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Neonatal methamphetamine-induced corticosterone release in
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Abstract

Rat neonatal methamphetamine exposure results in corticosterone release and learning and memory
impairments in later life; effects also observed after neonatal stress. Previous attempts to test the role
of corticosterone release after methamphetamine using corticosterone inhibitors were unsuccessful
and adrenalectomy caused reductions in hippocampal serotonin greater than those caused by
methamphetamine alone. Here we tested whether adrenal autotransplantation could be used to
attenuate methamphetamine-induced corticosterone release without also altering the effects of the
drug on serotonin. Adrenal autotransplantation surgery occurred on postnatal day 9 followed by
methamphetamine or saline treatment from postnatal day 11-20 (10 mg/kg/dose x 4/day). Plasma
corticosterone and hippocampal serotonin and 5-hydroxyindoleacetic acid were determined 30 min
following the first treatment on each day between postnatal days 11-20. Adrenal autotransplantation
attenuated neonatal methamphetamine-induced corticosterone release by ~70% initially, ~55%
midway through treatment, and ~25% by the end of treatment. Methamphetamine reduced serotonin
and 5-hydroxyindoleacetic acid in the hippocampus to the same degree as in sham-surgery rats. The
data show that neonatal adrenal autotransplantation is an effective method for partially reducing
treatment-induce corticosterone release while providing sufficient corticosterone to sustain normal
growth and development. The method should is applicable to other models of developmental stress/
corticosterone release.
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1. Introduction

Methamphetamine (MA) is one of the most widespread drugs of abuse [20,21]. Recent data
show that 24% of pregnant women entering drug treatment programs report MA as their
primary drug of abuse [42]. Prospectively ascertained data in humans suggest that ~40% of
pregnant MA users continue to use throughout pregnancy [7,37], and since MA readily crosses
the placenta [4,15] there is passive exposure of the fetus. Infants born to women who used MA
during pregnancy are reported to have reduced birth weight, length, and head circumference
and increased rates of anemia and hemorrhage [7,12,13,26,32,38]. Children exposed to MA
in utero also show deficits in visual motor integration, attention, psychomotor speed, spatial
and verbal memory [5,6], novel object recognition memory on the Fagan Test of Infant
Intelligence [41], as well as reduced arousal and quality of movement in newborns [38].
Magnetic resonance imaging (MRI) studies of in utero MA-exposed children reveal decreased
volume of the hippocampus, putamen, and globus pallidus [6], and changes in white matter
diffusivity using diffusion tensor imaging (DTI-MRI) with no changes in fractional anisotropy
[10]. Magnetic resonance spectroscopy (MRS) data show higher total creatine, N-acetyl
aspartate, and glutamate/glutamine in frontal white matter [5].

Algorithms that compare brain development across species reveal that P11 brain development
in rats is comparable to humans at 26 weeks of gestation for cortex and 19 weeks of gestation
for limbic structures [8,9]. Rats treated with MA neonatally exhibit later deficits in spatial
learning and memory, egocentric learning, have augmented acoustic startle reactivity, and other
effects [45,46,47,48,4° 52 55 56,58] as well as decreased spine density in the dentate gyrus and
nucleus accumbens and increases in apical dendritic branching in the parietal cortex [53]. These
animals also show reductions in 5-HT levels in the hippocampus and neostriatum during and
immediately following drug exposure and at P90, however dopamine (DA) levels are
unaffected during dosing, but depletions emerge by P90 [11,35]. Neonatal MA treatment also
causes increased release of ACTH and corticosterone [1,36,54,57] lasting for at least 24 h
[34,35]. This effect of MA is more potent than corticosterone released in response to stressors
such as forced swim or isolation at the same age [16]. The increase in neonatal MA-induced
corticosterone release occurs during a period of normal hypothalamic-pituitary-adrenal
quiescence referred to as the stress hyporesponsive period (SHRP) (approximately P4-14)
[33] when despite dampened responsiveness, exposure to stressors can have long-lasting
affects, an observation that may be important in understanding how neonatal MA leads to long-
term effects. For example, prolonged stress that triggers increases in corticosterone during the
SHRP sometimes lead to long-term alterations in hypothalamic-pituitary-adrenal (HPA) axis
reactivity, increased startle reactivity, and spatial learning deficits in the Morris water maze
[2,14,18,22,23,52]; effects similar to those caused by neonatal MA treatment as described
above.

Previous experiments using bilateral adrenalectomy (ADX) effectively prevented P11 MA-
induced corticosterone release but caused secondary effects on 5-HT in which hippocampal 5-
HT levels in ADX-MA treated animals were reduced more than those in SHAM-MA treated
animals (unpublished observations). This is a potential confound since hippocampal 5-HT
changes may be involved in the MA-induced learning deficits [27]. In order to avoid this we
sought an alternative to ADX.

Here we describe a method of attenuating MA-induced neonatal corticosterone release that
may be useful for testing hypotheses concerning the role of adrenal responses to neonatal MA
treatment or other drugs/stressors. We chose adrenal autotransplantation (ADXA) because
experiments using corticosterone synthesis inhibitors (ketoconazole or metyrapone), while
initially blocking MA-induced corticosterone release, exhibited later corticosterone rebound
24 h later (unpublished observations). Partial restoration of the adrenal cortex function
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following ADXA has the advantage of attenuating MA-induced corticosterone release while
still allowing sufficient corticosterone for normal growth and develop and reducing the
compensatory mechanisms (increased release of CRF and ACTH) known to accompany ADX
[50,51].

2. Materials and Methods
2.1 Subjects and Conditions

Male (251-275 g) and nulliparous female (151-175 g) Sprague-Dawley CD IGS rats (Charles
River Laboratories, Raleigh, NC) were acclimated to the vivarium for at least one week prior
to breeding. The offspring were the subjects of this experiment and a total of 34 litters were
used. Environmentally-enriching stimuli (stainless steel enclosures) [46] were placed in cages
animals throughout the experiment. Food and water were provided ad libitum and the housing
room was maintained on a 14:10 h light-dark cycle (lights on at 600 h). Litters were culled to
12 with 4 animals removed from each litter for tissue collection at each assessment age (i.e.,
each day between P11 to P21) with each litter contributing to 3 time points. The offspring
removed at each sampling were randomly assigned as follows: sham surgery (SHAM)-saline
(SAL), SHAM-MA, ADXA-SAL, or ADXA-MA. Therefore, half of the litter received SHAM
surgery or ADXA and half MA or SAL so that the 4 surgery/treatment groups were represented
in each sampling per litter. Allocation of pups to time points for sacrifice was as follows: The
3 sampling periods were pseudo-randomized in clusters so that times of sacrifice within a litter
would occur on successive days. For example, litters were sacrificed on P11, 12, and 13 or
P12, 13 and 14, or P18, 19, and 20, etc. until all time points were filled. Cluster order was also
pseudo-randomized for each litter. We have previously shown that MA causes equal
corticosterone release in male and female pups at these ages [54], therefore offspring were
sampled randomly. Litters with <12 pups at birth had up to two pups of equivalent age fostered
from litters of the same age. Protocols were approved by the Institutional Animal Care and Use
Committee, and the vivarium is accredited by the Association for the Assessment and
Accreditation of Laboratory Animal Care.

2.2 Treatments

(+)-Methamphetamine HCI (expressed as the freebase and > 95% pure, National Institute on
Drug Abuse, Bethesda, MD) was administered subcutaneously at a dose of 10 mg/kg in a
volume of 3 ml/kg or an equal volume of SAL to controls 4 times each day at 2 h intervals
except on the last day when they received one dose 30 min prior to tissue collection. The 10
mg/kg dose was based on previous experiments using allometric scaling [29]. A recent study
estimated that among a group of MA users in treatment rearrested for drug use relapse had
plasma or urine blood concentrations at the time of testing that pharmacokinetic modeling
showed intake values of the median users to be 52 mg/dose and the heavy user 350-600 mg/
dose or for a 60 kg human, ~1 mg/kg for the median users and 5.8-10.0 mg/kg for the heavy
MA users [16,28]. Since Ty, in humans is 10-12 h but in rats is ~1-1.5 h, rats must be dosed
more frequently to compensate for their more rapid rate of clearance. Thus, the dose of MA
used in the present experiment (10 mg/kg x 4 doses/day) represents a model for a heavy MA
user based on interspecies scaling. Body weights were recorded prior to each dose.

2.3 Surgical Procedures

Adrenal autotransplantation or sham surgery was performed on P9. Half of each litter had
ADXA surgery and the other half sham surgery. The incision site was swabbed with 70%
ethanol and betadine and animals anesthetized with isoflurane. For the ADXA animals, a
bilateral approach was used to excise the adrenals, after which the adrenals were placed back
into the peritoneum. The sham operation involved the primary incision, locating the adrenal
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glands, but leaving them intact. After surgery, the body cavity was sutured, the dermis stapled,
and the site swabbed with warm saline and betadine to prevent infection.

2.4 Plasma and Tissue Collection

On the day of sacrifice, animals were taken to an adjacent room and decapitated; blood was
collected in polyethylene tubes containing 2% EDTA (0.05 ml), and stored on ice until
centrifuged. Plasma was isolated from whole blood by centrifugation at 1300 RCF for 25 min
and the supernatant collected and stored at —80 °C until assayed. Brains were removed and the
hippocampus dissected over ice with the aid of a brain block (Zivic-Miller, Pittsburgh, PA).
The brain was sliced coronally at the optic chiasm and immediately caudal to the mammillary
body and the hippocampi were dissected bilaterally from this section. Hippocampal tissues
were frozen on dry ice and stored at —80 °C until assayed.

2.5 Corticosterone Assay

Plasma samples were thawed and assayed with Octeia Corticosterone ELISA kits (IDS,
Fountain Hills, AZ). Each sample was diluted 1:5 and assayed according to the manufacturer’s
protocol. The ELISAs were measured and quantified on a SpectraMax Plus microtiter plate
reader (Molecular Devices, Sunnyvale, CA).

2.6 High Performance Liquid Chromatography (HPLC)

Hippocampi were weighed and homogenized using a hand-held glass homogenizer in a volume
of 0.2 N perchloric acid 50 times that of the tissue. The homogenate was centrifuged for 5 min
at 12,000 x g, the supernatant collected and stored on ice, and 20 pl aliquots were injected into
a C18-column (MD-150, 3x150mm; ESA, Chelmsford, MA). The column was connected to
a Coulochem electrochemical detector (25 A, Chelmsford, MA) and an integrator recorded the
heights of each peak. The mobile phase consisted of 35 mM citric acid, 54 mM sodium acetate,
50 mg/L of disodium ethylenedeamine tetraacetate, 70 mg/l of octanesulfonic acid sodium salt,
6% v/v methanol, and 6% v/v acetonitrile, with a final pH of 4.0. The flow rate was 0.4 ml/
min and quantities of each sample were calculated from standard curves for 5-HT and 5-HIAA
concentrations.

2.7 Statistics

Data were analyzed using mixed linear analyses of variance (ANOVA) (SAS Proc Mixed, SAS
Institute 9.1, Cary, NC) unless otherwise specified. The covariance matrix for each data set
was examined using best fit statistics and in most cases the best fit was to an autoregressive-1
(AR(1)) covariance structure. Mixed model ANOVAs used Kenward-Roger adjusted degrees
of freedom; these do not match those obtained from general linear model ANOVA and can be
fractional. Measures taken repetitively on the same animal, such as day, were repeated measure
factors. If significant interactions were observed, analyses at each level of the repeated measure
factor were performed using slice effect ANOVAs. Since different animals were sacrificed
each day, body weight data were analyzed using separate ANOVAs for each day. Mortality
data were analyzed using Fisher tests of uncorrelated proportions.

3. Results

3.1 Body Weight

In the P11 group, there was an effect of surgery, F(1,363) = 10.5, p<0.001; the ADXA groups
had reduced weight compared to the SHAM groups. This effect was also significant for the
P12 through P19 groups (p-values from p<0.001 to p < 0.03). No effect of surgery was observed
on P20. There were also effects of drug and these began on P12, F(1,335) = 24.8, p<0.0001,
and were significant on all days through P20, e.g., on P20 the treatment main effect was F(1,41)
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= 89.8, p<0.0001. Regardless of surgery, MA-treated groups had reduced body weight
compared to the SAL-treated groups (Fig. 1). There were no surgery X treatment interactions.

3.2 Mortality

Offspring mortality is shown in Table 1. Only the ADXA-MA groups treated from P11-20
showed a significant increase in mortality.

3.3 Corticosterone

There were significant main effects of drug, F(1,294) = 184.8, p< 0.0001, surgery, F(1,294) =
62.1, p<0.0001, day, F(9,294) = 6.1, p< 0.0001, and the interactions of surgery x drug, F(1,294)
=31.5, p< 0.0001, and drug x day, F(9,294) = 2.3, p< 0.02. There were no drug X surgery x
day effects (Fig. 2A). The drug x day interaction revealed that beginning on P12, the MA-
treated groups had increased levels of corticosterone compared to the SAL-treated animals
regardless of surgical condition (Fig. 2B). Analysis of the surgery x drug interaction revealed
that SHAM-MA animals had increased corticosterone compared to SHAM-SAL; ADXA-MA
had increased corticosterone compared to ADXA-SAL; and ADXA-MA corticosterone levels
were reduced compared to SHAM-MA (Fig. 3A). No differences were observed between the
SHAM-SAL and ADXA-SAL groups. On P11, ADXA-MA animals had corticosterone levels
that were ~30% of SHAM-MA levels; the difference between these groups gradually
diminished over the course of treatment reaching ~75% of SHAM-MA levels by P20 (Fig 3B).
The combined ADXA groups had reduced corticosterone levels compared to the combined
SHAM groups (Fig. 3 inset); in addition, corticosterone levels increased in all groups over
time.

3.4 Hippocampal 5-HT and 5-HIAA

5-HT levels by drug and surgical condition are shown in Fig. 4A. For 5-HT there were
significant main effects of drug, F(1,276) = 641.5, p< 0.0001, and day, F(9,276) = 7.4, p<
0.0001, but not surgery. The combined MA-treated groups had reduced 5-HT levels compared
to the combined SAL-treated groups (Fig. 4B). There was also a significant interaction of drug
x day, F(9,276) = 5.7, p< 0.0001, in which MA-treated groups had reduced 5-HT levels that
varied in intensity as treatment progressed. There were no other significant effects or
interactions for 5-HT.

For 5-HIAA (Fig. 5A), there were main effects of surgery, F(1,277) = 10.5, p< 0.001, and drug,
F(1,277) = 291.0, p< 0.0001. The combined ADXA groups had increased levels of 5-HIAA
compared to the combined SHAM groups. The drug main effect was attributable to the fact
that the combined MA-treated groups had reduced 5-HIAA levels compared to combined SAL-
treated groups. There were interactions of surgery x drug, F(1,277) = 4.6, p< 0.03, and drug X
day, F(9,277) =14.4,p<0.0001. The drug x day interaction revealed that 5-HIAA was increased
on P11 and decreased from P13-20 in the combined MA-treated groups compared to combined
SAL-treated groups (Fig. 5B). The surgery x drug interaction is shown in Fig. 5C. The two
MA-treated groups have nearly identical averages however the ADXA-SAL had increased 5-
HIAA levels compared to SHAM-SAL. There was no surgery x drug x day interaction.

4. Discussion

MA significantly increases corticosterone from P12-20 (Fig. 2B). ADXA effectively
attenuated this effect, reducing the increases in corticosterone to ~51% of SHAM-MA levels
averaged across the 10 days of treatment (Fig. 3A). However, the degree of corticosterone
release inhibition varied. Corticosterone levels in ADXA-MA animals were ~30% of SHAM-
MA levels on P11 and rose to ~75% by P20. These data suggest that neonatal adrenal
engraftment occurs more rapidly than in adults. In adult rats, adrenal autotransplantation has
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been reported to reduce plasma corticosterone levels beginning 1-5 weeks post-surgery, with
progressively rising levels for 6-9 weeks [30,31,39,40,44]. In neonatal rats, the ADXA method
was partially effective at blocking MA-induced corticosterone increases in the present
experiment. Accordingly, this method appears useful for testing hypotheses concerning the
role of corticosterone release in mediating or contributing to a number of the long-term effects
of early MA exposure. Mortality from the ADXA procedure itself as reflected in the ADXA-
SAL groups was not significantly above SHAM-SAL. Moreover, the combination of ADXA
and MA-treatment did not increase mortality at any age from P11-19 but an increase was seen
on P20. This increase was unexpected and given that the P11-19 groups had only one less day
of treatment, it seems unlikely that the P11-20 increase is reliable.

The method uses adrenal autotransplantation to temporarily interrupt and gradually reinstate
adrenal function. The regenerative properties of the adrenal gland have been investigated
previously. For example in adult rats, adrenal cortex grafts, regardless of size, exhibit
regeneration [3,30,31,39,44]. Histological evidence shows initial necrosis of the adrenal cortex
and medulla, followed by proliferation and differentiation of the cortex and formation of an
adrenal capsule [3,30,31,39,44] resembling normal morphology by 180 days [44]. There is also
evidence that adrenal autografts become reinnervated [43], but the adrenal medulla degenerates
entirely [39].

MA exposure from P11-20 depletes hippocampal 5-HT levels regardless of surgery,
replicating and extending previous findings [34]. 5-HT levels were also significantly reduced
on P11, which was not observed previously [34]. It is possible that such reductions, especially
in a brain region important in spatial learning, may contribute to the long-term cognitive
changes in MA-treated offspring. Future experiments will be needed to address this.
Hippocampal 5-HIAA levels were also reduced in MA-treated animals regardless of surgery
on most days of treatment (P13-20). This is likely due to the reduction in 5-HT presumably
resulting from MA inhibition of 5-HT synthesis since MA is an established tryptophan
hydroxylase inhibitor [17,19,24,25]. It is less clear why 5-HIAA levels were initially increased
in MA animals on P11, but may be related to the fact that MA initially causes a large release
of monoamine followed by depletion, a pattern consistent with this finding (Fig. 5C). More
importantly, both 5-HT and 5-HIAA levels were similar between ADXA-MA and SHAM-MA
groups demonstrating that ADXA eliminated the discrepancy previously observed between
ADX-MA and SHAM-MA groups in 5-HT levels (unpublished observations).

5. Conclusions

Adrenal autotransplantation provides an effective method of attenuating corticosterone release
in neonatal rats. This model could be utilized for examining the effects of early exposure to
stress or other drugs on brain development and function. Of particular interest in the present
context is determining whether the MA-induced corticosterone release in neonates contributes
to later learning and other behavioral effects.
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Fig. 1.

Body weight of animals treated with MA or SAL following ADXA or SHAM operation on
P9. ADXA significantly reduces weight gain from P11-19 and MA significantly reduces
weight gain from P12-20. Data are represented by surgery condition and treatment group. N
= 8-13 per surgery treatment pair, per day.
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Corticosterone levels in rats exposed to MA or SAL from P11-20 following ADXA or SHAM
surgery. (A) Representation of each surgery/treatment group. Groups sizes SHAM-SAL ==

7-13; SHAM-MA = 7-11; ADXA-SAL = 7-12; ADXA-MA = 7-10 per day. (B) Same data
asin (A) except with the two MA-treated and two SAL-treated groups combined across surgical
condition. SAL = 14-25; MA = 14-21 per day. ***p < 0.001, **p < 0.01, *p < 0.05 compared

to SAL.
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(A) Corticosterone levels averaged across treatment age. CORT levels are increased in SHAM-
MA and ADXA-MA animals compared to their respective controls. ADXA significantly

attenuated MA-induced CORT levels compared to SHAM-MA animals. Group sizes SHAM-
SAL = 96; SHAM-MA = 92; ADXA-SAL = 94; ADXA-MA = 85. Inset: effect of treatment
without regard to surgical condition. (B) CORT levels as a percent SHAM-MA values. ***p

< 0.001.
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Hippocampal 5-HT levels: 5-HT was measured 30 min following the first dose of the last day
of treatment. (A) Effects on 5-HT for each surgery/treatment group. MA reduced 5-HT on all
treatment days. Group sizes SHAM-SAL = 8-12; SHAM-MA = 7-11; ADXA-SAL = 7-12;

ADXA-MA = 7-9 per day. (B) Same data as in (A) except with the two MA-treated and two
SAL-treated groups averaged together to show the main effect of drug treatment. SAL = 15—
24; MA = 14-20 per day. ***p < 0.0001 compared to SAL.
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Fig. 5.

Hippocampal 5-HIAA levels: (A) Effects on 5-HIAA for each treatment/surgery group. Group
sizes SHAM-SAL = 8-12; SHAM-MA = 7-11; ADXA-SAL = 7-12; ADXA-MA = 7-9 per
day. (B) Same data as in (A) except with the two MA-treated and two SAL-treated groups
averaged together to show the main effect of drug treatment. SAL = 15-24; MA = 14-20 per
day. (C) Surgery x drug interaction revealed that 5-HIAA was reduced in SHAM-MA
compared to SHAM-SAL and ADXA-MA compared to ADXA-SAL animals. 5-HIAA levels
were also increased in ADXA-SAL compared to SHAM-SAL animals. SHAM-SAL = 91;
SHAM-MA = 88: ADXA-SAL = 89; ADXA-MA = 80. ***p < 0.001, *p < 0.05 vs. SAL.
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Mortality data (number deceased/total) for surgery/treatment pairs for each exposure period

Table 1

Exposure Period | SHAM-SAL | ADXA-SAL | SHAM-MA | ADXA-MA

(postnatal age in
days)
11-11 0/7 0/7 0/7 0/7
11-12 0/8 0/8 0/8 0/8
11-13 0/8 0/8 0/8 0/8
11-14 0/12 0/12 1/12 2/12
11-15 0/10 1/10 0/10 2/10
11-16 0/11 0/11 1/11 2/11
11-17 2/10 0/10 0/10 1/10
11-18 0/9 0/9 1/9 0/9
11-19 0/9 0/9 0/9 1/9
11-20 0/18 118 2118 6/18™*

Fk

p< 0.01 compared to SHAM-SAL
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