UCSF

UC San Francisco Previously Published Works

Title

Transient Gastric Irritation in the Neonatal Rats Leads to Changes in Hypothalamic CRF
Expression, Depression- and Anxiety-Like Behavior as Adults

Permalink

https://escholarship.org/uc/item/1wplr44p

Journal
PLOS ONE, 6(5)

ISSN
1932-6203

Authors

Liu, Liansheng
Li, Qian
Sapolsky, Robert

Publication Date
2011

DOI
10.1371/journal.pone.0019498

Peer reviewed

eScholarship.org Powered by the California Diqital Library

University of California


https://escholarship.org/uc/item/1wp1r44p
https://escholarship.org/uc/item/1wp1r44p#author
https://escholarship.org
http://www.cdlib.org/

© pLos one

OPEN 8 ACCESS Freely available online
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Abstract

Aims: A disturbance of the brain-gut axis is a prominent feature in functional bowel disorders (such as irritable bowel
syndrome and functional dyspepsia) and psychological abnormalities are often implicated in their pathogenesis. We
hypothesized that psychological morbidity in these conditions may result from gastrointestinal problems, rather than
causing them.

Methods: Functional dyspepsia was induced by neonatal gastric irritation in male rats. 10-day old male Sprague-Dawley rats
received 0.1% iodoacetamide (IA) or vehicle by oral gavage for 6 days. At 8-10 weeks of age, rats were tested with sucrose
preference and forced-swimming tests to examine depression-like behavior. Elevated plus maze, open field and light-dark
box tests were used to test anxiety-like behaviors. ACTH and corticosterone responses to a minor stressor, saline injection,
and hypothalamic CRF expression were also measured.

Results: Behavioral tests revealed changes of anxiety- and depression-like behaviors in IA-treated, but not control rats. As
compared with controls, hypothalamic and amygdaloid CRF immunoreactivity, basal levels of plasma corticosterone and
stress-induced ACTH were significantly higher in IA-treated rats. Gastric sensory ablation with resiniferatoxin had no effect
on behaviors but treatment with CRF type 1 receptor antagonist, antalarmin, reversed the depression-like behavior in IA-
treated rats

Conclusions: The present results suggest that transient gastric irritation in the neonatal period can induce a long lasting
increase in depression- and anxiety-like behaviors, increased expression of CRF in the hypothalamus, and an increased
sensitivity of HPA axis to stress. The depression-like behavior may be mediated by the CRF1 receptor. These findings have
significant implications for the pathogenesis of psychological co-morbidity in patients with functional bowel disorders.
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disturbances in early life can result in persistent behavioral and
emotional abnormalities. This hypothesis is based on our previous
published work showing that the neonatal period is a particularly
vulnerable period for the viscera. Transient inflammation or injury

Introduction

Functional dyspepsia (FD), defined as persistent or recurrent
pain in the upper abdomen presumably of gastroduodenal origin

but without any structural etiology to explain the symptoms, is a
common clinical gastrointestinal disorder that affects 15-20% of
the population [1-4]. A number of mechanisms have been
suggested to explain the symptoms, centered around altered
neuromuscular and/or sensory activity of the stomach or
duodenum [2]. A major theme in this field is that psychological/
psychiatric problems have a pathogenic role, based both on the
observation that patients with FD are more anxious and depressed
than healthy controls[1,3-5], as well as research linking stress and
depression to altered gastrointestinal sensory and motor function
[6-10]. In this study, we hypothesized that primary visceral
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of either the stomach or colon result in long-lasting hypersensitivity
and motor abnormalities that persist despite complete resolution of
the initial insult [11-14].

To test this hypothesis, we used a previously validated model of FD
in rats, induced by a mild gastric irritation, resulting in chronic gastric
hypersensitivity and motor dysfunction in adulthood [11]. Our results
suggest that transient gastric irritation in the neonatal period can
induce long-lasting increases in depression-,and anxiety-like behav-
iors and increase in the HPA axis sensitivity to stress that is associated
with increase the expression of corticotropin-releasing factor (CRF) in
the paraventricular nucleus (PVN) of the hypothalamus.
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Materials and Methods

Animals

The experimental protocols, care and handling of animals used
in this study (Protocol ID 18206) were approved by the
Institutional Animal Care and Use Committee at Stanford
University, in accordance with the guidelines of the International
Association for the Study of Pain. Male Sprague-Dawley rats were
used in all the experiments (Harlan, Indianapolis, IN). 6-day old
pups with dams were purchased from Harlan, Indianapolis, IN.
The treatment was started when the pups were 10 day old. The
housing conditions of the mother/pups were as follows: temper-
ature 68-71F°; 12/12 light cycle; humidity 43-53%; sanichip for
bedding; enrichment for 1 mother with 10 pups. They had ad
libitum access to food and water. Pups were weaned at age of 3
weeks and were housed 3—4 pups per cage. At age 6 weeks, the rats
were housed two per cage.

Functional Dyspepsia (FD) Model

The “functional dyspepsia” model has been previously
described by us and consists of neonatal administration of a mild
irritant, which results in transient superficial sloughing of the
gastric epithelium [11]. As adults, the stomach is morphologically
and histologically normal, as is gastric emptying. However, there is
significant hypersensitivity to gastric distention manifested both by
behavioral changes and gastric splanchnic activity as well as
impaired accommodation [11]. Ten-day old rat pups received
0.2 ml of 0.1% iodoacetamide (IA) in 2% sucrose daily for 6 days
by oral gavage. Control rat pups received 0.2 ml of 2% sucrose.
The rats were then allowed to grow to 8-10 weeks of age,
whereupon tests described below were conducted.

Behavioral testing

Rats were handled for 3 days prior to the behavioural test day.
On the test day, rats were brought to the test room for at least one
hour before the test. Behavioural tests were conducted in
sequential order of Sucrose Preference Test (SPT), Open Field
Test (OFT), Elevated Plus Maze (EPMT), Light Dark Box (LDB)
and Forced Swimming Test (FST) with one to two day intervals
between the tests.

Sucrose Preference Test (SPT) [15-17]. This consisted of a
48 hour training session and a 1 hour test session conducted
24 hours after the training session. In the training session, singly
housed rats were trained to drink sugar water in a cage containing
two bottles, one bottle containing a 1% sucrose solution and
another bottle containing tap water for 48 hours. The bottles were
placed to the left and right side of the feeding compartment,
respectively and were switched every 12 hours to prevent possible
effects of side preference in drinking behavior. After the training
session, only tap water was provided for 6 hours. Then food and
water were withheld from rats for 18 hours. Subsequently, in the
test session, rats were provided access to two bottles with 1%
sucrose solution and water, respectively, for one hour. Sucrose
preference was analyzed according to the formula below:

Sucrose preference (SP) = [sucrose intake (g)/(sucrose intake (g)
+ water intake (g))] x100

The proportion of rats in each group with an SP value of =75%
was then counted and compared using the Chi-square test.

Forced Swimming Test (FST) [18-20]. A clear Plexiglas
cylinder (65 cm tall x 25 cm diameter) was filled to 48 cm with
25°C water. On the training day, the rats were placed in the
cylinder for 10 minutes and then removed from the water.
24 hours later, rats were retested for 5 minutes under identical
conditions and their behavior recorded on videotape. Videotapes
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were scored by a blind examiner using a time-sampling technique:
the behavior at the end of each 5-second period was categorized as
one of the following: 1) immobility: the rat remained floating in the
water without struggling and made only those movements
necessary to keep its head above water; 2) swimming: the rat
displayed active swimming motions, more than necessary to
merely maintain its head above water, e.g. moving around in the
cylinder; 3) climbing: the rat displayed active movements with its
forepaws in and out of the water, usually directed against the walls.

Elevated Plus Maze (EPM) Test [21]. The EPM apparatus,
made of black polypropylene, consisted of two opposite closed and
two opposite open arms (10 cm width) with 30 cm high walls and
a center area (10 x 10 cm), elevated 50 cm above the floor. Rats
were placed individually in the center of the maze facing an open
arm and were allowed 5 minutes of free exploration. The
movements of the animals during the 5-minute test period were
tracked by a video camera positioned above the center of the maze
and analyzed using Ethovision (Noldus Information Technology)
video tracking system to evaluate the time spent the open arms,
percentage moved in open arm and total distance moved during
the 5-minute test time.

Open Field Test (OFT) [22,23]. The open field apparatus
consisted of an arena (100 cm x 100 cm x 40 cm) made of black
plastic, which is dimly illuminated (corner: 6 Ix; center: 12 Ix). A
rat is gently placed into the corner of the field, and allowed to
explore the arena for 30 minutes. Movements are recorded by a
video camera mounted above the arena, and analyzed using the
video tracking system. The number of entries into the center, the
percentage time in the center, the total distance traveled and the
proportion traveled in the center during the test period were
measured.

Light Dark Box (LDB) Test [24,25]. 'The apparatus for this
test consisted of two equally sized compartments (hxwxI:
24x25%x33 cm ) connected by an 8x8 cm opening. One
compartment was painted black and covered with a black lid
(dark box). The other compartment was opaque and remained
uncovered during the test (light box). An opaque black Plexiglas
with a door separated the two boxes. Inside the light box was
illuminated by a 30 lux light. Inside the dark box there was no
appreciable illumination (<2 lux). On test days, rats were moved
to the test room 60 minutes prior to testing. Assessments were
performed between 10 a.m. and 3 p.m. To start the test, the rat
was placed in the center of the light box facing away from the door
to the dark box and allowed to freely explore the apparatus for
5 min. The movements of the animals during the 5 minute test
period were tracked by a video camera positioned above the center
of the light dark box and analyzed using the video tracking system
(Noldus Information Technology). The data of behavior analysis
included the percentage of time spent in the light box and dark
box and the number of chamber transitions, defined as at least half
of the animal’s body from one chamber to the next.

Hypothalamic Pituitary Axis (HPA) response to minor
stressor, saline injection

IA-treated and control rats were divided into two groups and
were housed two per cage. The rats in the same cage were
assigned to the same group. In one group, rats were subjected to a
minor stressor, subcutaneous injection of saline (1 ml/kg,) and
decapitated 15 minutes later. In another group, rats were
decapitated without interruption. Trunk blood was collected from
rats in both groups for hormonal assays. Plasma ACTH and
corticosterone concentrations were determined by radioimmuno-
assay as previously described [26].
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Immunohistochemistry

Deeply anesthetized rats were transcardially perfused with
150 ml of 0.9% heparinized saline at room temperature followed
by perfusion with 500 ml ice-cold 4% paraformaldehyde (PFA) in
0.1IM PBS. The brains were removed and post-fixed in 4% PFA
for 24 hours. Subsequently, the brains were transferred to 30%
sucrose until they sank and were then cut in 25 pm sections using a
cryostat, thaw mounted on Superfrost plus slides (3 sections/slide)
and air dried for 10 minutes before incubation in blocking buffer
containing 0.3% Triton X-100 (in 10 mM Tris-phosphate
buffered saline) and 5% normal horse serum. Subsequently,
sections were incubated overnight at 4°C with primary polyclonal
rabbit anti-CRF (1:5,000, a kind gift of Dr. Wylie Vale) in buffer
containing 0.3% Triton-X-100 and 1% normal horse serum. The
next morning, slides were washed in PBS (3x, 5 min each), and
incubated with a Cy3-conjugated affinity purified donkey anti-
rabbit secondary antibody diluted 1:500 in the same buffer as used
for dilution primary antibody, for 2 hours at room temperature.
Sections were washed 3x in PBS for 5 min and cover-slipped with
Vectashield containing DAPIL. Sections were visualized using
Nikon fluorescent microscopy and images were acquired using a
Zeiss Axiocam camera. A minimum of three sections per rat and 4
rats per group were analyzed. Pixel densities were quantified using
Image J program (NIH). Anatomical boundaries of specific nuclei
and brain regions were verified using the Rat Brain atlas by
Paxinos and Watson [27].

Functional ablation of gastric afferent nerves by
intragastric resiniferatoxin (RTX) and measurement of
gastric splanchnic nerve (GSN) activity

The capsaicin analog, RTX, reliably produces a robust and
long-lasting (weeks to months) chemical de-afferentation [28] and
is an ultrapotent TRPV1 receptor agonist that causes desensiti-
zation of extrinsic afferents when applied locally, was used to assess
the effects of ongoing activity in these nerves on depression-like
behavior. In this study RTX was mstilled in the stomach to
desensitize gastric afferent nerves. RTX was dissolved in a mixture
of 10% ethanol +10% Tween-80 in 0.9% saline in the ratio of
1:1:8. After laparotomy, the stomach was exposed and the pylorus
was clamped. RTX (25 ug/kg in 0.8 ml saline) or vehicle (n =8 for
each group) was administered directly into the gastric lumen with
a thin needle attached to a glass syringe. After 30 minutes the
RTX solution in the stomach was aspirated and the stomach was
unclamped. The incision was then closed and rats were allowed to
recover for a week before being subjected to the FST.

The sensory effect of RTX was verified in a separate group of
rats in whom GSN activity was measured as previously described
[11]. Briefly, rats were anesthetized with sodium pentobarbital
(50 mg/kg, intraperitoneally) and maintained with a constant
infusion of 50 mg sodium pentobarbital in 9 ml, 0.9% NaCl at
1.0 ml/h through the jugular vein. Tracheotomy was performed
for artificial ventilation and rats were paralyzed with gallamine
triethiodide 20 mg/kg. iv; Sigma). A balloon (2.5 cm long)
attached to a catheter (PE-240) was placed in the stomach through
a small incision. The left GSN was exposed just below the
diaphragm and the distal segment was placed in a pool of warm
mineral oil and teased into fine bundles and nerve activity
recorded by a bipolar silver hook electrode. Action potentials were
amplified by a low-noise AC differential amplification (Iso-
DAMSBA Bio-amplifier, WPI) with 300 Hz-10 Khz filter, pro-
cessed and analyzed through using the CED 1401/SPIKE 2
program (Cambridge Electronic Design, UK). Action potentials
responsive to gastric distention (GD) were identified. Intragastric
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pressure (80 mmHg) was produced by rapidly inflating the balloon
for the duration of 20 seconds via a pressure transducer and
sphygmomanometer. Single unit recordings were differentiated
and compiled into rate histograms (1 second bin width) using
wave-mark template in SPIKE 2. RTX or vehicle (n =4 for each
group) was administered into stomach as previously described.
The GSN response to RTX or vehicle at baseline and in response
to GD (80 mmHg) was recorded at baseline and 90 minutes after
treatment.

Antalarmin administration

In a separate group of rats, the CRF1 receptor antagonist,
antalarmin (Sigma-Aldrich, St. Louis, MO) was dissolved in
distilled water containing 0.1% Tween 80. Antalarmin (10 mg/kg)
or vehicle was administered by oral gavage in a volume of 5 ml/kg
(n=6 for each treatment group). Each rat received two injections
of antalarmin, 15 min after the training of FST on day 1 and
60 min before FST test on day 2. [29].

Data Analysis

All values were presented as means * SE. Student’s t-test was
used to analyze the results of the FST, EPM, OFT, LDB,
immunohistochemistry and gastric splanchnic nerve activity. The
sucrose preference test was analyzed by Chi-square test and
Student’s t-test. The HPA response (ACTH and corticosterone)
was analyzed by two-way ANOVA and Student- Newman Keuls
test. Statistical analysis was performed using StatView (Abacus
Concepts Inc, Berkeley, CA).

Results

Behavioral Testing for Depression-like Behavior

Sucrose Preference Test. The sucrose and water intake in
IA-treated rats was not significantly different as compared with
control rats (7.95%£0.70 and 3.20%0.37 g vs. 9.20%0.73 and
2.40£0.27 g, respectively; P>0.05). However, the percentage of
rats with sucrose consumption of =75% was significantly reduced
in IA-treated rats (45%) relative to the control rats (80%, P<<0.05
by Chi-square test, n =20 per group; Figure 1A).

Forced Swimming Test. Compared with controls,
immobility, as measured by the number of 5-second intervals
with no motion at the end, was significantly increased in IA-
treated rats during the 5-minute test time (32.40%2.83 vs.
12.95%£4.0; P<<0.001, n=20 i each group), whereas the
number of climbing and swimming behaviors were reduced
(7.05x1.18 wvs. 18.65%£1.90; P<0.001 and 20.6%3.02 wvs.
28.35%x2.09 respectively; P<<0.05, Figure 1 B).

Behavioral Testing for Anxiety-like Behavior

Elevated Plus Maze Test. The total distance traveled during
the 5-minute test time was not significantly different between IA-
treated and control rats (1823.86%£58.07 vs. 1893.12+92.24 cmy;
P=0.5, n=20/group, Figure 1 C.i). Similarly, the number of
entries into the open arm was also not significantly different between
IA-treated or control rats (1.95%0.67 vs. 2.75%0.56, P =0.362)
suggesting that the locomotor activity was not altered in IA-treated
rats. However, the percentage of the distance traveled on the open
arms was significantly reduced in IA-treated rats compared with
control (0.8120.31% vs. 2.120.52%; P =0.05, Figure 1 C.ii.) with
the percentage of time spent on the open arms being similar in both
groups (1.42%0.48% vs. 2.340.47%; P=0.18).

Open Field Test. The total distance traveled during the 30-
minute test was significantly reduced in IA-treated rats relative to
control rats (P<<0.05, n=20 in each group, Iigure 2A.1),
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Figure 1. The effect of neonatal IA treatment on psychological behavior of adult rats. A. Sucrose consumption test. The percentage of
animals with sucrose consumption =75% was significantly lower in IA-treated rats as compared with control rats (*P<<0.05) (see text for details). B.
Forced swimming test. Immobility was significantly increased (P<<0.001) and the climbing and swimming were significantly reduced (P<0.001 and
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percentage distance traveled in open arm was significantly reduced in IA-treated rats.

doi:10.1371/journal.pone.0019498.g001

suggesting a reduction in locomotor activity. Although the distance
traveled in the center was not significantly different between IA-
treated and control rats (236.37%£56.99 vs. 345.84%62.66 cm;
P =0.20), the percentage of time spent in the center was shorter in
IA-treated rats as compared with control rats (0.87+0.23%vs.
1.67%0.31%; P<<0.05, Figure 2A.ii.).

Light Dark Box Test. 'The percentage time spent in the light
box was significantly shorter in IA-treated rats than that in control
rats (29.39%22.54% vs 35.61%1.33%.; P<<0.05, n=10 for each
group, Figure 2 B.i) although the number of light-dark box
transitions was similar in the IA-treated and control rats
(7.10%0.72 vs. 7.70%0.21; P>0.05, Figure 2 B.ii.).

Hormonal responses to minor stress

To determine the sensitivity to stress, we measured plasma
ACTH and corticosterone levels 15 minutes after a minor stress in
the form of saline injection. In control rats, saline injection did not
significantly alter plasma ACTH concentration but did increase
corticosterone levels (Figure 3A and 3B, n=8 in each group). In
the IA-treated rats, saline injection significantly increased both
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ACTH and corticosterone levels secretion. Furthermore, the basal
level of corticosterone was increased in IA treated rats (3.05%=0.74
vs. 1.4120.25 pg/dl; P<0.05, n =8 in each group), suggesting an
ongoing stress response as well as increased sensitivity to stress.

Hypothalamic CRF expression

As compared with controls, CRF immunoreactivity was
increased in IA-treated rats in both the hypothalamic paraven-
tricular nucleus (PVN) (IA-treated versus controls: 117.19+4.83
vs. 91.60%4.63; P<<0.001; arbitrary units = SEM) and the central
nucleus of the amygdala (CeA) (69.12+2.17 vs. 53.19%£2.14
arbitrary units; P<<0.001, n=4 in each group) (Fig. 3C and 3D).

Effects of gastric afferent ablation on depression-like
behavior

In short-term studies, we confirmed that RTX-, but not vehicle,
treatment effectively abolished spinal nerve basal activity (Figure 4A.
1., n=4 in each group) and response to gastric distention
(Figure 4A.ii.). RTX reliably produces a robust and long-lasting
(weeks to months) chemical de-afferentation [28]. Because we saw a
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more profound effect of FD on depression-, but not anxiety-like
behavior, we next tested the effect of RTX treatment on behavior.
Seven days after RTX treatment, the forced swimming test was
performed and showed that depression-like behavior was unaffected
by RTX treatment (Figure 34B, n =8 in in each group).

Effects of the CRF antagonist antalarmin on depression-
like behavior

In IA-treated rats, antalarmin significantly decreased immobil-
ity, as measured by the number of 5-second intervals with no
motion (17.5%3.53 vs. 36.67x4.81, P<<0.001) and increased
numbers of swimming (33.17%2.2 vs. 19.67+4.06, P<<0.05) as
well as climbing behavior (10.17%£1.6 vs. 3.67%£0.95, P<<0.001)
(n =06 in each group, Fig. 4C).

Discussion

A recent study has suggested that symptom severity in patients
with functional dyspepsia is strongly associated with psychosocial
factors (depression, abuse history) and somatization, and only to a
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lesser extent by gastric sensorimotor function [5]. However,
psychological abnormalities could either be driving abdominal
symptoms or conversely, could be a result of gastrointestinal
abnormalities. Answering this question in humans may be difficult
because of the need for longitudinal studies that document the
onset of psychosocial dysfunction in relationship to visceral
symptoms [30]. On the other hand, a causal relationship is easier
to explore in experimental models. In this study, we therefore used
a previously validated rat model of functional dyspepsia, induced
by early life gastric irritation, to examine the relationship between
FD and psychological manifestations. We show that transient
gastric irritation in the neonatal period can result in long lasting
depression-like behavior, impaired HPA axis and upregulation of
hypothalamic CRF. Taken together with our previously published
data on gastric hypersensitivity and impaired accommodation [11]
these results therefore provide an alternative explanation for the
strong association between functional disorders and the well-
described neuropsychiatric manifestations[31-34].

We used several tests to evaluate depression-like and anxiety-like
behaviors experimental rats. Decrease of sucrose solution
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consumption reflects anhedonia (decreased ability to experience
pleasures), a core symptom of depressive disorder [16]. FST was
originally used for screening antidepressants that decrease the
immobility and the “learned helplessness™ of this test can be used
as a surrogate for depression, although it may be better to regard
this a measure of the ability to cope with stress [18,19]. In the
OFT, the time spent in the center of the field correlates inversely
with anxiety-like behavior [22,23]. In this study, IA-treated rats
spent less time in the center of the open field as compared with
control rats. The elevated plus-maze (EPM) is widely used test to
measure fear or anxiety-like behaviors in response to a novel
environment and height [21]. The time spent in the open arms
correlates inversely with an anxiety-like state. In the present study,
although the time spent in the open arm was not significantly
different between the two groups, the percentage of the distance
traveled in the open arm of EPM was significantly reduced in the
IA-treated group as compared with control rats. The light dark
box (LDB) test also is used for testing of anxiety-like behaviors
[24,25]. In this study, although there is no difference in light-dark
transitions between the two groups, IA-treated rats spent
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significantly less time in the light box. It has been argued that
time spent in the light box is a more accurate measure of anxiety in
rodents than the frequency of transition, which may be more
related to locomotor activity [35]. Taken together, therefore, our
results suggest that neonatally sensitized adult rats display
significantly increased depression-like and to a lesser extent,
anxiety-like behaviors, both hallmarks of humans with FD.

We have previously shown that neonatal rats treated with IA
have gastric sensitization and increased gastric spinal afferent
activity and therefore it was possible that these rats are in chronic
pain, which in turn was contributing to depression- and anxiety-
like behaviors, an association that has been well described in the
literature [36-39]. We eliminated this possibility by using
mntragastric RTX to abolish spinal afferent signaling and showed
that this had no effect on depression-like behavior, suggesting that
the observed effects reflected a permanent change in the nervous
system In response to the neonatal irritation.

Phenotypic plasticity in response to environmental changes is a
hallmark of living organisms and is a critical biological process
determining health and disease in adult animals. An equally
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profound effect on the future health of the organism may result from
such changes in early life, either in the pre-gestational or neonatal
period. Our results reinforce this growing but important paradigm
in medicine and biology, known as the developmental origin of
health and diseases (DOHaD), an extension of the original Barker’s
hypothesis [40]. This plasticity or “programming” is an adaptive
response to a variety of environmental stressors occurring at a
uniquely vulnerable period in the lifespan of the living being. These
studies are in keeping with previous studies from our laboratory,
showing that long lasting visceral hypersensitivity can result from
transient irritation of the colon or stomach in the neonatal period
[11,12]. The present study now extends this concept to the realm of
functional gastrointestinal disorders by showing how transient
gastric irritation in the neonatal period can result in significant
changes in psychological behavior.

In recent years, experimental studies have begun to provide
insight into the biological basis of this form of neonatal
programming with a focus on the hypothalamic—pituitary—adrenal
(HPA) axis, involving the release of CRF from the parvocellular
neurons in the hypothalamic paraventricular nucleus [41]. We
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therefore examined the effects of transient neonatal gastric
inflammation on CRF expression and the HPA axis response to
stress. The expression of CRF in the hypothalamus was
significantly increased in IA-treated rats as compared with
controls. In response to saline injection (a minor stressor) [42], a
robust increase in ACTH was seen in [A-treated rats, whereas no
significant change was observed in the control rats. Along with the
elevation of baseline corticosterone levels, our results suggest
overall that the HPA axis is impaired in IA-treated rats. Finally, we
used antalarmin, a potent antagonist of the CRF1 receptor that
has previously been shown not to affect the results of FST in
normal rats [43,44]. The fact that it reverses depression-like
behavior in IA-treated rats in our study, along with elevated levels
of CRF expression, suggests a role for this peptide in the
pathogenesis of the behavioral changes in our model. CRF1 plays
a pivotal role in the stress response system, modulating behavior
through multiple circuits in different regions of the brain including
those responsible for arousal and coping and CRF1 antagonists
including antalarmin have been useful in several preclinical
models of depression [44,45].
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Our experimental results have human correlates with studies
that support the neonatal insult theory for functional bowel
disorders. There is substantial literature correlating visceral
symptoms and psychosocial dysfunction in patients with IBS and
early life trauma [46-49]. More direct evidence also comes from a
clinical case-control study using the Swedish National Registry
showing that gastric suction at birth may promote the develop-
ment of long-term visceral hypersensitivity and cognitive hyper-
vigilance in adults [50]. It has also been suggested that humans
who experience an early adverse life event before the age of 14
have a hyper-responsive HPA and that HPA reactivity may in turn
modulate IBS symptoms [48].

Further studies will be required to understand the mechanisms
sustaining the upregulation of CRF such as impaired feedback
signaling from epigenetic changes regulating glucocorticoid
receptor expression as has been reported in other forms of
environmental reprogramming [41]. What initiates this cascade of
events in the neonatal period is also unknown. Simply handling
neonates may result in anxiety-like behaviors and gene plasticity
[51-55] but this is unlikely to have contributed to our findings
since both control and IA-treated rats were handled similarly.
Transient gastritis may alter the HPA axis through activation of
cytokines, as has been reported in patients with irritable bowel
syndrome [46]. Gastric afferent nerves may also play a role in the
initiation of the behavioral effects. In addition to spinal nerve
activity along nociceptive pathways, intragastric acid can also
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activate sub-cortical brain nuclei (including the CeA and anterior
of part of the PVIN) via vagal pathways [56].

In conclusion, our results demonstrate, for the first time, that
transient gastric irritation in the neonatal period can induce long-
lasting depression-like and anxiety-like behaviors that are accom-
panied by increased central CRF expression and a dysregulated
HPA axis and are mediated by CRF1 receptors. These findings
have major implications for the pathogenesis of psychological co-
morbidity in patients with FD: early life gastrointestinal events not
only result in altered visceral sensorimotor function, but can also
induce a phenotype of depression and anxiety in adult life, thus
offering a theoretically satisfying explanation for the strong
association between the two phenomena.

Acknowledgments

Dr. Bhargava thanks Criselda Cua for her technical assistance. Dr. Li
thanks Dr. Nancy A. Muna at the University of Kansas for kindly
providing equipment and reagents for the hormone assays.

Author Contributions

Conceived and designed the experiments: PJP. Performed the experiments:
LL QL KM AB ML. Analyzed the data: PJP AB LL QL RS. Contributed
reagents/materials/analysis tools: PJP AB QL. Wrote the paper: PJP LL
QL AB RS.

18. Bessa JM, Mesquita AR, Oliveira M, Pego JM, Cerqueira JJ, et al. (2009) A
trans-dimensional approach to the behavioral aspects of depression. Front Behav
Neurosci 3: 1.

19. Detke MJ, Rickels M, Lucki I (1995) Active behaviors in the rat forced
swimming test differentially produced by serotonergic and noradrenergic
antidepressants. Psychopharmacology (Berl) 121: 66-72.

20. Pliakas AM, Carlson RR, Neve RL, Konradi C, Nestler EJ, et al. (2001) Altered
responsiveness to cocaine and increased immobility in the forced swim test
associated with elevated cAMP response element-binding protein expression in
nucleus accumbens. J Neurosci 21: 7397-7403.

21. Walf AA, Frye CA (2007) The use of the elevated plus maze as an assay of
anxiety-related behavior in rodents. Nat Protoc 2: 322-328.

22. Hiroi R, Neumaier JF (2006) Differential effects of ovarian steroids on anxiety
versus fear as measured by open field test and fear-potentiated startle. Behav
Brain Res 166: 93-100.

23. Nosek K, Dennis K, Andrus BM, Ahmadiyeh N, Baum AE, et al. (2008) Context
and strain-dependent behavioral response to stress. Behav Brain Funct 4: 23.

24. Slawecki CJ (2005) Comparison of Anxiety-like Behavior in Adolescent and
Adult Sprague-Dawley Rats. Behavioral Neuroscience 119: 1477-148.

25. McCool BA, Frye GD, Pulido MD, Botting SK (2003) Effects of chronic ethanol
consumption on rat GABA(A) and strychnine-sensitive glycine receptors
expressed by lateral/basolateral amygdala neurons. Brain Res 963(1-2): 165-77.

26. Li Q, Levy AD, Cabrera TM, Brownfield MS, Battaglia G, et al. (1993) Long-
term fluoxetine, but not desipramine, inhibits the ACTH and oxytocin responses
to the 5-HT1A agonist, 8-OH-DPAT, in male rats. Brain Res 630: 148-156.

27. Paxinos GWG, Watson C (1998) The Rat Brain in Stereotaxic Coordinates. San
Diego: Academic Press.

28. Appendino G, Szallasi A (1997) Euphorbium: modern research on its active
principle, resiniferatoxin, revives an ancient medicine. Life Sci 60: 681-696.

29. Griebel G, Simiand J, Steinberg R, Jung M, Gully D, et al. (2002) 4-(2-Chloro-4-
methoxy-5-methylphenyl)-N-[(1S)-2-cyclopropyl-1-(3-fluoro-4- methylpheny-
lethyl]5-methyl-N-(2-propynyl)-1, 3-thiazol-2-amine hydrochloride
(SSR125543A), a potent and selective corticotrophin-releasing factor(1) receptor
antagonist. II. Characterization in rodent models of stress-related disorders.
J Pharmacol Exp Ther 301: 333-345.

30. Van Oudenhove L, Tack J (2009) New epidemiologic evidence on functional
dyspepsia subgroups and their relationship to psychosocial dysfunction.
Gastroenterology 137: 23-26.

31. Barry S, Dinan TG (2006) Functional dyspepsia: are psychosocial factors of
relevance? World J Gastroenterol 12: 2701-2707.

32. Ehlert U, Nater UM, Bohmelt A (2005) High and low unstimulated salivary
cortisol levels correspond to different symptoms of functional gastrointestinal
disorders. J Psychosom Res 59: 7-10.

33. Katagiri I, Shiga T, Inoue S, Sato Y, Itoh H, et al. (2006) Effects of itopride
hydrochloride on plasma gut-regulatory peptide and stress-related hormone
levels in healthy human subjects. Pharmacology 77: 115-121.

May 2011 | Volume 6 | Issue 5 | e19498



34.

36.

37.

38.

39.

40.

41.

42.

43.

44.

Mayer EA, Tillisch K, Bradesi S (2006) Review article: modulation of the brain-
gut axis as a therapeutic approach in gastrointestinal disease. Aliment Pharmacol
Ther 24: 919-933.

Sena LM, Bueno C, Pobbe RL, Andrade TG, Zangrossi H, Jr., Viana MB
(2003) The dorsal raphe nucleus exerts opposed control on generalized anxiety
and panic-related defensive responses in rats. Behav Brain Res 142: 125-33.
Zeng Q, Wang S, Lim G, Yang L, Mao J, et al. (2008) Exacerbated mechanical
allodynia in rats with depression-like behavior. Brain Res 1200: 27-38.

Suzuki T, Amata M, Sakaue G, Nishimura S, Inoue T, et al. (2007)
Experimental neuropathy in mice is associated with delayed behavioral changes
related to anxiety and depression. Anesth Analg 104: 1570-1577. table of
contents.

Goncalves L, Silva R, Pinto-Ribeiro F, Pego JM, Bessa JM, et al. (2008)
Neuropathic pain is associated with depressive behaviour and induces
neuroplasticity in the amygdala of the rat. Exp Neurol 213: 48-56.

Hu B, Doods H, Treede RD, Ceci A (2009) Depression-like behaviour in rats
with mononeuropathy is reduced by the CB2-selective agonist GW405833. Pain
143: 206-212.

Gluckman PD, Hanson MA (2007) Developmental plasticity and human disease:
research directions. J Intern Med 261: 461-471.

Weaver IC (2007) Epigenetic programming by maternal behavior and
harmacological intervention. Nature versus nurture: let’s call the whole thing
off. Epigenetics 2: 22-28.

Li Q, Wichems C, Heils A, Van De Kar LD, Lesch KP, et al. (1999) Reduction
of 5-hydroxytryptamine (5-HT)(1A)-mediated temperature and neuroendocrine
responses and 5-HT(1A) binding sites in 5-HT transporter knockout mice.
J Pharmacol Exp Ther 291: 999-1007.

Jutkiewicz EM, Wood SK, Houshyar H, Hsin LW, Rice KC, et al. (2005) The
effects of CRF antagonists, antalarmin, CP154,526, LWH234, and R121919, in
the forced swim test and on swim-induced increases in adrenocorticotropin in
rats. Psychopharmacology (Berl) 180: 215-223.

Kehne JH, Cain CK (2010) Therapeutic utility of non-peptidic CRF1 receptor
antagonists in anxiety, depression, and stress-related disorders: evidence from
animal models. Pharmacol Ther 128: 460-487.

. Kehne JH (2007) The CRF1 receptor, a novel target for the treatment of

depression, anxiety, and stress-related disorders. CNS Neurol Disord Drug

Targets 6: 163-182.

@ PLoS ONE | www.plosone.org

46.

47.

48.

49.

50.

51.

52.

53.

54.

56.

Gastric Insults and Depression

Chang L, Sundaresh S, Elliott J, Anton PA, Baldi P, et al. (2009) Dysregulation
of the hypothalamic-pituitary-adrenal (HPA) axis in irritable bowel syndrome.
Neurogastroenterol Motil 21: 149-159.

Dinan TG, Quigley EM, Ahmed SM, Scully P, O’Brien S, et al. (2006)
Hypothalamic-pituitary-gut axis dysregulation in irritable bowel syndrome:
plasma cytokines as a potential biomarker? Gastroenterology 130: 304-311.
Videlock EJ, Adeyemo M, Licudine A, Hirano M, Ohning G, et al. (2009)
Childhood trauma is associated with hypothalamic-pituitary-adrenal axis
responsiveness in irritable bowel syndrome. Gastroenterology 137: 1954-1962.
Witteveen AB, Huizink AC, Slottje P, Bramsen I, Smid T, et al. (2010)
Associations of cortisol with posttraumatic stress symptoms and negative life
events: A study of police officers and firefighters. Psychoneuroendocrinology 35:
1113-1118.

Anand KJ, Runeson B, Jacobson B (2004) Gastric suction at birth associated
with long-term risk for functional intestinal disorders in later life. J Pediatr 144:
449-454.

Caldji C, Francis D, Sharma S, Plotsky PM, Meaney M]J (2000) The effects of
carly rearing environment on the development of GABAA and central
benzodiazepine receptor levels and novelty-induced fearfulness in the rat.
Neuropsychopharmacology 22: 219-229.

Fleming AS, O’Day DH, Kraemer GW (1999) Neurobiology of mother-infant
interactions: experience and central nervous system plasticity across develop-
ment and generations. Neurosci Biobehav Rev 23: 673-685.

Hsu FC, Zhang GJ, Raol YS, Valentino RJ, Coulter DA, et al. (2003) Repeated
neonatal handling with maternal separation permanently alters hippocampal
GABAA receptors and behavioral stress responses. Proc Natl Acad Sci U S A
100: 12213-12218.

Kalinichev M, Easterling KW, Plotsky PM, Holtzman SG (2002) Long-lasting
changes in stress-induced corticosterone response and anxiety-like behaviors as a
consequence of neonatal maternal separation in Long-Evans rats. Pharmacol
Biochem Behav 73: 131-140.

. Wigger A, Neumann ID (1999) Periodic maternal deprivation induces gender-

dependent alterations in behavioral and neuroendocrine responses to emotional
stress in adult rats. Physiol Behav 66: 293-302.

Michl T, Jocic M, Heinemann A, Schuligoi R, Holzer P (2001) Vagal afferent
signaling of a gastric mucosal acid insult to medullary, pontine, thalamic,
hypothalamic and limbic, but not cortical, nuclei of the rat brain. Pain 92:
19-27.

May 2011 | Volume 6 | Issue 5 | e19498





