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Abstract

Classically, glia have been regarded as non-excitable cells that provide nourishment and physical
scaffolding for neurons. However, it is now generally accepted that glia are active participants in
brain function that can modulate neuronal communication via several mechanisms. Investigations
of anatomical plasticity in the magnocellular neuroendocrine system of the hypothalamic
paraventricular and supraoptic nuclei led the way in the development of much of our
understanding of glial regulation of neuronal activity. In this review, we provide an overview of
glial regulation of magnocellular neuron activity from a historical perspective of the development
of our knowledge of the morphological changes in evident in the paraventricular and supraoptic
nuclei and focus on recent data from the authors’ laboratories that were presented at the 9t World
Congress on Neurohypophysial Hormones and that have contributed to our understanding of the
multiple mechanisms by which glia modulate the activity of neurons, including: gliotransmitter
modulation of synaptic transmission; trans-synaptic modulation by glial neurotransmitter
transporter regulation of neurotransmitter spillover; and glial neurotransmitter transporter
modulation of excitability by regulation of ambient neurotransmitter levels and their action on
extrasynaptic receptors. The magnocellular neuroendocrine system secretes oxytocin and
vasopressin from the posterior pituitary gland to control birth, lactation and body fluid balance and
we finally speculate as to whether glial regulation of individual magnocellular neurons might co-
ordinate population activity to respond appropriately to altered physiological circumstances.
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Introduction

Historically, glia have been regarded as non-excitable cells that primarily serve a support
and structural role in central nervous system function. However, investigations over the last
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10-15 years have, with increasing frequency, been changing this perception. Glial cells, and
in particular astrocytes, have been identified as active and dynamic participants along with
neurons in generating, coordinating and sustaining electrical activity in the brain. Indeed, the
field of glial signalling and neuronal-glial interactions is one of the fastest growing areas of
neuroscience today, in large part thanks to work done in the magnocellular neuroendocrine
system.

The magnocellular neuroendocrine cells are part of the hypothalamic-neurohypophysial
neurosecretory system, and are comprised of two largely distinct populations of
neurosecretory cells, oxytocin- and vasopressin-producing cells. Both the oxytocin cells and
the vasopressin cells are located in the paraventricular nucleus (PVN) and supraoptic
nucleus (SON) of the hypothalamus and each cell sends a single axonal projection to the
posterior lobe of the pituitary gland, the neurohypophysis, where they secrete oxytocin and
vasopressin into the bloodstream. Oxytocin is secreted in a pulsatile fashion during
parturition and in response to suckling to induce uterine contractions and milk ejection from
the mammary glands (1). Vasopressin, the antidiuretic hormone, is secreted into the blood in
a graded fashion in response to a decrease in blood osmolality or blood pressure, and acts on
the kidneys to increase water reabsorption and on the arteries to increase vasoconstriction
(2). Both the oxytocin and vasopressin neurons display characteristic bursting behaviours
when activated, although their bursting patterns are very different from one another. During
reflex milk ejection and parturition, oxytocin neurons generate high-frequency bursts of
action potentials that are synchronized among all the oxytocin neurons of the PVN and
SON; vasopressin neurons generate a lower-frequency, episodic (‘phasic”) bursting activity
that is asynchronous among the vasopressin neurons (2). The respective mechanisms of
burst generation between the two cell types and burst synchronization among the oxytocin
neurons have been active areas of investigation over the years.

It is now generally well accepted that glia are active participants in brain function by their
ability to modulate synaptic transmission, but it has not always been so. Early seminal
studies on the morphological plasticity of the hypothalamic magnocellular neuroendocrine
system paved the way for much of the breakthrough work on glial-neuronal interactions of
the last several years. Recent investigations of the magnocellular neuroendocrine system, the
focus of this review, have been able to build on these early studies to move the field
forward, and have done so by exploiting the remarkable structural plasticity of the
magnocellular system that these studies revealed. The influential work being done by these
investigators in the area of neuronal-glial interactions would not be possible without the
foundations laid down by pioneers in the field of structural plasticity in the magnocellular
system.

The magnocellular neuroendocrine system’s remarkable capacity for structural plasticity
was first discovered over 30 years ago by two groups, that of the late Glenn Hatton in the
U.S. and the team of Dionysia Theodosis and Dominique Poulain in France. In 1971,
Tweedle and Hatton (3) reported that dehydration causes a dramatic neuronal-glial
reorganization in the SON and the nucleus circularis of the hypothalamus, characterized by
decreased glial content between magnocellular neurons and increased direct magnocellular
neuron-to-neuron membrane contact. Theodosis and Poulain then reported that a similar
neuronal-glial structural plasticity resulting in glial retraction from between neighbouring
magnocellular neurons occurs in the SON during lactation (Fig. 1), which they suggested
provided a morphological substrate for inter-neuronal electrical interactions that could
contribute to the synchronization of oxytocin neuron bursting activity responsible for the
pulsatile release of oxytocin (4). These changes were found to occur immediately prior to
parturition and last through the lactation period (5), and similar changes in the interactions
between magnocellular axons and pituicytes were also found to occur in the
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neurohypophysis (6). It was later found that these morphological changes in the glial
coverage of magnocellular neurons were specific to the oxytocin neurons, which was
consistent with increased synchronization of oxytocin neuron bursting (7), and that these
changes were underpinned by the high estrogen levels of pregnancy (8), which also induced
morphological changes in the oxytocin neurons themselves (9). While a more recent study
indicated that the observed glial retraction and magnocellular neuron-to-neuron
juxtaposition may not be necessary for synchronized oxytocin neuron bursting and milk
ejection (10), these early studies and subsequent pivotal studies by these investigators firmly
established the magnocellular neuroendocrine system as a model system for the study of
neuronal-glial plasticity and for the critical role of astrocytes in the regulation of synaptic
function; in this review, we focus on recent ground-breaking studies from the authors’
laboratories that were presented at the 91" World Congress on Neurohypophysial Hormones,
which have expanded our understanding of neuronal-glial interactions at the synaptic and
cellular level in the neurohypophysial system, and of how these interactions impact whole
animal physiology.

The tripartite synapse

Neurons and glia are now recognised as essential partners in the nervous system. In the
peripheral nervous system, perisynaptic Schwann cells modulate dialogue between nerve
and muscle at the neuromuscular junction (11-14). In the central nervous system, many
types of glial cells play important roles in brain function but it is the astrocytes that are the
third partner of the tripartite synapse (15-20). A single astrocyte can contact tens of
thousands of synapses, yet individual astrocytes occupy distinct, non-overlapping domains
within the brain (21, 22) suggesting that astrocytes do not respond to individual neurons, but
more likely control information flow through their allocated volume domains. Pioneering
work on the tripartite synapse established that astrocytes contribute to short-term plasticity
by altering neurotransmitter release from nearby presynaptic elements (23-26) and by
directly activating postsynaptic glutamate receptors (27). Astrocytes were subsequently
shown to play an important role in clearing glutamate, thereby regulating cleft concentration
(28) and limiting diffusion to neighbouring synapses (29). Interconnected astrocytes also
play an important role in regulating neuronal and synaptic function, particularly over long
distances (17, 30, 31). There is now compelling evidence that astrocytes release
gliotransmitters, such as adenosine, ATP, D-serine, glutamate and TNF-a, to modulate
synaptic efficacy (18, 19, 26, 32-38). More recent studies have shown that astrocytes are
critical for the induction of classical, activity-dependent long-term potentiation (LTP) at
excitatory synapses in the hypothalamus (34) and hippocampus (39) and can also affect
heterosynaptic depression through the recruitment of a glial network (30).

As outlined above, astrocytes in the PVN and the SON exhibit remarkable anatomical
plasticity. During dehydration (40-42) or lactation (7, 43, 44), astrocytes retract their fine
processes, effectively unwrapping synaptic contacts in the PVVN and SON. These dramatic
morphological changes have allowed us, and others to take advantage of this system to study
how astrocytes impact synaptic transmission and plasticity (28, 29, 33, 34, 37, 45, 46). This
includes the finding that astrocytes control activity-dependent LTP and LTD by regulating
the synaptic levels of D-serine (34).

Astrocytes express an abundance of G protein-coupled receptors for various
neurotransmitters, but due to their pivotal roles in regulating magnocellular neuroendocrine
system output, we focused on the recruitment of astrocytes by noradrenaline and glutamate.
We first focussed on noradrenergic inputs to the PVN and showed that noradrenaline acts at
az-adrenoceptors on PVN astrocytes to stimulate ATP release (33). When released from
astrocytes in response to noradrenaline, ATP binds to P2X7 receptors on the postsynaptic
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magnocellular neuron. Opening of these ionotropic, cation-permeable receptors (47-50)
leads to an influx of calcium into the neuron. Combined with the activation of phosphotidyl
inositol 3-kinase, this causes the insertion of AMPA receptors to increase sensitivity of the
magnocellular neuron to synaptically-released glutamate (Fig. 2).

In a second study, we focussed on the ability of glutamatergic inputs to themselves liberate
glial ATP. We used an approach where we combined patterned electrical stimulation of
afferent, glutamatergic inputs with 2-photon imaging and whole-cell recordings from
magnocellular neurons to demonstrate that ATP has similar consequences when released
from astrocytes in response to synaptically released glutamate to those observed when ATP
is released in response to noradrenaline. In this scenario, glutamate, released from
presynaptic terminals in response to stimulation using patterns of activity similar to those
described for forebrain regions innervating the PVN (51) acts at metabotropic glutamate
receptors (MGIuR1,5) on astrocytes, also stimulated ATP release (37, 52). What is
particularly intriguing about this series of experiments is that the recruitment of astrocytes
does not correlate with an increase in calcium in the soma of the astrocyte. Rather, there is
an obligatory increase in the calcium signal in the fine processes of the astrocytes in the
immediate vicinity of the neuronal process under investigation. This suggests that somatic
astrocyte calcium levels are not reliable indicators of astrocyte recruitment and that changes
in calcium levels in the fine processes can occur independent of any changes in somatic
calcium and have important consequences for the physiology of the synapse. Importantly, in
these experiments, we also demonstrated that this increase in postsynaptic sensitivity to
glutamate was not limited to the activated synapse on the postsynaptic cell. Rather, all
glutamate synapses on the recorded neuron were strengthened. We have coined the term
‘global scaling’ to describe this phenomenon. At this stage, we have a reasonable
understanding of the sequence of biochemical events necessary for potentiation by the
noradrenaline pathway, we know considerably less about how the glutamate pathway either
potentiates active synapses or scales inactive synapses. This remains an on-going area of
investigation in our laboratory.

We have combined electrophysiology and 2-photon imaging from slices with glial retraction
to make two key discoveries. First, we demonstrated that, in response to noradrenaline,
astrocytes release ATP, which acts on postsynaptic targets to potentiate glutamate synapses
(33). We then showed that all three elements of the tripartite synapse were necessary for
potentiating glutamate synapses following activation of astrocytes by synaptically-released
glutamate. This potentiation was distributed throughout the postsynaptic neuron and also
required ATP release from astrocytes (37). Both scenarios require the release of ATP from
the astrocytes. The mechanism(s) through which this release is accomplished, however,
remain unresolved. Once released, ATP acts on postsynaptic P2X receptors. In one scenario,
P2X7 receptors appear to be essential, but it is not clear whether ATP released in response to
glutamate activates P2X7 or another subtype of the P2X receptor. Finally, while both
noradrenergic and glutamatergic inputs increase magnocellular neuron excitability (53, 54)
to increase hormone release (55-57), it is not clear whether these signals acts independently
or in concert to ensure appropriate hormone responses in basal conditions and in response to
acute physiological challenge.

Reproductive modulation of neuronal-glial interactions

Over the last decade, in vitro electrophysiological recordings have permitted us to obtain
new insights on the cellular consequences associated with the reduction of the astrocytic
coverage of magnocellular neurons in the PVN and SON during lactation that were initially
described by Theodosis and Poulain (4). This structural plasticity has proved to be a unique
experimental model to investigate the contribution of glial cells to synaptic transmission and
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to activity-dependent synaptic plasticity (28, 33, 34, 58-60). One direct consequence of the
modification of the glial environment of magnocellular neurons is a change in the diffusion
properties in the extracellular space (ECS). Glial withdrawal that accompanies the
anatomical remodelling of the SON in lactating animals causes a significant reduction of
tortuosity, an index of restriction on diffusion in the tissue in comparison with an obstacle-
free medium. We found this to have significant consequences on volume transmission and
more specifically on the action of synaptically-released glutamate whose inhibitory action
on neighbouring GABAergic inputs is facilitated in the SON of lactating animals (59). As
glutamate diffuses away from its site of release, it causes the activation of metabotropic
glutamate receptors (mGIuRs) expressed by GABAergic terminals, thereby inhibiting
GABA release. This phenomenon, known as heterosynaptic depression, is facilitated when
glial coverage of SON neurons is reduced in lactating animals (59). This result indicates that
the anatomical remodelling enhances the range of action of signalling molecules in the
tissue. Whether the diffusion of other neurotransmitters and neuromodulators, such as
noradrenaline, GABA, OT or VP, is also facilitated remains to be demonstrated.

The withdrawal of glial processes from the vicinity of synapses has a very strong impact on
the concentration and diffusion of glutamate. In addition to acting as a physical barrier, glial
processes also contribute very actively to glutamatergic homeostasis by ensuring glutamate
clearance from the ECS via high affinity transporters. Under conditions where the glial
coverage of neurons and synapses in the SON is reduced, this clearance is delayed, resulting
in a build-up of the excitatory amino acid in the ECS. Such enhanced levels of glutamate
have several consequences on glutamatergic synaptic transmission, including an enhanced
activation of presynaptic mGIluRs which inhibit transmitter release (28, 61) As a result of
this augmented tonic presynaptic inhibition, synaptic efficacy is significantly reduced at
glutamatergic inputs impinging onto magnocellular neurons.

A further consequence of glial retraction is a change in the mode of operation of presynaptic
kainate receptors (KARs). Activation of presynaptic KARs can regulate the release of
glutamate or GABA in a positive or negative fashion, thereby playing a key role in
modulating the excitability of neuronal networks (62). Interestingly, bidirectional
modulation of transmitter release by KAR activation has been described in the different
structures such as the hippocampus (63, 64), the cerebellum (65), amygdala (66) and the
spinal cord (67, 68). In these areas, an experimentally-induced increase in the concentration
of KAR agonist resulted in a switch from facilitation to inhibition of transmitter release. The
underlying mechanisms of such a switch, as well as its physiological and/or pathological
relevance of this switch, are presently unknown. We have recently reported that a similar
switch occurs in the SON during lactation (60), providing the first evidence of a
physiological role for this switch. It appears that the enhanced glutamate levels in the ECS
that result from glial withdrawal cause a dramatic switch in the mode of operation of the
presynaptic KARs controlling GABA release at inhibitory terminals impinging upon
oxytocin neurons. While KAR activation in virgin rats causes facilitation of GABAergic
transmission, an inhibition is observed in lactating rats. Interestingly, the facilitation is
associated with the canonical ionotropic mode of action of KARs, whereas the inhibition
involved a metabotropic coupling to a second messenger pathway implicating protein kinase
C (60).

Another process that is dramatically modified by the structural plasticity of the SON is
gliotransmission, or more specifically, the impact of gliotransmission onto magnocellular
neurons. As explained above, gliotransmission is the process by which glial cells release
active signalling molecules that influence neighbouring neurons. The major gliotransmitters
are glutamate, ATP, taurine and D-serine. D-serine is an amino acid which serves as an
endogenous co-agonist of NMDA receptors (NMDARS). We found that when astrocytic
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coverage of magnocellular neurons is reduced during lactation NMDAR activity was
impaired due to a deficiency in D-serine (34) (Fig. 3). As a consequence, NMDAR-
dependent processes such as synaptic plasticity was affected astrocytes. Thus, it appears that
the glial environment of neurons is of utmost importance for controlling NMDAR activity
and synaptic plasticity.

Glial modulation of extrasynaptic receptor activation

A growing body of evidence indicates that in addition to acting on conventional postsynaptic
receptors, the neurotransmitters glutamate and GABA can also activate receptors located
extrasynaptically (69-71). Extrasynaptic receptors have been typically considered a non-
functional pool of receptors, which could be recruited to active synapses on an ‘on-demand’
basis (72, 73). It is now recognized however, that extrasynaptic receptors play important
roles in information processing and integration within central neuronal circuits.
Interestingly, a growing body of evidence shows quit remarkable differences between
synaptic- and extrasynaptic-mediated signalling modalities. For example, conventional
glutamate synaptic transmission is mediated by high concentration, transient ‘bursts’ of
neurotransmitters in the synaptic cleft, which bind to low-affinity and rapidly desensitizing
receptors (74). These characteristics result in a spatially and temporally restricted transfer of
information (i.e., an excitatory postsynaptic current, EPSC) between two neurons.
Conversely, extrasynaptic transmission is mediated by low, sustained levels of
neurotransmitter in the extracellular space, which bind to molecularly distinct receptors that
show a much higher affinity and little desensitization to the binding transmitter (70). Upon
activation, extrasynaptic receptors typically mediate a persistent, ‘tonic’ current, believed to
more globally influence neuronal excitability, as well as the overall gain within a network of
neurons. Thus, the notion of a compartmentalized signalling mechanism mediated by
synaptic and extrasynaptic receptors is steadily growing, which can lead to distinct, and even
opposing functional outcomes for glutamate, depending on the specific pool of receptors
activated. A clear example of such glutamate-mediated compartmentalized signalling was
recently demonstrated in hippocampal neurons, in which activation of synaptic NMDARs
resulted in a neuroprotective effect, whereas activation of extrasynaptic NMDARs promoted
apoptosis and neuronal death (75). Given this growing body of evidence, and the well-
established importance of glutamate and NMDARs in the regulation of magnocellular
neuron activity and hormone release (76—78), we recently investigated whether
extrasynaptic glutamate-mediated signalling regulates the activity of magnocellular neurons
of the SON (79). We provide here a comprehensive summary of this work, highlighting the
main findings related to the general properties, functional relevance and state-dependent
modulation of glutamate-mediated extrasynaptic signalling in these neurons.

To test for the presence of extrasynaptic-mediated tonic glutamate signalling, we obtained
whole-cell patch clamp recordings from magnocellular neurons in an acute slice preparation.
Bath application of the broad-spectrum glutamate receptor blocker kynurenic acid (1 mM)
not only blocked EPSCs (i.e., fast synaptic transmission), but also induced a sustained
outward shift in the holding current, of ~8 pA. This simple experiment indicates that under
basal conditions, glutamate receptors are persistently activated by an endogenous glutamate
tone, resulting in a sustained inward current. The use of more selective glutamate receptor
antagonists revealed that ~95% of the sustained inward current was mediated by NMDARs,
~50% of which contained the NR2B receptor subunit. We termed this persistent current as
tonic Inmpa. Highlighting the importance of tonic Iympa, We found that despite its relative
small magnitude, most of the glutamate charge transfer per unit of time was indeed carried
by tonic Inmpa, rather than EPSCs (~80% versus ~20%, respectively), likely due to the fact
that the underlying receptors mediating tonic Inpmpa act persistently, whereas those
mediating EPSCs operate within a very narrow time window.
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By contrast to synaptic glutamate transmission, the strength of tonic Iyppa is expected to
depend on factors influencing the concentration and time course of glutamate in the
extrasynaptic space. These include the topography of the neuronal-glial microenvironment
(59), as well as the activity of glial glutamate transporters, which efficiently remove
glutamate from the extracellular space (80, 81). Thus, given that magnocellular neurons’
somata are tightly enwrapped by astroglial processes that express high levels of the
glutamate transporter, GLT1 (28, 82), we hypothesized that the strength of tonic Inmpa iS
regulated by astroglial glutamate transporters. This is supported by our results showing that
dihydrokainate (DHK), a selective GLT1 blocker, enhanced the magnitude of tonic Iympa
to induce robust action potential discharge in SON neurons. The effects of DHK were
blocked by the NMDAR blocker AP5 and by memantine, a compound that preferentially
blocks extrasynaptic over synaptic NMDARs (83). Taken together, these results indicate that
under basal conditions, glial glutamate transporters restrain extrasynaptic ambient glutamate
levels, determining the degree of extrasynaptic NMDAR activation, and hence its positive
effect on SON neuronal excitability.

A functionally relevant question regarding this novel extrasynaptic signalling modality in
SON neurons relates to the source of glutamate contributing to the activation of
extrasynaptic NMDARSs. Potential sources to be considered include synaptically released
glutamate, astroglial release of glutamate, as well as glutamate from metabolic pools. Our
studies suggest that the source of glutamate activating extrasynaptic NMDARs, at least
under basal conditions, is of a non-synaptic origin. Firstly, under conditions in which
vesicular synaptic exocytotic release was blocked (i.e., slices incubated in BafAl, an
inhibitor of the vacuolar H*-ATPase pump), the basal tonic Inypa Magnitude, and that
observed in the presence of the GLT1 blocker, was largely unaffected. Moreover, increasing
the on-going frequency of glutamate EPSCs also failed to alter tonic Iyppa magnitude.
However, we cannot rule out the possibility that spillover of synaptic glutamate during
conditions of strong synchronous afferent activity could reach and activate extrasynaptically
located glutamate receptors, particularly when astrocytic processes have retracted. Future
studies will address whether active release of glutamate by astrocytes can activate
extrasynaptic receptors in SON neurons, as shown in hippocampal neurons (27).

Finally, given our results supporting a critical role for astrocytes in influencing the
magnitude of the extrasynaptic tonic NMDA excitation, we investigated whether activity-
dependent remodelling in the local neuronal-glial microenvironment affected the strength of
tonic Iympa. To this end, we measured tonic Iyvpa and its modulation of glial GLT1
transporters during dehydration by water deprivation for 48 h, a condition that similarly to
lactation, results in a rapid and reversible retraction of astroglial processes, diminishing the
degree of astrocytic coverage of synaptic and neuronal surfaces in the SON (82, 84-86). Our
results show that the basal magnitude of tonic Inpmpa Was larger in SON neurons recorded
from dehydrated rats, compared to controls. Furthermore, we found a blunted effect of the
GLT1 transporter blocker, DHK, in neurons from dehydrated rats (79). Taken together,
these results suggest that there is a larger basal tonic Inppa in dehydrated rats, likely as a
result of a diminished efficacy of glial GLT1 transporters under these conditions.

The functional impact of the increased strength of tonic Inympa in dehydrated rats was
assessed by obtaining extracellular single unit recordings in vivo from SON neurons in
anesthetized rats. These studies showed that microdialysis administration of DHK directly
into the SON of control rats induced a progressive and sustained increase in SON neuron
action potential discharge, an effect that was almost completely absent in dehydrated rats
(79). Taken together, our studies indicate that glial uptake of ambient glutamate restrains the
activity of SON neurons under basal conditions, and that a reduction of glial glutamate
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uptake, likely due to an activity-dependent reorganization of the local neuro-glial
microenvironment, contributes to the increased activity of SON neurons during dehydration.

In summary, our studies support the presence of a novel excitatory signalling modality in
magnocellular neurons via activation of extrasynaptic NMDARs by ambient glutamate
under tight astrocytic control, resulting in a tonic excitatory drive that increases SON
neuronal activity. Furthermore, our studies indicate that the strength of tonic Invpa
increases during dehydration. Thus, the state-dependent modulation of extrasynaptic
glutamate signalling could be a novel mechanism contributing to magnocellular neurons’
homeostatic responses during physiological challenges.

In addition to transporters for glutamate (61), glia express GABA transporters (87) that also
modulate ambient neurotransmitter levels. In opposition to the tonic effects of glutamate,
ambient GABA generates a persistent hyperpolarization via the activation of extrasynaptic
receptors (87, 88). Hence, the tonic drive imposed on magnocellular neurons by ambient
neurotransmitter levels will reflect the balance of glutamatergic excitation and GABAergic
inhibition. Counter-intuitively, dehydration increases intra-SON GABA release (as well as
glutamate release), evident as an increase in the frequency of spontaneous IPSCs (and
EPSCs) in magnocellular neurons from dehydrated rats (89). In addition to effects on
synaptic activity, ambient glutamate and GABA levels also appear to increase during
dehydration and impact magnocellular neuron excitability via activation of extrasynaptic
receptors. Just as the excitation of magnocellular neurons evident during blockade of glial
glutamate transporters is lost during dehydration (79), the inhibition of magnocellular
neurons evident during blockade of glial GABA transporters is also lost during dehydration
(C.H. Brown, unpublished observations), suggesting that the tonic effects of endogenous
glutamate and GABA are both increased during dehydration. While the role of increased
ambient glutamate levels (to excite magnocellular neurons during dehydration) appears
straightforward, the role of increased extracellular GABA levels during dehydration is more
difficult to reconcile with the required increase in action potential discharge. However,
GABA might play a similar role during dehydration to that of increased GABA levels
during acute osmotic stimulation; i.e. to reduce the gain of the glutamate-driven
hyperosmotic excitation of the magnocellular neuroendocrine system (90), thereby allowing
a graded response to graded changes in osmolality over the ‘physiological’ range.

Concluding remarks

Here, we have focussed on recent experiments from our laboratories that were presented at
the 9t World Congress on Neurohypophysial Hormones. While our experiments have
expanded our understanding of glial regulation of the activity of magnocellular neurons via
gliotransmitter modulation of glutamate and GABA receptor activation, and by transporter-
mediated regulation of extracellular glutamate levels, these are not the only mechanisms by
which glia regulate magnocellular neuron activity.

Another level of complexity in glial regulation of the magnocellular neuroendocrine system
is imposed by the release of additional gliotransmitters, such as taurine, which inhibits
magnocellular neurons via extrasynaptic glycine receptors, as has been previously reviewed
elsewhere (91). Glial taurine release is increased in hypo-osmotic conditions to inhibit
magnocellular neurons, and is reduced in hyperosmotic conditions to disinhibit the neurons.
Hence, it appears likely that glial taurine release might contribute to the physiological
regulation of the magnocellular neuroendocrine system. However, mice that lack the Na*-
coupled taurine transporter (taut—/—mice) concentrate urine normally during dehydration,
but they continue to generate hyperosmotic urine upon rehydration, when the urine of wild-
type littermates rapidly returns to normal osmolality (92). Hence, decreased glial taurine
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release (e.g. during chronic dehydration) might not substantively impact the activity of
magnocellular neurons whereas hypo-osmolality-induced increases in taurine release appear
to inhibit the magnocellular neuroendocrine system.

In addition to secretion from their terminals into the bloodstream, magnocellular neurons
also release neuromodulators, including oxytocin and vasopressin, from their somata and
dendrites (93), and these have been shown to be important for regulation of the activity of
individual neurons. In addition to oxytocin and vasopressin, magnocellular neurons also
release other neuromodulators from their somata and dendrites; the best characterised of
these is somato-dendritic dynorphin release, which modulates the activity of vasopressin
neurons (94) via direct inhibition of the intrinsic excitability of vasopressin neurons (95, 96)
as well as by inhibition of their excitatory synaptic inputs (97). Clearly, autocrine and
retrograde actions of neuromodulators require transit through the extracellular space and we
have demonstrated that the inhibitory feedback effects of dynorphin on vasopressin neurons
are increased during dehydration (98), consistent with decreased tortuosity in the
extracellular environment evident after glial retraction. However, it remains to be
determined whether glia actively regulate access of dynorphin, or other somato-dendritic
neuromodulators, to their cognate receptors on presynaptic terminals and postsynaptic
magnocellular neurons.

For the magnocellular neuroendocrine system, it is the activity of the population as a whole
that determines hormone secretion (99). Oxytocin release for fetal expulsion at birth and for
milk ejection during suckling is pulsatile, and this pulsatility is underpinned by co-ordinated
high frequency bursts of activity across the entire population of oxytocin neurons (100, 101).
It is three decades since Theodosis and Poulain questioned whether glial retraction might
provide the morphological substrate for inter-neuronal communication required for the co-
ordination of bursting activity across the population of magnocellular neurons (4). Recently,
these same investigators showed that milk ejection bursts of oxytocin neurones were not
affected by disruption of neural cell adhesion molecule (10), which is required for glial
retraction in the SON and PVN (102). Hence, glial retraction might not be obligatory for
parturition and lactation to proceed. This leaves us with the apparent conundrum that glial
retraction takes place, impacts on synaptic inputs to, and excitability of, magnocellular
neurons but to no apparent functional effect. However, it should be borne in mind that
parturition and lactation are critical to the survival of mammalian species and a failure of
either will have catastrophic consequences for the individuals concerned. Hence, it is likely
that multiple redundancy is built into the system to prevent a catastrophic systems failure
should any one component fail. Glial retraction is likely an integral part of the system under
‘normal’ circumstances but when this component is disrupted, other mechanisms appear
able to compensate to permit delivery of the young and delivery of milk to the new-born.

While reproductive functions of oxytocin neurons require the same response to be co-
ordinated response across the entire population, the challenge to the magnocellular
neuroendocrine system is even greater for its role in body fluid balance that require a mixed
response across the population. As plasma osmolality increases (e.g. during dehydration),
vasopressin is secreted to promote water reabsorption by the kidney (103) and oxytocin is
secreted to stimulate atrial natriuretic peptide release from the heart to promote sodium
excretion in the urine (104). The secretory response is graded to the degree of osmotic
stimulation (e.g. dehydration) by an average increase in activity across the population of
magnocellular neurons (105). Nevertheless, some magnocellular neurons still exhibit very
low action potential discharge rates during dehydration (98). Indeed, it is important that they
do so because, even during profound dehydration, circulating vasopressin (and oxytocin)
levels are far from maximal (103); if all magnocellular neurons increased activity
dramatically during dehydration, the outcome would be inappropriate over-secretion of
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vasopressin and oxytocin. Hence, it is important that co-ordination across the population
occurs to generate the appropriate secretory response for the prevailing osmotic conditions,
with some magnocellular neurons increasing activity dramatically, some increasing activity
modestly and some remaining relatively quiet. As explained above, a single astrocyte
interacts with thousands of synapses (21, 22) and can exhibit specificity in the processes that
are activated (37). Hence, astrocytes are exquisitely placed to co-ordinate activity across a
population of neurons, such as the magnocellular neuroendocrine system; the investigation
of whether astrocytes provide this pan-population co-ordination of activity during osmotic
stimulation is one of the main challenges facing us today.
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Figure 1.

Neuronal-glial plasticity in the supraoptic nucleus during lactation. A. In the non-lactating
rat SON, the membranes of magnocellular neuronal somata (S) and dendrites (d) are
separated by glial tissue (arrows). B. Under stimulated conditions such as lactation, glial
processes retract from between magnocellular neuronal somata (S) and the plasma
membranes of neighbouring magnocellular neurons come into direct contact with each
other, without glial interposition. C. A similar glial retraction and direct neuronal membrane
apposition occurs between dendrites, seen in a dendrite cluster in the SON nucleus. Taken
from Montagnese et al., 1990 (8) with permission.
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Figure 2.

Intracellular calcium is increased in astrocytes is response to activation of group 1 and 5
mGIuRs by glutamate released from presynaptic terminals, or by the activation of a-
adrenoreceptors. The increase in astrocyte calcium triggers ATP release, to activate P2X
receptors on the postsynaptic magnocellular neuron. Calcium influx through P2X receptors
on the magnocellular neuron membrane activates phosphotidyl inositol 3-kinase to increase
AMPA receptor insertion into the postsynaptic membrane, mediating a long-term
potentiation in synaptic efficacy (synaptic scaling).
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Under unstimulated conditions (left panel), astrocytes provide D-serine to synaptic NMDA
receptors (NMDARS) located on oxytocin neurons making them fully available whenever
glutamate is released from presynaptic terminals. The withdrawal of astrocytic processes
occurring under stimulated conditions (right panel), reduces the levels of D-serine present in

the cleft, thereby impairing NMDAR activation.
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In control euhydrated rats, astrocyte GLT1 transporters maintain extracellular glutamate
(Glu) at relatively low levels, limiting activation of extrasynaptic NMDA receptors
(eNMDARs). Blockade of GLT1 activity with dihydrokainate (DHK) results in build-up of
extracellular Glu levels, activation of eNMDARSs, and progressive development of a tonic
eNMDA current (tonic Iympa)- In dehydrated rats, astrocytic process withdrawal and/or
diminished GLT1 expression results in higher levels of extracellular Glu and greater
activation of eNMDARSs. This is evident as a larger basal tonic Inmpa (shown in part as an
increased basal RMS noise, asterisks), as well as a blunted effect of DHK on tonic Iyppa in
dehydrated rats. Modified from Fleming et al. 2011 (79).

J Neuroendocrinol. Author manuscript; available in PMC 2013 April 1.



