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Abstract

The hypothalamus, the seat of neuroendocrine control, is exquisitely sensitive to gonadal steroids.
For decades it has been known that androgens, estrogens and progestins, acting through nuclear
hormone receptors, elicit both organizational and activational effects in the hypothalamus and basal
forebrain that are essential for reproductive function. While changes in gene expression mediated by
these classical hormone pathways are paramount in governing both sexual differentiation and the
neural control of reproduction, it is also clear that steroids impart critical control of neuroendocrine
functions through nongenomic mechanisms. Specifically, endogenous neurosteroid derivatives of
deoxycorticosterone, progesterone and testosterone, as well and synthetic anabolic androgenic
steroids that are self-administered as drugs of abuse, elicit acute effects via allosteric modulation of
y-aminobutyric acid type A receptors. GABAergic transmission within the hypothalamus and basal
forebrain is a key regulator of pubertal onset, the expression of sexual behaviors, preghancy and
parturition. Summarized here are the known actions of steroid modulators on GABAergic
transmission within the hypothalamus/basal forebrain, with a focus on the medial preoptic area and
the supraoptic/paraventricular nuclei that are known to be central players in the control of
reproduction.
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1. Introduction

Compounds classified as neurosteroids or neuroactive steroids encompass both natural and
synthetic derivatives of the gonadal steroids, progesterone and testosterone, and the adrenal
steroid, deoxycorticosterone. Naturally occurring neurosteroids are synthesized from
cholesterol in both peripheral organs and in the central nervous system (CNS), primarily by
glial cells, and can be classified as positive (enhancing) or negative (blocking) allosteric
modulators of the GABA receptor (for review, Baulieu, 1998;Compagnone and Mellon,
2000;Belelli and Lambert, 2005). Synthetic steroids, including anesthetics such as alphaxalone
and ganaxolone (for review, Belelli and Lambert, 2005) and the anabolic androgenic steroids
(AAS) (for review, Clark et al., 2004;2006) also act as allosteric modulators of the GABAA
receptor. Reproductive biologists have demonstrated an indisputable role for nuclear hormone
receptor-mediated steroid signaling in governing reproductive processes (for review, Course
and Korach, 1998) and neuroendocrinologists have firmly established that allosteric
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modulation y-aminobutyric acid type A (GABA,) receptors has a critical role in mediating
aggression, stress and anxiety; behaviors that are known to vary with hormonal state (for
review, Finn et al., 2004;Henderson and Jorge, 2004;Smith, 2004). Less is known about the
intersection of allosteric modulation of GABA receptors and reproductive control, and the
purpose of this review is to highlight the literature to date indicating that this mechanism of
steroid action is important in neural regulation of reproduction.

2. Mechanisms of Steroid Modulation of GABA, Receptors

Neurosteroids can be metabolized in the CNS from plasma-derived steroids or directly
synthesized in the brain (for review, Baulieu 1998;Compagnone and Mellon, 2000). A-ring
reduced neurosteroids, such as allopregnanolone (3a-hydroxy-5a-pregnan-20-one), THDOC
(5a-pregnane-3a,21-diol-20-one) and 3a-diol (5a-androstane-3a,17p-diol) are positive
allosteric modulators of the GABA, receptor that augment channel burst durations by
increasing the opening frequency (and therefore the relative proportion of long duration single
channel events) without concomitant changes in the open duration time constants themselves
(for review, Henderson and Jorge, 2004). These positive modulators also slow the rate of
recovery from desensitization, thus prolonging deactivation since receptors can transit from
high-affinity, bound desensitized states to open states at times after GABA has been cleared
from the synaptic cleft (for review, Jones and Westbrook, 1996;Vicini, 2004). At
concentrations higher than 100nM, positive neurosteroids can directly gate the GABAp
receptor (for review, Belelli et al., 2006), although such actions are unlikely to have
physiological effects except, perhaps, during pregnancy when neurosteroids are reported to
reach such levels (see Section 4). A-ring reduction at the 3 position, as well as a D-ring Cyg or
C47 keto group, are believed to be critical for positive neurosteroid binding (for review,
Lambert et al., 1995) (Figure 1).

The best-characterized negative allosteric modulators include the sulfate-derivatives of
pregnenolone (5—pregnen-3p-ol-20-one; pregnenolone sulfate) and dehydroepiandrosterone
(30-0l-5-androstene-17-one; DHEAS) and the 3B-hydroxypregnane steroids (Wang et al.,
2002; for review, Henderson and Jorge, 2004) (Figure 1). These compounds are believed to
act as non-competitive antagonists at site(s) separate from those that bind the positive
neurosteroid modulators. These steroid modulators promote a reversible inhibition of peak
GABA-elicited currents by enhancing the rate of slow desensitization and by decreasing
channel opening frequency, while having negligible effects on open or burst durations
(Mienville and Vicini, 1989;Shen et al., 2000;Akk et al., 2001; Wang et al., 2003; for review,
Henderson and Jorge, 2004).

The anabolic androgenic steroids (AAS) are modified, synthetic derivatives of testosterone
originally designed for therapeutic purposes, but whose ranks now include greater than 60
compounds that are used broadly and illicitly as ergogenic agents (for review, Shahidi,
2001;Clark and Henderson, 2003). Few of the AAS have been assessed with respect to the
mechanism of allosteric modulation, but the commonly abused AAS, 17a-methyltesosterone
(17a-MeT), can both potentiate and antagonize GABA, receptor-mediated currents depending
on the subunit composition of the receptor (for review Clark et al., 2004; Section 3.3). Unlike
the positive neurosteroids, high concentrations of 17a-MeT (1-10 pM) cannot directly gate the
GABA receptor (Jorge-Rivera et al., 2000;Yang et al., 2002). Moreover, none of the AAS
has a hydroxyl group in the o configuration at C3 and at the Cyg or C47 keto group; signature
substituents of the positive neurosteroids (for review, Lambert et al., 1995) (Figure 1). Finally,
modeling studies indicate that the AAS have actions on state transitions of the GABAa receptor
that are distinct from those associated with neurosteroid binding (Yang et al., 2002;2005).
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3. Subunit-specificity of steroid allosteric modulation

3.1 Subunit expression in the hypothalamus/basal forebrain

The native GABA, receptor is a pentameric ionotropic transmembrane protein for which
sixteen different receptor subunit genes (aq-ag, B1-B3, Y1-v3: 9, €, 7, and 6) have been identified
in mammals (for review, Henderson and Jorge, 2004). Subunit composition is regulated with
age and development, in a region-specific manner and in response to exposure to both
exogenous and endogenous substances. Subunit composition, in turn, determines not only basic
biophysical properties of the receptor, but also the sensitivity of this protein to a host of
psychoactive compounds whose predominant mechanism of actions is allosteric modulation
of channel function (for review, Sieghart, 1995). As a general rule, the hypothalamus/basal
forebrain does not undergo the characteristic postnatal shift during which there is a significant
up-regulation of the o4 subunit and concomitant down-regulation of the a3 subunits (Fritschy
etal., 1994). In rodents, the medial preoptic areas (MPOA), supraoptic nucleus (SON) and
paraventricular nucleus (PVN) are characterized by high levels of ay subunit expression
through adolescence and into adulthood, resulting in a relative abundance of o subunit greater
than or equal to that of a4 subunit, and with lower, but appreciable, levels of a3 and a5 subunits
(Wisden et al., 1992;Fénelon et al., 1995;Fritschy and Mohler, 1995;Davis et al.,
2000;Mclntyre et al., 2002;Penatti et al 2005). In the mPOA and the SON, B3 subunits are
expressed at notably higher levels than is the B4 subunit, (Wisden et al., 1992;Fritschy and
Mohler, 1995;Fénelon et al., 1995;Herbison and Fénelon, 1995). Delta subunit mMRNA subunit
expression is undetectable in the hypothalamus (Wisden et al., 2002), but while Fritschy and
Mohler (1995) report no detectable level of & subunit immunoreactivity throughout the mPOA/
hypothalamus, Pirker et al. (2000) describe expression of as, f1 and & subunits on SON
perikarya and a4, ap, and B1.3 subunit immunoreactivities on dendritic networks in this region.
As is characteristic of most of the brain, expression of the y, subunit predominates in the SON/
PVN (Fénelon et al., 1995;Fénelon and Herbison, 1996b). In contrast, high levels of the y;
subunit mRNA are evident in a limited subset of interconnected forebrain regions, including
the mPOA and lateral septum (LS), which are known to be important in the regulation of
reproductive behaviors (Ymer etal., 1990;Araki etal., 1992,1993;Wisden et al., 1992;Herbison
and Fénelon, 1995;Clark et al., 1998). Like the y1 subunit, € expression is limited to a small
number of CNS regions and is enriched in hypothalamic/forebrain regions, including the
mPOA and the ventromedial nucleus of the hypothalamus (VMN), that are involved in the
generation of reproductive behaviors (for review, Clark and Henderson, 2003;Clark et al.,
2006). Of particular relevance, € subunit is expressed at abundant levels in gonadotropin
releasing hormone (GnRH) neurons, and virtually all GnRH neurons in the mPOA/anterior
hypothalamus express this subunit (Moragues et al., 2003).

3.2 Neurosteroids

Mutational analysis of recombinant a4p,y, receptors indicates that four transmembrane
residues in the a4 subunit are critical for both potentiation and direct activation of the receptor
by the positive neurosteroids (Hosie et al., 2006). These residues are conserved among the o
and B subunit family members (Hosie et al., 2006), suggesting substitution of different o or
B family members within the 202By complex may not result in drastically different functional
effects of the positive neurosteroids. This conclusion is supported by electrophysiological
studies indicating that changes in a or B subunit composition have only a modest effect on
positive neurosteroid potentiation. Specifically, results from recombinant GABA, receptors
demonstrate that a subunit composition has a modest, albeit significant, effect on potency and
no effect on efficacy for the positive A-ring reduced derivatives at recombinant o1y
receptors. Substitution of different B subunit isoforms is without effect (for review, Belelli and
Lambert, 2005;Belelli et al., 2006). With respect to a subunit composition, ag-containing
recombinant receptors show the greatest sensitivity to modulation by positive neurosteroids,
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and those containing a4 or o3 subunits are slightly more sensitive than those containing a; or
ay (for review Belelli et al., 2002). Published reports diverge with respect to the sensitivity of
as-containing receptors to positive neurosteroids (Belelli et al., 2002;Rahman et al., 2006).
Neither the a4 nor the ag subunit is expressed in hypothalamic/basal forebrain regions that
regulate reproductive control, and studies addressing the relevance of o subunit composition
with respect to positive neurosteroid modulation of reproductive behaviors have focused on
aq VErsus oy expression, which changes with hormonal state (see Section 7).

In contrast to the minimal differences imparted by a and B subunit composition, substitution
of a & for the more commonly expressed y subunit results in receptors with a markedly higher
sensitivity to the positive neurosteroids; an action that is believed to reflect the ability of these
modulators to shift 8-containing receptors from a low efficacy, non-desensitizing mode that
normally characterizes them and promote a conversion of the effects of GABA from partial to
full agonism (Wohlfarth et al., 2002;Bianchi and Macdonald, 2003; for review, Bianchi and
Macdonald, 2004). Positive neurosteroid modulators elicit potentiation of both y;- and y,-
containing GABA receptors, although variable effects of y subunit composition on efficacy
and potency have been reported (Puia et al., 1993; for review, Belelli et al., 2002;Lambert et
al., 2003). The ¢ subunit shares the greatest sequence homology with the y subunits, and so it
is generally thought to take the place of the single y subunit in the pentameric receptor. However
studies examining the sensitivity of recombinant e-containing receptors to the positive
neurosteroids have provided varying results in which the extent of enhancement by the positive
neurosteroids of current through recombinant GABA receptors appears to be inversely
proportional to the level of & subunit expression (Davies et al., 1997;2001;Whiting et al.,
1997;Thompson et al., 1998). A recent study by Thompson et al. (2002) suggest that the
discordant findings with respect to steroid sensitivity of these e-containing receptors can be
reconciled if it is assumed that & can substitute for not only for the y, but also for non-y subunits
within the pentamer such that receptors with alternative stoichiometries are produced as ¢
subunit expression increases.

Fewer studies have directly assessed the subunit-specificity of negative neurosteroid
modulators, although mutations in the a4, but not homologous mutations in the B, or yog
subunits, reduce the rate of block elicited by pregnenolone sulfate by 30-fold (Akk et al.,
2001). A recent report by Rahman et al. (2006) indicates that substitution of an as for an a;
subunitin recombinant a2y, receptors results in enhanced efficacy, but no effect on potency,
for a panel of inhibitory modulators including pregnenolone sulfate, DHEAS, and a number
of 3B-hydroxypregnane steroids. In contrast to the positive neurosteroids, substitution of a &
for the v, subunit in a4B3x recombinant receptors has no effect on the inhibitory modulation
elicited by pregnenolone sulfate (Brown et al., 2002). Both pregnenolone sulfate and DHEAS
inhibit spontaneous currents through a4 B3¢ recombinant receptors, but the sensitivity of these
receptors to the negative modulators is low, with 1C5g = 10.1 pM and 3.9 uM for DHEAS and
pregnenolone sulfate, respectively (Maksay et al., 2003).

3.3 Anabolic androgenic steroids

In contrast to the positive neurosteroids, a subunit composition has a significant impact on
AAS modulation. Specifically, the AAS, 17a-MeT, has no effect on rates of deactivation,
desensitization or recovery from desensitization for o4B3y» recombinant receptors under
conditions that mimic synaptic transmission (phasic application of 1-10 mm GABA), but
significantly potentiates responses elicited by stationary application of a low concentration of
GABA (1 uM), believed to reflect ambient levels in the CNS (Yang et al., 2002). In contrast,
at ap-containing receptors, 17a-MeT enhances peak current, slows deactivation and diminishes
desensitization of responses elicited by application of mM GABA, but is without effect on
responses elicited by tonic application of 1 uM GABA (Yang et al., 2005). Gamma subunit
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composition (yy versus y,) does not impart a significant effect on modulation by 17a-MeT of
recombinant (a1B3yx Or axBzyx) receptors (Clark et al., 2004), however, & and € subunit
composition has a dramatic impact on AAS modulation. Specifically, substitution of a & for
the y subunit abrogates the ability of 17a-MeT to potentiate currents elicited by either brief
applications of mM or slow perfusion of uM GABA to recombinant o336 receptors (Yang et
al., 2005). In contrast to y or 8-containing receptors, 17a-MeT acts as a negative steroid
modulator of both spontaneous (i.e., unliganded) and GABA-evoked currents from
recombinant a,B3e receptors (Jones et al., 2006). For GABA-evoked responses, this AAS
inhibited phasic and tonic currents, accelerating desensitization and slowing paired-pulse
response recovery. Kinetic modeling suggests that the inhibition of o3¢ receptors by 17a-
MeT occurs by an allosteric block in which the AAS interacts preferentially with and promotes
accumulation in a closed state (Jones et al., 2006).

4. Neurosteroid and anabolic androgenic steroid levels in the CNS

Concentrations of neurosteroids in the brain have been shown to vary significantly during
different developmental epochs, between the sexes, among different brain regions, asa function
of hormonal state, and during acute stress (for review, Henderson and Jorge, 2004). For
example, concentrations of both pregnenolone sulfate and DHEAS have been detected in
human brain tissues at concentrations that are several fold higher than in plasma and are present
at different levels in women than in men (Lacroix et al., 1987;Lanthier et al., 1986;Herrington,
1998). In addition, concentrations of allopregnanolone and 5a-DHP (5a-pregnane-3,20-dione),
show significant differences during the menstrual cycle and among brain regions (Bixo et al.,
1997).

For rats, the preponderance of studies has used radioimmunoassays (RIASs) to determine
neurosteroid levels. Using this methodology, allopregnanolone concentrations in cortical
homogenates were estimated to be ~1-2 ng/g in juvenile, ~1 ng/g in diestrous, 4-6 ng/g in
estrous, and 4-8 ng/g in proestrous females, with levels reaching ~10-30 ng/g during pregnancy
(Paul and Purdy, 1992;Corpéchot et al., 1993;Concas et al., 1998;Kellogg and Frye, 1999).
These assessments have been used to estimate that allopregnanolone levels are diestrus females
(Paul and Purdy, 1992), but can reach ~100 nM during the late stages of pregnancy (see for
example; Brussaard et al., 1997;Lambert et al., 2003). The androgenic neurosteroid, 3a-diol,
also showed cycle-dependent variation in cortical homogenates, with levels being lowest in
diestrus I (0.08 ng/g) and rising steadily as the cycle progresses to a maximum of 0.33 ng/g
during estrus (Kellogg and Frye, 1999). With respect to the hypothalamus, allopregnanolone
levels were also shown to vary across the estrous cycle, but, in contrast to cortex, the lowest
levels were reported on the evening of proestrus (~40 pg/mg protein) and the highest levels
during the morning of diestrus | (~95 pg/mg protein) (Genazzani et al., 1995). The differences
in concentrations of progestin- and testosterone-derived neurosteroids as a function of
hormonal state contrasts with that for THDOC which shows only a small increase from ~1.5
ng/g during estrus to ~ 3ng/g in late pregnancy (Concas et al., 1998).

For adult male rats, neurosteroid values assessed by RIA are variable. Corpéchot et al.
(1993) reported that allopregnanolone was below the limit of detection in the adult male rat
brain. In contrast, Kellogg and Frye (1999) reported levels of allopregnanolone in brain extracts
from adult males of 3.3 ng/g; a concentration only slightly lower than that they reported for
estrous females and comparable to that which they found for 3a-diol in males (3.2 ng/g). For
the negative neurosteroid modulators, Robel and Baulieu (1995) estimated levels of ~1-5 ng/
g for DHEAS in the brains of the adult male rat and various strains of mice, while Kazihnitkova
et al., 2004 provided somewhat higher values for DHEAS of ~6.2 and 8.8 ng/g in male rat
subcortex and cortex, respectively.

Neuropharmacology. Author manuscript; available in PMC 2008 June 1.



1duosnuey Joyiny vd-HIN 1duosnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Henderson

Page 6

While widely used, a number of reports have questioned the accuracy of RIA assessments,
noting that while RIAs provided highly sensitive assays, cross-reactivity of antibodies,
interference with antibody binding by contaminating substances and limitations imposed by
extraction procedures are confounds that are likely to underlie the appreciable variation in
neurosteroid concentrations reported even within a given sex and species (for discussion, see
Cheney et al., 1995;Liu et al., 2003;Liere et al., 2000;2004). Two alternative approaches,
enzyme-linked immunosorbent (ELISA) assays performed following separation of cross-
reactive steroids, and liquid or gas chromatography coupled with mass spectrometry or mass
fragmentographic analyses, have provided revised and appreciably lower estimates of brain
neurosteroid concentrations. Specifically, Cheney et al. (1995) reported levels of ~ 1 ng/g for
allopregnanolone in adult male rat brain homogenates, and levels of DHEAS and pregnenolone
sulfate have been estimated to be either extremely low or below the level of detection in the
adult male or unstaged female rat brain (Higashi et al., 2003;Liu et al., 2003;Liere et al.,
2004). To my knowledge, comparable approaches have not yet been used for analysis of
neurosteroids in the brain of cycling or pregnant females. Despite the controversy raised in
estimating absolute levels of neurosteroids by different methodological approaches, it is worth
noting that the relative variations found using any single technique, for example across the
cycle or with pregnancy, should still hold true.

Will significant modulation of GABA, receptors be elicited by these concentrations in the
intact animal? This remains a somewhat open question, especially in juvenile or diestrus
females and adult males, since the estimates obtained with RIAs may be artefactually high and
ECgq values, for example, for allopregnanolone potentiation of different isoforms of
recombinant GABA receptors activated by an EC4g concentration of GABA, range from ~75
to 560 nM (Lambert et al., 2003). While these data might suggest minimal potentiation by
allopregnanolone and other neurosteroids except during very restricted hormonal states, such
as pregnancy, such generalization need to be made with caution since estimates made for large
brain regions, even by improved chromatography/spectrometry techniques, do not reflect
neurosteroid concentrations in microdomains, such as synapses, where synthesis in nearby glial
cells and restricted diffusion/clearance may produce greatly elevated concentrations in the local
environments of the GABA receptors.

With regard to the AAS, humans illicitly administer these steroids in sophisticated and complex
regimes of doses and patterns typified by the concurrent use of multiple AAS (stacking) and
a pattern of on-drug and off-drug use (cycling) and pyramiding; the process of administering
first escalating then declining doses during the cycle, with typical cycles lasting 6-18 weeks
(Gallaway, 1997;Brower, 2002). During a cycle, adult men are reported to self-administer AAS
at concentrations that reflect 10-100x therapeutic replacement doses of testosterone
(therapeutic doses: 10-40 mg/day) (for review, Clark et al., 2006). Although assessments of
circulating levels of AAS in chronic steroid users is hindered by the lack of reagents to detect
AAS metabolites as well as the inability to accurately monitor illicit users, cerebrospinal levels
of 170-MeT from adult male volunteers given a brief (3 day) administration of a moderate dose
(240 mg/day) of this AAS were measured to be as high as 898 nmol/L (Daly et al., 2001).
Adolescents and women are reported to take AAS at levels equivalent to or even exceeding
those administered by men (Franke and Berendonk, 1997). Since the endogenous levels of
plasma testosterone in adult females and in prepubertal adolescents are markedly lower than
in men (< 2ng/L; Wu, 1997), the same self-administered doses that produce 10- to 100-fold
higher than normal levels of endogenous androgens in males can yield circulating levels of
androgens that are orders of magnitude higher still than normal concentrations in adolescents
and women.
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The neural substrates of the hypothalamus/basal forebrain required for the expression of sexual
behaviors in rodents have been well documented by lesion studies, anatomical tracer studies,
and assessments of c-fos expression associated with hormone treatment and mating behaviors
(for review, Meisel and Sachs, 1994;Pfaff et al., 1994;Paredes and Baum, 1997;Blaustein and
Erskine, 2002;Hull et al., 2002). For females, activity within the VMN and the midbrain central
grey (MCGQG) facilitates the expression of lordosis, while activity in the olfactory bulbs, the
mPOA, and the LS antagonize this behavior. Neural activity within the arcuate nucleus, the
medial amygdala (MeA) and the bed nucleus of the stria terminalis (BNST) are also implicated
in hormone-mediated control of female mating behaviors. In males, activity in the olfactory
bulbs, the MeA, the BNST, and the mPOA is critical for expression of copulatory behavior.
Regions inhibiting male sexual behavior have not been noted. While the role of the VMN in
males has been less well studied, McGinnis and colleagues have shown that activity within
subregions of this nucleus is also required for hormone-dependent copulatory behaviors in
males (McGinnis et al., 1996;Harding and McGinnis, 2004). In both sexes, the mMPOA is a key
site for the integration of sensory input and the regulation of sexual performance (for review,
Meisel and Sachs, 1994;Pfaff et al., 1994;Paredes and Baum, 1997;Blaustein and Erskine,
2002;Hull et al., 2002), as well as partner preference and motivation (Baum, 2006;Guarraci
and Clark, 2006).

While neuronal activity within the VMN facilitates and activity within the mPOA antagonizes
lordosis, GABAA receptor agonists, counter-intuitively, have similar effects: facilitating
lordosis in the VMN and MCG while antagonizing this behavior in the mPOA (McCarthy et
al., 1990; 1991a,b) (Figure 2), suggesting disinhibitory actions of GABA though multisynaptic
pathways within these regions. GABA receptor activity within the mPOA inhibits male
copulatory behavior (Fernandez-Guasti et al., 1986); however, the role of GABAergic
transmission in the VMN on male sex behavior has not been assessed.

Within the mPOA/anterior basal hypothalamus, neural control of the hypothalamic-pituitary-
gonadal (HPG) axis is under the command of a small number (~800-1200) of sparsely
distributed GnRH neurons (Witkin et al., 1982;Malik et al., 1991). GABAergic control of
GnRH pulsatility from these neurons is essential for pubertal onset and reproductive
maturation. Specifically, changes in synaptic regulation at puberty (both excitatory, via
glutamate and the peptide, kisspeptin, and inhibitory, via GABA) leads to activation of the
hypothalamic pulse generator, which promotes enhanced, pulsatile GnRH release that, in turn,
regulates the secretion of luteinizing hormone (LH) from the pituitary (for review, Freeman,
1994;0jeda and Urbanski, 1994;0jeda et al., 2006). In adult subjects, inhibitory GABAergic
inputs onto GnRH neurons promotes diminished action potential bursting activity and
subsequent pulsatile GnRH and LH release (Sim et al., 2000;Nunemaker et al., 2003;Han et
al., 2004; for review, Herbison et al., 1991; Moenter et al., 2003). A very interesting facet with
respect to GABAergic control of GnRH neuron activity is that the developmental change in
the chloride reversal potential (Ecj), which causes GABA to switch from imparting
depolarizing to hyperpolarizing effects, is dramatically delayed in GnRH neurons. Han et al.
(2002) report that this developmental change does not occur until approximately the time of
pubertal onset (postnatal day 31; PN31), while DeFazio et al. (2002) do not observe a
developmental shift at all and believe that GABA continues to depolarize GnRH neurons even
into adulthood. While the discrepancy between these two reports might result from sampling
differences as there is a rostral-caudal gradient in the expression of the potassium-chloride
cotransporter KCC2 in female mice (Leupen et al., 2003), the common finding is that GABA
continues to depolarize GnRH neurons well beyond the age (~PN14) where GABA switches
to a hyperpolarizing action in non-GnRH neurons in the hypothalamus/basal forebrain (Han
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et al., 2002;Defazio et al., 2002). Thus, steroid allosteric modulators that enhance GABAA
receptor-mediated responses may have a paradoxical excitatory effect on GnRH neuron firing
well into adolescence and perhaps beyond.

While reproductive competence and a successful repertoire of sexual behaviors are under the
command of the GnRH neurons in the mPOA/anterior hypothalamus, magnocellular (oxytocin-
containing) neurons of the SON and the PVN are the hypothalamic generals for the regulation
of maternity, including pregnancy, parturition and lactation. In brief, oxytocin neurons are
relatively quiescent, except at parturition and during lactation when their firing increases
dramatically, often in intermittent bursts, and results in pulsatile secretion of high
concentrations of oxytocin from the posterior pituitary. This oxytocin release is required for
the coordinate uterine contractions that expel the fetus and for subsequent milk ejection during
lactation (for review, Russell et al., 2003;Kiss and Mikkelsen, 2005). While published studies
examining neurosteroid modulation of GABAergic inputs onto oxytocin neurons have focused
on the role of this modulation during parturition and lactation, it is noted that oxytocin also
plays an important role in the expression of both male and female sexual and affiliative
behaviors (for review, Gimpl and Farhenholz, 2001). Thus, neurosteroid modulation of this
hypothalamic system may also have significant effects on those behaviors that both precede
and promote pregnancy and parturition.

6. Steroid modulation of GABAergic transmission in hypothalamus/basal

forebrain

Although neurosteroid modulation of GABA receptor-mediated responses was first noted in
the early 1980s (for review, Lambert et al., 2003), steroid modulation of neurons in
neuroendocrine control regions has been assessed only during the past decade. Initial studies
concentrated on modulation of GABA receptor-mediated responses in dissociated embryonic
hypothalamic neurons, while more recent reports have examined effects of steroid modulators
in defined regions/nuclei of acutely isolated slices. In 1996, Dayanithi and Tapia-Arancibia
demonstrated that allopregnanolone induces a dose-dependent increase in [Ca%*];, (ECsq = 10
nM) in cultured embryonic hypothalamic neurons through potentiating effects at depolarizing
GABA receptors; an effect that did not require G protein activation. The lack of a requirement
for G protein activity in these embryonic hypothalamic neurons in culture contrasts with the
demonstrated role of G proteins in mediating the effects of allopregnanolone on synaptic
currents in SON neurons isolated from juvenile and adult rats and mice (see this section, below).
Poisbeau et al. (1997) reported that allopregnanolone, at low nanomolar concentrations, has
not only postsynaptic, but also presynaptic effects on rat embryonic hypothalamic neurons
grown in co-culture with pituitary intermediate lobe cells; augmenting GABA receptor-
mediated postsynaptic current (PSC) amplitude and increasing miniature PSC (mPSC)
frequency. Pregnenolone sulfate was found to antagonize PSCs in this in vitro system by
progressive reduction in average time constant of decay, but only at a high (10 uM)
concentration. Wetzel et al. (1999) reported that THDOC also potentiates PSCs formed
between embryonic hypothalamic neurons, although the mechanism reported here is by
prolongation of synaptic current decay, rather than a potentiation of peak amplitude.
Interestingly, when GABA at 1 uM, a concentration that reflects in situ ambient levels present
at extrasynaptic receptors, was applied directly to these embryonic hypothalamic neurons,
THDOC had a bidirectional effect, potentiating current amplitudes at higher concentrations
(100 nM - 1 uM) but suppressing them at a low concentration (10 nM). Results from these
studies suggest that the action of an individual neurosteroid is hot monolithic, but may vary
with the concentration of the neurosteroid and of GABA. Heterogeneity in the action of
negative neurosteroids has also been reported for GABA receptors in postsynaptic pituitary
cells where the inhibitory effects of DHEAS, and its apparent dissociation constants, vary by
3 orders of magnitude (Hansen et al., 1999).
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In studies in which the mPOA was specifically identified in brain slices of young (prepubertal)
male or female rats, applications of 300 nM or 1 uM allopregnanolone were shown to augment
the amplitude of responses elicited by 20 uM GABA (Huang and Dillon, 2002).
Allopregnanolone was also shown to prolong miniature inhibitory postsynaptic current
(mIPSC) decay with no effect on mIPSC amplitudes in mPOA neurons acutely dissociated
with adherent presynaptic terminals (Haage and Johansson, 1999: 50 nM; Uchida et al.,
2002: 10 nM) or sIPSC amplitudes in dissociated medial preoptic nucleus (MPN) neurons
(Haage et al., 2005; 1 uM). Allopregnanolone was also reported by Haage and colleagues
(Haage and Johansson, 1999; 2 uM;Haage et al., 2005) and Uchida et al. (2002; 10 nM) to
increase mIPSC and sIPSC frequency in dissociated mPOA/MPN neurons. In contrast to the
lack of effect of allopregnanolone on PSC amplitudes noted in these studies, Jorge-Rivera et
al. (2000) reported that allopregnanolone and 3a-diol (both at 1 uM) potentiated the peak
amplitude of spontaneous IPSCs (SIPSCs) recorded from the mPOA and the VMN of neonatal
female rats. It is possible that acutely dissociated neurons with adherent presynaptic terminals
respond differently to neurosteroid modulation (Haage and Johansson, 1999;Uchida et al.,
2002;Haage et al., 2005) than do neurons in the intact slice (Jorge-Rivera et al., 2000).

Similar to results reported for mPOA neurons from neonatal female rats (Jorge-Rivera et al.,

2000), 1 uM 3o-diol also potentiated the peak amplitude and prolonged decay of both sIPSCs
and mIPSCs in mPOA neurons from adult female mice (Jorge etal., 2002). Of particular interest
to steroid modulation of neuroendocrine control, the extent of modulation induced by 3a-diol,
a steroid implicated in estrus termination (Erskine, 1987), varied significantly with the stage

of the estrous cycle, being highest at diestrus (Jorge et al., 2002) (Figure 3). Sensitivity to 3a-
diol also varied significantly between the androgen receptor-null mutant (Tfm) and wildtype
male mice, indicting that there may be androgen receptor-dependent organizational imprinting
of 3a-diol sensitivity in the mPOA of males (Figure 3). Semi-quantitative RT-PCR revealed

an inverse correlation between the levels of £ subunit mMRNA expression in the mPOA and the
extent of 3a-diol potentiation among subjects of different hormonal states (Jorge et al., 2002)
(Figure 3); afinding that is consistent with the correlation between insensitivity to neurosteroid
modulation and & subunit composition of recombinant receptors (Section 3.2).

Avrole for the £ subunit in imparting insensitivity to neurosteroid modulation is further indicated
by studies of GnRH neurons within the mPOA/anterior forebrain, which express high levels
of the £ subunit (Moragues et al., 2003): a very high concentration of allopregnanolone (5
uM) elicited only modest increases in mPSC amplitudes and prolongation of decay time in
these neurons, while DHEAS (5 uM) moderately diminished peak amplitude with no change
in decay kinetics (Sullivan and Moenter, 2003). It is interesting to speculate that GnRH neurons,
which need to be exquisitely sensitive to changes in gonadal steroids, may be buffered from
the influences of neurosteroids (whose concentrations will also vary with hormonal state) by
expressing GABAA receptors whose subunit composition limits neurosteroid responsiveness.
In contrast, Calogero et al. (1998) have shown that GnRH release from intact hypothalamic
hemi-slices of adult male rats is diminished by a low concentration of allopregnanolone (10
nM), suggesting that modulation of GABA receptor- mediated synapses upstream of the
GnRH neurons may be sensitive to physiological concentrations of endogenous neurosteroids
and that these steroids may nonetheless modulate control of the HPG axis.

While the modest sensitivity of GnRH neurons to neurosteroid modulation reported by Sullivan
and Moenter (2003), as well as the sex- and cycle-dependent differences in neurosteroid
modulation reported by Jorge et al. (2002) are consistent with the hypothesis that high levels
of € subunit expression in native neurons confers diminished neurosteroid responsiveness, a
recent study demonstrating that potentiation elicited by pregnane neurosteriods in the
hippocampus also varies as a function of the estrous cycle and is highest in diestrous females
(Maguire et al., 2005), suggests that other contributing factors, such as the posttranslational
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status of the receptor, must be considered as critical regulators of steroid modulation, since the
hippocampus does not express the € subunit.

Differences within the hypothalamus/basal forebrain as a function of sex or hormonal state in
the expression of other GABA receptor subunits (Clark et al., 1998;Nett et al., 1999;Penatti
et al., 2005), in the numbers of GABA receptors and in their binding affinities (O’Connor et
al., 1988;Lasaga et al. 1988;Schumacher et al., 1989;Juptner and Hiemke, 1990) have also been
reported. It is likely that these differences play significant roles with respect to the expression
of sexual and reproductive behaviors, but their impact on allosteric modulation of GABAA
receptors in these brain regions or the potential outcome of such modulation on the expression
of sexual or reproductive behaviors is currently not known.

As with the neurosteroids, the AAS allosterically modulate sIPSCs and mIPSCs in the mPOA
and the VMN. Three different and commonly abused AAS, stanozolol, nandrolone, and 17a-
MeT (at 1 uM: a concentration that reflects levels of these synthetic steroids in AAS users),
were found to augment peak sIPSC amplitude and prolong current decay in VMN neurons in
slices acutely isolated from neonatal female rats (Jorge-Rivera et al., 2000). The AAS, 17a-
MeT, was also shown to increase the probability of single channels residing in open
configurations in acutely isolated neonatal VMN neurons (Clark et al., 2006). In contrast to
the VMN, all three AAS diminished sIPSC peak amplitudes with no change in current decay
kinetics in mPOA neurons from neonatal female rats (Jorge-Rivera et al., 2000). No effect on
IPSC frequency was evoked by AAS exposure in either region. Moreover, individual mPOA
neurons that responded with negative modulation to acute application of an AAS were
nonetheless potentiated by endogenous neurosteroids (Jorge-Rivera et al., 2000). These
findings highlight the different fundamental mechanisms by which these synthetic steroids and
the endogenous steroid modulators impart their effects at the GABA, receptor.

Fancsik et al. (2000) have shown that allopregnanolone (1 uM) increases both the fast and the
slow time constant of current decay of sSIPSCs recorded in slices of the SON acutely isolated
from juvenile male rats No significant change in sIPSC amplitude or frequency was observed
for the population of responses as a whole in this study, although some individual cells showed
changes in both for within individual cell comparisons. Intriguingly, blocking the activity of
either G proteins or protein kinase C (PKC) abrogated the potentiating action of
allopregnanolone on sIPSC decay indicating that neurosteroid binding to and modulation of
the GABA receptor requires the receptor to be phosphorylated via a G protein- and PKC-
dependent mechanism.

Brussaard and colleagues (1997) have shown that that high concentrations of allopregnanolone
(1-10 puM) prolong sIPSC decay and diminish action potential firing in magnocellular neurons
from the SON of juvenile female rats and that this modulation also depends upon a G protein/
PKC-dependent mechanism. Remarkably, in contrast to juvenile females, the potentiating
effect of allopregnanolone on GABAergic sIPSCs and its inhibitory effect on action potential
firing were found to be absent or markedly reduced in parturient or postpartum females
(Brussaard et al., 1997). The change in allopregnanolone at the time of parturition was
attributed to enhanced PKC activation and phosphorylation of postsynaptic GABA receptors
arising from oxytocin receptor-mediated signaling (Brussaard et al., 2000). While these results
also demonstrate that PKC phosphorylation is critical for allopregnanolone modulation of
GABA receptor-mediated responses in the SON, in contrast to the results described by
Fancsik et al. (2000) for juvenile males, this phosphorylation in parturient or postpartum
females renders GABA receptors in the SON insensitive to modulation by allopregnanolone.
The diminished effects of allopregnanolone, in turn, result in diminished GABAergic inhibitory
tone, enhanced electrical activity and increased oxytocin release (Brussaard et al.,
2000;Koksma et al., 2003).

Neuropharmacology. Author manuscript; available in PMC 2008 June 1.



1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Henderson

Page 11

It is tempting to speculate, although the idea is untested, that the differences in the results
reported by these two laboratories may reflect either age- or sex-specific differences in the
basal level of PKC-dependent phosphorylation of the receptor. In this regard, Widmer et al.
(2003) have demonstrated that the ability of allopregnanolone to augment oxytocin release
from the SON in female rats is indeed age-dependent: a relatively brief (10-15 min) application
of 100 nM allopregnanolone evokes release of ~375 pg from the SON of postnatal day 9 (PN9)
subjects, but only ~60 pg in adult animals older than 32 weeks (basal release ~30 pg). The
authors show that the actions of allopregnanolone are dependent upon GABAA, receptor
activation and attribute the diminished effect of allopregnanolone with age to a shift in the
actions of GABA from depolarizing in the youngest animals (tested at PN9) to hyperpolarizing
in adults. It should be noted, however, that they report values of oxytocin release from the SON
of PN34 rats of >300 pg; a value comparable to that from PN9 neonates. This late adolescent
age is well beyond the expected developmental shiftin E¢j in non-GnRH hypothalamic neurons
(Han et al., 2002;DeFazio et al., 2002), and suggests that other factors, such as the
posttranslational status of the GABAA receptor, are also likely to contribute to age-specific
changes in allopregnanolone sensitivity.

Few studies have addressed neurosteroid modulation in the PVN. Womack et al. (2006),
studying parvocellular PVN neurons that project to spinal sympathetic centers, have shown
that THDOC (ECsq = 67 nM) prolongs macroscopic current decay with no change in single
channel burst or open duration kinetics in neurons from juvenile rats of either sex. This
enhanced GABAergic transmission was also shown to underlie the ability of THDOC to inhibit
action potential frequency in these cells.

7. Steroid modulation of reproductive behaviors

The effects of intrahypothalamic injection/implantation of a number of A-ring reduced
progesterone derivatives into estrogen-primed female rats on female sexual behavior was first
examined by Beyer and colleagues (Rodgrigues-Manzo et al., 1986;Beyer et al., 1989).
Crystallized 58,3p-pregnanolone was found to induce intense lordosis when implanted into the
mPOA, a result the authors attribute to a depression of mPOA neuronal firing (Rodgrigues-
Manzo et al., 1986). A later study examining the effects of a panel of A-ring reduced
neurosteroids (5 pg) injected in oil indicated that a number of neurosteroids, including
allopregnanolone, could facilitate lordosis when injected into the mPOA (Beyer et al., 1989).
Similar to its action in the mPOA, 5B,3B-pregnanolone also induced lordosis when injected
into the VMN, although allopregnanolone was ineffective in this region (Beyer et al., 1989).
McCarthy and colleagues (McCarthy et al., 1995) have shown that infusion of
allopregnanolone (in propylene glycol) into the MCG; the midbrain component of the lordosis
circuit directly downstream of the VMN (Pfaff et al., 1994), also induces rapid and dose-
dependent facilitation of lordosis in ovarectomized and estradiol benzoate-treated rats. Over
the past decade, Frye and colleagues have published a large number of reports indicating that
both 3a-diol and allopregnanolone can induce rapid effects on proceptive and receptive sex
behaviors in female rodents via allosteric modulation of GABA, receptors. Specifically, in
their initial studies Frye et al. (1996a,b) demonstrated that 3a-diol infused in to the mPOA
could rapidly inhibit lordosis and also rapidly facilitate lordosis when infused in the VMN.
However, these investigators found that 3a-diol could also inhibit lordosis when applied to
either the VMN or the mPOA if circulating (systemic) levels of steroids and/or neurosteroids
were altered concomitantly in these animals. In addition to these hypothalamic/basal forebrain
regions, Frye and colleagues have gone on to show that allopregnanolone elicits rapid
facilitation of lordosis when infused into the ventral tegmental area (VTA) and have implicated
both G protein and adenylyl cyclase activity in this action (Frye et al., 2006a,b; for review,
Frye etal., 2006¢). While it is clear that rapid actions of neurosteroids do indeed influence the
expression of female sexual behaviors, there does not appear to be general agreement as to an
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immutable role (facilitating or inhibitory) for any given neurosteroid on the expression of these
behaviors; variability that is likely to reflect differences in the endogenous hormonal state of
test subjects, in hormone treatments accompanying or preceding neurosteroid exposure, the
route of neurosteroid exposure, the anatomical site of exposure, and the time increment between
exposure to the steroid and the time of the assays. That neurosteroid effects on GABAx
receptor-mediated reproductive behaviors will be influenced by the endogenous steroid milieu
is supported by biochemical assays that indicate modulatory potency varies as a function of
sex and hormonal state (Wilson and Biscardi, 1997;Finn and Gee, 1993). Neither the acute
actions of the positive neurosteroid modulators on male sexual behaviors nor the acute actions
of either the negative neurosteroid modulators or the AAS on reproductive behaviors in either
sex have been reported.

With respect to other measures of reproductive function, Genazzani et al. (1995) report that
intracerebroventricular (i.c.v.) injection of two doses of allopregnanolone (20 ug, on diestrus
Il and the morning of proestrus) decreases the number of oocytes retrieved at estrus, and that
female rats injected i.c.v. with either a single dose at proestrus or a double dose at diestrus Il
and proestrus of an antiserum against allopreganolone produce more oocytes at estrus and
display enhanced lordosis intensity (a measurement that encompassed both proceptive and
receptive behaviors). Taken together, these results suggest that enhancement of GABAergic
activity results in diminished reproductive competence in female rats. These data contrast with
those of Brann et al. (1990) in which intraperitoneal (i.p.) injection of allopregnanolone, acting
at the GABA, receptor, elicit LH secretion in estrogen-primed ovariectomized juvenile or
adult female rats. Both studies are complicated by the fact that neither i.p. nor i.c.v injections
localize allopregnanolone infusion to specific brain sites.

Perhaps the best-characterized system that ties together cellular events that alter steroid
modulation of GABAA, receptors and resulting changes in reproductive behaviors is that of
allopregnanolone on the activity of oxytocin-containing magnocellular neurons within the
dorsal SON in female rats. Initial reports indicated that a shift in the relative expression levels
of GABA, receptor aq and ay subunit mRNAS in these neurons as female rodents transit from
late pregnancy through parturition and to a lactating state results in a concomitant decrease in
the sensitivity of these neurons to modulation by allopregnanolone, thus promoting
disinhibition and enhanced firing of oxytocin neurons (Fénelon and Herbison, 1996a; 2000;
Brussaard et al., 1997;Brussaard et al., 1999; for review Brussaard and Herbison,
2000;Herbison, 2001). While effects of antisense knockdown of a, subunit expression in
neocortical slices demonstrated the expected acceleration of synaptic current decay kinetics
(Brussaard et al., 1997), SON slices were not tested with anti-sense constructs, nor were
antisense-treated cortical slices assayed for differences in the sensitivity to allosteric
modulation by allopregnanolone to test directly if changes in a subunit expression resulted in
concomitant changes in allopregnanolone potentiation. More recently, assessment of
allopregnanolone sensitivity in a-/- mice indicates that the absence of the a; subunit does not
alter the efficacy of allopregnanolone modulation (Koksma et al., 2003); a result consistent
with a number of studies from recombinant GABA receptors and native receptors in other
brain regions indicating that o vs. oy subunit composition has only a modest correlation with
allosteric modulation of recombinant GABA receptors elicited by the positive neurosteroids
and no correlation with allopregnanolone modulation in primary neurons (Section 3.2). More
recently, a surprising report by Koksma et al. (2005) appears to refute all of the previous studies
and suggests that there is no change in a; or ap MRNAS levels during pregnancy and parturition,
but that there appears to be an increase in ay-containing receptors due to selective insertion
and clustering of ay-containing receptors.

While it is unclear to what extent o subunit-switching in oxytocin neurons as a function of
hormonal state occurs and what the functional importance of this switch might be, as indicated
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above (Section 6), our current understanding suggests that a G protein-mediated change in
receptor phosphorylation may be the key regulator of GABA, receptor sensitivity to
allopregnanolone in SON/PVN neurons during, pregnancy, parturition and lactation.
Specifically, Koksma et al. (2003) hypothesize that low levels of oxytocin in early pregnancy
result in minimal oxytocin receptor signaling and low levels of [Ca2*];, in SON neurons; a
signaling milieu which favors the activity of serine/threonine phosphatases over PKC and a
predominance of dephosphorylated GABAA receptors. These dephosphorylated receptors are
more sensitive to the enhancing effects of allopregnanolone. At parturition and in lactating
females, oxytocin levels rise dramatically, shifting the balance to PKC over phosphatase
activity in SON neurons and promoting phosphorylation of GABAA receptors. This
posttranslational modification renders receptors less sensitive to the enhancing effects of
allopregnanolone which results in decreased inhibitory tone and increased firing of oxytocin
neurons.

A recent report indicates that the pheromone, androstenol (5a-androst-16-en-3a-ol) (Figure 1),
like the positive neurosteroids, can potentiate currents from both native and recombinant
receptors and elicit anxiolytic behavioral effects (Kaminski et al., 2006). While the actions of
androstenol on hypothalamic neurons or on reproductive/sexual behaviors in rodents has not
been assessed, this pheromone has been shown to decrease LH pulse frequency during the
follicular phase and may contribute to the menstrual synchrony in human females (Morofushi
et al., 2000;Shinohara et al., 2000). This novel capacity of pheromones adds an intriguing new
wrinkle in understanding the complexities of the role of allosteric modulation of GABAA
receptors on the expression of reproductive behaviors.

8. Future directions

Nearly all studies to date have focused on the effects of allosteric modulators on synaptic
responses in the hypothalamus and the potential consequences of allosteric modulation of these
responses may have for neuroendocrine control. Of unexplored, but potentially high
significance in understanding modulation of GABAergic tone in the hypothalamus is the
impact steroid modulators may have on tonic currents mediated by low concentrations of
ambient GABA through high affinity extrasynaptic receptors. Such receptors have been studied
extensively in the hippocampus and cerebellum where they have been shown to play a critical
role in regulating action potential firing and input-output relationships in neurons (for review,
Semyanov et al., 2004). Recently, tonic currents in oxytocin and vasopressin neurons of the
SON have been thoroughly characterized. While allosteric modulation of this tonic
conductance was not assessed, receptors mediating the tonic current were shown to be
pharmacologically distinct from those mediating the synaptic responses, and this tonic current
had a significant effect on action potential firing in these cells (Park et al., 2006). Moreover
these authors postulate that the extrasynaptic conductance may arise from asByd-containing
receptors (Park et al., 2006), which would be expected to be highly sensitive to modulation by
positive neurosteroids (Bianchi et al., 2002;2004;Wohlfarth et al., 2002). Thus, it is tempting
to postulate that allopregnanolone modulation of these extrasynaptic, rather than synaptic,
conductances may be the critical factor in mediating the changes in oxytocin neuronal firing
that occur during late pregnancy and parturition.

Delta-containing receptors are known to give rise to most tonic, extrasynaptic conductances
in other brain regions, however, given that & subunit expression in the hypothalamus/basal
forebrain is debatable (Fritschy and Mohler, 1995;Pirker et al., 2000) and expression of ¢ in
this brain region is marked (Whiting et al., 1997;Sinkkonen et al., 2000;Mclntyre et al.,
2002), most notably in the GnRH neurons (Moragues et al., 2003), an intriguing possibility is
that e-containing receptors may play a comparable role in regulating tonic GABAergic
conductances and allosteric modulation to both the endogenous neurosteroids and the AAS.
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The AAS, 170-MeT, inhibits tonic and spontaneous currents in GnRH neurons (Jones et al.,
2006) and can both potentiate and inhibit SIPSCs in these neurons (Carlos Penatti, unpublished
data), suggesting that e-containing receptors comprise an appreciable proportion of the
extrasynaptic receptor population and may have mixed synaptic expression in these cells
(Figure 4). Thus, while inclusion of the & subunit may confer exquisite sensitivity to positive
neurosteroid modulation within structures such as the hippocampus, inclusion of the € subunit
may render neurons in neuroendocrine control regions, especially GnRH neurons, relatively
insensitive to the actions of the endogenous neurosteroids and result in GABAergic currents
that are paradoxically antagonized by the allosteric actions of the AAS.

Does phosphorylation of the GABA receptor change with hormonal state? Certainly the
studies by Brussaard et al. (2000),Fancsik et al. (2000) and Koksma et al. (2003) described
above strongly suggest this, but it has not been directly tested. Multiple subunits within the
receptor complex are substrates for a host of different kinases and phosphatases (for review,
Brandon et al., 2002), and while the effects of phosphorylation may be variable, depending on
differences in receptor subunit composition, in receptor-associated proteins that may
themselves be the substrates, in the endogenous state of receptor phosphorylation, in the
activity of kinases/phosphatases in the cell signaling milieu (for review, Brandon et al.,
2002;Song and Messing, 2005), and in temperature-dependent effects (thus species-specific
effects) on enzyme activity (Machu et al., 2006). While both y and 3 subunits of the GABAp
receptor can be phosphorylated, the activities of a number of kinases, including PKC, converge
on conserved serine residues in the B subunits (for review, Brandon et al., 2002;Song and
Messing, 2005) that result in changes in deactivation, desensitization and may underlie the
phosphorylation-dependent changes in sensitivity to a number of allosteric modulators,
including the neurosteroids (Leidenheimer et al., 1992;Leidenheimer and Chapell, 1997; for
review, Song and Messing, 2005). Thus, these B subunit residues seem to be likely targets for
hormonal state-dependent changes in receptor phosphorylation. It will be important to
determine not only if changes in phosphorylation of the 3 subunits correspond to the changes
in neurosteroid sensitivity in SON neurons over pregnancy, but what role receptor
phosphorylation may play in modulating GABAergic transmission and sensitivity to steroid
modulation in the mPOA and other brain regions that are key for the expression of sexual
behaviors.

In addition to structural considerations, one must also consider the temporal aspects of
phosphorylation and neurosteroid sensitivity. Specifically, while neurosteroid modulation of
both native hypothalamic and recombinant receptors can occur quite rapidly, Fancsik et al.,
(2000) report that continuous (~10 minute) exposure to allopregnanolone was required to first
detect significant enhancement of sIPSC decay in magnocellular neurons of the SON.
Moreover, this effect increased not only during continued allopregnanolone exposure, but also
continued to increase for many minutes even after the steroid was removed from the bath
solution. A recent report by Wegner et al., (2006) on recombinant receptors also finds a
significant effect of prolonged exposure on neurosteroid modulation. In this case, it was found
that brief, but repetitive exposures of receptors to the positive neurosteroids resulted in
increasingly enhanced potentiation of submaximal GABA-evoked currents and this ramped-
up potentiation required receptor phosphorylation. Taken in conjunction with results with both
neurosteroids (Wetzel et al., 1999) and the AAS (Yang et al., 2002;2005) that indicate that the
modulation of responses depends upon both the steroid concentration and on the concentration
of GABA, one is presented with a fascinating, but complex system, in which steroid modulation
may be a much more malleable and intricate regulatory system than previously thought.
Specifically, the modulatory actions of these steroids at the GABA receptors involved in
mediating reproductive behaviors are likely to depend not only on subunit composition of the
receptor, but also on the phosphorylation state of the receptor or it associated proteins, the
concentration of the steroid modulator(s), the concentration of GABA, whether GABA isacting
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at high affinity extrasynaptic or lower affinity synaptic sites and the temporal characteristics
of steroid exposure. Moreover, these different variables are also likely to be dependent upon
one another. Finally, it is noted that activation of hypothalamic GABA, receptors has been
shown to inhibit the activity of the steroidogenic enzymes, 3p-hydroxysteroid dehydrogenase
and P450¢17 (170-hydroxylase) and neurosteroid production in the hypothalamus, suggesting
that neurosteroid potentiation of hypothalamic GABAergic transmission may be self-limiting
(Do-Rego et al., 2000).
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Figure 1.

Representative steroid modulators of the GABA receptor for A) the positive neurosteroids:
allopregnanolone, b) the negative neurosteroids: pregnenolone sulfate, C) the AAS: 17a-
methyltestosterone and D) pheromones: androstenol. Structures are from the ChemIDplus
website: http://chem.sis.nlm.nih.gov/chemidplus/.
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Figure 2. Anatomical correlates of female reproductive behaviors

Schematic representation of a midline-sagittal section and hypothalamic/basal forebrain or
downstream midbrain regions in which GABAergic transmission facilitates (green) or
antagonize (red) lordosis in rodents. mPOA: medial preoptic nucleus, VMN: ventromedial
nucleus of the hypothalamus, VTA: ventral tegmental area, MCG: midbrain central gray; cc:
corpus callosum.
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Figure 3.

(A) Levels of ¢ subunit mMRNA in the mPOA as assessed by standard semi-quantitative RT-
PCR. Data are normalized to values from adult, gonadally-intact C57BI/6 males (100%). (B)
Percent potentiation in average peak current (lpeax) over control elicited by 3a-diol.
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Figure 4.

A) Representative micrograph of an acutely isolated slice from a female mouse at the level of
the mPOA and a patch electrode. B) Micrograph of the mPOA processed for synaptophysin
immunocytochemistry (red) from the transgenic line of mice in which GFP is expressed in
GnRH neurons (green) amidst a number of non-GnRH cell bodies (black). Mice were kindly
provided by Dr. Sue Moenter (University of Virginia). C) Representative sIPSCs recorded
from an identified GFP-GnRH neuron demonstrating reversible potentiation (left) and
inhibition (right) of peak current amplitude by 1 uM 17a-MeT. D) Representative whole-cell
currents recorded in the absence of GABA from an acutely dissociated GFP-GnRH neuron.
Left: current arising from spontaneously active GABAA receptors. No exogenous GABA was
applied; spontaneous current is antagonized by the noncompetitive GABA receptor
antagonist, picrotoxin. Right: spontaneous current from the same GFP-GnRH neuron
demonstrating reversible inhibition by a maximally effective (10 uM) concentration of 17a-
MeT. V3: Third Ventricle. Data are courtesy of Dr. Carlos Penatti, Dr. Brian Jones and Ms.
Sandra Pahl.
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