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Abstract
A few studies indicate that limited nesting stress (LNS) alters maternal behavior and the

hypothalamic pituitary adrenal (HPA) axis of dams and offspring in male Sprague Dawley

rats. In the present study, we evaluated the impact of LNS on maternal behavior in Wistar

rats, and on the HPA axis, glycemia and in vivo intestinal permeability of male and female

offspring. Intestinal permeability is known to be elevated during the first week postnatally

and influenced by glucocorticoids. Dams and neonatal litters were subjected to LNS or nor-

mal nesting conditions (control) from days 2 to 10 postnatally. At day 10, blood was col-

lected from pups for determination of glucose and plasma corticosterone by enzyme

immunoassay and in vivo intestinal permeability by oral gavage of fluorescein isothiocya-

nate–dextran 4kDa. Dams exposed to LNS compared to control showed an increase in the

percentage of time spent building a nest (118%), self-grooming (69%), and putting the pups

back to the nest (167%). LNS male and female pups exhibited a reduction of body weight by

5% and 4%, adrenal weights/100g body weight by 17% and 18%, corticosterone plasma

levels by 64% and 62% and blood glucose by 11% and 12% respectively compared to

same sex control pups. In male LNS pups, intestinal permeability was increased by 2.7-fold

while no change was observed in females compared to same sex control. There was no sex

difference in any of the parameters in control pups except the body weight. These data indi-

cate that Wistar dams subjected to LNS during the first postnatal week have an altered rep-

ertoire of maternal behaviors which affects the development of the HPA axis in both sexes

and intestinal barrier function in male offspring.
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Introduction
Early adverse life events are well recognized to have impact on brain development and to con-
tribute to psychiatric illness later in life [1]. Convergent clinical reports also indicate that they
predispose to functional gastrointestinal disorders such as irritable bowel syndrome (IBS) [2].
In animals, the early-life stress model most commonly used is the maternal separation para-
digm that consists in isolating pups intermittently from the dam usually 3 hours daily during
periods ranging from postnatal days (PND) 2 to 14 or 4 to 21 [3–5]. This is achieved preferen-
tially in Wistar rats due to the high sensitivity of this strain to the enduring effects of chronic
maternal separation [6]. As adults, pups exposed to intermittent neonatal maternal separation
develop a long term hyper responsive hypothalamic-pituitary-adrenal (HPA) axis [4, 5], anxi-
ety and depression-like behaviors [7], and alterations of brain-gut interactions, which resemble
characteristic IBS features [8–10]. In particular, adult rats display an impairment of intestinal
mucosal barrier integrity [3] and visceral hypersensitivity [11–14].

Others experimental models of neonatal stress such as chronic social stress and limited nest-
ing stress (LNS) have been also described to alter maternal behavior and leading to anxiety and
depressive-like behaviors in adult offspring [15, 16]. The LNS procedure consists of placing
dams in a cage with restricted nesting and bedding material after parturition starting between
PND 1 to 3 for one week [16, 17]. Dams exposed to LNS from PND 2–9 display abnormal frag-
mented maternal behaviors during this period, and exhibit mild anxiety and alterations of
hypothalamic gene expression of corticotropin releasing factor (CRF) when assessed at the end
of LNS [18]. The offspring at PND 9 also showed perturbations of the stress system, and when
adult, anxiety-like behavior, muscle hyperalgesia and visceral hypersensitivity [18–22]. The
postnatal limited nesting and bedding paradigm has been established to have face validity to
recapitulate elements of human postnatal conditions where the mother is present but chroni-
cally provides erratic or unpredictable maternal care in an impoverished environment [16, 18].
However, the impact of LNS on maternal behavior and HPA axis has been characterized
mainly in rats of Sprague Dawley strain and their male pups [17–19] and no data are available
in Wistar rat which represent a sensitive strain to stress exposure [6]. Importantly, the conse-
quences of early-life stress on gut function of the pups are still unknown while the two weeks
postnatally represent a sensitive period of maturation for the intestinal barrier, a process in
which glucocorticoids have been implicated [23, 24]. Previous studies established that intestinal
permeability is elevated during the first weeks of life in association with low plasma levels of
glucocorticoids in rats [24] and thereafter decreases progressively until adulthood in rodents
[24, 25] and human [26]. Glucocorticoids play a major role in the maturation events of various
organ systems including the development of the epithelial barrier function by stimulating the
morphogenesis of the small intestine and the colon in rats [23, 27, 28]. The elevated intestinal
permeability in neonate facilitates the development of food tolerance and immune function by
enabling the access of antigens to immune cells of the gut [29]. However, a compromised intes-
tinal barrier function at adulthood can be associated with adverse effects such as bacterial
translocation [13, 24] and nerve endings sensitization contributing to visceral hypersensitivity
development in rodents and human [30–34].

In the present study, we first investigated the effects of the LNS from PND2 to 10 on mater-
nal behavior in Wistar rats. Then, we evaluated the impact of LNS on the PND10 offspring
including components of the HPA axis by assessing changes in the adrenal weight and plasma
corticosterone levels. At this stage of development, there is evidence that pups display a hypor-
esponsive HPA axis [35, 36]. The HPA axis maturation process can be influenced by the state
of glycemia. Specifically in the early postnatal period an hypoglycemia exposure could lead to
the development of hyper-responsive HPA axis later in life [37]. Therefore we also assessed
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whether LNS has impact on blood glucose of the pups. Lastly, we examined the integrity of the
intestinal epithelial barrier by measuring the state of in vivo intestinal permeability in PND10
pups. For comparison, we also included a group of offspring subjected to a brief maternal sepa-
ration (BMS). This procedure is known to improve resilience and HPA axis response to stress
at adulthood [38–40]. Except otherwise stated, all experiments were performed in both male
and female pups to examine whether there are sex differences in response to LNS at this early
stage.

Materials and Methods

Ethic statement
All experimental protocols (#09026–11) were approved by the IACUC Committee of the VA
Greater Los Angeles Healthcare System which is under the auspices of the OLAW Assurance
of Compliance (A3002-01) in accordance with NIH guidelines.

Animals
Primiparous–pregnant Wistar rats were shipped on gestational day G-15 from Harlan facilities
(San Diego, California, CA, USA) and were immediately housed individually in polypropylene
cages under conditions of controlled temperature 23°C±1°C and lighting 12:12 h light/dark
cycle (6 pm lights off / 6 am lights on). Food (Prolab RMH 2500; PMI Nutrition International,
Inc., Brentwood, MO, USA, USA) and water were available ad libitum. The last change of bed-
ding was performed 3 days before parturition. Cages were inspected for the presence of pups at
a 12-h interval and the date of birth was labelled as day 0. On PND2, between 9:00 and 10:00
am pups were sexed and litters were mixed and culled to a maximum of 12 pups and minimum
of 10 with an equal number in each sex.

Experimental conditions postnatally
Limited nesting stress. The LNS was performed essentially as detailed previously [16, 17].

Briefly, on postnatal day 2 each mother with pups was placed in a standard cage fitted with a
wire mesh (McNichols Quality Standard Expanded Metal, Aluminum Type 3003-H14, 3/16.
032 Standard, McNichols, Co. Los Angeles, CA, USA) bottom that was positioned 2.5 cm
above the floor to allow passage of excrements. The bedding was reduced to cover the cage
floor sparsely and nesting material consisted of half a piece of paper towel (10 x 5 cm) that the
dam shred and used to construct a rudimentary nest area. Control groups (CTL) were main-
tained in standard cages with direct bedding contact, and one paper towel as nesting material.
Cages were completely undisturbed (unchanged) from PND 2 to 10.

Brief maternal separation procedure. The exposure to BMS was performed as described
previously [40]. Housing conditions were similar to those of CTL group except that from
PND2 to 9 pups were separated from the dam for 15 min daily between 9:00 and 10:00 am. For
each litter, pups were removed altogether from their home cage and kept in temperature con-
trolled cages at 28°C±1°C with normal bedding.

Experimental design
Male and female pups (5–7 pups/sex/group) taken from one CTL and one LBS litter were
weighed and euthanized by decapitation on the morning of PND10. The trunk blood was col-
lected within 15 sec for corticosterone plasma levels determination and both adrenal glands
were weighed. In LNS, CTL and BMS groups (4–13 pups/sex/group), intestinal permeability
assay was performed on PND between 9:00 am and 1:00 pm and corticosterone plasma levels
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were measured by collecting blood from the facial vein starting at 1:00 am in lightly hand
restrained conscious pups. Lastly, pups from LNS and CTL groups (two litters in each group)
were used to assess glucose levels in blood taken from the facial vein under the same conditions
described above.

Assessment of maternal behavior
Each litter was randomly assigned to LNS or CTL groups. The assessment of maternal behavior
was performed on 7 dams/group once daily from PND2 to PND9 for a 50 min period starting
between 9:00–10:00 am except on PND2 where the assessment was done 1 h after the determi-
nation of the sex and the pup counting. Within each observation period, the following dam’s
behaviors were monitored continuously by one observer assigned per each dam: licking or
grooming any pup (LG), self-licking or grooming (SG), eating or drinking (E), moving involv-
ing locomotor activity (M), nest building (NB), carrying/retrieval of pups to put them back to
the nest (C) and nursing more than half of the litter (N). Change in nursing postures of the
dam was scored as new nursing (AN: another nursing). Dams outside the nest were scored
(Out). In addition, the frequency and number of pups outside of the nest were monitored. Fre-
quency and duration of each activity were recorded and cumulative maternal behaviors from
PND 2 to 9 was calculated for each component and expressed as the percentage of time spent
by the dam in the different activities. Time course of behavioral changes was also calculated.

Determinations of intestinal permeability, blood glucose and plasma
corticosterone in pups on postnatal day 10

Intestinal permeability. Total intestinal permeability was measured in vivo as detailed in
our previous developmental studies in rats [24]. Briefly, rat pups were given an oral gavage
(70 μl) of fluorescein isothiocyanate (FITC) labeled 4-kDdextran (FD4), at the dose of 750 mg/
kg in 0.9% NaCl (FD4: 4 kDa; Sigma, Milwaukee, WI, USA) at 9:00 am. After 4-h, rats were
lightly hand restrained and blood sample (200 μl) was withdrawn within few sec from the facial
vein of conscious pup using heparin-coated capillaries (SARSTEDT, Saint James Church Road,
NC, USA). Samples were placed immediately on ice and centrifuged. Intestinal permeability to
FD4 was determined by measuring plasma FD4 concentration using an automatic Synergy HT
multi-detection microplate reader (Ex 485 nm; Em 525 nm, BioTek, Winooski, VT, USA).

Blood glucose and plasma corticosterone. Blood samples (200 μl) were collected from
the facial vein as described above and blood glucose was measured immediately thereafter
using a strip-operated glucometer (One-Touch Ultra; LifeScan, Milpitas, CA, USA). In separate
two litters, blood obtained from trunk after decapitation or from facial vein in lightly restrained
conscious pups was centrifuged (10 min, 2500 g). Plasma was stored at– 80°C until corticoste-
rone determination performed by enzyme immunoassay (Cayman Chemical, Ann Arbor, MI,
USA) according to the manufacturer’s instructions. The sensitivity of the assay was 150pg/ml
and interassay variability was 12.5%.

Statistical analysis
Statistical analyses were performed using GraphPad Prism 4 software (GraphPad; San Diego,
CA, USA). Different components of maternal behaviors from PND2-9, and adrenal glands
weights, plasma corticosterone and blood glucose of pups at PND10 in LNS and control groups
were compared by Student t-test. Maternal behavior between LNS and control group was also
analyzed at each day by Multivariate analysis of variance with repeated measures with Pillai
test statistics. Correlation analyses between the corticosterone plasma levels and adrenals
weights were carried out using the Pearson's correlation coefficient. PND10 in vivo intestinal
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permeability was analyzed by ANOVA and Tukey tests for post hoc comparisons. Data were
expressed as mean ± SEM and P value< 0.05 was considered significant.

Results

Maternal behavior assessment
In control group, cumulative maternal behaviors assessed from PND 2 to 9 for 50 min in the
light phase show that dams spend 49% of their time in nursing and are away from the nest
20.2% of time. Eating, licking and grooming are the two other more prevalent behaviors (Fig
1A). Activities of building a nest and self-grooming represent only 2.8% and 3.9% respectively
of the observation period. Dams subject to LNS from PND 2 to 9 show a behavioral profile sig-
nificantly different from that of control dams as reflected by the higher percentage of time
spent building a nest and self-grooming compared to control reaching 118% and 69% increase
respectively of that of control dams (Fig 1A, B, n = 7). During the maternal behavior assess-
ment, there is a 3.7 times higher frequency of pups outside of the nest in LNS than in control
litters (2.2 ± 0.6 vs. 0.6 ± 0.2; P< 0.05; Fig 1C). Similarly, LNS litters have 3-fold more pups
outside of the nest compared to control respectively (3 vs. 1 pup, P< 0.0001, data not shown).
LNS dams also show a tendency of moving more (2.8 ± 0.9 vs. 1.3 ± 0.5% compared to control
group; p value = 0.19; Fig 1A) and spend significantly more time in carrying/retrieval pups by
bringing them back to the limited nest (0.8 ± 0.1 vs. 0.3 ± 0.1% in control; P< 0.05; Fig 1C)
while the percentage of time spent licking and grooming the pups and eating/drinking is not
different from that of control dams (Fig 1A). Daily analysis of maternal behavior between
PND2 to 9 shows that LNS dams spent significantly more time in “carrying/retrieval the pups”
at day 8 and in “moving” at day 4 compared to CTL dams. For the all others activities, no sig-
nificant modifications between LNS and control group were observed (data not shown).

Body weights
Control PND10 male and female pups display a significant difference in body weight with
female showing 5% lower values than male pups (16.9 ± 0.3 vs. 17.9 ± 0.3 g, P< 0.05, n = 21–
26, Fig 2A). LNS pups at PND10 have a similar (4–5%) reduction of body weight in males
(17.1 ± 0.2 vs. 17.9 ± 0.3 g, P< 0.05, n = 21–23) and females (16 ± 0.3 vs. 16.9 ± 0.3 g, P< 0.05,
n = 23–26) compared to their respective same sex controls (Fig 2A).

Adrenal glands weights and plasma corticosterone levels in PND
postnatal day 10 pups
In control male and female PND10 pups, the adrenal glands weight/100g BW is similar
although there is trend to be higher in females compared to males (Fig 2B). LNS offspring at
PND10 shows lower adrenals weights compared to control pups (Fig 2A) with a 17% decrease
in males and 18% in females that reaches significance in females (P< 0.05, n = 7) (Fig 2B).
LNS pups euthanized at PND10 also have lower corticosterone plasma levels compared to
control pups with a significant decrease of 64% in males (0.4 ± 0.1 vs. 1.1 ± 0.2 μg/dl com-
pared to control group, P< 0.05, n = 5) and 62% in females (0.5 ± 0.05 vs. 1.3 ± 0.4 μg/dl,
P = 0.0987, n = 7) (Fig 2C). A significant positive correlation is observed between the cortico-
sterone plasma levels and the adrenal weights in PND10 male and female pups (r = 0.68,
�P < 0.001, n = 24) (Fig 2D). In another litter of LNS, BMS and CTL male pups, used for a
long term study, blood was obtained from facial vein at PND 10 and plasma determinations
confirm the significant decrease of corticosterone levels in LNS group while there is no
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Fig 1. Limited bedding and nesting stress from post-natal days 2 to 9 alteredmaternal behavior of
Wistar rat dams. A: maternal behavior profile in control and LNS (limited nesting stress) dams during the
postnatal days (PND) 2–9. Data are expressed as the percentage of time spent by the dams (n = 7) in the
different activities measured. Note that “nursing “and “new nursing” activities were measured in 3 dams. (LG:
licking and grooming, C: carrying/retrieval: pick up the pups to bring them back to the nest, NB: building a
nest, N: nursing, AN: another nursing, SG: self-grooming. B: main behaviors altered in LNS dams from PND
2–9. Data are expressed as the percentage of time spent in the activity ± SEM (n = 7/ group). C: Frequency of
pups found out of the nest during PND 2–9. * P<0.05 in LNS vs control (CTL).

doi:10.1371/journal.pone.0155037.g001
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Fig 2. Influence of limited nesting stress (LNS) from post-natal days (PND) 2 to 10 on the body weight and components of
the HPA axis in PND 10 pups. A: Body weight of PND10male and female pups reared under LNS or control (CTL) conditions.
Data are expressed as the mean of body weight (g) ± SEM of the number of rats shown at the bottom of each column; *P<0.05 vs
CTL pups respectively # P<0.05 vs CLT male pups. B. Adrenal glands weights in male and female pups reared under LNS or CTL
conditions. Data are expressed as the mean of adrenal glands weight (mg/100 g BW body weight) ± SEM of number of rats
shown at the bottom of each column; P<0.05 vs CTL female pups. C. Corticosterone plasma levels in male and female pups in
LNS and CTL groups. Trunk blood was collected after decapitation between 9:00 and 11:00 am. Data are mean ± SEM (5–7
animals per group); *P<0.05 vs male CLT pups. D. Positive correlation between corticosterone plasma levels and adrenals
weights in male and female PND10 pups from LNS and CTL groups. (Pearson r = 0.68, ***P < 0.001, n = 24).

doi:10.1371/journal.pone.0155037.g002
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change in BMS pups compared to control group (LNS: 0.6 ± 0.07�, n = 6, BMS: 1.07 ± 0.03,
n = 4, vs. control: 1.05 ± 0.14 μg/dl, n = 6; �P<0.05 vs LNS).

Blood glucose level in postnatal day 10 pups
The blood glucose values in male and female control pups are not significantly different.
Exposure to LNS reduces blood glucose in PND10 pups similarly in males and females (11%
and 12% respectively) with a significant effect in LNS female pups (P<0.05, n = 11−12/group;
Fig 3).

In vivo intestinal permeability in postnatal day 10 pups
PND10 control pups do not show significant sex difference in intestinal permeability to FD4
monitored in the plasma 4 h after oral gavage (CTL males: 62.6 ± 14.6 μg/ml, n = 13, vs. CTL
females: 76.4 ± 19.4 μg/ml, n = 10). Limited nesting stress alters significantly the intestinal per-
meability to FD4 in PND10 male pups resulting in a 167% increase compared to control male

Fig 3. Decreased blood glucose levels in 10 days old male and female pups raised by dams with
limited bedding and nesting environment. LNS = Limited bedding and nesting, CTL = control. Data are
expressed as the mean ± SEM. The number of rats is shown at the bottom of each column; *P<0.05 vs male
CTL pups.

doi:10.1371/journal.pone.0155037.g003
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pups (P<0.001, n = 10–13; Fig 4). By contrast, LNS female pups do not show any modification
of intestinal permeability to FD4 compared to the control female group (n = 10). Interestingly,
BMS induces a 38% and 63% diminution of intestinal permeability in both male and female
pups respectively compared to their respective control groups, with values reaching signifi-
cance in female pups (P<0.01, n = 4–7; Fig 4).

Discussion
Our study provides new evidence that the chronic early-life stress model based on limiting the
ability of the dam to build a nest for the litter during the first neonatal week alters the maternal
behavior of Wistar rats strain and the HPA axis and glycemia similarly in male and female
pups and the intestinal epithelial barrier of pups in a sex dependent manner.

Under conditions of limited bedding and nesting material, analysis of cumulative maternal
behavior assessed during the light phase for 50 min daily from PND2 to 9 showed that there
was an increase in the frequency of pups being out of the nest compared to controls and Wis-
tar dams spent significantly more time in building the nest, self-grooming, bringing back
pups to the nest and showed a tendency to move more than the controls. However the time
spent in licking/grooming the pups and eating/drinking was not modified compared to con-
trol dams. The two previous studies assessing behaviors of dams exposed to LNS performed

Fig 4. The in vivo intestinal permeability to FITC—Dextran 4KDa (FD4) is increased in 10 days old male
pups raised by dams with limited bedding and nesting environment and decreased in female pups
exposed to brief maternal separation from postnatal days 2 to 10 LNS = Limited bedding and nesting
stress, BMS = brief maternal separation, CTL = control. Data are expressed as the mean ± SEM of the
number of rats shown at the bottom of each column; **P <0.01 vs male CTL pups (Tukey post hoc test); ##P
<0.01 vs female CTL pups.

doi:10.1371/journal.pone.0155037.g004
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in Sprague-Dawley rat strain have established alterations in maternal behavior reflecting frag-
mentation of nurturing and unpredictability while the overall duration of relevant maternal
behaviors related to leaking, grooming or nursing were not modified when monitored during
the light phase [16, 18]. The present 50 min sampling during the light phase provided evi-
dence that Wistar rat strain also displayed an abnormal pattern of maternal behavior toward
offspring created by a deficient and poor rearing environment.

Whether alterations of the physiological development of LNS offspring maybe also contrib-
uting to changes in maternal care cannot be ruled out. It is also to note that a more extended
behavioral monitoring including the dark phase would also be needed to provide a comprehen-
sive assessment of the LNS impact on the behavior of Wistar dams. In addition, shipping dur-
ing the gestation of the dams at G15 need to be also taken in consideration as females have to
acclimatize to the new environment during the last week of gestation and this can represent an
additional stress factor for the dams and the fetus in both CTL and LBS groups.

Next, we assessed the impact of these maternal behavioral changes on components of the
HPA axis in Wistar pups. The two first weeks of life in rodents are characterized by low circu-
lating levels of corticosterone, stress-hypo-responsiveness, with the maturation of the HPA
axis being highly influenced by the maternal contact [35, 36, 41–44]. In the current study, we
showed that PND10 male and female pups reared by dams with limited bedding and nesting
had similar 17–18% reduction of the adrenal glands weight and 62–64% lower basal corticoste-
rone plasma levels compared to same sex control pups and there was a positive correlation
between corticosterone plasma levels and adrenal weights. The low values of plasma corticoste-
rone in LNS pups were similar to those reported in normal rat pups at PND 3 or 7 which
increased few days later to values similar to those we also observed in control pups [44]. Other
studies, consistent with our findings, showed also basal corticosterone levels below those of
controls in pups PND5-7 associated with reduction of hypothalamic CRF mRNA levels in
response to deprivation of maternal care [45]. Of note, 10 days after returning the litter to nor-
mal bedding conditions, the LNS pups displayed elevated basal corticosterone plasma levels
compared to control pups (Moussaoui et al. unpublished observations). Collectively these data
are consistent with a delay in the maturation of the HPA axis in pups reared under conditions
of LNS [24, 46]. However, previous reports in PND9 offspring exposed to LNS from PND2 to 9
showed either no change in basal plasma corticosterone levels [17] or an increased level associ-
ated with hypertrophy of adrenals [18, 19, 47]. These contrasting results may reflect a strain
difference between Wistar (current study) and Sprague Dawley (previous studies) as observed
in other physiological parameters in response to chronic changes in the environment [48].
Taken together these findings are indicative that altered maternal behavior of dams during the
first week postnatal impacts on circulating levels of corticosterone not only at the end of LNS
period but has persistent effects in the form of enhanced basal HPA axis activity. By contrast,
brief maternal separation exposure did not modify basal corticosterone plasma levels in
PND10 male pups. Other studies showed that Wistar pups exposed to BMS have a normal
basal corticosterone plasma levels and a reduction of adrenal responsiveness to psychological
or social stress in adulthood [49]. The beneficial effects observed in adult rats in term of stress
endocrine response were linked to a modification of maternal behavior after the brief neonatal
maternal separation where the dam spent more time in licking and grooming and arched back
nursing posture [38].

During the two first weeks of life, newborn rats show a physiologically elevated blood glu-
cose concentration [50, 51] as we observed here in PND10 control male and female. In the
present study, PND10 pups exposed to limited bedding and nesting stress displayed a reduc-
tion of blood glucose with similar levels than observed in PND7 pups [51]. The low glycemia in
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LNS pups may be related to the longer time they spent outside the nest compared to controls
group and could be consequently less fed leading to a drop of blood glucose.

Glucocorticoids are described to play a major role in the intestinal epithelial maturation
process [23, 27, 28] especially during the two first weeks of life [23, 24, 52]. Exogenous admin-
istration of glucocorticoids can promote the intestinal maturation by stimulating the mor-
phogenesis of the colon in an age dependent manner with the days 8 to 10 postnatally being
the most sensitive period to glucocorticoids [23]. Furthermore, the expression of the tight
junction proteins which contribute to the reinforcement of the epithelial barrier are also mod-
ulated by glucocorticoids especially claudin proteins which were found to be up regulated by
hydrocortisone in an immature human enterocytes model [53]. In the present study, the
reduction of adrenals glands weight associated to a lower corticosterone release observed in
PND10 male pups could contribute to the delay of the epithelial barrier maturation leading to
the significant increase of intestinal permeability to FD4 that we observed here. The expres-
sion analysis of intestinal mucosa tight junction proteins in LNS PND10 male pups warrants
further investigations to understand whether a lack of tight junction expression is responsible
for the elevated intestinal permeability linked with the limited nesting stress. However,
important factors such as maternal stimulus, licking/grooming, endocrine and nutritional
factors present in breast milk need to be taken into consideration in the maturation process of
the epithelium [54–56]. These factors may potentially play an important role in the sex differ-
ence observed in intestinal permeability to FD4 where LNS females do not show any modifi-
cation of intestinal permeability at PND10 while having similar low circulating corticosterone
levels. In contrast to LNS, BMS was associated with a significant decrease of intestinal perme-
ability to FD4 in PND10 male and female pups. As the diminution of permeability is age
dependent [24, 25] and is the consequence of the gut closure process, the low intestinal per-
meability in BMS pups could reveal an acceleration of the maturation of the epithelial barrier
function.

The most important sex difference effect observed in this study was the response of intesti-
nal permeability to the limited bedding and nesting stress where only male pups were affected.
A relationship between compromised epithelial barrier function and visceral pain has previ-
ously been demonstrated [30–34]. Of relevance are recent reports showing that LNS from
PND 2–9 impacts the visceral hypersensitivity in male but not in female rats when they are
adult [21, 22]. An important point to mention is that sex difference observed in LNS model is
not occurring in pups with repeated brief maternal separation which highlights the importance
of the nature of the stressor and its duration, either repeated intermittent of short duration or
chronic when applied during postnatal development.

Conclusions
In summary, we have obtained new evidence that Wistar rats represent a sensitive strain to
study the impact of limited bedding and nesting stress on brain-gut interactions. LNS dams
responded by an abnormal maternal behavior impacting the HPA axis and intestinal epithelial
barrier in the offspring. At PND10, pups presented a diminution of adrenal glands weight with
a reduction of plasma corticosterone and blood glucose. LNS male pups displayed also a leaky
gut by showing an abnormally elevated in vivo intestinal permeability. When viewed together,
these data suggest that PND10 pups raised by dams with limited nesting have a delayed matu-
ration of the HPA axis and of epithelial intestinal barrier specifically in male pups. A possible
causal relationship between these early findings and the development of visceral hypersensitiv-
ity reported in adult male unlike female Wistar rats [21, 22] needs to be explored as well the
possible implications in other diseases namely the development of regressive autism for which
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a role of increased intestinal barrier permeability and microbiota has been suggested during the
first months postnatally [57].

Acknowledgments
We acknowledge Dr. Tallie Z. BaramMD (Department of Anatomy/Neurobiology, UCI) for
her helpful advice on the setting of the limited nesting model. We thank Dr Patrick Frost
(Department of Hematology-Oncology, UCLA) for the plate reader use. We also thank Dr.
Jonathan Grotts (UCLA Department of Medicine Statistics Core) for statistical analysis
assistance.

Author Contributions
Conceived and designed the experiments: NMMLMM EM YT. Performed the experiments:
NMMLMB JM. Analyzed the data: NMMLMB JM YT. Wrote the paper: NM YT.

References
1. Widom CS, DuMont K, Czaja SJ. A prospective investigation of major depressive disorder and comor-

bidity in abused and neglected children grown up. Arch Gen Psychiatry. 2007; 64(1):49–56. PMID:
17199054

2. Bradford K, ShihW, Videlock EJ, Presson AP, Naliboff BD, Mayer EA, et al. Association between early
adverse life events and irritable bowel syndrome. Clin Gastroenterol Hepatol. 2012; 10(4):385–90 e1–
3. doi: 10.1016/j.cgh.2011.12.018 PMID: 22178460

3. Barreau F, Ferrier L, Fioramonti J, Bueno L. Neonatal maternal deprivation triggers long term alter-
ations in colonic epithelial barrier and mucosal immunity in rats. Gut. 2004; 53(4):501–6. PMID:
15016743

4. Barreau F, Ferrier L, Fioramonti J, Bueno L. New insights in the etiology and pathophysiology of irritable
bowel syndrome: contribution of neonatal stress models. Pediatr Res. 2007; 62(3):240–5. PMID:
17622962

5. Gareau MG, Silva MA, Perdue MH. Pathophysiological mechanisms of stress-induced intestinal dam-
age. Curr Mol Med. 2008; 8(4):274–81. PMID: 18537635

6. Ellenbroek BA, Cools AR. The long-term effects of maternal deprivation depend on the genetic back-
ground. Neuropsychopharmacology. 2000; 23(1):99–106. PMID: 10869890

7. Koe AS, Ashokan A, Mitra R. Short environmental enrichment in adulthood reverses anxiety and baso-
lateral amygdala hypertrophy induced by maternal separation. Transl Psychiatry. 2016; 6:e729. doi: 10.
1038/tp.2015.217 PMID: 26836417

8. O'Mahony SM, Hyland NP, Dinan TG, Cryan JF. Maternal separation as a model of brain-gut axis dys-
function. Psychopharmacology (Berl). 2011; 214(1):71–88.

9. Pohl CS, Medland JE, Moeser AJ. Early-life stress origins of gastrointestinal disease: animal models,
intestinal pathophysiology, and translational implications. Am J Physiol Gastrointest Liver Physiol.
2015;; 309(12):G927–41. doi: 10.1152/ajpgi.00206.2015 PMID: 26451004

10. Mayer EA, Naliboff BD, Chang L, Coutinho SV. V. Stress and irritable bowel syndrome. Am J Physiol
Gastrointest Liver Physiol. 2001 280(4):G519–24. PMID: 11254476

11. Coutinho SV, Plotsky PM, Sablad M, Miller JC, Zhou H, Bayati AI, et al. Neonatal maternal separation
alters stress-induced responses to viscerosomatic nociceptive stimuli in rat. Am J Physiol Gastrointest
Liver Physiol. 2002; 282(2):G307–16. PMID: 11804852

12. Rosztoczy A, Fioramonti J, Jarmay K, Barreau F, Wittmann T, Bueno L. Influence of sex and experi-
mental protocol on the effect of maternal deprivation on rectal sensitivity to distension in the adult rat.
Neurogastroenterol Motil. 2003; 15(6):679–86. PMID: 14651604

13. Barreau F, Cartier C, Ferrier L, Fioramonti J, Bueno L. Nerve growth factor mediates alterations of
colonic sensitivity and mucosal barrier induced by neonatal stress in rats. Gastroenterology. 2004; 127
(2):524–34. PMID: 15300585

14. Larauche M, Mulak A, Tache Y. Stress and visceral pain: from animal models to clinical therapies. Exp
Neurol. 2012; 233(1):49–67. doi: 10.1016/j.expneurol.2011.04.020 PMID: 21575632

15. Dalle Molle R, Portella AK, Goldani MZ, Kapczinski FP, Leistner-Segal S, SalumGA, et al. Associations
between parenting behavior and anxiety in a rodent model and a clinical sample: relationship to periph-
eral BDNF levels. Transl Psychiatry. 2012; 2:e195. doi: 10.1038/tp.2012.126 PMID: 23168995

Limited Nesting Stress, Maternal Behavior and Rat Pup Intestinal Permeability

PLOS ONE | DOI:10.1371/journal.pone.0155037 May 5, 2016 12 / 14

http://www.ncbi.nlm.nih.gov/pubmed/17199054
http://dx.doi.org/10.1016/j.cgh.2011.12.018
http://www.ncbi.nlm.nih.gov/pubmed/22178460
http://www.ncbi.nlm.nih.gov/pubmed/15016743
http://www.ncbi.nlm.nih.gov/pubmed/17622962
http://www.ncbi.nlm.nih.gov/pubmed/18537635
http://www.ncbi.nlm.nih.gov/pubmed/10869890
http://dx.doi.org/10.1038/tp.2015.217
http://dx.doi.org/10.1038/tp.2015.217
http://www.ncbi.nlm.nih.gov/pubmed/26836417
http://dx.doi.org/10.1152/ajpgi.00206.2015
http://www.ncbi.nlm.nih.gov/pubmed/26451004
http://www.ncbi.nlm.nih.gov/pubmed/11254476
http://www.ncbi.nlm.nih.gov/pubmed/11804852
http://www.ncbi.nlm.nih.gov/pubmed/14651604
http://www.ncbi.nlm.nih.gov/pubmed/15300585
http://dx.doi.org/10.1016/j.expneurol.2011.04.020
http://www.ncbi.nlm.nih.gov/pubmed/21575632
http://dx.doi.org/10.1038/tp.2012.126
http://www.ncbi.nlm.nih.gov/pubmed/23168995


16. Molet J, Maras PM, Avishai-Eliner S, Baram TZ. Naturalistic rodent models of chronic early-life stress.
Dev Psychobiol. 2014; 56(8):1675–88. doi: 10.1002/dev.21230 PMID: 24910169

17. Gilles EE, Schultz L, Baram TZ. Abnormal corticosterone regulation in an immature rat model of contin-
uous chronic stress. Pediatr Neurol. 1996; 15(2):114–9. PMID: 8888044

18. Ivy AS, Brunson KL, Sandman C, Baram TZ. Dysfunctional nurturing behavior in rat dams with limited
access to nesting material: a clinically relevant model for early-life stress. Neuroscience. 2008;26; 154
(3):1132–42. doi: 10.1016/j.neuroscience.2008.04.019 PMID: 18501521

19. Avishai-Eliner S, Gilles EE, Eghbal-Ahmadi M, Bar-El Y, Baram TZ. Altered regulation of gene and pro-
tein expression of hypothalamic-pituitary-adrenal axis components in an immature rat model of chronic
stress. J Neuroendocrinol. 2001; 13(9):799–807. PMID: 11578530

20. Green PG, Chen X, Alvarez P, Ferrari LF, Levine JD. Early-life stress produces muscle hyperalgesia
and nociceptor sensitization in the adult rat. Pain. 2011; 152(11):2549–56. doi: 10.1016/j.pain.2011.07.
021 PMID: 21864980

21. Guo Y, Wang Z, Mayer EA, Holschneider DP. Neonatal stress from limited bedding elicits visceral
hyperalgesia in adult rats. Neuroreport. 2015; 26(1):13–6. doi: 10.1097/WNR.0000000000000292
PMID: 25426824

22. Prusator DK, Greenwood-Van Meerveld B. Gender specific effects of neonatal limited nesting on vis-
cerosomatic sensitivity and anxiety-like behavior in adult rats. Neurogastroenterol Motil. 2015; 27
(1):72–81. doi: 10.1111/nmo.12472 PMID: 25394875

23. Chen M, Sun P, Liu XY, Dong D, Du J, Gu L, et al. alpha-fetoprotein involvement during glucocorticoid-
induced precocious maturation in rat colon. World J Gastroenterol. 2011;; 17(24):2933–40. doi: 10.
3748/wjg.v17.i24.2933 PMID: 21734804

24. Moussaoui N, Braniste V, Ait-Belgnaoui A, Gabanou M, Sekkal S, Olier M, et al. Changes in intestinal
glucocorticoid sensitivity in early life shape the risk of epithelial barrier defect in maternal-deprived rats.
PLoS One. 2014; 9(2):e88382. doi: 10.1371/journal.pone.0088382 PMID: 24586321

25. Patel RM, Myers LS, Kurundkar AR, Maheshwari A, Nusrat A, Lin PW. Probiotic bacteria induce matu-
ration of intestinal claudin 3 expression and barrier function. Am J Pathol. 2012; 180(2):626–35. doi: 10.
1016/j.ajpath.2011.10.025 PMID: 22155109

26. Neu J. Gastrointestinal development and meeting the nutritional needs of premature infants. Am J Clin
Nutr. 2007; 85(2):629S–34S. PMID: 17284768

27. Quaroni A, Tian JQ, Goke M, Podolsky DK. Glucocorticoids have pleiotropic effects on small intestinal
crypt cells. Am J Physiol. 1999; 277(5 Pt 1):G1027–40. PMID: 10564109

28. Pacha J, Vagnerova R, Bryndova J. Carbenoxolone accelerates maturation of rat intestine. Pediatr
Res. 2003; 53(5):808–13. PMID: 12621120

29. Turner JR. Intestinal mucosal barrier function in health and disease. Nat Rev Immunol. 2009; 9(11):799–
809. doi: 10.1038/nri2653 PMID: 19855405

30. Camilleri M, Lasch K, ZhouW. Irritable bowel syndrome: methods, mechanisms, and pathophysiology.
The confluence of increased permeability, inflammation, and pain in irritable bowel syndrome. Am J
Physiol Gastrointest Liver Physiol. 2012; 303(7):G775–85. doi: 10.1152/ajpgi.00155.2012 PMID:
22837345

31. Ait-Belgnaoui A, Bradesi S, Fioramonti J, Theodorou V, Bueno L. Acute stress-induced hypersensitivity
to colonic distension depends upon increase in paracellular permeability: role of myosin light chain
kinase. Pain. 2005; 113(1–2):141–7. PMID: 15621374

32. Barreau F, Cartier C, Leveque M, Ferrier L, Moriez R, Laroute V, et al. Pathways involved in gut muco-
sal barrier dysfunction induced in adult rats by maternal deprivation: corticotrophin-releasing factor and
nerve growth factor interplay. J Physiol. 2007; 580(Pt 1):347–56. PMID: 17234701

33. Larauche M, Mulak A, Tache Y. Stress-related alterations of visceral sensation: animal models for irrita-
ble bowel syndrome study. J Neurogastroenterol Motil. 2011; 17(3):213–34. doi: 10.5056/jnm.2011.17.
3.213 PMID: 21860814

34. Piche T, Barbara G, Aubert P, Bruley des Varannes S, Dainese R, Nano JL, et al. Impaired intestinal
barrier integrity in the colon of patients with irritable bowel syndrome: involvement of soluble mediators.
Gut. 2009; 58(2):196–201. doi: 10.1136/gut.2007.140806 PMID: 18824556

35. Vazquez DM. Stress and the developing limbic-hypothalamic-pituitary-adrenal axis. Psychoneuroendo-
crinology. 1998; 23(7):663–700. PMID: 9854741

36. Schmidt M, Enthoven L, vanWoezik JH, Levine S, de Kloet ER, Oitzl MS. The dynamics of the hypotha-
lamic-pituitary-adrenal axis during maternal deprivation. J Neuroendocrinol. 2004; 16(1):52–7. PMID:
14962076

37. Rao R. Hypothalamic-Pituitary-Adrenal Axis Programming after Recurrent Hypoglycemia during Devel-
opment. J Clin Med. 2015; 4(9):1729–40. doi: 10.3390/jcm4091729 PMID: 26343738

Limited Nesting Stress, Maternal Behavior and Rat Pup Intestinal Permeability

PLOS ONE | DOI:10.1371/journal.pone.0155037 May 5, 2016 13 / 14

http://dx.doi.org/10.1002/dev.21230
http://www.ncbi.nlm.nih.gov/pubmed/24910169
http://www.ncbi.nlm.nih.gov/pubmed/8888044
http://dx.doi.org/10.1016/j.neuroscience.2008.04.019
http://www.ncbi.nlm.nih.gov/pubmed/18501521
http://www.ncbi.nlm.nih.gov/pubmed/11578530
http://dx.doi.org/10.1016/j.pain.2011.07.021
http://dx.doi.org/10.1016/j.pain.2011.07.021
http://www.ncbi.nlm.nih.gov/pubmed/21864980
http://dx.doi.org/10.1097/WNR.0000000000000292
http://www.ncbi.nlm.nih.gov/pubmed/25426824
http://dx.doi.org/10.1111/nmo.12472
http://www.ncbi.nlm.nih.gov/pubmed/25394875
http://dx.doi.org/10.3748/wjg.v17.i24.2933
http://dx.doi.org/10.3748/wjg.v17.i24.2933
http://www.ncbi.nlm.nih.gov/pubmed/21734804
http://dx.doi.org/10.1371/journal.pone.0088382
http://www.ncbi.nlm.nih.gov/pubmed/24586321
http://dx.doi.org/10.1016/j.ajpath.2011.10.025
http://dx.doi.org/10.1016/j.ajpath.2011.10.025
http://www.ncbi.nlm.nih.gov/pubmed/22155109
http://www.ncbi.nlm.nih.gov/pubmed/17284768
http://www.ncbi.nlm.nih.gov/pubmed/10564109
http://www.ncbi.nlm.nih.gov/pubmed/12621120
http://dx.doi.org/10.1038/nri2653
http://www.ncbi.nlm.nih.gov/pubmed/19855405
http://dx.doi.org/10.1152/ajpgi.00155.2012
http://www.ncbi.nlm.nih.gov/pubmed/22837345
http://www.ncbi.nlm.nih.gov/pubmed/15621374
http://www.ncbi.nlm.nih.gov/pubmed/17234701
http://dx.doi.org/10.5056/jnm.2011.17.3.213
http://dx.doi.org/10.5056/jnm.2011.17.3.213
http://www.ncbi.nlm.nih.gov/pubmed/21860814
http://dx.doi.org/10.1136/gut.2007.140806
http://www.ncbi.nlm.nih.gov/pubmed/18824556
http://www.ncbi.nlm.nih.gov/pubmed/9854741
http://www.ncbi.nlm.nih.gov/pubmed/14962076
http://dx.doi.org/10.3390/jcm4091729
http://www.ncbi.nlm.nih.gov/pubmed/26343738


38. Ladd CO, Huot RL, Thrivikraman KV, Nemeroff CB, Meaney MJ, Plotsky PM. Long-term behavioral
and neuroendocrine adaptations to adverse early experience. Prog Brain Res. 2000; 122:81–103.
PMID: 10737052

39. Lyons DM, Parker KJ, Schatzberg AF. Animal models of early life stress: implications for understanding
resilience. Dev Psychobiol. 2010; 52(7):616–24. doi: 10.1002/dev.20500 PMID: 20957724

40. McIntosh J, Anisman H, Merali Z. Short- and long-periods of neonatal maternal separation differentially
affect anxiety and feeding in adult rats: gender-dependent effects. Brain Res Dev Brain Res. 1999; 113
(1–2):97–106. PMID: 10064879

41. Levine S, Huchton DM, Wiener SG, Rosenfeld P. Time course of the effect of maternal deprivation on
the hypothalamic-pituitary-adrenal axis in the infant rat. Dev Psychobiol. 1991; 24(8):547–58. PMID:
1773913

42. Rosenfeld P, Suchecki D, Levine S. Multifactorial regulation of the hypothalamic-pituitary-adrenal axis
during development. Neurosci Biobehav Rev. 1992; 16(4):553–68. PMID: 1480351

43. Walker CD, Tankosic P, Tilders FJ, Burlet A. Immunotargeted lesions of paraventricular CRF and AVP
neurons in developing rats reveal the pattern of maturation of these systems and their functional impor-
tance. J Neuroendocrinol. 1997; 9(1):25–41. PMID: 9023736

44. SmothermanWP. Mother-infant interaction and the modulation of pituitary-adrenal activity in rat pups
after early stimulation. Dev Psychobiol. 198; 16(3):169–76.

45. Enthoven L, Schmidt MV, Cheung YH, van der Mark MH, de Kloet ER, Oitzl MS. Ontogeny of the HPA
axis of the CD1mouse following 24 h maternal deprivation at pnd 3. Int J Dev Neurosci. 2010; 28
(2):217–24. doi: 10.1016/j.ijdevneu.2009.10.006 PMID: 19897026

46. Henning SJ. Plasma concentrations of total and free corticosterone during development in the rat. Am J
Physiol. 1978; 235(5):E451–6. PMID: 103438

47. Brunson KL, Kramar E, Lin B, Chen Y, Colgin LL, Yanagihara TK, et al. Mechanisms of late-onset cog-
nitive decline after early-life stress. J Neurosci. 2005; 25(41):9328–38. PMID: 16221841

48. Gordon CJ PP, Johnstone AFM. Impact of genetic strain on body fat loss, food consumption, metabo-
lism,ventilation, and motor activity in free running female rats. Physiology & Behavior 2016; 153:56–63.

49. Oines E, Murison R, Mrdalj J, Gronli J, Milde AM. Neonatal maternal separation in male rats increases
intestinal permeability and affects behavior after chronic social stress. Physiol Behav. 2012; 105
(4):1058–66. doi: 10.1016/j.physbeh.2011.11.024 PMID: 22155491

50. Vernon RG, Walker DG. Gluconeogenesis from lactate in the developing rat. Studies in vivo. Biochem
J. 1972; 127(3):531–7. PMID: 5076195

51. Kuznetsov SV, Selina EN, Kuznetsova NN. [The blood glucose content in newborn rats depending on
level and pattern of spontaneous motor activity]. Zh Evol Biokhim Fiziol. 2011; 47(4):318–24. PMID:
21938915

52. Solomon NS, Gartner H, Oesterreicher TJ, Henning SJ. Development of glucocorticoid-responsiveness
in mouse intestine. Pediatr Res. 2001; 49(6):782–8. PMID: 11385138

53. Lu L, Li T, Williams G, Petit E, Borowsky M, Walker WA. Hydrocortisone induces changes in gene
expression and differentiation in immature human enterocytes. Am J Physiol Gastrointest Liver Physiol.
2011; 300(3):G425–32. doi: 10.1152/ajpgi.00011.2010 PMID: 21148402

54. Suchecki D, Nelson DY, Van Oers H, Levine S. Activation and inhibition of the hypothalamic-pituitary-
adrenal axis of the neonatal rat: effects of maternal deprivation. Psychoneuroendocrinology. 1995; 20
(2):169–82. PMID: 7899536

55. Cummins AG, Thompson FM. Effect of breast milk and weaning on epithelial growth of the small intes-
tine in humans. Gut. 2002 Nov; 51(5):748–54. PMID: 12377819

56. Wagner CL, Taylor SN, Johnson D. Host factors in amniotic fluid and breast milk that contribute to gut
maturation. Clin Rev Allergy Immunol. 2008; 34(2):191–204. doi: 10.1007/s12016-007-8032-3 PMID:
18330727

57. Downs R, Perna J, Vitelli A, Cook D, Dhurjati P. Model-based hypothesis of gut microbe populations
and gut/brain barrier permeabilities in the development of regressive autism. Med Hypotheses.2014;
83(6):649–55. doi: 10.1016/j.mehy.2014.09.005 PMID: 25288537

Limited Nesting Stress, Maternal Behavior and Rat Pup Intestinal Permeability

PLOS ONE | DOI:10.1371/journal.pone.0155037 May 5, 2016 14 / 14

http://www.ncbi.nlm.nih.gov/pubmed/10737052
http://dx.doi.org/10.1002/dev.20500
http://www.ncbi.nlm.nih.gov/pubmed/20957724
http://www.ncbi.nlm.nih.gov/pubmed/10064879
http://www.ncbi.nlm.nih.gov/pubmed/1773913
http://www.ncbi.nlm.nih.gov/pubmed/1480351
http://www.ncbi.nlm.nih.gov/pubmed/9023736
http://dx.doi.org/10.1016/j.ijdevneu.2009.10.006
http://www.ncbi.nlm.nih.gov/pubmed/19897026
http://www.ncbi.nlm.nih.gov/pubmed/103438
http://www.ncbi.nlm.nih.gov/pubmed/16221841
http://dx.doi.org/10.1016/j.physbeh.2011.11.024
http://www.ncbi.nlm.nih.gov/pubmed/22155491
http://www.ncbi.nlm.nih.gov/pubmed/5076195
http://www.ncbi.nlm.nih.gov/pubmed/21938915
http://www.ncbi.nlm.nih.gov/pubmed/11385138
http://dx.doi.org/10.1152/ajpgi.00011.2010
http://www.ncbi.nlm.nih.gov/pubmed/21148402
http://www.ncbi.nlm.nih.gov/pubmed/7899536
http://www.ncbi.nlm.nih.gov/pubmed/12377819
http://dx.doi.org/10.1007/s12016-007-8032-3
http://www.ncbi.nlm.nih.gov/pubmed/18330727
http://dx.doi.org/10.1016/j.mehy.2014.09.005
http://www.ncbi.nlm.nih.gov/pubmed/25288537

