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Abstract

The arginine vasopressin (Avp) 1b receptor (Avprlb) present on anterior pituitary corticotrophs is
involved in the stimulation of adrenocorticotrophin (ACTH) secretion, especially during times of
stress. Corticotrophin-releasing hormone (Crh) is considered the major ACTH secretagogue
during acute stress while Avp appears to be the more dominant mediator of the hypothalamic-
pituitary-adrenal (HPA) axis response during chronic stress situations. To investigate the role of
the Avprlb in the HPA axis response to acute stress, we measured ACTH and corticosterone
(CORT) plasma levels in Avprlb knockout (KO) mice and wild-type controls in response to
bacterial lipopolysaccharide (LPS) challenge and ethanol (EtOH) administration. Mice deficient in
Avprlb had markedly compromised plasma ACTH and CORT responses to acute (30 min) LPS,
but normal ACTH and CORT response to more extended exposure (4 h) to the immune system
activator. The plasma ACTH and CORT levels stimulated by intoxicating, sedative doses of EtOH
(3.2 and 4g/kg) were significantly decreased in the Avprlb KO mice, as compared to wild-type
littermates. Significantly higher EtOH-induced plasma ACTH and CORT secretion was measured
in female than in male Avprlb wild-type mice. There was no difference in the blood alcohol levels
(BALSs) following acute EtOH administration in Avprlb KO or wild-type mice of either gender.
Our results clearly suggest that the Avprlb plays a significant role in the HPA axis response to
acute immune stress and EtOH intoxication.
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Introduction

The neurchypophysial hormone arginine vasopressin (Avp) is synthesized predominantly in
the magnocellular neurons of the supraoptic nuclei (SON) and paraventricular nuclei (PVN)
of the hypothalamus. These vasopressinergic neurones project to the posterior pituitary and
upon appropriate stimuli (e.g., an increase in plasma osmolality) the nerve endings are
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depolarised, releasing Avp into the systemic circulation to promote water resorption from
the distal kidney (1,2). Avp is also produced in the parvocellular neurons of the
hypothalamic PVN and suprachiasmatic nuclei (SCN), bed nucleus of the stria terminalis
and medial amygdala - these neurones send fibres to other brain regions including the lower
brainstem, spinal cord, lateral septum and hippocampus, where Avp acts as a
neurotransmitter or neuromodulator in processes such as thermoregulation and
cardiovascular control, learning and memory, and social behaviour (e.g., aggression)(3-8).
In addition to its central role, parvocellular PVN (pPVN) Avp is secreted into the pituitary
portal vessels from axons terminating in the external zone of the median eminence, where it
functions as a neuroendocrine modulator of adrenocorticotrophin (ACTH) secretion (9).
There is evidence that Avp and the related neuropeptide oxytocin (Oxt), of magnocellular
origin, can also regulate ACTH release, perhaps by fine-tuning responses in a somato-
dendritic fashion to regulate their own and/or each other's release within the PVN and SON
(10).

Awvp elicits its biological effects by binding to a family of closely-related G protein-coupled
receptors, the VV1a (Avprla), V1b (or V3) (Avprlb) and V2 (Avpr2) receptors that have
been unambiguously characterised by their tissue distribution, structure-activity
relationships, second messengers involved in mediating their biological responses, and
molecular cloning (11,12). The Avprla regulates vascular tone and subserves most of Avp's
metabolic roles whereas the Avpr2 controls renal collecting duct water permeability (1). It is
generally considered that the Avprla and Avprlb mediate the majority of Avp's central
effects (5,8), although Avp also binds to the Oxt receptor (Oxtr) with relatively high affinity
(12,13) (and the Oxtr is widely distributed in the brain (12)), and there are other structurally
unrelated Avp-binding molecules found in the brain (14). The Avprlb is highly expressed in
the corticotrophs of the anterior pituitary, where it is responsible for the effects of Avp on
ACTH release (9,15).

Stress triggers a number of physiological changes that normally allow us to cope with the
disturbance. The major endocrine response to stressful events is activation of the
hypothalamic-pituitary-adrenal (HPA) axis. This results in rapid increases in circulating
ACTH and subsequent rise in glucocorticoids (corticosterone (CORT) in rodents). The
principal ACTH secretagogue in response to most acute stressors in rodents appears to be
corticotrophin-releasing hormone (Crh), synthesized and secreted by the pPVN neurones
into the portal circulation bathing the pituitary (16). Under normal, resting conditions, up to
50% of the pPVN Crh-expressing neurones also express Avp (17). While the prevailing
view is that Avp is a minor ACTH secretagogue, there is a large body of evidence that Avp
makes a significant contribution to the HPA axis response to acute stress. For example, Avp
immunoneutralisation inhibits the increase in plasma ACTH produced by acute stressors
such as bacterial lipopolysaccharide (LPS) challenge (18,19), ethanol (EtOH) administration
(20,21), restraint (22) and insulin-induced hypoglycaemia (23). In addition, the expression
of Avp in the pPVN Crh-expressing cells, external zone of the median eminence, and
pituitary portal circulation is increased in response to some acute stressors (24-27), and
although Avp acts as a weak ACTH secretagogue on its own, it potentiates Crh-stimulated
ACTH release /n vitroand in vivo (9). Furthermore, Avp but not Oxt appears to be sufficient
to maintain basal ACTH secretion and adequate HPA activity for survival in Crh-type 1
receptor (Crhrl) knockout (KO) mice (28). More recently, a non-peptide Avprlb antagonist
(SSR149415) was shown to block acute restraint-induced ACTH secretion in rats (29). On
the other hand, other studies (e.g., recent work on restrained VVP-deficient Brattleboro rats
(30) conclude that Avp may not subserve an important role in acute restraint-induced ACTH
release. The role of Avp in the HPA axis response to acute stress likely reflects the
cooperative action of Avp and Crh and depends on the nature and severity of the stimulus. In
contrast to Avp's purported (weak) role in acute stress-induced HPA axis activity, there is
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evidence that Avp may become the main ACTH secretagogue in some chronic (or repeated)
stress situations, particularly those that are associated with corticotroph hyperresponsiveness
(9,31). For example, repeated restraint stress in rats results in increased expression of Avp in
pPVN Crh-containing neurones (32) and the final acute restraint episode following repeated
restraint results in a rapid increase in Avp- but not Crh-hnRNA in the pPVN (33).

Recent studies have shown that Avprlb KO mice have shown a normal HPA axis response
to an acute physical-psychological (resident-intruder)(8) or restraint (34) stress but a
dramatically reduced ACTH response to acute forced swim (35) and insulin-induced
hypoglycaemia (34). The purpose of the current study was to further explore the role of the
Avprlb in the HPA axis response to acute stress. Using Avbrlb wild-type and KO animals,
we have investigated the HPA axis responses (measured by plasma ACTH and CORT
levels) to acute LPS challenge and EtOH administration, two stressors in which Avp has
been implicated to have a role in promoting ACTH secretion in rats.

Materials and Methods

Animals

Adult male and female (8-11 weeks) mice (a mix of the C57BL/6J and 129X1/SvJ strains)
lacking the Avprlb were generated and maintained as described previously (8).
Homozygous Avprlb KO and wild-type littermates of crosses using mice heterozygous for
the Avprlb mutation were identified by PCR analysis of DNA isolated from tail clips.
Animals were group housed (two to four per cage) under controlled light and temperature
(21 £ 2°C) with food and water available ad /ibitumand maintained on a 14 h light, 10 h
dark cycle (lights on 0500h). Based on the number of animals at our disposal, female and
male mice were used for the LPS and EtOH studies, respectively (see below). To explore
possible gender differences in the effects of EtOH on the HPA axis female mice were used
in addition to males for one EtOH dose (3.3g/kg - see below). All female mice were used at
random stages of the oestrous cycle. Approximately 24 h prior to experimentation mice were
individually housed. The following day they were removed from their holding room and
placed in a nearby experimental room for approximately 2 h to acclimatise to the
surroundings. Studies were performed between 0930-1200h, with the exception of the 4h
LPS experiment (see below) in which the animals were sacrificed between 1330-1345h. All
procedures were conducted in accordance with the Animal Scientific Procedures Act (1986)
United Kingdom.

Lipopolysaccharide (LPS) challenge

LPS from Escherichia coli (serotype 055:B55; Sigma, U.K.) was diluted in sterile,
apyrogenic 0.9% saline and aliquoted (10mg/ml) at —80°C. The same serotype and lot
number was used for each experiment. Frozen aliquots were thawed on ice and further
diluted in saline to a concentration of 500.g/ml. Female Avprlb KO or wild-type mice
(approximately 30g) were injected i.p. with 200 pl diluted LPS (100p.g) or vehicle (0.9%
saline) and sacrificed 30 min or 4 h later. The 30 min time-point as chosen so that we could
compare the extent of HPA axis activation to that elicited by other stressors (e.g., restraint -
see ref.34) used on mice in our laboratory and those of others (e.g., see ref.36). While the
HPA axis response to LPS depends on many factors (e.g., bacterial serotype, LPS purity,
dose and route of administration, rodent age and strain), when comparing other reports in the
literature we recognize that the peak plasma ACTH and CORT responses to LPS in our mice
may be greater than 30 min (e.g., see ref.37). The dose of LPS used in this study is
considered high (e.g., doses ranging from 1-300p.g i.p. have been reported with 2.5mg/kg,
equivalent to approx. 83ug/30g mouse, often employed: e.g., see refs.37-39) and both
genotypes exhibited some sickness behaviour (e.g. reduction in locomotor activity) 4 h post-
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injection. We did not attempt to quantify LPS-induced behaviour or assess whether there
was any difference between genotypes in this study.

Ethanol (EtOH) administration

Sterile, absolute EtOH (Martindale Pharmaceuticals, Romford, Essex) was diluted in 0.9%
saline to less than 20% (v/v)(15.8% wi/v) taking into account the specific gravity of absolute
EtOH. Male and female Avprlb KO or wild-type mice were injected i.p. with 3.2 g/kg EtOH
(maximum volume 200ul) or sterile dH,O (diluted to the same extent as absolute EtOH) in
0.9% saline (controls) and sacrificed 30 min later. In one set of experiments male Avprlb
KO and wild-type animals were injected i.p. with 4g/kg EtOH to test whether the dose of
EtOH affected the degree of HPA axis activation. In another set of experiments, EtOH was
diluted to 3.2g/kg in 0.9% saline containing lidocaine (10mg/kg; Sigma, U.K.) to alleviate
gastrointestinal irritation caused by EtOH injection. EtOH doses of approxim. 3-4g/kg are
considered an intoxicating dose in rodents (40) and have been previously shown to give
peak ACTH responses 30min after administration in Crhrl KO mice (41). Following EtOH
(3.2 and 4g/kg) administration mice were quickly sedated and exhibited loss of righting
reflex (LORR) within 2-10 min (data not shown). No attempt was made to quantitify EtOH-
induced behavioural phenotypes in Avprlb mutants or wild-type mice, although no
difference in the LORR was observed in a previous study (42).

Plasma ACTH and CORT levels

All experiments were performed at least twice (with the exception of the 4g/kg EtOH
experiment in male mice, which was performed only once) and samples measured in
duplicate or triplicate (CORT RIA). Mice were sacrificed by decapitation within 10 sec after
removal from their home cage. Plasma obtained from trunk blood collected into heparinized
tubes was used for all hormonal measurements. Total plasma CORT was measured (10 pl
plasma diluted in 500 pl assay buffer) using antiserum kindly supplied by Dr G. Makara
(Institute of Experimental Medicine, Budapest, Hungary) as described previously (43). All
samples within each experiment were processed in the same assay with an intra-assay
variation less than 10%. The tracer was [12°1]-corticosterone (ICN Biomedicals, Irvine, CA,
USA) with a specific activity of 2-3mCi/.g. The sensitivity of the assay was 10ng/ml.
Plasma ACTH was measured as described previously (44) using a rabbit anti-rat ACTH
primary antibody (donated by G. Makara) and [12°IJACTH (Amersham Biosciences, Little
Chalfont, UK). Plasma ACTH in one (of two) 4 h LPS experiments in female mice was
measured using an ELISA kit (Biomerica#DZ-7023 obtained from Immunodiagnostics
Systems Ltd, Boldon, Tyne & Waer, U.K.) according to the manufacturer's instructions. The
assay has a sensitivity of 0.46 pg/ml and intra-assay CV of 3.1% at 35.7 pg/ml and 4.2% at
255 pg/ml.

Blood alcohol level (BALs) measurement

BALs were determined on 50 pl of plasma from one 3.2g/kg EtOH study in mice of both
genotypes and sexes, and from the single 4g/kg EtOH study in male mice. Analysis was
performed on a GC8000TOP gas liquid chromatograph with HS850 autosampler
(Thermoelectron Corporation) using headspace analysis. Quantitation was achieved using
LGC certified standards for EtOH (LGC Promochem. Middlesex, U.K.) and n-propanol
(BDH Chemicals Ltd., U.K.) as an internal standard. The limit of detection is 5mg/100ml
and the analytical CV of the method is 4.2% at 270mg/100ml and 5.5% at 38mg/100ml.

Data analysis

All results are presented as mean + SEM. The statistical differences between hormone and
BAL measurement groups were determined by two-way ANOVA followed by Bonferroni's
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post-hoc test using GraphPad Prism (version 4.0b) software. £< 0.05 was considered
statistically significant.

Effect of LPS challenge on HPA axis activity in Avprlb KO mice

LPS evoked a significant increase in plasma ACTH and CORT levels in female Avprlb
wild-type mice 30 min after peripheral (i.p.) challenge (Fig. 1A,B). Plasma ACTH levels
increased from 22.3 + 4.4 pg/ml (saline control, wild-type, mean + SEM, n =5)to 114 + 8.9
pg/ml (LPS, wild-type, mean + SEM, n = 6) while plasma CORT levels rose approximately
10-fold (98 + 16.8 and 1026.3 + 73.5 ng/ml for saline control and LPS in wild-type mice,
respectively; mean + SEM, n = 5-6). In contrast, the LPS-induced ACTH and CORT release
in female Avprlb KO mice was impaired - the plasma ACTH and CORT levels in the KO
mice were markedly reduced (approximately 60%; P < 0.001) compared to those found in
wild-type mice (Fig. 1A,B) following LPS treatment. However, LPS still significantly
increased HPA axis activity (P< 0.05 for plasma ACTH; P< 0.001 for plasma CORT after
LPS challenge compared to saline controls) in Avprlb KO animals.

To examine the role the Avprlb in the HPA axis response to more prolonged immune
activation, Avprlb KO and wild-type were sacrificed 4 h following LPS challenge. Plasma
CORT levels increased approximately 13-fold (71 + 21.9 and 907 £ 43 ng/ml for saline
control and LPS, respectively; mean £ SEM, n = 4-5) in wild-type mice (Fig. 1C). While
both the plasma ACTH and CORT levels obtained after LPS treatment for 30 min differed
between genotypes, there was no significant difference (£ > 0.05) between plasma ACTH
and CORT levels in Avprlb KO and wild-type mice 4h after LPS injection (Fig.1C; plasma
ACTH levels 4 h after saline or LPS challenge measured by ELISA: 7.4 £1.9and 7.8 + 3.6
pg/ml for 4 h saline controls in the wild-type and Avprlb KO, respectively; mean + SEM, n
=6, P> 0.05, not significantly different; 139.2 + 11.9 and 129.4 + 10 pg/ml for 4 h LPS in
wild-type and Avprlb KO, respectively; mean + SEM, n = 8, £> 0.05, not statistically
different). In addition, there was no significant difference (P> 0.05) between the plasma
ACTH or CORT levels obtained 30 min or 4 h following LPS injection in wild-type mice
(Fig.1A,B).

Effect of EtOH administration on HPA axis activity in Avprlb KO mice

The effect of acute (30 min) EtOH administration (3.2g/kg i.p.) on plasma ACTH and
CORT levels in male Avprlb KO and wild-type mice is shown in Fig.2. Plasma ACTH and
CORT were elevated approximately 4-fold and 6-fold, respectively, in wild-type mice 30
min following EtOH injection (Fig.2A, B). EtOH (3.2g/kg) also significantly increased
plasma ACTH and CORT levels in Avprlb KO animals (P< 0.05 and £< 0.01 for ACTH
and CORT levels, respectively), but this increase was approximately 33-50% less than that
observed in Avprlb wild-type mice (Fig.2A,B). Addition of lidocaine (10mg/kg injected ip
with EtOH) reduced the amount of flinching observed upon EtOH injection into Avprlb KO
and wild-type mice, and had no effect on the levels of ACTH or CORT obtained (e.g., 74.4
+4.24 vs. 72.1 + 4.5 pg/ml for EtOH-induced plasma ACTH levels in male Avprlb wild-
type mice with and without lidocaine, respectively; mean + SEM, n = 4-5, P> 0.05; 461 +
30.4 vs. 391.7 £ 19.31 ng/ml for EtOH-induced plasma CORT levels in male Avprlb wild-
type mice with and without lidocaine, respectively, mean = SEM, n = 4-5, P> 0.05). BALs
(about 300mg/100ml) were not significantly different (£ > 0.05) between the two genotypes
(Fig.2C).

When the concentration of EtOH was increased from 3.2 to 4g/kg (a strong, sedative dose),
BALs in male mice were also significantly increased (£ < 0.0001) from an average of 303 +
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6.6 mg/100ml for 3.2g/kg (mean + SEM, data from the two genotypes was pooled because
the individual genotype means did not differ) to 365 + 4.2mg/100ml for 4g/kg (mean = SEM
of pooled genotypes)(Fig.3C). The elevated BALS in response to the increase in EtOH dose
were accompanied by a further increase in the plasma ACTH and CORT response in wild-
type mice - i.e., ACTH values were 72 + 4.5 vs. 132 + 11.8pg/ml (mean + SEM;
significantly increased, £ < 0.0001), while CORT values were 412 + 26.8 vs. 626 = 17.8 ng/
ml (mean £ SEM,; significantly increased, £< 0.001) for male mice treated with 3.2 and 4g/
kg EtOH, respectively. The ACTH and CORT responses to 4g/kg EtOH were significantly
reduced (approximately 64% and 45% for ACTH and CORT, respectively) in male Avprlb
KOs compared to wild-type controls (Fig.3A,B).

Since the HPA axis response to EtOH is gender-specific (females have greater ACTH/
CORT but not BAL responses than males (45)), we determined the ACTH and CORT
responses to EtOH in female Avprlb KO and wild-type mice. EtOH (3.2g/kg) administered
acutely elevated plasma ACTH and CORT levels by approximately 4- and 9-fold,
respectively in female Avprlb wild-type animals (Fig.4A,B). As shown in male Avprlb KO
mice, the HPA axis response to EtOH in female Avprlb KO animals was significantly
impaired, rising only approximately 1.8- and 5-fold for plasma ACTH and CORT levels,
respectively. The ACTH and CORT plasma levels in female Avprlb wild-type mice were
significantly greater (P < 0.001) than those obtained for the same dose of EtOH (3.2g/kg)
and duration of treatment (30 min) used in male Avprlb wild-type mice (e.g., 107 + 6.8 and
72.1 + 4.5 pg/ml for EtOH-induced plasma ACTH; mean = SEM; see Fig.2A). In contrast,
BALs in female mice administered EtOH were not significantly different between the two
genotypes (Fig.4C), and reached a similar level to that obtained in male mice.

Discussion

It is clear from our results that an intact Avprlb is required for a normal, acute HPA axis
response to LPS challenge and EtOH administration. Female Avprlb KO mice have a
markedly diminished (but not absent) ACTH and CORT response to peripheral LPS
challenge, and male and female Avprlb KO animals have impaired ACTH /CORT
responses to i.p. administration of EtOH. Our data also suggest that the extent of EtOH-
induced HPA axis activation is dose-dependent, and that there is a sexual dichotomy in the
HPA axis response to EtOH that does not appear to depend on the absolute levels of alcohol
in the blood. Our findings in mice mirror those obtained by Rivier and coworkers (e.g., see
refs. 18-21,40,45,46) on the acute effects of LPS and EtOH on the HPA axis in rats, and
confirm and extend the results reported by others showing that LPS and EtOH can stimulate
PVN Avp neurones (e.g., see ref. 47). We cannot exclude that LPS and/or EtOH-induced
Oxt secretion may also have an impact on the overall HPA axis activity in Avprlb wild-type
mice - reduced Oxt stimulation of corticotroph function could account for the impaired LPS/
EtOH-induced HPA axis activity in Avprlb KO mice because the direct action of Oxt on
stimulating corticotroph ACTH release is mediated by the Avprlb (48). It should be noted,
however, that Oxt is generally considered to inhibit stress-induced HPA axis activity (49).

Peripheral administration of endotoxin is a commonly used model to study the HPA axis
response to physiologically relevant immune stimuli such as bacterial infection and sepsis.
Endotoxins are LPS constituents of the outermost part of a Gram-negative bacterial cell
membrane that are released upon bacterial lysis. LPS potently stimulates cytokine (primarily
interleukin (IL)-1, IL-6 and tumour necrosis factor (TNF)-a) production by binding to toll-
like receptors (TLR-4) present on circulating monocytes/neutrophils and tissue macrophages
(50). Immune mediators such as LPS/cytokines can activate the HPA axis, depending on the
nature, route of administration and the intensity of the immune signal generated. These
mechanisms have been extensively reviewed (e.g., see refs.39,51,52) and include: (1) Crh/
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Avp neurones in the PVN and/or Crh/Avp pPVN nerve terminals in the external zone of the
median eminence may be activated directly or indirectly by the cytokines or by other
secretagogues (e.g., prostaglandins, nitric oxide); (2) recruitment of hierarchical pathways
(e.g., aminergic, GABAergic) that impinge on and alter the activity of Crh/Avp neurones;
(3) during prolonged immune stimulation, cytokines or other mediators may act directly or
indirectly on the pituitary and adrenal to facilitate ACTH and CORT secretion and (4)
stimulation of primary nociceptive afferents (e.g., activation of vagal afferents by i.p. LPS
injection) can trigger Crh/Avp release (39,51,52). Notwithstanding all of the aforementioned
possibilities, a number of physiological responses (e.g. acute phase responses such as
sickness behaviour, heart rate elevation, sympathetic nervous system activation) to LPS may
precede the detection of cytokines in the systemic circulation, and these may directly or
indirectly activate the HPA axis (39,50-52). Overall, the consensus view is that the systemic
production of cytokines may not be an essential step in the early changes provoked by LPS
and that the marked rises in ACTH and CORT secretion initiated by acute LPS or cytokine
administration are triggered mainly by activation of vagal inputs to the CNS and a
consequent increase in the hypothalamic drive to the pituitary corticotrophs (39,50-52).
Cytokine production in the periphery and/or within brain parenchyma may contribute more
to the prolonged and sustained HPA axis responses to systemic endotoxemia (51,52).

In rats Crh appears to be much more important in driving the ACTH response to stressors
such as restraint than to LPS or cytokine challenge (53). However, LPS and cytokines (i.v.
or i.p.) increase Crh hnRNA and/or mRNA expression in the pPVN, and Crh-
immunoneutralisation and Crh antagonists partially inhibit the rise in plasma ACTH or
CORT produced by i.v. LPS, IL-1B, IL-6 or TNF-a (18,19,50, 53). Studies in mice are less
clear - Crh KO animals have impaired LPS-induced ACTH and CORT secretion (54), but
the absence of Crhrl only marginally compromises the ACTH response to LPS (55). Other
studies conclude that Crh only participates in the early ACTH response to low doses of LPS
(37).

The residual ACTH secretion remaining after LPS stimulation in rodents treated with Crh
antagonists or antibodies has been attributed to the action of Avp on the pituitary Avprlb
(18,53). A number of studies have shown that LPS and cytokines activate Avp- pPVN
neurones and alter Avp release after immune challenge. For example, LPS induces c-fos
expression (47) and Avp hnRNA and/or mRNA in pPVN cells (56). In contrast, others
found no change in Avp mRNA after LPS challenge in rats (57) or Crh KO, leukemia
inhibitory factor (Lif) KO, double Crh/Lif KO or wild-type mice (58). Perhaps the most
direct evidence that Avp is involved in LPS/cytokine action on the HPA axis is that Avp
immunoneutralisation inhibits the rise in plasma ACTH produced by LPS (18,19). However,
it is important to note that although Avp/Crh immunoneutralisation significantly reduces
ACTH secretion during LPS treatment, plasma CORT levels still remain high (19). It has
been proposed that PVVN activation initiated by low doses of LPS is mainly associated with
increased HPA axis activity whereas the higher doses of LPS, as used in the current study,
more widely activate autonomic centres including the PVN and also stimulates changes in
sympathetic output and hypothalamic Avp synthesis (56). The present results demonstrating
an impaired LPS-induced, acute ACTH and CORT response in Avprlb KO mice supports
this concept. Furthermore, the equivalence of ACTH and CORT levels in Avprlb KO and
wild-type mice 4 h after LPS challenge indicates that the Avprlb is not a critical mediator of
the pituitary-adrenal response to extended immune stimulation, and suggests that factors
other than Avp (and its cognate Avprlb) and probably Crh (e.g., cytokines impinging
directly on the pituitary and adrenal - see above) are largely responsible for driving the HPA
axis response to sustained immune activity. While we did not investigate the origin of LPS-
or EtOH-induced Avp (or Oxt) in the current study, findings on direct sampling of
hypophysial portal, and peripheral blood in sheep (59) render it likely that LPS stimulates
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both the acute release of both Crh and Avp from the pPVN terminals into the pituitary portal
circulation, and also the release of Avp into the systemic circulation from stores in the
posterior pituitary.

It is well established that acute administration of EtOH stimulates the HPA axis (46). In
rodents this effect appears to require a threshold BAL of at least 100mg/100ml or greater
(40). In the present study, EtOH-induced ACTH and CORT responses were dose- (although
only two, relatively high doses of EtOH were used) and gender- (females responded with a
greater secretion of both ACTH and CORT than males to one dose of EtOH) dependent, and
obtained with BALs (approximately 300-400mg/100ml) well over those reported necessary
for HPA axis activation (40). Gender differences in HPA axis activation by EtOH appear to
be attributable in part to the influence of circulating oestrogen (45). One caveat concerning
studies investigating the effects of EtOH on the HPA axis is that the drug administered i.p. is
a gastro-intestinal irritant, and this stress may contribute significantly to the overall impact
on the HPA axis. It is worth noting that in the present study we did not observe any
difference in the ACTH/CORT responses to EtOH administered with or without a dose of
local anaesthetic that minimized discomfort (e.g., prevented any abdominal ‘flinching’ and
vocalization during injection).

Whether EtOH acts directly on the PVN, via PVN afferents or at the level of the median
eminence is not known, and it is possible that all three levels are activated in concert. EtOH
affects a variety of central neurotransmitter/neuromodulator pathways including the
neurotransmitter-gated ion channels, aminergic processes, the endogenous opioid and
cannabinoid systems, and neuro-peptides/hormones and/or their receptors (46,60-62), all of
which are capable of interacting directly or indirectly with the Crh and/or Avp elements
within the hypothalamus. A number of studies have shown that EtOH stimulates PN Crh
gene expression /in vivoand /n vitro, and Crh immunoneutralisation or pituitary Crhrl
blockade clearly inhibits (though does not completely suppress) acute ethanol-induced
ACTH secretion (46,63). Acute EtOH administration also increases Avp mRNA in the
magnocellular PVN and SON, and Avp immunoneutralisation reduces EtOH-induced
ACTH secretion by 40-50% (20,46). The level of inhibition achieved with Avp
immunoneutralisation is comparable to the extent of inhibition of LPS- or EtOH-induced
ACTH and CORT release in the Avprlb KO found in the present study. Rivier and
coworkers have shown that the HPA response to EtOH does not require the presence of
circulating levels of the drug, i.e., increased pituitary proopiomelanocortin (Pomc) synthesis
and ACTH release can be elicited by icv injection of EtOH, presumably primarily through
central activation of Crh and/or Avp PVN neurones (21). In addition, these workers found
that EtOH-induced Pomc synthesis could be completely blocked by immunoneutralisation of
both Crh and Avp, but only partially inhibited if only one peptide or the other was removed.
The hypothalamic synthesis/release of Avp and/or Crh may also be altered by the action of
EtOH on Crhrl present on pPVN neurones (64). Interestingly, a non-PVVN source
contributing to the stimulatory effect of EtOH on ACTH release is supported by studies
showing that lesioning of the PVN only inhibits the ACTH response to EtOH by
approximately 60% (20). Whether or not the magnocellular Avp-expressing neurones of the
SON participate in the HPA axis response to EtOH awaits to be determined.

It is possible that EtOH causes a fast, transient release of Avp into the systemic circulation
(65,66). Some studies have reported rapid changes in plasma Avp levels, presumably of
magnocellular neurone origin, in response to stress (67,68) - in particular, forced swim
induces a rapid, transient elevation in plasma Avp with a return to basal levels within one
minute (10). Notably, the HPA axis response to acute forced swim is substantially reduced
in Avprlb KO mice (35; SIL, LQS, JAR; unpublished data). These studies do not obviate a
role for pPVN Avp - it is possible that there is an increase in pituitary portal circulation Avp
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levels independent of peripheral levels of Avp. It is equally plausible that the increase in
Avp mRNA in the magnocellular PVN and SON following acute EtOH administration
reflects somato-dendritic Avp release within the magnocellular cells of the PVVN and SON,
and thereby possibly alters the neuropeptide drive to the corticotroph. Whatever the source
of Avp, it is apparent from immunoneutralisation studies (20,46) that there are sufficient
amounts of hypothalamic Avp to augment Crh-stimulated ACTH release following EtOH
(and LPS) administration.

Taken together, the results from this study and many previous studies, mainly on rats,
strongly suggest that a normal ACTH and CORT response to many acute stressors requires
the co-ordinated participation of both Crh and Crhrl, and Avp and Avprlb. With respect to
the Avprlb KO model, it appears that other hypothalamic peptides such as Crh (and/or
cytokines in the case of immune, and perhaps other stressors) cannot compensate for the loss
of the Avprlb in maintaining the normal HPA axis response to these stressors. Importantly,
the Avprlb KO does not seem to be “just” another Crh-type KO - it appears to faithfully
reflect Avp's role as the dynamic variable as opposed to the permissive role of Crh in
regulating ACTH release (24).

In conclusion, our studies support the hypothesis that Avp is an important mediator in the
acute HPA axis response to LPS and EtOH. Given the postulated roles for Avp and the
Avprlb in the adaptation to chronic stress (9,31-33), and the adaptation of the CORT
response to repeated EtOH administration in rats (69), it would be of interest to investigate
the HPA axis response to chronic immune stimulation, or chronic/repeated EtOH
administration in the Avprlb KO animals.
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Effect of LPS on HPA axis activity in female Avpr1b KO and wild-type mice. Animals
were sacrificed 30min following LPS (100pg i.p.) or saline challenge, and plasma levels of
ACTH (A) and CORT (B) were measured. Values are mean + SEM, n = 5-6 mice/treatment
group. a, £<0.0001 LPS wild-type vs. LPS KO; b, < 0.001 LPS wild-type vs. saline wild-

type; ¢, P< 0.05 LPS KO vs. saline KO. There is no significant difference (P> 0.05)

between saline wild-type and saline KO plasma ACTH or CORT levels. There is also no
significant difference between handled (mice briefly handled and returned to home cage
30min prior to sacrifice) and saline plasma ACTH and CORT levels in either genotype (e.g.,
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plasma ACTH levels: 17.8 + 4.9 and 20.4 + 3.3 pg/ml for handled and saline-treated KO
mice, respectively, and 22.4 + 8.2 and 22.3 £ 4.5 pg/ml for handled and saline-treated wild-
type mice, respectively; mean £ SEM, n = 4-5). In (C) plasma CORT levels were measured
4 h after LPS or saline challenge. Values are mean £ SEM, n = 3-4 animals/group. a, P<
0.0001 LPS vs. saline. There is no significant difference (P> 0.05) between saline- or LPS-
stimulated CORT levels for both genotypes.
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Figure 2.

HPA axisactivity in male Avpr1b KO and wild-type mice 30 min after administration
of EtOH (3.2g/kgi.p.). Values are mean £ SEM, n = 4-5 mice/group. A = ACTH; B =
CORT. a, < 0.001 EtOH wild-type vs. vehicle (veh) wild-type; b, P< 0.01 EtOH wild-
type vs. EtOH KO; ¢, P< 0.05 EtOH KO vs. vehicle KO. There is no significant difference
(P> 0.05) between vehicle wild-type and vehicle KO plasma ACTH or CORT levels. There
is also no significant difference between handled and saline plasma ACTH and CORT levels
in either genotype (e.g., plasma ACTH levels: 18.3 + 8.3 and 23.7 + 6.0 pg/ml for handled
and saline-treated KO mice, respectively, and 24.4 + 7.3 and 17.5 + 3.4 pg/ml for handled
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and saline-treated wild-type mice, respectively; mean + SEM, n = 4-5). Blood alcohol
measurements (BALSs) are shown in (C). a, A< 0.0001 EtOH vs. vehicle; ND, not
detectable. There is no significant difference between EtOH wild-type and EtOH KO plasma
BALs.
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Figure 3.

Plasma ACTH, CORT and BAL responses after i.p. EtOH (4g/kg) injection in male
Avprilb KO and wild-type mice. Values are mean + SEM, n = 4-6 mice/group. A = plasma
ACTH levels. a, P < 0.0001 EtOH wild-type vs. vehicle (veh) wild-type; b, £< 0.001 EtOH
wild-type vs. EtOH KO; ¢, £< 0.05 EtOH KO vs. vehicle KO. B = plasma CORT levels. a,
P<0.0001 EtOH wild-type vs. vehicle wild-type; b, < 0.001 EtOH wild-type vs. EtOH
KO; EtOH KO vs. vehicle KO. There is no significant difference between vehicle wild-type
and vehicle KO plasma ACTH or CORT levels. C = blood alcohol levels (BALS). a, P<
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0.0001 EtOH vs. vehicle of both genotypes.; ND, not detectable. There is no significant
difference between EtOH wild-type and EtOH KO plasma BALS.
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Figure4.

HPA axisactivity in female Avpr1b KO and wild-type mice 30 min after
administration of EtOH (3.2g/kgi.p.). Values are mean = SEM, n = 5 mice/group. A =
plasma ACTH levels. a, < 0.001 EtOH wild-type vs. vehicle (veh) wild-type; b, < 0.01
EtOH wild-type vs. EtOH KO; ¢, A< 0.05 EtOH KO vs. vehicle KO. B = plasma CORT
levels. a, < 0.0001 EtOH wild-type vs. vehicle wild-type; b, < 0.001 EtOH wild-type vs.
EtOH KO; EtOH KO vs. vehicle KO. There is no significant difference between vehicle
wild-type and vehicle KO plasma ACTH or CORT levels. Blood alcohol measurements
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(BALSs) are shown in (C). a, < 0.0001 EtOH vs. vehicle; ND, not detectable. There is no
significant difference between EtOH wild-type and EtOH KO plasma BALS
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