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Abstract

Recently, a cholinergic neurogenic component of contraction has been characterised in the
aganglionic mouse vas deferens. In this paper, a cholinergic component of contraction in the
guinea-pig vas deferens is characterised pharmacologically. A residual, tetrodotoxin-sensitive
(TTX, 0.3 M), neurogenic contraction was revealed after prolonged exposure (5 h) to the
adrenergic neurone blocker bretylium (20 LM) or in the presence of prazosin (100 nM) and a.,B-
methylene ATP (1 wM), a purinergic agonist which desensitizes P2X receptors. The bretylium-
resistant component was potentiated by the acetylcholinesterase (AChE) inhibitor neostigmine (10
M) and inhibited by the muscarinic-receptor (MAChR) antagonist cyclopentolate (1 wM).
Nicotine (30 tM) enhanced the bretylium-resistant component. Neostigmine increased the second
component of contraction in the presence of prazosin and a,B-methylene ATP, whilst yohimbine
(1 M), an a, adrenergic receptor antagonist, enhanced both the first and second components of
the electrically evoked contraction. These enhanced contractions were blocked by cyclopentolate
in both cases. Nicotine enhanced the cholinergic component of contraction revealed by
neostigmine but failed to have any detectable effects in the presence of cyclopentolate.
Neostigmine alone increased the slow component of contraction which was reversed by
cyclopentolate to control levels. The M3 receptor-antagonist 4-DAMP (10 nM) markedly inhibited
the cholinergic component of contraction to a level comparable with cyclopentolate. Laser
microscopy has shown that neostigmine also increased the frequency of spontaneous Ca?*
transients remaining in smooth muscle cells after perfusion with prazosin and a,p-methylene
ATP, an effect blocked by 4-DAMP. These experimental data show that there is a functional
cholinergic innervation in the guinea-pig vas deferens whose action is limited by
acetylcholinesterase, blocked by cyclopentolate and mediated through M3 receptors. Moreover, by
blocking the cholinesterase, the increased amount of ACh generates spontaneous Ca2* transients
in smooth muscle cells.
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Introduction

The innervation of the rodent vas deferens is unusual in that it is supplied by short intact
postganglionic sympathetic neurons whose cell bodies lie within the hypogastric ganglia
situated close to the prostatic end (Sjostrand 1965; Ferry 1967; Morris and Gibbins 1992).
Pharmacological and electrophysiological studies strongly suggest that ATP and
noradrenaline (NA) act as the two most important co-transmitters at the sympathetic
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neuroeffector junction in rodent vas deferens (Sneddon et al. 1996). Classically, the
neurogenic contraction of the vas deferens is described as being biphasic, consisting of a fast
‘twitch’ component mediated through ATP action at P2X receptors, followed by a slow,
better-maintained ‘hump’ component, which is mediated by NA action at a.-adrenoceptors.
In the guinea-pig vas deferens, acetylcholine (ACh) has been shown to potentiate the
purinergic component of sympathetic transmission (Sjostrand 1973; Iram and Hoyle 2005).
Indeed, it has been demonstrated in the same preparation that the cholinergic nerves possess
an excitatory action not only directly at the smooth muscle but also at the noradrenergic
terminals (Fukushi and Wakui 1986a). Furthermore, prejunctional nicotinic acetylcholine
receptors (NAChRs) have been demonstrated to modulate sympathetic neurotransmitter
release in guinea-pig and rat vas deferens (Starke et al. 1991; Von Kugelgen and Starke
1991; Carneiro et al. 1993; Markus et al. 1996; Zago and Markus 1999).

We have recently reported a cholinergic component of contraction in the mouse vas deferens
which is limited by the action of acetylcholinesterase (AChE), enhanced by nicotine and
blocked by muscarinic acetylcholine receptor (mAChR) antagonists (Cuprian et al. 2005).
Nicotine acts at prejunctional nicotinic acetylcholine receptors (nAChRs) and therefore
increases neurotransmitter release. Data in the literature also describe a cholinergic
innervation in other species (Furness and Takashi 1972 for guinea-pig; Miranda et al. 1988;
Ventura et al. 1998 for rat). Electron microscopic examinations have shown that AChE is
present on the plasma membrane of about 25% of the axons, which are presumably
cholinergic, in the longitudinal smooth muscle tissue of the guinea-pig vas deferens
(Robinson 1969; Majcen 1984). Therefore, it seems that in addition to a dense sympathetic
innervation, cholinergic and sensory nerve fibres are also present in the rodent vas deferens
(Wanigasekara et al. 2003; Geppetti et al. 1988; Saito et al. 1987; Hokfelt and Ljungdahl
1972; Aberdeen et al. 1990). Indeed, there is evidence to suggest the existence of
independent cholinergic and adrenergic mechanisms in the guinea-pig isolated vas deferens
(Bhargava et al. 1965; Fukushi and Wakui 1986b; Bell 1967; Bentley 1966; Hata et al.
1980). To support further the idea of a cholinergic functional innervation, the guinea-pig
hypogastric nerve has been shown to have both adrenergic and cholinergic fibres (Clementi
et al. 1969; Bell and McLean 1967).

It was also demonstrated, both in vivo and in vitro, that calcium is spontaneously and
sporadically released in packets from stores within smooth muscle cells, leading to transient
increases in the internal ionized calcium concentration (Bolton 2006). Smooth muscle
neuroeffector Ca2* transients (NCTSs) are generated following the action of neuronally
released ATP at P2X receptors (Brain et al. 2002). Surprisingly, released NA has no
detectable effects on smooth muscle Ca2* dynamics in rodent vas deferens (unpublished
data). The question arises whether the cholinergic innervation could induce Ca2* transients
in guinea-pig vas deferens smooth muscle cells.

In the present study we aim to characterise pharmacologically the neurogenic cholinergic
component of contraction of the guinea-pig vas deferens longitudinal smooth muscle to
determine the subtype of muscarinic acetylcholine receptor involved and whether neuronally
released ACh generates Ca2* transients in smooth muscle cells.

Materials and methods

Male Dunkin Hartley guinea pigs (8-12 weeks) were humanely killed, by concussion and
cervical dislocation (U.K. Animal Scientific Procedures Act 1986). The vasa deferentia were
excised and placed in physiological saline, gassed with 95% 0,/5% CO5 to pH 7.4 and
maintained at 37°C. The composition of the physiological saline was (mM): NaCl 118.8,
NaHCO, 25, NaH,PO4 1.13, KCI 4.7, CaCl, 1.8, MgCl, 1.2 and glucose 11.1.
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Contraction studies

In all experiments, the prostatic third of each vas deferens and therefore the hypogastric
ganglion located nearby were removed. The surrounding connective tissue was also
dissected away. Each vas deferens was mounted in a 7-ml organ bath and connected to an
isometric transducer (Letica Scientific Instruments) under an initial resting tension of 9.8
mN to record contractions of the longitudinal smooth muscle layer. Contraction data were
digitized at a sampling rate of 10 Hz, using a MacLab/8s data acquisition system, Chart v.
3.6.8/s software (AD Instruments) and data stored on a Macintosh computer. The maximum
amplitude was the criterion used to quantify the contractions. Preparations were allowed to
equilibrate for 60 min before controls were recorded, and tissues were washed with fresh
physiological saline every 20 min throughout each experiment. Electrical field stimuli were
applied through two platinum ring electrodes (diameter 2 mm, separation 3 mm) connected
to a digital stimulator built in-house.

Two different experimental protocols were used. In bretylium experiments, trains of 5 and
200 stimuli were applied every 30 min (0.5 ms duration, 10 Hz, supra-maximal voltage).
Trains of 5, 50, 100 and 200 stimuli (using the same parameters) were delivered every 20
min in experiments in which bretylium was not used. An interval of 5 min was left between
each train. Contractions evoked by these stimulation protocols were abolished by
tetrodotoxin (TTX, 0.3 M, r=6).

Ca?* imaging

In confocal experiments, the smooth muscle cells of the vasa deferentia were loaded by
exposing the isolated tissue to a 10-i.M solution of Oregon Green 488 BAPTA-1 AM
(dissolved in 1% DMSO, 0.2% pluronic acid) in Krebs for 2 h at 36°C. The preparations
were then rinsed in Krebs at 36°C for 30 min before being transferred to a 2-mL bath, placed
on the stage of Leica TCS NT laser scanning confocal microscope, and secured with parallel
platinum electrodes at the prostatic end. Preparations were perfused with Krebs solution at 2
ml/min and maintained at 37°C. Drugs were applied by swapping the Krebs perfusing the
preparation with one containing the drug at the required final bath concentration. The
selection criterion for an area to focus upon was to find an area of smooth muscle cells
(identified by their characteristic morphology) that were well loaded by indicator (to the
eye) and responded to electrical field stimulation (i.e. generated NCTSs).

The specimen was stimulated using an isolated stimulator (Digitimer DS2). The pulse width
was set at 0.1 ms, and the applied voltage was adjusted to give a reliable supra-maximal
response following a single stimulus. The stimuli were electronically synchronised with the
confocal microscope scans. The 488-nm wavelength of an argon-ion laser was used for
excitation of fluorescence, which was filtered by a 515-nm long-pass emission filter. When
detecting Ca2* transients, images (256x256 pixels) were captured over 128 frames 0.8 s
apart. Colour changes in the look-up table (LUT) from orange to yellow to white to blue
represent the increasing amount of Ca2* binding to the indicator. The blue colour indicates
pixel saturation and therefore these pixels were eliminated from data analysis. All
experiments were carried out in the presence of prazosin (100 nM, a competitive a -
adrenoceptor antagonist) and a.,-MeATP (1 uM, a P2X-receptor desensitising agent) to
reduce responses as a result of sympathetically released NA and ATP and also to reduce any
movement artefact associated with high-frequency stimulation.

Image analysis

Image analysis was performed using NIH Image 1.63 (http://rsbh.info.nih.gov/nih-image/).
Changes in fluorescence in smooth muscle cells (Ca%* transients) were measured using
custom macros written by K. Brain. These macros were based upon the “Particle Analysis’
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algorithm of NIH Image. To smooth the images and reduce erroneous counting, raw images
were convolved with a Gaussian filter of half-width 1.5 mm. The ratios of the fluorescence
intensity between consecutive images were calculated on a pixel-by-pixel basis. The Particle
Analysis algorithm was used to detect changes in the ratio of fluorescence intensities of 25%
over an area of at least 2.5 mm?2. A threshold was set, based on the background signal of the
image series, below which the algorithm did not search for events. Each event was manually
checked to confirm that there were no focal plane shifts or movement within the focal plane
that may have caused over-counting; such aberrant events were excluded from the analysis.
In experiments in which there was considerable movement, all events were manually
counted by eye.

Stock solutions of TTX, a,B-methyleneATP (a,p-MeATP) lithium salt, atropine sulphate,
cyclopentolate hydrochloride, neostigmine bromide, bretylium tosylate, yohimbine
hydrochloride, nicotine hydrogen tartrate and pirenzepine dihydrochoride were prepared in
distilled water. Prazosin hydrochloride, AF-DX 116, 4-DAMP and PD 102807 were
dissolved in dimethyl sulfoxide (DMSO). Solutions were aliquoted and stored at —20°C,
ensuring that the drugs only passed through one freeze-thaw cycle. The drugs were serially
diluted in Krebs to the required final concentration on the day of use. Vehicle controls had
no effects. All compounds were obtained from Sigma (Dorset, England) except the
muscarinic antagonists AF-DX 116, 4-DAMP, PD 102807 and pirenzepine dihydrochoride,
which were obtained from Tocris (Bristol, UK).

Data are expressed as the mean + SEM, 7 representing the number of vasa deferentia used in
each experiment. Statistical significance was determined using a paired Student's £test. In
the figures, an asterisk represents £<0.05.

Effects of bretylium on neurogenic contractions of the guinea-pig vas deferens

The guinea-pig vas deferens responds with a biphasic “twitch’ and ‘hump’ contraction to
long trains of nerve stimuli. Preparations were stimulated every 30 min with trains of 200
stimuli at 10 Hz (pulse width 0.5 ms). Neurogenic contractions were recorded before, during
and after prolonged (up to 5 h) exposure to the adrenergic neurone blocker bretylium (20
wM). Bretylium greatly reduced both the purinergic and noradrenergic components of
electrically evoked responses. Continuous exposure (approximately 2—3 h) to bretylium
revealed a residual hump-like contraction (at 200 stimuli), which increased in amplitude
with time, reaching a maximum after about 5 h (see Jackson and Cunnane 2002) (Fig. 1,
=12, P<0.05). The residual evoked contraction was abolished by TTX (300 nM).

Effects of neostigmine and cyclopentolate on the bretylium-resistant component of

contraction

Neostigmine (10 wM) increased the amplitude of the bretylium-resistant contraction by
114+38% (Fig. 1, 7=8, P<0.05), and the subsequent addition of cyclopentolate (1 M, 7=8,
F<0.05) greatly reduced the contraction by 98+5%. Sometimes a residual contraction was
detected. The remaining contraction was TTX sensitive and abolished by capsaicine, but no
further studies were conducted to analyse it in more detail.
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Effects of nicotine on the bretylium-resistant component of contraction

Nicotine (30 M) increased the amplitude of the bretylium-resistant contraction by 55+16%
(Fig. 2, n=8, P<0.05), the increase being readily repeatable after a 1-h wash, without any
significant change in the magnitude of potentiation. In the presence of cyclopentolate,
nicotine failed to elicit a change in the amplitude of the bretylium-resistant component (=8,
P>0.05).

Effects of neostigmine and cyclopentolate in the presence of prazosin and a,B-MeATP

Trains of 50, 100 and 200 stimuli were delivered at 10 Hz to evoke classical biphasic
contractions. Bath application of prazosin (100 nM) and a.,B-MeATP (1 tM) inhibited the
noradrenergic response of the guinea-pig vas deferens, but a small residual component of
contraction was still detected after approximately 45 min (Fig. 3, 7/=14, P<0.05).
Neostigmine (10 wM) increased the amplitude of this component at 50, 100 and 200 stimuli
by 323+106, 354+39 and 419+101% respectively (Fig. 3, 7/=14, P<0.05). This potentiation
of the neurogenic cholinergic contraction by neostigmine was abolished by the subsequent
addition of cyclopentolate (1 wM).

Effects of neostigmine

Neostigmine (10 M) alone increased the hump component of the biphasic contraction by
3049, 4147 and 56+7% at 50, 100 and 200 stimuli respectively (Fig. 4, =6, £<0.05). The
effects of neostigmine were pronounced during longer trains of stimuli. This action of
neostigmine was reversed by cyclopentolate (1 uM). However, it is noteworthy that
cyclopentolate alone did not significantly affect the biphasic contraction in control
experiments (/7=8, £>0.05).

Effects of ACh

Bath application of ACh (10 M) elicited a contraction in the guinea-pig vas deferens
(17.23+4.09 mN, /=6). In the presence of cyclopentolate (10 M), bath application of ACh
had no detectable effect (0.06+0.03, /=6, £<0.05).

Effects of yohimbine in the presence of prazosin and a,B-methylene ATP

Yohimbine enhanced the biphasic contraction of the guinea-pig vas deferens evoked by
trains of 50, 100 and 200 stimuli in the presence of prazosin (100 nM) and a,-methylene
ATP (1 pM). The yohimbine-enhanced contractions were abolished by cyclopentolate (Fig.
5, =8, P<0.05).

Effects of selective mAChR antagonists

Following postjunctional blockade of sympathetic transmission with prazosin (100 nM) and
a,p-MeATP (1 M) and potentiation of the cholinergic contraction with neostigmine,
various subtype-specific mMAChR antagonists were investigated at the concentrations found
in the literature to block the muscarinic receptors. The M1-receptor antagonist, pirenzepine
(0.3 M), M2-antagonist AFDX116 (5 tM) and the M4-antagonist PD102807 (10 tM) had
no significant effect on the amplitude of the cholinergic contraction (Fig. 6, 7=8, £>0.05).
However, the M3-receptor antagonist 4-DAMP (10 nM) abolished the neostigmine-induced
potentiation (Fig. 6, /=8, A<0.05).

Effects of neostigmine on spontaneous Ca?* transients in smooth muscle cells

In the mouse vas deferens, Brain and colleagues have described a high-resolution method to
measure neurotransmitter release from individual varicosities on the same nerve terminal
branch on an impulse-to-impulse basis. Nerve-evoked neuroeffector focal Ca2* transients
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(NCTs) were observed in smooth muscle cells intermittently. Spontaneous events (SNCTS)
with comparable size, amplitude and pharmacological sensitivity were also observed,
reflecting spontaneous neurotransmitter release.

In guinea-pig vas deferens in confocal microscopy experiments, the number of NCTs and
SNCTs were markedly reduced by the application of prazosin (100 nM) and a.,3-MeATP (1
1M). The frequency of the residual spontaneous Ca?* transients (0 pulse 44.75%3.15, 1
pulse 52.5+3.5, 50 pulses at 10 Hz 44.37+2.5, /=94 cells) was increased by neostigmine
perfusion (Fig. 7, 0 pulse 223.25+£18.17, 1 pulse 215.9+15.25, 50 pulses at 10 Hz
225.00+14.00, /=94 cells, £<0.05). In the absence of neostigmine, spontaneous Ca%* events
of low frequency were still detected, but the cholinesterase inhibitor was used to facilitate
the study of these residual transients.

Effects of 4-DAMP on neostigmine-induced Ca2* transients in smooth muscle cells

Following application of M3-receptor antagonist 4-DAMP (10 nM), the neostigmine-
induced potentiation of spontaneous Ca2* transients in guinea-pig vas deferens was
markedly reduced (Fig. 7, 0 pulse 38.5+2.4, 1 pulse 89+4.5, 50 pulses at 10 Hz 47.25+5,
m=94 cells, P<0.05).

Discussion

This study reminds us that there is a significant cholinergic innervation of the guinea-pig vas
deferens. Contraction of the longitudinal muscle layer of the guinea-pig vas deferens, in
response to long trains of stimuli, is thought to be solely mediated by ATP and NA released
from sympathetic nerves. Similar to the work in mouse vas deferens, a TTX-sensitive,
residual component of evoked contraction was evident after prejunctional blockade of
sympathetic transmission by bretylium. The residual component developed after the
classical purinergic ‘twitch’ and noradrenergic ‘hump’ were abolished, within 2 h of
bretylium application, and increased in amplitude with time. Prazosin and a.,p-MeATP had
no effect on the amplitude of the residual component of contraction, whereas the
muscarinic-receptor antagonist cyclopentolate abolished it. Bretylium reduced NA and ATP
release, decreasing the contraction amplitude. However, as the concentration of released NA
fell, the prejunctional inhibitory action of NA on cholinergic nerves decreased, increasing
ACh release and generating a sizeable muscarinic contraction. Thus, in the vas deferens, the
sympathetic nerves appear to inhibit the prejunctional release of ACh from cholinergic
nerves in a manner analogous to that found in the gastrointestinal tract. Interestingly,
although the effects of nerve-released NA on contraction were abolished rapidly, within 1 h
of bretylium exposure, it took a further 2 h for the residual cholinergic component to
develop fully. One possible explanation for this disparity is that the concentration of NA
required to inhibit ACh release is much lower than that required to elicit contraction, and so,
it takes much longer for NA levels to fall to a level required to overcome the inhibition of
ACh release.

To support further the idea that NA acts prejunctionally to inhibit ACh release from
cholinergic nerves, yohimbine, in the presence of prazosin and a.,f-MeATP, enhanced the
amplitude of both components of contraction, an effect abolished by cyclopentolate. In the
presence of prazosin only, the postjunctional action of NA is blocked, reducing the
contraction amplitude. When yohimbine was added to the bath, NA action at the a,-
adrenoreceptor on cholinergic nerve terminals was also blocked, allowing an increase in
ACh release and the generation of a large-amplitude, cyclopentolate-sensitive contraction.

Neostigmine is an anticholinesterase that inhibits the breakdown of ACh, allowing the
actions and effects of ACh to be amplified. Neostigmine increased the amplitude of the
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hump component of contraction without significantly affecting the twitch. This potentiating
effect of neostigmine was abolished by cyclopentolate. It may be argued that there is some
crosstalk between cholinergic and sympathetic nerves, and the effects of neostigmine and
increased ACh levels may potentiate contraction through the prejunctional potentiation of
sympathetic neurotransmitter release. Iram and Hoyle (2005) have demonstrated that low
concentrations of muscarinic agonists can potentiate the effects of sympathetic transmission
through an M3 muscarinic mechanism. However, in the presence of prazosin and a.,p-
MeATP, neostigmine greatly potentiated the hump component of contraction, with little
effect on the twitch, in a cyclopentolate-sensitive manner. The fact that neostigmine
increased contraction suggests that ACh is normally released following nerve stimulation
and acts postjunctionally to elicit contraction by action at postjunctional M3 mAChRs.

It is possible that ACh does not generate contraction directly but potentiates the purinergic
contraction due to incomplete block by a.,3-MeATP (Iram and Hoyle 2005). Nevertheless,
bath-applied ACh elicited a cyclopentolate-sensitive contraction. It cannot be ruled out that
the concentration of ACh revealed through the action of neostigmine may be insufficient to
generate contraction directly but sufficient to potentiate the ATP response, so that only the
hump component of contraction is amplified and the fast purinergic twitch component is
unaffected.

The question remains why yohimbine enhanced both the twitch- and hump-like components
of contraction whereas neostigmine only potentiated the hump. One explanation is that
cholinergic nerves release both NA and ATP and the twitch represents ATP action at
purinergic receptors and the hump the action of ACh at muscarinic receptors. In the case of
neostigmine only, the actions of released ACh are amplified, which generates the hump, and
the level of released ATP remains the same and is blocked by a.,B-MeATP. When
yohimbine is added, the “effective’ concentration of ACh and ATP released from cholinergic
nerves is increased, which manifests itself as an increase in both components of contraction.
It cannot be ruled out that the block of P2X receptors by a,p-MeATP is incomplete, and
thus the increased levels of ATP released from cholinergic nerves can still generate the
twitch contraction. The observation that both components of the yohimbine-induced
potentiation are abolished by cyclopentolate suggests that either both components are
generated by ACh action at muscarinic receptors or more likely that ACh acts cooperatively
with ATP to generate the twitch-like contraction. In support of the latter assertion, Iram and
Hoyle (2005) have demonstrated that in the guinea-pig vas deferens, activation of
postjunctional M3 receptors at a level insufficient to generate contraction directly
nevertheless potentiates the effects of ATP.

Thus it has been demonstrated that the bretylium-resistant component abolished by
cyclopentolate and potentiated by neostigmine and yohimbine provides unequivocal
evidence to support the cholinergic basis of the residual contraction, mediated through
mMAChRs. Moreover, it appears that physiologically cholinergic nerves are inhibited by
sympathetic nerves, because cyclopentolate alone does not affect the control neurogenic
contraction. Only by blocking cholinesterase does the action of ACh become sufficient to
increase significantly the electrically evoked contraction, when the release of
neurotransmitter from sympathetic nerves is not blocked. The need for long trains of stimuli
may be due to the fact that cholinergic nerves represent only 25% (Robinson 1969) of the
innervation of the vas deferens compared to sympathetic nerves, so prolonged stimulation is
required in order to be able to influence the neurogenic contraction. Occasionally there is
still a residual contraction detectable after applying prazosin, a.,p-MeATP, neostigmine and
cyclopentolate which is TTX sensitive and could be abolished by capsaicine (unpublished
data).
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In mouse vas deferens, contraction and confocal studies have shown that nicotine increases
the amplitude of the bretylium-resistant contraction (Cuprian et al. 2005) and spontaneous
Ca?* transients in all varicosities, located on either bretylium-sensitive or bretylium-resistant
nerve terminals (Brain et al. 2001; Jackson et al. 2001; Jackson and Cunnane 2002). These
nerve terminals were considered to be preterminal sympathetic fibres, sensory nerves or
cholinergic nerves.

In guinea-pig vas deferens, the potentiation of the bretylium-resistant and neostigmine-
enhanced contractions by nicotine suggests that facilitatory nicotinic receptors are present on
cholinergic nerve terminals. It may be argued that the nicotine-potentiated contraction is a
result of nicotine action on sympathetic nerve terminals resulting in the release of NA and
ATP. However, the fact that nicotine failed to elicit any effect in the presence of
cyclopentolate supports the cholinergic origin of the nerve terminals producing the residual
contraction.

In rodent vas deferens, two subtypes of mMAChRs have been described (Silva et al. 1988):
postjunctional MAChRs M3, involved in the potentiation of the neurogenic contraction
(Matsuno and Mita 1992) and prejunctional inhibitory mMAChR M1 (Miranda et al. 1995,
1994, 1987; Miranda and Wolstenholme 1985). In addition, facilitatory nicotinic receptors
(Todorov et al. 1991) are present on sympathetic nerve terminals. Moreover, using KO mice,
it has been shown that the inhibitory effects of cholinergic stimulation on NA release
involve M2, M3 and M4 mAChRs (Trendelenburg et al. 2003).

In the present study, the neostigmine-potentiated cholinergic response was significantly
reduced by the M3 muscarinic-receptor antagonist 4-DAMP but unaffected by pirenzepine,
AFDX116 and PD102807, the M1-, M-, and My-receptor antagonists respectively. This
result is consistent with the findings of Miranda et al. (1995), who demonstrated that the
postjunctional responses to muscarinic agonists were mediated by a receptor
pharmacologically similar to the M3 subtype in the rat vas deferens.

Brain et al. (2002) have previously shown that Ca2* transients evoked by nerve stimulation,
known as NCTs, occur in distinct clusters, adjacent to identified varicosities and generated
by the discrete release of ATP acting at P2X receptors. On the other hand, neuronally
released NA did not detectably alter Ca2* dynamics. In order to isolate any cholinergic
events and to inhibit possible Ca2* transients mediated by sympathetically released ATP,
experiments were carried out in the presence of prazosin and a,p-MeATP. Following
inhibition of AChE with neostigmine, spontaneous Ca2* transients occurred in the absence
of electrical stimulation. This interesting and surprising observation is consistent with a
basal release, under resting conditions, of ACh, whose effects in generating Ca2* events in
smooth muscle are limited by the action of cholinesterase. Since these events were abolished
by 4-DAMP, it appeared that they were generated through the activation of muscarinic M3
receptors. The origin of ACh producing these Ca2* transients could be either neuronal or
spontaneous neurotransmitter leakage through choline transporters inserted into the
membrane during exocytosis. It is noteworthy that, following nerve stimulation, Ca2* waves
were evoked and travelled at an average speed of 15.6 pm/s.

The functional significance of the cholinergic innervation remains to be determined.

Investigations are ongoing to determine the precise anatomical locations of the nAChRs and
mMAChRs that mediate cholinergic neurotransmission.

In summary, it has been demonstrated that there is a functional cholinergic innervation of
the guinea-pig vas deferens that evokes calcium transients and contraction through action of
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released ACh at M3 mAChRs. The action of ACh is limited by cholinesterase, and ACh
release is modulated by prejunctional nAChRs and sympathetic nerves.
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Fig. 1.

Effects of neostigmine and cyclopentolate on the bretylium-resistant contraction. Typical
traces showing electrically evoked contractions produced by trains of 200 stimuli (10 Hz).
Bretylium (20 M) reduced the neurogenic contraction and revealed a residual component
of contraction that was increased by neostigmine and abolished by subsequent addition of
cyclopentolate (1 M)
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Fig. 2.

Histogram showing the effect of nicotine on residual contraction. Continuous exposure
(approximately 2 — 3 hours) to bretylium revealed a residual hump-like contraction (at 200
stimuli), which increased in amplitude with time, reaching a maximum after about 5 hours.
Nicotine (30 mM) increased the amplitude of the residual neurogenic contraction
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Fig. 3.

Effect of neostigmine on electrically evoked contractions in the presence of a,p-MeATP and
prazosin. Histogram showing the amplitude of contractions evoked by trains of 5, 50, 100
and 200 stimuli (10 Hz). The amplitude of contraction was greatly reduced following the
addition of prazosin (100 nM) and a.,p-MeATP (1 nM). Neostigmine (1 wM) increased this
residual contraction; the effect was reversed by cyclopentolate (1 tM)
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Fig. 4.

Effect of neostigmine on the electrically evoked contraction. Histogram showing the
amplitude of contractions evoked by trains of 5, 50, 100 and 200 stimuli (10 Hz). The
amplitude of contraction increased following the addition of neostigmine (1 uM), an effect
that was reversed by cyclopentolate (1 M)
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Fig. 5.

Effect of yohimbine on the electrically evoked contraction in the presence of a,p-MeATP
and prazosin. Typical traces showing contractions evoked by trains of 5, 50, 100 and 200
stimuli (10 Hz). Following blockade of a.1-adrenoceptors and P2X receptors with prazosin
(100 nM) and a.,-MeATP (1 M) respectively, yohimbine (1 wM) increased both
components of contraction evoked by trains of 50 stimuli or more, and this effect was
reversed by cycoplentolate (1 M)
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Effect of specific muscarinic-receptor antagonists on the cholinergic electrically evoked

contraction. Histogram showing the amplitude of contractions evoked by trains of 5, 50, 100
and 200 stimuli (10 Hz). The amplitude of contraction was greatly reduced following the

addition of prazosin and a.,p-MeATP. Neostigmine (1 tM) increased the residual
contraction, an effect that was reversed by the M3 muscarinic-receptor antagonist 4-DAMP

(10 nM) but that was unaffected by pirenzepine (1 M), AFDX116 (5 M) and PD102807
(10 M), the M1, M2 and M4 muscarinic-receptor antagonists respectively
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Cholinergic Ca?* transients in guinea-pig smooth muscle cells. a Effect of neostigmine and
4-DAMP on spontaneous Ca?* transients. Histogram showing the number of spontaneous
Ca?* transients recorded in guinea-pig vas deferens smooth muscle cells, with no pulse, 1

pulse and 50 pulses at 10 Hz, in control, in the presence of neostigmine (10 wM) and

blocked by 4-DAMP (10 nM). b Spontaneous Ca2* transients. Z Control. 2 In the presence
of neostigmine (shown by green arrows). 3Blocked by 4-DAMP. ¢ Evoked Ca2* transients
in the presence of prazosin and a.,3-MeATP by trains of 50 pulses at 10 Hz; Ca2* wave

travelling along vas deferens preparation
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