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ABSTRACT

Introduction: Exposure to noise stress during early life may permanently affect the structure and function of
the central nervous system. The aim of this study was to evaluate the effects of prenatal exposure to urban
traffic noise on the spatial learning and memory of the rats’ offspring and the expression of glucocorticoid
receptors (GRs) in their hippocampi. Methods: Three g\roups of pregnant rats were exposed to recorded
urban traffic noise for 1, 2 or 4 h/day during the last week of pregnancy. At the age of 45 days, their male
offspring were introduced to the Morris water maze (MWM) for assessment of spatial learning and memory.
The corticosterone levels were measured in the offspring’s sera by radioimmunoassay, and the relative
expression of glucocorticoid and mineralocorticoid receptors (MRs) in their hippocampi was evaluated via
RT-PCR. Results: Facing urban traffic noise for 2 and 4 h/day during the third trimester of pregnancy caused
the offspring to spend more time and to travel a larger distance than the controls to find the target platform.
Analogously, these two groups were inferior to their control counterparts in the probe test. Also, prenatal
noise stress elevated the corticosterone concentration in the sera of the rats’ offspring and dose-dependently
decreased the relative expression of the mRNA of both GRs and MRs in their hippocampi. Conclusions:
Urban traffic noise exposure during the last trimester of pregnancy impairs spatial learning and memory of
rat offspring and reduces GRs and MRs gene expression in the hippocampus.
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INTRODUCTION

In modern cities, exposure to potentially risky noise levels is unavoidable. This important stressor
might be responsible for several disorders that affect all body systems, especially the nervous
system [1]. Several studies suggest that noise stress can induce a number of symptoms, including
emotional disorders, anxiety and learning and memory impairments in humans and laboratory
animal models [2]. Stress activates the hypothalamus–pituitary–adrenal (HPA) axis, which results
in the release of corticosterone from the adrenal cortex of rodents. Corticosterone can easily pass
the blood-brain barrier and bind to the specific receptors, the mineralocorticoid receptors (MRs)
and the glucocorticoid receptors (GRs) [3]. These two receptors have a high concentration and
distinct distribution in the hippocampus, a brain region that is involved in spatial learning and
memory [4]. Both GRs play an important role in hippocampal-dependent learning and memory
and also in the maintenance of hippocampal synaptic plasticity [5] as a cellular model of memory
formation. The effects of GRs and MRs on learning and memory have been the subject of con-
troversies [6]. On one hand, several studies have revealed that GRs and MRs are required for
learning tasks and memory consolidation [7] and, on the other hand, there are several research
reports indicating that GRs’ and MRs’ activation impairs learning and memory [8].

Pregnancy can be considered as a stressor that increases the level of glucocorticoids in the
mother’s plasma. Glucocorticoids can reach the fetal plasma via placenta, but their concentrations
remain much lower than in the mother [9], because about 80% is metabolized by 11-beta
hydroxysteroid dehydrogenase (11b-HSD) in the placenta into inactive metabolites [10]. It has
been shown that prolonged maternal stress epigenetically inactivates 11b-HSD, resulting in
exposure of the fetus to high levels of glucocorticoids [11]. In addition, in the late pregnancy, the
fetus can hear sounds from outside the mother [12], and since during the early life period
development of mammals is influenced by both genetic codes and environmental factors [13],
exposure to any stress can affect the programming and development of the fetal nervous system
[14]. Several studies have confirmed that prenatal and early postnatal stress changes the structure
and morphology of the hippocampal region, which results in long-lasting impairment of hippo-
campal synaptic plasticity and hippocampal-dependent learning and memory [8, 15, 16].

In this study, we investigated the effects of prenatal exposure to urban traffic noise on the
spatial learning and memory of rat offspring and the expression of GRs in their hippocampi.

MATERIAL AND METHODS

Animals, noise exposure and grouping

Twenty female (180–200 g) and 10 male Wistar rats (250–280 g) were used as parents. For
mating, two virgin females were randomly selected and housed in the presence of a sexually
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experienced male in each standard animal cage. Vaginal smears were obtained each morning to
detect mating. The pregnant animals were individually housed with free access to standard food
and water in a temperature-controlled (22 ± 2 8C) animal room, on a 12 h light/dark cycle. All
experiments were carried out in accordance with Directive 2010/63/EU on the protection of
animals used for scientific purposes and approved by the Ethical Committee of Kashan Uni-
versity of Medical Sciences, Kashan, Iran (1392.4968). The pregnant dams were assigned
randomly to control (n 5 5) and three stress groups (n 5 5 for each group). Broadband traffic
noise used in this study was recorded by a standard recorder (Panasonic RQ-L11) in a high-
traffic square of Tehran and was amplified by a loudspeaker (Power 56 W) placed at 30 cm
above the pregnant rat’s cage (one rat per cage) in a Plexiglas chamber (253 353 70 cm). The
amplitude of the recorded noise was set at 95 dB by software (Sonar, Cakewalk, USA), and the
noise level was measured with a sound level meter (Extech Instruments, MA; USA) during the
experiments. Stress group animals were exposed to the noise (1, 2 and 4 h(s) per day during the
last week of pregnancy) between 08:00 to 14:00 daily. Control animals were kept in the noise
chamber, but without being exposed to noise. After parturition and weaning only, two male
offspring from each dam in each experimental group were randomly selected and kept till the
age of 7 weeks, i.e. when the rats’ brain is matured [17, 18]. These offspring groups (n 5 10)
were subjected to the following experiments.

Spatial learning and memory

Spatial learning and memory were examined by Morris water maze (MWM) on four consecutive
days with four trials/day [19]. MWM was a black circular metal tank (150 cm in diameter and
70 cm in depth) that was filled with water (22 8C) up to 20 cm below the rim. A circular platform
(10 cm in diameter) was located 2 cm below the water surface and in the centre of one arbitrarily
selected quadrant. The animal’s navigation was monitored by video camera and tracking soft-
ware (Radiab 7.1, Nomirei Co., Iran). The rats were permitted to swim for a maximum time of
60 s to find the hidden platform. If the rat could not find the platform, it was guided onto the
platform manually. After a 15-min interval the rat was again placed in the pool at a different
starting point. The time spent and the distance traveled to find the hidden platform during each
trial were measured as indices of the learning of the spatial task. After completing the learning
trials, the probe trial test was also done. The platform was removed from the pool, and the rats
were placed in the quadrant opposite to the platform (target) quadrant and allowed to swim
freely for 30 s. The time elapsed and the distance traveled in the target quadrant were recorded
as spatial memory.

Hippocampus extraction and RT-PCR

After completing the MWM test, all animals were fully anesthetized with Ketamine (100 mg/kg,
i.p.). Blood samples were taken from their tail veins and then they were sacrificed by decapi-
tation. Their brains were removed rapidly, and their hippocampi were dissected quickly and
placed in RNA stabilization reagent (Qiagen, Germany) overnight at 4 8C and finally stored at
�80 8C until used. Total RNA was isolated from tissues by extraction with Trizol (Invitrogen,
Paisley, UK) and using the RNeasy Mini Spin Columns Collection Tubes (Qiagen, Germany).
Reverse transcription was done using RT-PCR according to the manual’s instructions (High
Capacity cDNA Reverse Transcription Kits, USA). Using specific primer sets (Table 1), aliquots
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of cDNA were amplified by a PCR machine (Peqlab, Germany), with initial denaturation at
94 8C for 5 min, followed by 33 cycles of denaturation at 94 8C for 45 s, annealing at various
primer-specific temperatures for 45 s, 1 min for extension at 72 8C, and a further 5-min final
extension at 72 8C on completion of the cycles. The amplified products were subjected to
electrophoresis in 2% (W/V) agarose gel, stained with ethidium bromide, then observed and
photographed under an ultraviolet lamp in a gel imaging system. PCR product bands were
analyzed with the ImageJ 2.2 software (National Health Institute, USA); the ratio of each target
gene to the house-keeping gene hypoxanthine-guanine phosphoribosyl transferase (HPRT) was
taken as the semi-quantitative result of the sample.

Corticosterone assay

Corticosterone levels of adult rat offspring were measured in blood samples drawn from the tail
vein. Blood corticosterone levels were determined by radioimmunoassay (RIA) using a kit
(DRG, Germany). Assays were conducted according to the protocols provided by the manu-
facturer.

Statistical analysis

The data are expressed as means ± SEM. Two-way analysis of variance (ANOVA) was per-
formed on the spatial learning data. The probe trial, RT-PCR, and corticosterone assay data were
analyzed with one-way ANOVA. Tukey’s test was applied as post hoc. All statistical analysis was
done with SPSS 20 software and P < 0.05 was considered as significant difference.

RESULTS

Prenatal noise stress impairs spatial learning and memory in male offspring

The male offspring were introduced to MWM for 4 days to find a fixed hidden platform in one
quarter of the maze. Analysis of the data by two-way ANOVA showed a significant difference
among groups of the study concerning the time spent and the distance traveled during the water
maze navigation. The offspring of the rats that faced urban traffic noise for 2 and 4 h/day during
the third trimester of pregnancy spent more time (P < 0.01 for both comparisons) and traveled
larger distance (P < 0.01 and P < 0.001, respectively) to find the hidden platform during 4 days

Table 1. Primers used for RT-PCR

Genes
Product
size (bp)

Annealing
temperature (8C) Sequences

GR1 (GR) 164 60.4 F: 59-ctaattccccacctcccatt-39

R: 59-gaggctgcatgggaaaata-39

GR2 (MR) 206 62.1 F: 59-ggtcacaggtcctccacact-39

R: 59-ggaggaggacatggagttga-39

HPRT (Housekeeper) 125 60 F: 59-caatcaagacgttctttccagt-39

R: 59-ggtccattcctatgactgtagatttt-39
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of maze learning compared to the control group (CO) (Fig. 1A and B). Also, the rats in the 2 and
4 h groups spent significantly less time (P < 0.01 and P < 0.001, respectively) and traveled less
distance (P < 0.01 for both comparisons) in the target quadrant of maze during probe trial
compared to the CO animals (Fig. 2A and B), which showed that prenatal noise stress causes
impairment of the spatial memory of rats.

Prenatal noise stress decreases the expression of glucocorticoid receptor (GR) mRNA in
the hippocampi of male offspring

Using the RT-PCR technique, the relative expression of the mRNAs of two glucocorticoid re-
ceptors (GR1 and GR2) was measured in the hippocampi of rats. Data analysis by one-way
ANOVA revealed a significant difference in relative expression of the mRNAs among all groups
of the study. Fig. 3A demonstrates that the relative mRNA expression of the GR1 receptor

Fig. 1. Prenatal noise stress impaired spatial learning of male rats in the MWM. Facing urban traffic noise
for 2 and 4 h/day during the third trimester of pregnancy caused the male offspring to spend more time (P
< 0.01 for both comparisons) (A) and to travel more distance (P < 0.01 and P < 0.001, respectively) (B) than

the controls to find the target platform
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decreased from 0.97 ± 0.02 in the hippocampi of CO rats to 0.74 ± 0.03, 0.48 ± 0.04 and 0.43 ±
0.04 in the 1, 2 and 4 h animals, respectively (P < 0.001 for all comparisons). The results of
Tukey’s test showed that exposition to traffic noise during pregnancy causes a significant
decrease in the relative expression of the mRNA of the GR2 receptor in the hippocampi of of the
rats’ offspring: while it was 1.15 ± 0.08 in the CO group, it decreased to 0.88 ± 0.02, 0.78 ± 0.06
and 0.71 ± 0.09 in the 1, 2 and 4 h animals, respectively (P < 0.001 for all comparisons) (Fig. 3B).

Prenatal noise stress elevates corticosterone levels of the serum in male offspring

Corticosterone concentration in the sera of the rats’ offspring was measured by RIA method. As
shown in Fig. 4, facing urban traffic noise during the last week of pregnancy significantly elevates
the corticosterone levels in the sera of the rats’ offspring. The corticosterone level in the sera of
CO rats was 192.23 ± 21.72 ng/mL and increased by about 30 (P < 0.01), 100 (P < 0.001) and
150 (P < 0.001) percent in the 1, 2 and 4 h rats, respectively.

Fig. 2. Prenatal noise stress impaired spatial memory of male rat offspring in the MWM. The rats in the 2
and 4 h groups spent significantly less time (P < 0.01 and P < 0.001, respectively) (A) and traveled less
distance (P < 0.01 for both comparisons) (B) in the target quadrant of the maze during probe trial

compared to the CO animals
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Fig. 3. Prenatal noise stress decreased relative expression of mRNA of both glucocorticoid receptors in the
hippocampi of male rat offspring. Encountering urban traffic noise for 1, 2 and 4 h/day during the third
trimester of pregnancy significantly diminished the relative expression of GR1 (A) and GR2 (B) genes as

compared to the control (***P < 0.001 for all comparisons)

Fig. 4. Facing urban traffic noise for 1, 2 and 4 h/day during the third week of pregnancy time-dependently
elevated corticosterone concentration in the sera of male rat offspring. **P < 0.01 vs. CO and ***P < 0.001 vs. CO.
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DISCUSSION

The results of this study show that facing urban traffic noise during the last week of pregnancy
impairs spatial learning and memory of the rats’ offspring in MWM, and also increases serum
corticosterone levels and decreases the expression of both GRs and MRs genes in their
hippocampi.

The negative impact of stress on learning and memory is proposed to be modulated by
various mechanisms, possibly by involving glucocorticoids [20]. Studies have frequently shown
that noise stress significantly enhances the release of glucocorticoids, which leads to damages in
learning and memory [21, 22]. In agreement with other studies [9], we previously demonstrated
that pregnancy itself increases serum corticosterone and facing, in addition, urban traffic noise
stress during pregnancy enhances this increase [21]. It has been shown that elevated cortico-
sterone in pregnant rats inactivates 11b-HSD in the placenta and finally results in exposure of
the fetus to high levels of glucocorticoids [11]. Besides, in late pregnancy, the fetus can hear
sounds from outside the mother [12], and noise stress may increase the corticosterone in fetal
serum directly. Thus, in other words, facing noise stress during pregnancy elevates corticoste-
rone levels in both mother and fetus [23]. In mammals, during the prenatal period of devel-
opment both genetic codes and environmental factors affect the Central nervous system (CNS)
[13], and exposure to any stress permanently affects the programming and development of the
fetal nervous system [14]. There are several studies showing that prenatal stress including noise
stress [24, 25] changes the neuronal structure of the hippocampus including a decrease in
neurogenesis, changes in neurochemistry, excitability, and dendritic morphology, and also an
increase in cell death which leads to impairment of learning and memory [26]. For example,
prenatal stress caused a significant reduction in the volume of the CA3 region and also a
reduction in the number of cells in the CA1 and CA3 regions of the hippocampi of male
offspring [15]. Morales-Medina et al. has revealed that administration of corticosterone causes
dendritic remodeling and spine density reorganization in the CA1 area of rat hippocampus [27].
Also, it has been demonstrated that the mother-infant relationship deeply affects the pups’
development and behavior [28]. Although some studies have proposed that prenatal stress does
not alter maternal behavior [29], there are studies indicating that prenatal stress alters dam-pup
relationship such as maternal nesting, nursing, retrieval behavior, and also increases cannibalism
[30]. In this experimental study, we checked miscarriage and the nursing behavior of rats and we
did not see any obvious differences between the control and stressed mothers. This is probably
the result of pregnant rats’ adaptation to the noisy situation during the experiment, or actually
due to the ineffectiveness of sound stress on pregnant rats’ behavior. However, for a clear answer
we suggest a cross fostering study in future experiments.

Under normal conditions, glucocorticoids and their receptors are necessary for memory
formation. The GR and MR mRNAs are present in the hippocampus of rats by gestational days
13–16 [31]. These hormones affect learning and memory via interaction with the glutamatergic
system. Activation of pre-synaptically-located MRs in the hippocampus increases glutamate
release, and activation of post-synaptically-located GRs induces the synaptic delivery of
a-amino-3-hydroxy-5-methyl-4-isoxazolepropionic acid (AMPA) receptors that facilitates
memory formation [32]. Similarly, it has been shown that the blockade of both MRs and GRs
impairs both the reference and working memory of rats in a spatial learning paradigm [33].
Recently, a team of researchers has demonstrated that genetic disruption of GRs in the lateral
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amygdala resulted in fear memory deficit. Also, they have shown that prior stress suppresses fear
conditioning-induced Long-term potentiation (LTP) at auditory inputs to the lateral amygdala
in a GR-dependent manner [34]. Moreover, the genetic deletion of MRs in the forebrain resulted
in impaired learning in a Morris water-maze task [35]. In addition, the level of expression of the
GRs is determined by glucocorticoids in a tissue-specific manner in response to the prenatal
environment, with glucocorticoids downregulating the receptors’ mRNA in most cells and tis-
sues [36]. In line with our results, in one study rats were stressed in restrainer during the last
week of pregnancy. The density of GRs in the hippocampi of their female offspring was 50
percent lower than in those of the non-stressed offspring [37]. Mifsud et al. have reported that
only 15 minutes forced swim stress downregulates GRs in the hippocampi of rats [38]. Also, it
has been shown that synthetic glucocorticoid administration to the fetus [39] or prenatal stress
[40] leads to downregulation of GRs in the hippocampus and an increase in HPA responsiveness
that might be reasons for changes in the stress-induced behavior of the offspring [41].

CONCLUSION

In conclusion, urban traffic noise exposure during the last trimester of pregnancy impairs spatial
learning and memory of rats’ offspring and reduces the GRs and MRs gene expression in the
hippocampus.
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