhibition ratio in the amygdala with alterations observed in the
brain of individuals who present psychopathological alterations
involving marked social deficits.2*™?® In rodents, acute alteration of
the excitation/inhibition balance in the prefrontal cortex was
shown to reduce social exploration.?® Furthermore, differences in
the GABAergic system have been proposed to be involved in the
differential amygdala responsiveness in stress-related anxiety
disorders,>***' and a recent study indicated reduced GABAergic
activity in our PPS model in rats.>

Studies that have examined the contribution of the different
nuclei of the amygdala have highlighted the central nucleus (CeA)
as being particularly implicated in the regulation of social**~> and
aggressive behaviors."***3” Note that the main projections from
the amygdala to the lateral hypothalamus, the latter structure
being critically implicated in the emergence of aggressive
behaviors,***® stem from the CeA.>® Importantly, in our peripub-
erty stress model of psychopathology, effective connectivity
analyses applied to data from a c-Fos experiment revealing
neuronal activity in a large number of brain regions following an
aggressive challenge, found that activity in the CeA was the only
predictor of aggressive output.'® Evidence for a role of the CeA in
anxiety has also been reported.*>*!

Here, with the goal of gaining insight into the mechanisms
underlying the alterations induced by PPS exposure in the CeA, we
investigated potential changes in the gene expression of
molecular markers for excitatory (the obligatory subunit of N-
methyl D-aspartate (NMDA) glutamate receptors, NR1, and the
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Figure 1.

Experimental design. All animals were weaned at P21 and subsequently assigned to Control or Stress groups. Three different cohorts

of rats (numbered in brackets on the schema) were subjected to either the full extent of the Peripubertal Stress (PPS) protocol (P28-42) (1), the
early phase (P28-30; representing early adolescence or juvenility) (2) or the late phase of the protocol (P40-42; representing puberty) (3). The
stress protocol consisted of exposure to an open field (OF) on P28 and then to an elevated platform (EP) and predator odor

(trimethylthiazoline), with stressors presented in a variable schedule on

the days depicted in the schema. The behavioral testing started at

P90. Control animals were handled briefly on the days on which their experimental cohorts were exposed to stress.

vesicular glutamate transporter 1 (VGLUT1)) and
neurotransmission (glutamic acid decarboxylase
(GAD67) and the vesicular GABA transporter (VGAT)).

The PPS protocol consisted of exposing rats to fearful
experiences (that is, exposure to an elevated platform and to a
synthetic fox odor) using an unpredictable schedule on 7 specific
days, across postnatal days 28-42 (P28-42), to cover the
equivalent of ‘childhood’ (P28-P30) and puberty (P34, P36, P40
and P42) periods in the rat; note that puberty in male Wistar rats
typically occurs on P41+ 1 day. Given that this protocol includes
repeated exposure to stressors across different developmental
periods, a second goal of the current study was to investigate
whether the full extent of the stress included in the PPS protocol
(designated Full Peripubertal Stress) was required for its beha-
vioral and neurobiological impact or whether exposure to the
corresponding stressors during either childhood/prepuberty (P28-
-P30; designated Juvenile Stress) or during the male puberty
period (P40, P42; designated Puberty Stress) would lead to similar
or no alterations in adulthood.

inhibitory
67

MATERIALS AND METHODS
Animals

The experimental subjects were the offsprings of Wistar Han rats (Charles
River Laboratories, L'Arbresle, France) bred in our animal facility. Twelve
breeding pairs were established for each cohort of animals. In each cohort,
10-11 litters were finally used as, typically, 1-2 females per cohort did not
become pregnant after the cohabitation with the male. Only the male
offspring were tested at adulthood. At weaning on P21, male rats from
different litters were mixed throughout the different home cages by
placing an equivalent number of animals from each litter into the stress or
control groups and by avoiding placing siblings in the same home cage. In
addition, cage mates were matched by weight. The rats were housed two
animals per cage and maintained on a 12-h light-dark cycle (lights on at
0700 hours). Food and water were available ad libitum. All procedures were
conducted in conformity with the Swiss National Institutional Guidelines
on Animal Experimentation and approved by a license from the Swiss
Cantonal Veterinary Office Committee for Animal Experimentation.

Experimental design

After weaning at P21, animals were randomly assigned to control or stress
groups, with animals in the same cage always assigned to the same
experimental condition. Separate experiments (using different cohorts of
animals) were performed to include the various lengths and time of
exposure to stress around the peripubertal period. Control rats were briefly
handled on the days that the corresponding experimental cohorts were
exposed to stress.

The stress protocol procedure began on P28 (for the first two cohorts) or
P40 (for the third cohort). The first cohort was exposed to stress during the
peripubertal period as previously described.' Animals in the second
cohort, representing the Juvenile Stress group, were subjected to only the
early phase of the PPS protocol on P28, P29 and P30 (Figure 1). Finally, a
third cohort, representing the Puberty Stress group, was exposed to stress
according to the last 2 days of the protocol on P40 and P42 (Figure 1).
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The cohort exposed to the entire duration of PPS (that is, from P28-P42)
is termed Full Peripubertal Stress with their respective control cohorts
called CTRL Full. The second cohort, stressed during P28-P30, is referred to
as Juvenile Stress, with their respective control cohorts called CTRL
Juvenile. Similarly, the third cohort, stressed on P40 and P42, is referred to
as Puberty Stress with their respective controls called CTRL Puberty. For
each cohort, the behavioral assessment and characterization began at
adulthood (P90; Figure 1).

Stress protocol

The PPS protocol, also referred to here as the Full Peripubertal Stress
protocol, was based on exposure to fearful situations.' Briefly, following
exposure to an open field for 5min on P28, two different fear-inducing
stressors were presented in a variable schedule in the span of 7 days across
the P28-P42 period: the synthetic fox odor trimethylthiazoline (PheroTech,
Delta, BC, Canada) administered in a plastic box (38 x27.5x31cm) and
exposure to an elevated platform (EP; 12x 12 cm; Figure 1). Each stressor
lasted for 25 min. Following each stress session, the animals remained
separated for 15 min before rejoining their cage mates.

Reactivity to novelty

The open field and novel object tests were performed to assess the
animals’ exploratory/locomotive behavior, as well as their reactivity upon
novelty exposure. The test was performed as previously described.*? For
the open-field test, a circular open arena was utilized (1 m in diameter,
40 cm high). Each rat was placed near the wall and allowed to freely
explore and habituate to the apparatus for 10 min. For analysis, the floor of
the open field was considered to be divided into three parts: the center
zone in the middle of the arena with a diameter of 25 cm, an intermediate
zone with a diameter of 75 cm and the remaining peripheral zone along
the walls of the arena. At the end of the 10-min period, an object (white
plastic bottle) was introduced into the center of the arena for the novel
object test. Each animal was allowed to explore the arena and object for
5 min. The center zone of the arena, where the object was placed during
the novel object phase, was considered as the exploration area and was of
the same dimensions for both the open-field and novel object tests. The
behavior was monitored using a video camera and analyzed with a
computerized tracking system (Ethovision XT 8, Noldus IT). The entries and
the time spent in the exploration area (center) and the periphery (wall), as
well as the distance traveled in the arena, were recorded automatically.
The apparatus was cleaned with a 1% acetic acid solution and dried
thoroughly after each animal.

Social preference test

The social preference test was adapted from the protocol described by
Crawley and co-workers*® to investigate social affiliation in male mice
using the same conditions previously described."*** The apparatus was a
rectangular three-chambered gray opaque polycarbonate box, consisting
of a center (20 x 35 x 35 cm), left and right compartment (30 x 35 x 35 cm).
The dividing walls had retractable doorways allowing access to each
chamber. The left and right compartments contained a central transparent
Plexiglas cylinder (15 cm diameter) with small holes, where either a social
stimulus (unfamiliar juvenile rat of 30 + 2 days old) or a non-social stimulus
(yellow plastic bottle) was placed. The cylinder permitted visual, tactile,
auditory and olfactory communication. The juvenile rats were first

© 2014 Macmillan Publishers Limited



habituated to the three-chambered apparatus by placing them individually
into the box within the Plexiglas cylinder for 10 min each day during the
three consecutive days preceding the social test. On the test day, the
experimental rat was first placed in the middle chamber and allowed to
habituate for 5 min. The doorways into the two side chambers were closed
during this habituation phase. After the habituation period, the unfamiliar
juvenile was placed in one of the side chambers and the object placed in
the other chamber. The locations of the juvenile and the object in the left
and right side chambers were counterbalanced. Next, both side chamber
doors were carefully removed, and the experimental rat was allowed to
explore the entire apparatus for a 10-min session. Each trial was video-
recorded (MediaCruise, Canopus, Kobe, Japan) and scored offline manually
by an experimenter blind to the conditions. The time the rats spent sniffing
each cylinder was scored to evaluate the level of preference for the
unfamiliar juvenile compared with the object. The rats were considered to
explore the object and the juvenile when they approached the cylinders
within less than ~2 cm, with their nose oriented toward the contents of
the cylinders. The social preference ratio was calculated as follows: time
exploring the juvenile/ (time exploring the juvenile + time exploring the
object). The entire apparatus was cleaned with 1% acetic acid solution and
dried thoroughly between each trial.

Resident-intruder test

The resident-intruder protocol was adapted from Veenema et al.** and
performed following the same conditions as those employed in the
previous studies from our laboratory.'*** Briefly, each rat (resident) was
housed in an experimental cage (40 x29x20cm) together with a naive
adult female Wistar rat for 10 days. Following 10 days of cohabitation with
the female rat, the Rl test was performed. Thirty minutes before the test,
the female was removed from the resident’s home cage and was returned
after the test was over. The test was conducted during the dark cycle. The
resident control or stressed male rat was exposed in his home cage to a
slightly smaller (~5-10% body weight difference), unfamiliar male Wistar
rat, the intruder, for a 30-min encounter. The tests were videotaped and
the behavioral scoring was performed offline using The Observer XT 10
(Noldus IT, Wageningen, The Netherlands). Resident and intruder pairs in
which neither the resident nor the intruder exhibited any offensive
behavior were excluded from the analysis (3 out of 92 pairs). In addition,
the data for this test from one Full Peripubertal Stress animal was lost due
to a technical problem with the video-recording. The following parameters
related to aggression were scored in the experimental animals: duration of
attack, lateral threat, offensive upright posture and keeping the intruder
down. The definitions of these behaviors followed the ones described
previously.*® More specifically, ‘attack’ was counted when the experimental
animal oriented to the other on very rapid rolling, jumping and biting.
‘Lateral threat’ was scored when it was standing or moving slowly in a
sideways direction toward the opponent. ‘Offensive upright’ was scored
when it was standing on its hindlegs facing the opponent, in occasions
touching the other animal with its forepaws. ‘Keeping down’ was scored
when the animal was standing over the opponent, keeping it down by
pushing against the cage floor or walls. In addition, these four behaviors
were summed up to provide an index of the total aggressive behavior
displayed by each experimental animal.

Brain punching

Two weeks after the last behavioral test, the rats were decapitated under
basal conditions. After decapitation, the brains were snap-frozen in
isopentane at —45°C and stored at —80 °C until further processing. The
brains were sectioned using a cryostat, and 200-um-thick slices were
mounted on slides in order to punch and remove the region of interest.
Bilateral punches of the central amygdaloid nucleus (CeA) were conducted
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using a 1-mm puncher according to the atlas coordinates indicated in
Paxinos et al*’ The tissue was collected in RNAase-free tubes and
maintained in a — 80 °C freezer until further processing for RNA extraction
and isolation.

Gene expression analysis

Total RNA from the CeA was isolated using the RNAqueous Micro kit
(Ambion, Life Technologies, Austin, TX, USA), and complementary DNA was
synthesized using the Superscript VILO kit (Invitrogen, Life Technologies,
Carlsbad, CA, USA) according to the supplier's recommendations. For
quantitative polymerase chain reaction (PCR), PCR reactions were
performed in triplicate using SYBR Green PCR Master Mix (Applied
Biosystems, Life Technologies, Warrington, Florida, USA) in an ABI Prism
7900 Sequence Detection system (Applied Biosystems, Life Technologies,
Singapore). Two genes were used as internal controls: gamma-actin (actg7)
and eukaryotic elongation factor-1 (eef7). Primers for the genes of interest
were designed using the Assay Design Center software from Roche
Applied Science, except for NR1.*® Primer sequences are listed in Table 1.
Gene expression was analyzed with the qBase 1.3.5 software using the
comparative cycle threshold method. The genes investigated were NRT,
VGLUTI1, GAD67 (glutamic acid decarboxylase 67) and VGAT.

Statistical analysis

The data were analyzed with independent samples t-tests using the
statistical package SPSS version 17.0 (SPSS, Chicago, IL, USA). If Levene’s
test for equality of variances was significant, equal variance was not
assumed, and the altered degrees of freedom were rounded to the nearest
whole number. All bars and error bars represent the mean + the s.e.m., and
the statistical significance was set at P < 0.05. The P-value was considered
tending toward significance when 0.05<P<0.1. For these cases, the
specific P-values are reported on the respective graphs. The graphs were
created using GraphPad Prism 5 (San Diego, CA, USA).

RESULTS
Reactivity to novelty
First, we evaluated whether animals exposed to the different
stress protocols showed changes in their behavioral responses
compared with the corresponding controls in the open-field and
novel object reactivity tests. Although no data had been collected
for these tests during adulthood in previous studies examining
peripubertal stress effects, a study performed during the
immediate post-puberty stress period, at adolescence, found no
changes in locomotion but increased reactivity to a novel object in
the stressed animals.*®

In the current study, for animals tested as adults, we found no
significant differences between CTRL Full and Full Peripubertal
Stress during the open-field phase of the test as demonstrated by
entries in the center (exploration area) (Figure 2a; t;g=1.260, n.s.),
time in the center and the distance traveled (data not shown; time
in the center: t,g=0.735, n.s., distance moved: t,g=-1.128, n.s.).
Juvenile Stress animals showed fewer entries in the center than
CTRL Juvenile rats during the open-field test (Figure 2b; t,g=2.019,
P=0.05), but no differences were observed between Juvenile
Stress and CTRL Juvenile for the time spent in the center and the
distance traveled (data not shown; time in the center: t,g=0.492,
n.s., distance moved: t,3=0.148, n.s.). Puberty Stress rats showed
no difference compared with CTRL Puberty for the entries in the

Table 1.  Primer sequences for quantitative PCR
Gene Forward primer (5'-3') Reverse primer (5'-3') RefSeq (NCBI)
NR1 CGCATCACGGGCATCA CAAGTTCATCTACGCAACTGTAAAGC NM_017010.1
VGLUT1 GTCATGACTATCATCGTACCCATC GTAGCTTCCATCCCGAAACC NM_053859.1
GAD67 TACAACCTTTGGCTGCATGT TGAGTTTGTGGCGATGCTT NM_017007.1
VGAT GGGCTGGAACGTGACAAA GGAGGATGGCGTAGGGTAG NM_031782.1
EEF1 TGTGGTGGAATCGACAAAAG CCCAGGCATACTTGAAGGAG NM_175838.1
ActinG1 TAGTTCATGTGGCTCGGTCA GCTGGGGACTGACTGACTTT NM_001127449.1
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Figure 2.

Open field and novel object tests. Rats exposed to the entire stress protocol (Full PPS or Peripubertal Stress) showed no differences

in the entries in the center zone (exploration area) during the OF test (a). Juvenile Stress animals performed fewer entries in the center as
compared with their corresponding CTRL rats (b). Puberty Stress rats showed no differences for their entries into the center zone compared
with CTRL Puberty rats (c). When an object was placed in the exploration area of the OF, Full PPS animals spent more time in the center of the
arena (d), less time in the periphery (e) and an increased distance traveled in the arena compared with CTRL Full animals (f), suggesting an
increase in object exploration. However Juvenile Stress (g-i) and Puberty Stress (j-1) animals showed no differences in the parameters of the
novel object exploration test compared with their CTRL cohorts. (N: CTRL Full = 14, Full PPS =16, CTRL Juvenile = 10, Juvenile Stress = 20, CTRL

Puberty =16, Puberty Stress =16), *P < 0.05, **P < 0.01 versus CTRL, results are the mean +s.e.m.
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Social preference test. Rats exposed to the entire stress protocol (Full PPS or Peripubertal Stress) displayed a lower sociability ratio

(juvenile exploration/total exploration of juvenile and object) compared with CTRL Full rats (a). However, Juvenile Stress (b) and Puberty Stress
(c) groups exhibited no differences when compared with their respective CTRLs in the social behavior ratio. (N: CTRL Full =14, Full PPS=16,
CTRL Juvenile =10, Juvenile Stress =20, CTRL Puberty =16, Puberty Stress =16), *P < 0.05 versus CTRL, results are the mean +s.e.m.

center zone during the open-field phase (Figure 2¢; t3p= 0.542,
n.s.) and time in the center but traveled a significantly shorter
distance in the arena (data not shown; time in the center:
t30=1.312, n.s., distance moved: t3o=2.860, P < 0.01).

When a novel object was placed in the center of the arena
(novel object test), Full Peripubertal Stress animals exhibited
increased reactivity to novelty, as indicated by the increased
duration spent in the center around the object (Figure 2d;
t;; =—3.073, P < 0.01), the decreased time spent in the periphery
(wall zone) of the arena (Figure 2e; t,g=2.503, P < 0.05) and the
increased distance traveled (Figure 2f; t,g=—2.525, P < 0.05). No
differences were observed during the novel object exploration
phase of the test between the Juvenile Stress rats and their control
cohort (Figure 2g; time in center: t,g =0.328, n.s.; Figure 2h; time in
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periphery: t,3=0.338, n.s., and Figure 2i; distance traveled:
trg=—0.671, n.s.). Similarly, no differences were observed during
this phase of the test between the Puberty Stress animals and
their control cohort (Figure 2j; time in center: t;p=0.458, n.s.;
Figure 2k; time in periphery: t;;=-0.567, n.s. and Figure 2I;
distance traveled: t3p=0.611, n.s.).

These results indicate that Full Peripubertal Stress resulted in
increased reactivity upon exposure to a novel object, whereas
stress during only juvenility or puberty did not. In addition, during
the open-field exploration, animals that were stressed during
juvenility exhibited decreased exploration of the center zone,
whereas rats that were stressed during puberty showed decreased
locomotor activity upon exposure to a novel environment,

© 2014 Macmillan Publishers Limited



findings that may indicate an augmentation of anxiety-like
behavior.

Social behavior

To assess the animals’ motivation for social exploration, we
employed the social preference test. Previously, animals subjected
to the Full Peripubertal Stress have been shown to exhibit reduced
social exploration when tested in adulthood.' As expected, Full
Peripubertal Stress rats exhibited a decreased social preference
ratio compared with CTRL Full (Figure 3a; t,g=—2.265, P < 0.05),
whereas no difference was observed for their total exploration
time (data not shown). Compared with CTRL Juvenile animals,
Juvenile Stress rats did not exhibit any differences in their
motivation for social exploration (Figure 3b; t,3=0.165, n.s.) or for
their total time spent exploring the juvenile rat and the object
(data not shown). Similarly, Puberty Stress animals did not exhibit
any alterations in their sociability (Figure 3c; t3o=1.342, n.s.) or the
time spent exploring both stimuli (data not shown) as compared
with their respective CTRL rats. Thus, these results suggest that
exposure to stress for the entire peripubertal period is necessary
to observe alterations in social preference because exposure to
either the early or late phase of the protocol alone resulted in no
relevant alterations.

Aggressive behavior

To evaluate the effects of stress exposure in aggressive behavior,
we used the resident-intruder test. In previous studies from our
laboratory, exposure to peripubertal stress augmented aggressive
behavior.">™ Full Peripubertal Stress animals exhibited increased
amount of time spent keeping down the intruder compared with
relevant CTRLs, with no significant differences in other types of
offensive behavior (Figure 4a; attack: t;3=1.276, n.s.; offensive
upright: t;4=-1.600, n.s.; lateral threat: t;;=-1.227 n.s.,; keep
down: t;;=-2.273, P<0.05). When the sum of all offensive
behaviors was calculated, Full Peripubertal Stress animals exhib-
ited an increase in total aggressive behavior compared with CTRL
Full (Figure 4b; t;;=-2.122, P<0.05). Juvenile Stress animals
exhibited an increase in the duration of offensive upright behavior
and a tendency for an increased duration in keeping down
behavior (Figure 4c; attack: t;,=0.552, n.s.; offensive upright:
t,3=-2.243, P < 0.05; lateral threat: t,g=—0.390, n.s.; keep down:
tyr,=-1.734, P=0.097). No difference was observed between
Juvenile Stress and CTRL Juvenile in the total duration of their
aggressive behaviors (Figure 4d; t,g=—1.257, n.s.). Compared with
CTRL Puberty, Puberty Stress rats tended to increase the duration
of time they kept down intruders, with no differences in the other
aggressive behaviors (Figure 4e; attack: t3o=—0.148, n.s,; offensive
upright: tzo=—1.425, n.s.; lateral threat: t,; =—1.536, n.s.; keep
down: t,3=—1.911, P=0.069). For total aggression, t-tests revealed
a trend for augmented aggression in the Puberty Stress rats
compared with the respective CTRL rats (Figure 4f; t,,=—1.926,
P=0.067). These data reveal that, although stress exposure
throughout the extent of our protocol augments total aggressive
behavior, exposure to stressors during early or mid-adolescence
mildly enhances aspects of aggressive behavior.

Gene expression in the central amygdala

To address the long-term changes in gene expression after
exposure to stress in the different conditions examined here, we
performed quantitative PCR. Genes related to excitation/inhibition
balance were examined in the CeA of Full Peripubertal Stress,
Juvenile Stress and Puberty Stress animals and compared with
their respective control groups. Peripubertal stress induced an
increase in the expression levels of the gene encoding NR1 in the
CeA of Full Peripubertal Stress rats (Figure 5a; t;3=-—4.345,
P <0.01) and a trend toward an increase in the expression levels

© 2014 Macmillan Publishers Limited

Central amygdala mRNA changes after peripubertal stress
S Tzanoulinou et al

of the gene encoding VGLUT1 (Figure 5b; t;3=—1.742, P=0.095).
Moreover, a reduction in the expression levels of the GAD67 gene
was found in the CeA of Full Peripubertal Stress rats compared
with CTRL Full rats (Figure 5¢; t,5=2.740, P < 0.05). Finally,
peripubertal stress did not lead to alterations in the VGAT gene
expression levels (Figure 5d; t,3=1.584, n.s.). Importantly, Full
Peripubertal Stress animals showed an increased VGLUTT to VGAT
ratio (Figure 5e; t;3=-—2.125, P<0.05). No differences were
observed between Juvenile Stress animals and their respective
controls (Figures 5f=j; NRT: t,6=0.505, n.s.; VGLUTT: t,6=0.002, n.s.;
GAD67: tg=-0.435, ns,; VGAT. t,g=0.067, ns.; VGLUT/VGAT:
t,g=—0.080, n.s.). Similarly, stress during puberty did not induce
any CeA expression alterations in the expression of the genes
studied (Figures 5k-o; NRT: ty5=0.554, n.s,; VGLUTT: t,g=0.264,
n.s.; GAD67: t,3=0.830, n.s.; VGAT: t,g=—1.073, n.s.; VGLUT1/VGAT,
t,g=0.259, n.s.). This evidence indicates that peripubertal stress
leads to long-lasting alterations in the expression of genes used as
markers of excitation/inhibition balance, and that exposure to the
early or late phase of our protocol alone was insufficient to induce
similar alterations.

DISCUSSION

We showed here that exposure to peripubertal stress in rats
resulted in long-term alterations in the expression of genes related
to excitatory and inhibitory neurotransmission in the CeA, with a
bias toward enhanced excitation. These molecular alterations
were present together with increased novelty reactivity, sociability
deficits and increased aggression, consistent with previous
findings.'**? Interestingly, the concomitant modulation of aggres-
sion and novelty seeking by peripuberty stress is in line with rat
studies showing a co-selection of these behaviors in rats
selectively bred for their differential reactivity to explore in novel
environments.®® Likewise, children and adolescents that score
highly in novelty seeking parameters often display antisocial
behavior and elevated levels of aggression.”'>?

The peripubertal stress protocol (Full Peripubertal Stress) covers
different periods throughout the juvenile and pubertal develop-
mental stages in the rat. Previous studies in which rats were
exposed to stress during the prepuberty period (that is, from
P27/28-P29/30 and thereby equivalent to the Juvenile Stress
cohort in the present report) displayed increased emotionality at
adulthood.>*® However, the opposite findings were reported
when animals were tested in the aftermath of stress exposure
during the adolescence period.****™>® Our present results also
showed that the full extent of the peripubertal stress protocol was
required for the observed behavioral and neurobiological effects
because exposure corresponding only to the period of rat
childhood/prepuberty (P28-P30; Juvenile Stress) or male puberty
(P40, P42; Puberty Stress) alone was insufficient to elicit the same
effects. Given that our study had a main focus on investigating the
impact of the repetitive nature of stressor exposure throughout
the peripuberty period in our protocol, our results specifically
address questions related to the chronicity of stress exposure
across childhood and puberty. This was at the expense of
interrogating the differential vulnerability of the early versus the
late period comprised in the protocol. Examining the latter
question would require to expose animals to the same stress
protocol at each of the two developmental periods. In this context,
it is noteworthy that the reported behavioral changes were not
observed when the Full Peripubertal Stress was given in adult
animals and behavior measured 2-3 months afterwards (similar to
the delay included in the experiments in which animals are
stressed in the peripubertal period).'* These findings support the
view that, in addition to a role for the repeated exposure to stress
throughout childhood and puberty reported in the current study,
timing at which stressors are delivered during the individual’s
lifespan is probably as well a major factor in determining the

Translational Psychiatry (2014), 1-9

.@



Central amygdala mRNA changes after peripubertal stress

S Tzanoulinou et al

a - Peripubertal Stress - b 10
89 g cTRLFuI . g *
& N Ful PPS — 'é 8-
2 67 &
2 S 6
o [)
< >
S 4 ?
o 8 41
Z =4
c (=]
0] 2‘ (0] 2_
t —
[¢) 8
o
0- 0
Attack Off. Upright Lat. Threat Keep Down
c -Juvenile Stress - d 10-
89 3 cTRL Juwenike &
S [ Juwenile Stress _'§ 8
< 6 ;
o 07 <
= =0.097
g P= 2 6
© o
< >
0 4- 2
23] 3 4_
o o
> —
> 3
% 21 (W] 2_
= * ©
O r -
S
0- - 0
Attack Off. Upright Lat. Threat Keep Down
€ - Puberty Stress - f 10-
81 ocmr Puberty §
= EZ# Puberty Stress .§ 8-
8 S
- [\]
g 6 $ 6 p = 0.067
3 p = 0.069 g
W ot L |
G 4 =
03] » 4_
2 o
2 I
o 2 c 2]
t —
o I
—Z =
r-i 0

Attack

Off. Upright Lat. Threat Keep Down

Figure 4. Resident-intruder test. Rats exposed to the entire stress protocol (Full PPS or Peripubertal Stress) showed an increased duration of
keeping down behavior (a) and an overall increase in total aggressive behavior (b) when compared with CTRL Full animals. Juvenile Stress rats
exhibited an increase in the duration of offensive upright behavior and a trend toward increased keeping down behavior (c), whereas no
significant difference was evident in the total duration of offensive behavior (d). Puberty Stress rats exhibited a trend toward increased
keeping down behavior (e) and increased total aggression (f). (N: CTRL Full =13, Full PPS =13, CTRL Juvenile =10, Juvenile Stress =20, CTRL
Puberty =16, Puberty Stress=16), *P < 0.05 versus CTRL, results are the mean +s.e.m.

impact of stress. An additional point to mention is the fact that our
study was performed only in male, not in female rats. For this
reason, we did not explicitly include a cohort exposed to stress
during the intermediate period comprising P34 and P36, which
corresponds to the onset of puberty in female rats. However, as
female rats exposed to the Full Peripubertal Stress also develop
increased aggression,®® it will be important in future studies to
investigate potential sex differences linked to the timing and
chronicity of stress exposure during the developmental periods
under study.

The amygdala is a brain area highly sensitive to the effects of
early-life stress.>'? The CeA has been implicated in anxiety*®*' as
well as in the regulation of social®*>° and aggressive
behaviors."*3%3” Our previous work showed an enhanced activa-
tion of the CeA in adult rats subjected to the Full Peripubertal

Translational Psychiatry (2014), 1-9

Stress protocol, and effective modeling established a key role for
the activity in this brain region to predict aggressive behavior.'
Here, we found that the same Full Peripubertal Stress protocol
increased NR1 and reduced GAD67 mRNA expression as well as
increased the VGLUT1/VGAT ratio in the CeA. Although a limitation
of the current study is that the reported changes were made at
the gene expression but not at the protein level, the reduction
observed in GAD67 mRNA is in agreement with our recent
observations showing reduced GAD protein expression across
different amygdala nuclei (including the CeA) in rats submitted to
the Full Peripubertal Stress.

Given the well-known impact of stress in glutamatergic
transmission,®*"%? the upregulation of NR1—the obligatory sub-
unit of the NMDA receptor—found in the CeA of Full Peripubertal
Stress animals might be secondary to increased glutamatergic
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Figure 5.

Gene expression analysis in the central amygdala. Compared with their respective CTRLs (CTRL Full), rats exposed to the entire stress

protocol (Full PPS or Peripubertal Stress) showed an increase in the expression of NRT mRNA (a), a trend toward an increase in VGLUTT mRNA
levels (b) and a decrease in GAD67 mRNA levels (c). Furthermore, no difference was found in the expression of VGAT mRNA between Full PPS
and CTRL Full rats (d), whereas Full PPS rats showed a higher VGLUT1/VGAT ratio than CTRL Full rats (e). Juvenile Stress (f-j) and Puberty Stress
(k-o0) rats exhibited no changes in the expression of the genes examined here. (N: CTRL Full=12-13, Full PPS=12-15, CTRL Juvenile=10,
Juvenile Stress =20, CTRL Puberty = 13-14, Puberty Stress = 14-16), *P < 0.05, ** P < 0.01 versus CTRL, results are the mean +s.e.m.

transmission occurring during stress exposure. Importantly,
increased glutamate efflux has been specifically reported in the
rat CeA following exposure to acute stress.®®> Moreover, an
increased expression of NR1 in the CeA has also been reported
following alcohol consumption® and cocaine withdrawal,®® two
conditions that have been associated with increased anxiety and
aggression.®®™%° Conversely, the reduced expression of GAD67—-
an enzyme critically involved in the activity-dependent synthesis
of GABA—that we detected in Full Peripubertal Stress rats, is
consistent with the reduction in GAD67 reported in the brains of
patients with neuropsychiatric disorders that typically present
anxiety and/or social dysfunctions,’”® schizophrenia’' and
depression.”? Importantly, in animals, the CeA has been shown
to be particularly sensitive in displaying alterations in GAD67
expression levels following exposure to stress in early life,”®
whereas increased expression of GAD67 in limbic regions is
typically found when stress is delivered at adulthood.”*”*
Evidence for a potential causal link with behavioral alterations
comes from studies involving microinfusion of GABAergic
antagonists into the rat amygdala that reported diminished social
interactions.”®

We also showed that the alterations in the expression of the
genes examined in the CeA were not found in animals exposed
only to the early or the late phase of the peripubertal stress
protocol, that is, the Juvenile Stress or the Puberty Stress groups.
These results should be interpreted with caution and certainly not
as a proof that the shorter exposure to stressful events during
these developmental periods is devoid of long-term conse-
quences in the excitation/inhibition pathways. Previous work
suggests that juvenile stress, when combined with emotional
challenges in adulthood, leads to more pronounced
behavioral’””® and neurobiological alterations.”*®° In particular,
region- and subunit-specific regulation of the GABA-A receptor
expression profile within the limbic system has been found in

© 2014 Macmillan Publishers Limited

adult rats that have been stressed as juveniles but only if they are
emotionally challenged in adulthood,”® an effect that was
particularly evident in the amygdala.”?®® Therefore, exposure to
juvenile and/or pubertal stress may provide an increased
vulnerability to adult stress exposure and lead to latent alterations
that can be observed when individuals are exposed to a second
challenge. Indeed, this may be the case for our Full Peripubertal
Stress protocol, such that latent changes induced by stress
exposure during the juvenile period become effective upon
further exposure to stress during the subsequent puberty phase.
Note, however, that, although we found no evidence for the
modulation of novel object reactivity or sociability with the shorter
stress protocols, total aggressive behavior was mildly, although
not significantly, increased in both groups. Interestingly, stress
during juvenility resulted in a significant increase in the offensive
upright type of aggressive behavior. Consistent with previous data
in which stress was administered during different early develop-
mental periods,**2'#2 aggressive behavior appears to be particu-
larly susceptible to long-term programming by early stress
exposure. Moreover, we found evidence that could indicate
increased anxiety-like behavior both in the Juvenile Stress and the
Puberty Stress groups, as they showed decreased entries in the
center of the arena and decreased distance traveled, respectively.
These findings, concerning particularly the Juvenile Stress group,
are in agreement with studies focusing on environmental stress
during this period, and which similarly reported fewer crossings in
an open field.>>~57°

Therefore, our study showed changes in the long-term
programming of genes involved in excitatory and inhibitory
neurotransmission in the CeA in the context of peripubertal stress-
induced behavioral emotional and social alterations. Given the
proposed role for the imbalance in the excitation/inhibition ratio
in certain developmental psychopathologies involving social
dysfunction, such as schizophrenia, our findings suggest that
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exposure to stress during peripuberty may enhance the vulner-
ability to neurodevelopmental perturbations elicited by genetic
and/or other insults in the context of psychopathology.

CONFLICT OF INTEREST

The authors declare no conflict of interest.

ACKNOWLEDGMENTS

We would like to thank Aurélie Papilloud, Florent Clerc, Eleni Triantafyllia Batzianouli,
Céline Fournier and Jocelyn Grosse for their excellent technical assistance. This work
was supported by grants from the Swiss National Science Foundation (31003AB-
-135710 and the NCCR Synapsy), the Oak Foundation and intramural funding from
the EPFL.

REFERENCES

1

2

w

N

(O]

(o)}

~

o]

O

10
11

15
16

20

2

2

N

23

Young EA, Abelson JL, Curtis GC, Nesse RM. Childhood adversity and vulnerability
to mood and anxiety disorders. Depress Anxiety 1997; 5: 66-72.

Heim C, Nemeroff CB. The role of childhood trauma in the neurobiology of mood
and anxiety disorders: preclinical and clinical studies. Biol Psychiatry 2001; 49:
1023-1039.

van der Kolk BA. The neurobiology of childhood trauma and abuse. Child Adolesc
Psychiatr Clin N Am 2003; 12: 293-317, ix.

Green JG, McLaughlin KA, Berglund PA, Gruber MJ, Sampson NA, Zaslavsky AM
et al. Childhood adversities and adult psychiatric disorders in the national
comorbidity survey replication I: associations with first onset of DSM-IV disorders.
Arch Gen Psychiatry 2010; 67: 113-123.

Pechtel P, Pizzagalli DA. Effects of early life stress on cognitive and affective
function: an integrated review of human literature. Psychopharmacology 2011;
214: 55-70.

Widom CS, Maxfield MG. A prospective examination of risk for violence among
abused and neglected children. Ann N Y Acad Sci 1996; 794: 224-237.

Paus T, Keshavan M, Giedd JN. Why do many psychiatric disorders emerge during
adolescence? Nat Rev Neurosci 2008; 9: 947-957.

Schmidt MV, Wang XD, Meijer OC. Early life stress paradigms in rodents: potential
animal models of depression? Psychopharmacology 2011; 214: 131-140.

Casey BJ, Jones RM, Levita L, Libby V, Pattwell SS, Ruberry EJ et al. The storm and
stress of adolescence: insights from human imaging and mouse genetics. Dev
Psychobiol 2010; 52: 225-235.

Blakemore SJ. The social brain in adolescence. Nat Rev Neurosci 2008; 9: 267-277.
Spear LP. The adolescent brain and age-related behavioral manifestations. Neu-
rosci Biobehav Rev 2000; 24: 417-463.

Andersen SL, Teicher MH. Stress, sensitive periods and maturational events in
adolescent depression. Trends Neurosci 2008; 31: 183-191.

Cordero MI, Poirier GL, Marquez C, Veenit V, Fontana X, Salehi B et al. Evidence for
biological roots in the transgenerational transmission of intimate partner vio-
lence. Transl Psychiatry 2012; 2: e106.

Marquez C, Poirier GL, Cordero MI, Larsen MH, Groner A, Marquis J et al. Peri-
puberty stress leads to abnormal aggression, altered amygdala and orbitofrontal
reactivity and increased prefrontal MAOA gene expression. Transl Psychiatry 2013;
3: e216.

LeDoux JE. Emotion: clues from the brain. Ann Rev Psychol 1995; 46: 209-235.
Phelps EA, LeDoux JE. Contributions of the amygdala to emotion processing: from
animal models to human behavior. Neuron 2005; 48: 175-187.

Baron-Cohen S, Ring HA, Bullmore ET, Wheelwright S, Ashwin C, Williams SC. The
amygdala theory of autism. Neurosci Biobehav Rev 2000; 24: 355-364.

Kennedy DP, Glascher J, Tyszka JM, Adolphs R. Personal space regulation by the
human amygdala. Nat Neurosci 2009; 12: 1226-1227.

Trimble MR, Van Elst LT. On some clinical implications of the ventral striatum and
the extended amygdala. Investigations of aggression. Ann N 'Y Acad Sci 1999; 877:
638-644.

Siever LJ. Neurobiology of aggression and violence. Am J Psychiatry 2008; 165:
429-442.

Shin LM, Liberzon I. The neurocircuitry of fear, stress, and anxiety disorders.
Neuropsychopharmacology 2010; 35: 169-191.

Miskovic V, Schmidt LA. Social fearfulness in the human brain. Neurosci Biobehav
Rev 2012; 36: 459-478.

Phan KL, Fitzgerald DA, Nathan PJ, Tancer ME. Association between amygdala
hyperactivity to harsh faces and severity of social anxiety in generalized
social phobia. Biol Psychiatry 2006; 59: 424-429.

Translational Psychiatry (2014), 1-9

24

2

(%]

26

27

28

29

30

3

=

32

3

w

34

35

36

37

38

39

40

4

=

42

43

a4

4

[V

46

4

~

48

49

Donegan NH, Sanislow CA, Blumberg HP, Fulbright RK, Lacadie C, Skudlarski P
et al. Amygdala hyperreactivity in borderline personality disorder: implications for
emotional dysregulation. Biol Psychiatry 2003; 54: 1284-1293.

Coccaro EF, McCloskey MS, Fitzgerald DA, Phan KL. Amygdala and orbitofrontal
reactivity to social threat in individuals with impulsive aggression. Biol Psychiatry
2007; 62: 168-178.

Rubenstein JL, Merzenich MM. Model of autism: increased ratio of excitation/
inhibition in key neural systems. Genes Brain Behav 2003; 2: 255-267.

Markram K, Rinaldi T, La Mendola D, Sandi C, Markram H. Abnormal fear con-
ditioning and amygdala processing in an animal model of autism. Neuropsycho-
pharmacology 2008; 33: 901-912.

Markram K, Markram H. The intense world theory—a unifying theory of the
neurobiology of autism. Front Hum Neurosci 2010; 4: 224.

Yizhar O, Fenno LE, Prigge M, Schneider F, Davidson TJ, O'Shea DJ et al. Neo-
cortical excitation/inhibition balance in information processing and social dys-
function. Nature 2011; 477: 171-178.

Hettema JM, Kettenmann B, Ahluwalia V, McCarthy C, Kates WR, Schmitt JE et al.
Pilot multimodal twin imaging study of generalized anxiety disorder. Depress
Anxiety 2012; 29: 202-209.

Geuze E, van Berckel BN, Lammertsma AA, Boellaard R, de Kloet CS, Vermetten E
et al. Reduced GABAA benzodiazepine receptor binding in veterans with post-
traumatic stress disorder. Mol Psychiatry 2008; 13: 74-83.

Tzanoulinou S, Garcia-Mompé C, Castillo-Gémez E, Veenit V, Nacher J, Sandi C.
Long-term Behavioral Programming Induced by Peripuberty Stress in Rats is
Accompanied by GABAergic-related alterations in the Amygdala. PLoS ONE 2014;
9: e94666.

Haller J, Toth M, Halasz J, De Boer SF. Patterns of violent aggression-induced brain
c-fos expression in male mice selected for aggressiveness. Physiol Behav 2006; 88:
173-182.

Bamshad M, Karom M, Pallier P, Albers HE. Role of the central amygdala in social
communication in Syrian hamsters (Mesocricetus auratus). Brain Res 1997; 744:
15-22.

Lee PR, Brady DL, Shapiro RA, Dorsa DM, Koenig JI. Social interaction deficits
caused by chronic phencyclidine administration are reversed by oxytocin. Neu-
ropsychopharmacology 2005; 30: 1883-1894.

Tulogdi A, Toth M, Halasz J, Mikics E, Fuzesi T, Haller J. Brain mechanisms involved
in predatory aggression are activated in a laboratory model of violent intra-
specific aggression. Eur J Neurosci 2010; 32: 1744-1753.

Halasz J, Liposits Z, Kruk MR, Haller J. Neural background of glucocorticoid
dysfunction-induced abnormal aggression in rats: involvement of fear- and stress-
related structures. Eur J Neurosci 2002; 15: 561-569.

Koolhaas JM. Hypothalamically induced intraspecific aggressive behaviour in
the rat. Exp Brain Res 1978; 32: 365-375.

Petrovich GD, Canteras NS, Swanson L. Combinatorial amygdalar inputs to hip-
pocampal domains and hypothalamic behavior systems. Brain Res Brain Res Rev
2001; 38: 247-289.

Wang C, Marx CE, Morrow AL, Wilson WA, Moore SD. Neurosteroid modulation of
GABAergic neurotransmission in the central amygdala: a role for NMDA receptors.
Neurosci Lett 2007; 415: 118-123.

Zarrindast MR, Aghamohammadi-Sereshki A, Rezayof A, Rostami P. Nicotine-
induced anxiogenic-like behaviours of rats in the elevated plus-maze: possible
role of NMDA receptors of the central amygdala. J Psychopharmacol 2012; 26:
555-563.

Kohl C, Riccio O, Grosse J, Zanoletti O, Fournier C, Schmidt MV et al. Hippocampal
neuroligin-2 overexpression leads to reduced aggression and inhibited novelty
reactivity in rats. PLoS ONE 2013; 8: e56871.

Moy SS, Nadler JJ, Perez A, Barbaro RP, Johns JM, Magnuson TR et al. Sociability
and preference for social novelty in five inbred strains: an approach to assess
autistic-like behavior in mice. Genes Brain Behavi 2004; 3: 287-302.

Veenit V, Cordero MI, Tzanoulinou S, Sandi C. Increased corticosterone in peri-
pubertal rats leads to long-lasting alterations in social exploration and aggression.
Front Behav Neurosci 2013; 7: 26.

Veenema AH, Blume A, Niederle D, Buwalda B, Neumann ID. Effects of early life
stress on adult male aggression and hypothalamic vasopressin and serotonin. Eur
J Neurosci 2006; 24: 1711-1720.

Koolhaas JM, Schuurman T, Wiepkema PR. The organization of intraspecific
agonistic behaviour in the rat. Prog Neurobiol 1980; 15: 247-268.

Paxinos G, Watson C. The Rat Brain in Stereotaxic Coordinates. 6th edn, Elsevier:
Amsterdam, Boston, 2007.

Jaekel B, Muhlberg K, Garcia de Arriba S, Reichenbach A, Verdaguer E, Pallas M
et al. Neuroprotection associated with alternative splicing of NMDA receptors in
rat cortical neurons. Br J Pharmacol 2006; 147: 622-633.

Toledo-Rodriguez M, Sandi C. Stress during Adolescence Increases Novelty
Seeking and Risk-Taking Behavior in Male and Female Rats. Front Behav Neurosci
2011; 5: 17.

© 2014 Macmillan Publishers Limited



50

5

=

52

53

54

55

5

(o)

57

58

5

O

60

6

=

62

63

64

65

66

67

Kerman IA, Clinton SM, Bedrosian TA, Abraham AD, Rosenthal DT, Akil H et al.
High novelty-seeking predicts aggression and gene expression differences within
defined serotonergic cell groups. Brain Res 2011; 1419: 34-45.

Raine A, Reynolds C, Venables PH, Mednick SA, Farrington DP. Fearlessness, sti-
mulation-seeking, and large body size at age 3 years as early predispositions to
childhood aggression at age 11 years. Arch Gen Psychiatry 1998; 55: 745-751.
Ruchkin VV, Eisemann M, Hagglof B, Cloninger CR. Interrelations between tem-
perament, character, and parental rearing in male delinquent adolescents in
northern Russia. Compr Psychiatry 1998; 39: 225-230.

Avital A, Ram E, Maayan R, Weizman A, Richter-Levin G. Effects of early-life stress
on behavior and neurosteroid levels in the rat hypothalamus and
entorhinal cortex. Brain Res Bull 2006; 68: 419-424.

Bazak N, Kozlovsky N, Kaplan Z, Matar M, Golan H, Zohar J et al. Pre-pubertal
stress exposure affects adult behavioral response in association with changes in
circulating corticosterone and brain-derived neurotrophic factor. Psychoneur-
oendocrinology 2009; 34: 844-858.

llin Y, Richter-Levin G. Enriched environment experience overcomes learning
deficits and depressive-like behavior induced by juvenile stress. PLoS ONE 2009; 4:
e4329.

Jacobson-Pick S, Richter-Levin G. Differential impact of juvenile stress and corti-
costerone in juvenility and in adulthood, in male and female rats. Behav Brain Res
2010; 214: 268-276.

McCormick CM, Smith C, Mathews IZ. Effects of chronic social stress in adoles-
cence on anxiety and neuroendocrine response to mild stress in male and
female rats. Behav Brain Res 2008; 187: 228-238.

Ito H, Nagano M, Suzuki H, Murakoshi T. Chronic stress enhances synaptic plas-
ticity due to disinhibition in the anterior cingulate cortex and induces hyper-
locomotion in mice. Neuropharmacology 2010; 58: 746-757.

Cordero MI, Ansermet F, Sandi C. Long-term programming of enhanced aggres-
sion by peripuberty stress in female rats. Psychoneuroendocrinology 2013; 38:
2758-2769.

Popoli M, Yan Z, McEwen BS, Sanacora G. The stressed synapse: the impact of
stress and glucocorticoids on glutamate transmission. Nat Rev Neurosci 2012; 13:
22-37.

Yuen EY, Wei J, Liu W, Zhong P, Li X, Yan Z. Repeated stress causes cognitive
impairment by suppressing glutamate receptor expression and function in
prefrontal cortex. Neuron 2012; 73: 962-977.

Sandi C. Glucocorticoids act on glutamatergic pathways to affect memory pro-
cesses. Trends Neurosci 2011; 34: 165-176.

Reagan LP, Reznikov LR, Evans AN, Gabriel C, Mocaer E, Fadel JR. The anti-
depressant agomelatine inhibits stress-mediated changes in amino acid efflux in
the rat hippocampus and amygdala. Brain Res 2012; 1466: 91-98.

Roberto M, Bajo M, Crawford E, Madamba SG, Siggins GR. Chronic ethanol
exposure and protracted abstinence alter NMDA receptors in central amygdala.
Neuropsychopharmacology 2006; 31: 988-996.

Lu L, Dempsey J, Shaham Y, Hope BT. Differential long-term neuroadaptations of
glutamate receptors in the basolateral and central amygdala after withdrawal
from cocaine self-administration in rats. J Neurochem 2005; 94: 161-168.

Paine TA, Jackman SL, Olmstead MC. Cocaine-induced anxiety: alleviation by
diazepam, but not buspirone, dimenhydrinate or diphenhydramine. Behav Phar-
macol 2002; 13: 511-523.

Perrine SA, Sheikh IS, Nwaneshiudu CA, Schroeder JA, Unterwald EM. Withdrawal
from chronic administration of cocaine decreases delta opioid receptor signaling
and increases anxiety- and depression-like behaviors in the rat. Neuropharma-
cology 2008; 54: 355-364.

© 2014 Macmillan Publishers Limited

Central amygdala mRNA changes after peripubertal stress
S Tzanoulinou et al

68

69

70

7

7.

N

73

74

75

76

7

~N

78

79

80

8

82

Denison ME, Paredes A, Booth JB. Alcohol and cocaine interactions and aggres-
sive behaviors. Recent Dev Alcohol 1997; 13: 283-303.

Heinz AJ, Beck A, Meyer-Lindenberg A, Sterzer P, Heinz A. Cognitive and neuro-
biological mechanisms of alcohol-related aggression. Nat Rev Neurosci 2011; 12:
400-413.

Fatemi SH, Halt AR, Stary JM, Kanodia R, Schulz SC, Realmuto GR. Glutamic acid
decarboxylase 65 and 67 kDa proteins are reduced in autistic parietal and cere-
bellar cortices. Biol Psychiatry 2002; 52: 805-810.

Guidotti A, Auta J, Davis JM, Di-Giorgi-Gerevini V, Dwivedi Y, Grayson DR et al.
Decrease in reelin and glutamic acid decarboxylase67 (GAD67) expression in
schizophrenia and bipolar disorder: a postmortem brain study. Arch Gen Psy-
chiatry 2000; 57: 1061-1069.

Fatemi SH, Stary JM, Earle JA, Araghi-Niknam M, Eagan E. GABAergic dysfunction
in schizophrenia and mood disorders as reflected by decreased levels of glutamic
acid decarboxylase 65 and 67 kDa and Reelin proteins in cerebellum. Schizophr
Res 2005; 72: 109-122.

Dent G, Choi DC, Herman JP, Levine S. GABAergic circuits and the stress hypor-
esponsive period in the rat: ontogeny of glutamic acid decarboxylase (GAD) 67
mRNA expression in limbic-hypothalamic stress pathways. Brain Res 2007; 1138:
1-9.

Bowers G, Cullinan WE, Herman JP. Region-specific regulation of glutamic acid
decarboxylase (GAD) mRNA expression in central stress circuits. J Neurosci 1998;
18: 5938-5947.

Carta AR, Moreno CC, Cadoni C, Tronci E, Di Chiara G. Long-term increase in
GAD67 mRNA expression in the central amygdala of rats sensitized by drugs
and stress. Eur J Neurosci 2008; 27: 1220-1230.

Sanders SK, Shekhar A. Regulation of anxiety by GABAA receptors in the rat
amygdala. Pharmacol Biochem Behav 1995; 52: 701-706.

Avital A, Richter-Levin G. Exposure to juvenile stress exacerbates the behavioural
consequences of exposure to stress in the adult rat. Int J Neuropsychopharmacol
2005; 8: 163-173.

Tsoory M, Cohen H, Richter-Levin G. Juvenile stress induces a predisposition to
either anxiety or depressive-like symptoms following stress in adulthood. Eur
Neuropsychopharmacol 2007; 17: 245-256.

Jacobson-Pick S, Elkobi A, Vander S, Rosenblum K, Richter-Levin G. Juvenile stress-
induced alteration of maturation of the GABAA receptor alpha subunit in the rat.
Int J Neuropsychopharmacol 2008; 11: 891-903.

Jacobson-Pick S, Richter-Levin G. Short- and long-term effects of juvenile stressor
exposure on the expression of GABAA receptor subunits in rats. Stress 2012; 15:
416-424.

Delville Y, Melloni RH Jr., Ferris CF. Behavioral and neurobiological consequences
of social subjugation during puberty in golden hamsters. J Neurosci 1998; 18:
2667-2672.

Diamantopoulou A, Raftogianni A, Stamatakis A, Alikaridis F, Oitzl MS, Styliano-
poulou F. Denial of reward in the neonate shapes sociability and serotonergic
activity in the adult rat. PLoS ONE 2012; 7: e33793.

This work is licensed under a Creative Commons Attribution-
NonCommercial-NoDerivs 3.0 Unported License. The images or

other third party material in this article are included in the article’s Creative
Commons license, unless indicated otherwise in the credit line; if the material is not
included under the Creative Commons license, users will need to obtain permission
from the license holder to reproduce the material. To view a copy of this license, visit
http://creativecommons.org/licenses/by-nc-nd/3.0/

Translational Psychiatry (2014), 1-9

o @


http://creativecommons.org/licenses/by-nc-nd/3.0/

	Peripubertal stress-induced behavioral changes are associated with altered expression of genes involved in excitation and inhibition in the amygdala
	Introduction
	Materials and methods
	Animals
	Experimental design
	Stress protocol
	Reactivity to novelty
	Social preference test

	Figure 1 Experimental design.
	Resident�&#x02013;�intruder test
	Brain punching
	Gene expression analysis
	Statistical analysis

	Results
	Reactivity to novelty

	Table 1 Primer sequences for quantitative PCR
	Figure 2 Open field and novel object tests.
	Figure 3 Social preference test.
	Social behavior
	Aggressive behavior
	Gene expression in the central amygdala

	Discussion
	Figure 4 Resident�&#x02013;�intruder test.
	Figure 5 Gene expression analysis in the central amygdala.
	A5
	A6
	ACKNOWLEDGEMENTS
	REFERENCES




