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Abstract

In some regions of the developing rat brain such as the nucleus accumbens (Acb), mu opioid (MOP)
receptor specific binding in the perinatal period exceeds that in the adult. To investigate the
significance of these developmental changes, MOP and nociceptin/orphanin FQ (NOP) receptor
binding and G protein coupling as determined by GTPyS binding experiments were examined in
mesolimbic regions of postnatal day 2 (P2) pups and compared to those of their dams. Acb of the P2
pup exhibited 2-fold greater MOP receptor specific binding than that of the dam. In the ventral
tegmental area (VTA), NOP specific binding was about 2-fold higher in the P2 pup. A correlation
was found between MOP and NOP binding and their coupling to G protein on dam and P2 pup brain
sections. However, the magnitude of increases in MOP and NOP receptor G protein coupling to G
protein in P2 pups exceeded the 2-fold differences in binding between pups and dams. Furthermore,
the amplitude of the MOP receptor G protein coupling in female P2 Acb was greater than increases
in male P2 pup Acb. Differences in MOP and NOP binding and G protein coupling in other
mesolimbic regions between P2 pups and dams were rarely observed. The data indicate that greater
binding and G protein coupling of MOP and NOP receptors occur in discrete, mesolimbic regions
of P2 pups when compared to their dams. It may be of significance that these brain regions, Acb and
VTA, are undergoing maturation on P2,
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Opioid receptors and their endogenous ligands have been detected in rodent brain beginning
as early as the second week of gestation [4,5,10,15,21,22,25,26]. In experiments where fore-
brain opioid receptor binding densities were measured by in vitro binding assays, it was
determined that the number of opioid receptor binding sites increases with age. When selective
ligands were used in such studies, a differential ontogeny for u (MOP), & (DOP) and « (KOP)
receptors was discovered. Forebrain MOP and KOP binding was detectable in the prenatal
period, whereas DOP binding was detectable only in the second postnatal week [10,15,22,
25,26,28]. Interestingly, when MOP binding density in rodent forebrain was measured with
respect to protein instead of wet tissue weight, its binding density was higher in the prenatal
interval [15,22], but declined in the postnatal period [25,26].
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Autoradiographic localization also revealed a transient increase in opioid receptor binding in
some regions of perinatal rat brain [10,12,27]. Substantial declines in MOP binding as
measured by 3H-DAMGO autoradiography during the postnatal period occurred in the nucleus
accumbens (Acb), olfactory bulb, cerebellum, central gray, midbrain tegmentum and globus
pallidus [12]. These regions displayed varying ontogenic profiles with peaks and troughs at
different times as would be expected if the brain develops in an anatomically specific manner.
KOP binding was also transient in some regions, but DOP binding differed from MOP and
KOP receptors by appearing later in development and progressively increasing in the postnatal
period. In a few regions, such as the human cerebellum, a complete loss of OR binding was
observed in the adult, which suggested that opioids may have a role in regulating brain
development [11,29]. In support of this possibility, DAMGO stimulation of GTPyS binding
has been detected in mouse brain as early as embryonic day 12.5, a time at which MOP receptor
is also detected [19,22].

The newest member of the opioid receptor family is the NOP receptor. NOP receptor binding
and G protein coupling are abundant in the cerebral cortex and some limbic regions of the adult
rodent and primate brain as shown by autoradiographic methods [3,6,9,13,23,24]. Although
the ontogeny of NOP receptor mMRNA expression has been studied [9,17], its binding and G
protein coupling capacity in brain during development has not been reported. Here we relate
an examination of NOP and MOP receptor binding as well as G protein coupling activity in
mesolimbic brain regions of P2 rat pups and their dams.

[D-Ala2,N-Me-Phe? Gly®-ol] enkephalin (DAMGO) [D-pen?,D-pen®]enkephalin (DPDPE),
B-endorphin [1251]--endorphin (2000 Ci/mmol) and nociceptin/orphanin FQ were obtained
from Multiple Peptide Systems (San Diego, CA); (5a,70,8p)-(—)-N-methyl-N-(7-1-
pyrrolidinyl)-1-oxaspiro(4,5)dec-8-yl-benzeneacetamide (U69,593) and naloxone were from
NIDA Drug Supply (Research Triangle, NC). [3°S]-GTPyS (46.3 TBQ, 1250 Ci/mmol) and
[1251]-nociceptin 74 TBQ (2000 Ci/mmol) were purchased from Perkin Elmer Life Sciences
(Boston, MA). 125] and 14C microscales were from Amersham (Arlington Heights, IL). The
NOP receptor antagonist [Nphel]nociceptin(1-13)NH,, was from Tocris Cookson (Ellisville,
MO). Most of the other chemicals were purchased from Sigma (St. Louis, MO).

Seven-day pregnant Sprague—Dawley rats were purchased from Harlan (Westbury, NY). Upon
arrival, animals were weighed, housed individually in maternity cages, and maintained in a
temperature-controlled colony room with free access to food and water. Animals were handled
in accordance with the Guide for the Care and Use of Laboratory Animals as adopted and
promulgated by the National Institutes of Health.

Pups were decapitated and their dams were sacrificed by ketamine/xylazine anesthetic
overdose. Brains were rapidly removed, immediately frozen in isopentane at —30 °C and stored
at —80 °C prior to sectioning. Twenty micrometers of coronal sections were cut at —20 °Cin a
cryostat, thaw-mounted onto gelatin and polylysine double-coated slides. Sections were
vacuum desiccated overnight at 4 °C, then stored at —80 °C until use for in situ [3°S]-GTPyS
or ligand binding.

After thawing at room temperature, slides were preincubated for 15 min in buffer 50 mM Tris—
HCI, 150 mM NacCl, 0.1% BSA (pH 7.4) and then incubated for 90 min in the same buffer
containing 0.1 nM [1251]-B-endorphin specific activity (2000 Ci/mmol) in the presence (for
specific binding) or absence (for total and non-specific binding) of 0.1 uM unlabeled B-
endorphin at room temperature. In addition, p specific binding was determined in the presence
of 100 nM DPDPE (5 agonist) and 100 nM U69,593 (k agonist). In our prior studies this
radioligand generated suitable Scatchard plots and non-specific binding with rat brain cell
membranes. Slides were then washed with 50 mM Tris—HCI, pH 7.4, buffer four times at 4 °
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C, followed by a brief rinse in cold distilled water. After they were dried under a stream of air,
slides were apposed to 12| sensitive film Kodak Biomax (Rochester, NY) together with 125
microscales for 48-72 h. NOP receptor binding was measured with 0.1 nM [1251]-nociceptin
in the presence or absence of unlabeled 0.1 uM nociceptin. Specific binding is expressed as
nCi/g wet weight tissue.

The protocol for in situ [3°S]-GTPyS binding was adapted from Martin et al. [16]. After thawing
at room temperature for 10 min, sections were rinsed for 10 min in assay buffer 50 mM Tris—
HCI, 0.3 mM MgCl,, 0.2 mM EGTA, and 100 mM NaCl (pH 7.4) followed by 30 min
preincubation in fresh assay buffer + 1 mM GDP at room temperature. Basal binding was
assessed by incubating sections for 90 min at room temperature in fresh assay buffer with 1
mM GDP and 40 pM [3°S]-GTPyS and values obtained were similar to those previously
reported [8]. Agonist-stimulated binding was conducted by incubating slides in assay buffer
with 1 mM GDP and 40 pM [3°S]-GTPyS + DAMGO (10 uM) or nociceptin (1 uM) for 90
min at room temperature. Sections were then washed twice for 2 min each in ice-cold 50 mM
Tris—HClI buffer, pH 7.4, followed by a brief rinse in distilled water. Although present in many
mesolimbic rat brain regions, KOP binding density proved to be less than 10% of MOP. Due
to this paucity of KOP receptors in rat pup brain, the GTPyS binding assay is not sufficiently
sensitive to measure their coupling to G protein ([8], Hou et al., unpublished observations).

Slides were dried under a stream of air and apposed to 3°S or 12| sensitive film (Kodak Biomax)
together with 14C or 1251 microscales for 48-72 h. Films were analyzed using the NIH IMAGE
program and quantified with the microscales. Regions were identified by reference to the atlas
of Paxinos and Watson [20] and the same regional delineations were used in measuring basal
and stimulated [3°S]-GTPyS binding in serial sections taken from the same animal. Basal and
stimulated [3®S]-GTPyS binding was determined on adjacent sections. All measurements
reflect the average from three sections for each region from three to six animals. See figure
legends for n values for each experiment. A percentage of basal [3°S]-GTPyS binding
(percentage = [stimulated — basal]/basal x 100) was estimated. The percentage stimulation +
S.E. values or specific binding £ S.E. are shown in the figures. Statistical data were analyzed
with a one-way ANOVA followed by a post hoc Dunnett’s test.

MOP specific binding was measured in discrete mesolimbic regions and sub-regions by
receptor autoradiography. These included the Acb shell (AcbSh) and core (AcbC), VTA, lateral
septum (LS), cingulate cortex (CG), insular cortex (IC) and amygdala (Amyg) except in the
incompletely developed P2 Ach, where it was not possible to distinguish shell and core regions.
In situ receptor autoradiography experiments on sections from dams and their pups were
performed with [1221]-radioligands because of the shorter exposure times, the unavailability
of suitable film to detect [3H]-radioligands and greater sensitivity. The Acb in P2 male and
female pups had 1.7-fold higher B-endorphin specific binding values than did the Acb in their
dams (0.96 + 0.04 nCi/g tissue in male and female P2 pups versus 0.55 + 0.03 nCi/g tissue in
their dams, n = 5-6, P <0.01). However, inthe VTA, LS, CG, IG, Amyg and caudate putamen,
specific binding in dams were several fold higher than those in P2 pups (data not shown). These
results are consistent with previously published MOP binding data on the Acb, cortex, LS,
Amyg and caudate putamen of P1 rat pups and adults using [3H]-DAMGO as the radioligand
[12].

Initial [3°S]-GTPyS binding experiments on dam and pup brain sections were performed to
investigate the effects of gestational opiates on MOP and NOP receptor coupling to G proteins
[8]. The first evidence for age dependent differences in GTPyS binding in mesolimbic regions
was detected in water- (vehicle) treated control dams and P2 and P7 pups. The unusual finding
of greater GTPyS binding in P2 compared to the vehicle-treated dam Acb and VTA gained in
our original studies prompted these investigations on both receptor binding and G protein
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coupling in untreated pregnant rats. Optimal resolution of autoradiographs was achieved by
varying a number of parameters including agonist and GDP concentrations. In previous studies,
DAMGO stimulation of GTPyS binding was abolished by preincubation with corresponding
selective antagonists in dam brain [8]. Densitometry revealed that antagonists 1 M naloxone
or 1 uM [Nphel]nociceptin(1-13)NH, for MOP or NOP receptor (resp.) diminished agonist
stimulation to basal levels in all of the regions under investigation. Similar findings were
obtained for P2 pup brain mesolimbic regions. DAMGO-stimulated GTPyS binding was also
performed on dams and their pups (Fig. 1). In accordance with the MOP binding data, MOP
receptor G protein coupling in Acb of P2 female and male pups was 5.1- and 2.9-fold greater
than in the dams, respectively. Thus, a correlation between the increases in MOP binding and
G protein coupling was observed. The amplitude of this increase in MOP receptor G protein
coupling in Acb of P2 pups was also gender-specific. Similar gender differences were seen in
their CG and IC regions (Fig. 1). The percentage stimulation of DAMGO-induced GTPyS
binding in Acb of dams was comparable to the values reported for Acb of adult male rats
eliminating the possibility that hormonal differences in pregnant females may be responsible
for the decrease in coupling [16]. Moreover, the percentage stimulation of DAMGO-induced
GTPyS binding in Acb of P2 pups were similar to values obtained using P2 pups from dams
treated with water during gestation [8]. Little or no increases in MOP receptor G protein
coupling of P2 pups over that of dams were seen in the other brain regions examined (Fig. 1).
Instead, values for net DAMGO-stimulated GTPyS binding in all but one of these regions of
dams were similar or less than that of P2 pups (data not shown).

NOP receptor autoradiography on sections from rat brains revealed that the VTA of P2 pups
displayed 1.8- to 2.0-fold higher specific [12°1]-nociceptin binding than that of their dams (Fig.
2). In the other mesolimbic regions [*2°1]-nociceptin binding in the dams was greater than that
in P2 pups. The gender differences seen for MOP binding were not observed for nociceptin
binding in mesolimbic regions of the P2 pups.

When nociceptin-induced GTPyS binding was measured, percentage stimulation of VTA from
P2 pups was 15- to 20-fold higher than that of their mothers (Fig. 3). These data correlate with
the increase in NOP binding. In the CG and IC of P2 pups, there were no age dependent
differences, whereas in the Acb, LS and Amyg there were lesser increases in nociceptin-
induced GTPyS binding values of P2 pups in comparison to those of dams. Thus, despite the
greater amounts of NOP binding in dams when compared to pups, its GTPyS binding values
were similar or less than those of the pups.

In contrast to the MOP receptor G protein coupling in P2 Acb where female values were higher
than males, male P2 VTA displayed a greater nociceptin stimulation of GTPyS binding than
females (Fig. 3). Gender differences in nociceptin-induced GTPyS binding were not detected
in the other mesolimbic regions examined in P2 pups.

In this study, a number of differences were found between MOP and NOP receptor binding
and G protein coupling when comparing P2 pups with their dams. The p-endorphin specific
binding in the Acb of P2 rat pups was 1.7-fold higher than in the Acb of their dams, consistent
with earlier evidence showing that 3H-DAMGO binding to MOP receptor is 2-fold higher in
Acb of P1 pups than in that of P7 pups and 4-fold greater than in that of P30 adult rats [12]. A
similar increase in nociceptin specific binding in the VTA of P2 pups compared to that of their
dams was also observed (Fig. 2). It is known that the Acb undergoes development in the
perinatal period ([30] and references cited therein). The development of the rat VTA extends
into the postnatal period as well [14].The fact that the higher levels of MOP and NOP binding
is accompanied by greater MOP and NOP G protein coupling, respectively, indicates that an
increase in opioid receptor that is capable of signaling has occurred. This increase in MOP and
NOP signaling capacity may be required for a transient functionality relevant to development.
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Opioids have been implicated in various postnatal events including mother—infant social
interactions [18]. Another attractive possibility is suggested by earlier studies on a regulatory
role of opioid signaling in cell division of germinal regions of developing brain ([7,21] and
references cited therein others).

Transient functional increases in MOP and NOP receptors during development may also be
explained by age-dependent differential distribution of MOP and NOP receptors in neurons,
glia and progenitor cells of the Acb and VTA. Upon maturation of the brain region, the cells
may be reduced or disappear as seen for rodent cerebellar opioid receptors [1,11,29].
Programmed neuronal cell death that occurs during development may be responsible for this
loss.

Another explanation for the transient increases seen in P2 pups is that protein levels of MOP
receptor in Acb and NOP receptor in VTA do not change but that more receptors become
coupled to G proteins thereby enhancing specific binding of agonists to the opioid receptors.
Accordingly, the extent of the increase in P2 MOP and NOP receptor G protein coupling in
Acb and VTA, respectively, over that in the dam was greater than the corresponding increase
in binding. However, in most of the other mesolimbic regions examined, dams possessed
greater opioid receptor binding compared to their P2 pups, while their GTPyS binding values
were similar or less than P2 pups. The latter may be explained by our earlier findings that P1
rat forebrain has a greater proportion of intracellular MOP receptor than the adult and the
intracellular MOP receptor is more coupled to G protein than that of the adult rat [2]. In this
study, P1 rat forebrain contained more G, than that of the adult. Gy is a GTP binding regulatory
protein that has been shown to couple with opioid receptors. It has been postulated that the
intracellular MOP receptor in P1 rat brain is newly synthesized receptor along with G protein
en route to the cell surface. Such coupled MOP receptors would be more abundant in pups than
adults.

MOP receptor G protein coupling in the Acb, IC and CG of P2 females were more robust than
that in male P2 pups (Fig. 1). In contrast, NOP receptor G protein coupling showed no gender
differences in the mesolimbic regions tested except for the VTA in P2 pups (Fig. 3). In the

VTA, MOP and NOP receptor G protein coupling in male P2 pups were greater than in females.
Little or no chronic opiate-elicited changes were observed in MOP-induced GTPyS binding in
Acb of P2 and P7 females [8]. Perhaps, the stronger MOP receptor G protein coupling response
in Acb seen in untreated P2 females makes their OR signaling more resistant to the inhibitory
actions of chronic opiates than that of males. Alternatively, MOP receptor in the female Acb
may differ with respect to their properties or those of factors that may influence their signaling.

In conclusion, these novel initial findings may reflect the compelling possibility of an age-
dependent role of opioids in cell proliferation suggested by recent discoveries [7,21]. It will
be of interest in future studies to focus on this opioid function in other brain regions at time
points during their ontogeny when their maturation is proceeding optimally.
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Fig. 1.

DAMGO-stimulated GTPyS binding in mesolimbic regions of P2 pups and their dams. Brain
sections from P2 rats and their dams were subjected to in situ [3°S]-GTPyS autoradiography
in the presence and absence of 10 uM DAMGO (n = 4 for both pups and dams). *Significantly
different from dams ("P < 0.05 and ™*P < 0.01). #Significantly different from female P2 pups
(P <0.01).
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Fig. 2.

Nociceptin binding in mesolimbic regions of P2 pups and their dams. Brain sections from P2
rats and their dams were subjected to receptor autoradiography using [12°I]-nociceptin as
radioligand. Specific binding is expressed as nCi/g tissue wet weight (n = 3—4 for both pups
and dams). **Significantly different from dams (P < 0.01).
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Fig. 3.

Nociceptin-stimulated GTPyS binding in mesolimbic regions of P2 pups and their dams. Brain
sections from P2 rats and their dams were subjected to in situ [3°S]-GTPyS autoradiography
in the presence and absence of 1 uM nociceptin (n = 4 for both pups and dams). *Significantly
different from dams ("P < 0.05 and **P < 0.01). #Significantly different from female P2 pups
(P <0.05).
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