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Abstract

Bladder inflammation resulting from intravesical administration of zymosan significantly enhances
the visceromotor reflex (VMR) evoked by urinary bladder distension (UBD). The present study
examined whether intrathecal (i.t.) administration of receptor antagonists to either noreprinephrine
(NE) or serotonin (5-HT) altered this enhancement effect. I.t. administration of the non-specific 5-
HT receptor antagonist methysergide (30 pg), the 5-HT3 receptor antagonist ondansetron, or the 5-
HT 1A receptor antagonist WAY 100635 eliminated the enhancement effect produced by intravesical
zymosan and also tended to reduce EMG responses to UBD in non-inflamed rats. I.t. administration
of either the non-specific NE receptor antagonist phentolamine (30 ug) or the o4 antagonist WB4101
also eliminated the enhancement effect, whereas i.t. administration of the a, antagonist yohimbine
failed to significantly affect the enhancement effect. The effects of phentolamine and methysergide
were not mediated by changes in bladder compliance. This is the first study to demonstrate that
bladder hypersensitivity resulting from bladder inflammation is partly mediated by 5-HT and NE
facilitatory effects. Based on these and previous findings we conclude that the net nociceptive
response to bladder distension under conditions of bladder inflammation represents a complex
interaction of facilitatory influences of spinal 5-HT and NE, and inhibitory influences of spinal
opioids.
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Introduction

Intravesical administration of zymosan in adult rats leads to a time-dependent increase in
urinary bladder inflammation [20] and a significant enhancement of abdominal muscle
electromyographic (EMG) and arterial blood pressure (ABP) responses to urinary bladder
distension (UBD) when compared to controls [5,20,21]. This inflammation-induced bladder
hypersensitivity is being suppressed by endogenous opioids because either intraperitoneal (i.p.)
or intrathecal (i.t.) administration of naloxone at the time of UBD testing significantly increases
the magnitude of EMG responses when compared to controls [5]. The opioid inhibitory effect
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may be under descending control of the RVM since electrical stimulation of the RVM inhibits
the VMR to UBD and is partially mediated by spinal opioids. [19].

The RVM and other brainstem regions, including the A5, A6, and A7 cell groups, are also well
established as final common pathways involved in the spinal release of 5-HT and NE. [c.f.,
9,14,16]. These systems are primarily known for promoting descending spinal inhibitory
influences and have figured prominently in our theoretical views about modulation of spinal
nociceptive transmission [8]. However, these same regions and transmitters are now recognized
as mediating descending spinal facilitatory influences on spinal nociceptive transmission,
particularly contributing to hyperalgesic states [1,23,28,29,34-37].

In the present studies, we examined whether 5-HT and NE exerted either inhibitory or
facilitatory roles in the bladder hypersensitivity produced by bladder inflammation. This was
accomplished by using i.t. administration of both non-specific receptor antagonists
(methysergide and phentolamine) and more selective receptor antagonists to 5-HT and NE
(ondansetron, WAY 100635, yohimbine and WB4101).

Materials and methods

Animals and animal care

One hundred and eighteen adult female Sprague-Dawley rats were obtained from Harlan
(Prattville, AL) and maintained in separate cages. The light-dark cycle for all rats was
6:00-6:00. At the time of adult testing, no attempt was made to control for phase of estrous
cycle. All studies were approved by the University of Alabama at Birmingham Animal Care
and Use Committee and conformed to the NIH guidelines for the care and use of laboratory
animals.

General Surgical and Testing Procedures

Rats were pretreated with 30 min of exposure to either intravesical zymosan (1% solution in
saline; 0.5 ml) under isoflurane/oxygen anesthesia (5% induction followed by 2%) or
isoflurane/oxygen anesthesia alone (5% induction followed by 2%). The zymosan was
administered via a 22-gauge angiocatheter. After 30 min the zymosan solution was drained
and the angiocatheter removed. Each animal was administered 20 mg of ampicillin and
awakened.

Onthe next day, a 7.8 cm i.t. catheter made of PE10 tubing was inserted via the atlanto-occipital
membrane and threaded down to the L6-S1 region via the spinal column under deep isoflurane/
oxygen anesthesia (4%). The trachea was cannulated for artificial respiration and a 22-gauge
angiocatheter was inserted into the urinary bladder via the urethra and held in place by a tight
suture placed around the distal urethral orifice. The animal was then moved to a recording area,
placed on a ventilator, and remained on 4% isoflurane/oxygen while platinum wire EMG
electrodes were placed into the left external oblique musculature for differential amplification
and recording of EMG activity. The EMG of the abdominal external oblique muscle was used
to index the VMR to graded UBD. Rats were not restrained in any fashion and body temperature
was maintained using a heating pad. The anesthesia was reduced to 0.75% and remained at
this level for the rest of testing.

Each rat then received an i.t. injection of a receptor antagonist or saline vehicle followed by
UBD testing 15 min later. At that time, three 60 mmHg distensions (20 s duration) of the urinary
bladder were administered to overcome the initial period of bladder sensitization [4] and were
followed by a sequence of 20 sec duration graded distensions of the bladder at pressures of 10,
20, 30, 40, 50, 60, 70 and 80 mmHg, respectively (3 min ITI). Receptor antagonists were
methysergide maleate (30 ug), phentolamine HCI (30 ug), ondansetron (10 ug), WAY 100635
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(10 ug), yohimbine (30 ug), WB4101 (30 ug) or saline vehicle. These drug doses were based
on previous studies demonstrating their effectiveness in a variety of situations [10]. All drugs
were administered in 7.5 ul of saline except for yohimbine which was administered in 15 pl
of saline. Each drug administration was followed by a 10 pl saline flush.

A subset of rats that had received either the zymosan (N=5) or anesthesia (N=6) pretreatment
and the i.t. saline treatment and UBD testing were given a second series of graded UBD trials
after administering 30 ug i.t. phentolamine. This provided a pre (saline i.t.) / post (phentolamine
i.t.) within-subject comparison to check our between-subjects design for phentolamine.

To ensure that any changes observed with the methysergide and phentolamine were not due to
an influence on spinal neuronal control of bladder compliance, an additional three groups of
rats (N=4/group) received pre-treatment with anesthesia alone 24 hours prior to CMG testing.
At the time of CMG testing, these animals received placement of an i.t. catheter and i.t. drug
administration (methysergide, phentolamine, or saline) as described above followed by a 40
min slow infusion (.05 ml/min) of room-temperature saline with continuous recording of
intravesical pressure through an in-line pressure transducer.

|.t. catheters are routinely used in our laboratory. The placement of i.t. catheters are examined
with dye injections in any animal where the experimenter reported difficulty in placing the
catheter and are also examined through random sampling of animals. No animals were
eliminated based on these examinations.

Data Analysis and Statistics

Results

All data were saved on a computer using Spike-2 software and associated hardware (Micro
1401; CED, Cambridge, UK). The EMG response was defined as: (rectified EMG activity
during UBD - rectified baseline EMG prior to UBD) / rectified baseline EMG as described
previously [20,21]. Groups are designated as pretreatment (Z for zymosan and A for
anesthesia) / i.t. drug. Group Z/saline served as the primary experimental comparison group.
We continued to add subjects to this group with each additional order from the animal supplier
in order to control for possible batch effects because we processed each receptor antagonist
group in succession. This resulted in a total of 13 subjects in this group. Group data are
presented as means £ S.E.M. An overall ANOVA was performed followed by analysis of
simple main effects and post-hoc contrasts of mean using Holm’s procedure [11] to maintain
family-wise a at 0.05. Statistical significance was defined as p values <0.05.

Figure 1 presents the mean EMG responses for the various groups split into four panels for
ease of data presentation. The control functions (groups Z/saline and A/saline) are reproduced
in each panel. An ANOVA of all groups revealed significant effects for groups, UBD pressure,
and groups x UBD pressure (all p’s < 0.002). Follow-up ANOVAs were then performed for
group Z/saline versus group A/saline, and for group Z/saline versus each group receiving a
receptor antagonist. Group Z/saline showed a robust EMG response to UBD that was
significantly greater than that of group A/saline demonstrating that zymosan pretreatment
produced an enhancement effect. Group Z/methysergide (Panel A) and group Z/phentolamine
(Panel B) had significantly reduced EMG responses when compared to group Z/saline and the
EMG responses were not significantly different from group A/saline. There also was a clear
trend towards decreased EMG responses of groups A/methysergide and A/phentolamine when
compared to group A/saline suggesting possible tonic facilitatory effects of 5-HT and NE under
non-inflamed conditions, but the ANOVAs were not significant in either case. Panel C shows
groups Z/ondansetron and group Z/WAY 100635 also had significantly reduced EMG
responses compared to group Z/saline and achieved stimulus-response functions comparable
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to group A/saline and also comparable to those achieved with methysergide. Panel D shows
that group Z/WB 4101, but not group Z/yohimbine, had significantly reduced the EMG
responses of rats and achieved stimulus response functions equivalent to group A/saline.

We also carried out some within-subject tests with phentolamine. Rats that initially received
zymosan pretreatment followed by i.t. saline and UBD testing were administered i.t.
phentolamine followed by a second set of UBD trials. We found that i.t. phentolamine exerted
a significant reduction in the EMG responses to UBD in zymosan pretreated rats (F=11.76;
p=0.027), but not in anesthesia pretreated rats in a manner virtually identical to that observed
in the between-groups comparisons shown in Figure 1.

Itis unlikely that any of these changes were due to drug-induced changes in neural control of
bladder compliance because i.t. administration of the non-specific receptor antagonists,
methysergide and phentolamine, failed to produce any significant differences in the intravesical
pressures during slow saline infusions (F=0.57; p=.58; data not shown).

Discussion

Various brainstem regions, including the RVM and the A5, A6, and A7 NE cell groups are
widely recognized to exert spinal inhibitory effects via release of 5-HT and NE [9,14,26,36].
Activation of many of these same regions also can produce facilitatory or pronociceptive effects
in either normal animals or animals with inflamed tissue that are also mediated by spinal release
of 5-HT and NE [34-37,29]. Bee and Dickenson [1, c.f., 30,31] suggested that RVM-derived
facilitatory influences may even predominate over RVM-derived inhibitory influences, based
on studies of anesthetic blockade in both normal and spinal nerve injured rats. The purpose of
the present studies was to determine whether spinal 5-HT and NE played a role in the bladder
hypersensitivity produced by acute bladder inflammation.

Facilitatory effects of 5-HT were found since i.t. administration of the non-specific (5-HT1/5-
HT>,) antagonist methysergide, the selective 5-HT1 5 antagonist WAY 100635, or the selective
5-HT3 antagonist ondansetron reduced the enhanced bladder sensitivity produced by
intravesical zymosan to levels of control rats pretreated only with anesthesia and receiving i.t.
saline at the time of testing. The effects of these 5-HT receptor antagonists may be due to
blocking adirect spinal influence of adescending 5-HT system that enhances spinal nociceptive
transmission from the bladder, e.g., a system originating in the RVM and recruited by bladder
inflammation. Suzuki et al. [23,24] have emphasized a facilitatory role of 5-HT acting at 5-
HT5 receptors localized on nerve terminals of a sub-population of small diameter primary
afferents in enhancing neurotransmitter release in the dorsal horn. This view is consistent with
our data and data from other studies showing facilitatory effects of spinal 5-HT and the
mediation 5-HT,p and 5-HTj3 receptors [23,24,25]. For example, the second phase of the
formalin response or at-level mechanical allodynia produced by spinal cord injury are
significantly attenuated by either 5,7-DHT depletion of spinal 5-HT or i.t. administration of
the 5-HT3 antagonist ondansetron [17,18,25].

We also found effects of methysergide and the 5-HT1 5 antagonist WAY 100635 that were
consistent with a facilitatory role of 5-HT acting at 5-HT1/5-HT receptors. The magnitude of
these effects was comparable to those observed with the 5-HT3 antagonist ondansetron. Our
5-HT 4 data are not in accord with the proposition of Kayser et al. [15] who suggested that 5-
HT1g and to a lesser extent 5-HT; 5 receptors mediate endogenous inhibitory effects of 5-HT
[c.f.,7,18]. These differences may reflect our analysis of inflamed visceral tissue, which has
not been previously studied in this context. It should be noted, however, that there is a previous
report of methysergide and the 5-HT 1 receptor antagonist NAN-190 blocking secondary
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hyperalgesia produced by formalin injection in the paw [3] supporting a facilitatory role for 5-
HT acting at a 5-HTa receptor.

5-HT could also be acting in the spinal cord to modulate another spinal system in producing
facilitation. Song, Chen, and Marvizon [22] used p receptor internalization to show that spinal
5-HT acts at 5-HT A receptors to inhibit opioid release from a subpopulation of spinal opioid-
containing terminals. In this manner, 5-HT inhibition of spinal opioid release would have a
facilitatory influence. One would expect that either methysergide or the specific 5-HT 1
receptor antagonist WAY 100635 to block this facilitatory influence as was found in the present
experiments.

Facilitatory effects of NE were also found since i.t. administration of either the non-specific
NE antagonist phentolamine or the selective a; antagonist WB 4101 reduced the bladder
hypersensitivity produced by intravesical zymosan to levels of rats pretreated with anesthesia
only and receiving i.t. saline vehicle. The selective ay antagonist yohimbine was not effective
in this. In general, all the NE antagonists appeared somewhat less effective the 5-HT
antagonists. The NE-mediated facilitatory effects may derive from bladder inflammation-
induced activation of any of the brainstem NE cell groups (A5, A6, and A7) that provide
descending modulation of spinal nociceptive transmission, or the RVM, which has reciprocal
connections with these NE cells groups and whose effects are in part mediated by spinal release
of NE [9]. While inhibitory effects are more typically attributed to activation of these NE cells
groups and activation of oy spinal adrenoreceptors, facilitatory effects have been demonstrated
for NE acting at a4 adrenoreceptors on dorsal horn neurons excited by either glutamate or
noxious stimulation [2]. Further, activation of A7 neurons may exert both pro- and
antinociceptive effects acting through spinal o4 and ay-adrenoreceptors, respectively [c.f.,
10]. The o4 adrenoreceptor agonist phenylephrine also promotes release of substance P from
capsaicin-sensitive sensory neurons from the urinary bladder and mobilizes intracellular
Ca** in cultured lumbar and sacral dorsal root ganglia innervating the bladder [27], an effect
which is enhanced by inflaming the bladder with cyclophosphamide. Thus, bladder pain
signaled by capsaicin-sensitive nociceptive afferents and enhanced by bladder inflammation
is enhanced by NE acting primarily at oy adrenoreceptors.

There was some trend in our data suggesting that 5-HT and NE were producing tonic facilitatory
effects, but our statistical analyses failed to reveal any significant decreases in EMG responses
relative to the anesthesia pretreated control animals. It is possible this reflects a floor effect in
our response measures. However, we were unable to evaluate a possible floor effect by
decreasing the level of anesthesia and elevating the stimulus response function to UBD in group
AJsaline because 0.75% isoflurane is the lowest safe level we can use in our preparation. Our
cystometry data ruled out a possible influence of these receptor antagonists in differentially
affecting bladder compliance (c.f., 6 for similar outcomes), but we can’t rule out the possibility
that the facilitatory effects were the result of spinal excitatory influences of 5-HT and NE on
motor neurons [32,33].

We have shown in a previous study that i.t. or i.p. administration of opioid receptor antagonist
naloxone at the time of UBD testing significantly increases the magnitude of the
hypersensitivity produced by bladder inflammation [5], indicating an inhibitory influence of
endogenous opioids. Thus, both facilitatory (5-HT and NE) and inhibitory (opioid) effects are
recruited by bladder inflammation Overall, the present data indicate that bladder
hypersensitivity resulting from bladder inflammation can be thought of as the net result of
activating several independent and dependent processes, including peripheral sensitization of
primary afferents, central sensitization of second-order dorsal horn neurons, and inflammation-
induced activation of opioid inhibitory, and 5-HT and NE-facilitatory modulation of spinal
nociceptive transmission from the bladder.
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Figure 1.

Group mean EMG responses during graded UBD. Groups received either intravesical zymosan
(Z) or anesthesia alone (A) or 24 hrs prior to UBD testing. UBD testing occurred 15 minutes
following i.t. administration of saline, methysergide, phentolamine, ondansetron, WAY
100635, WB 4101 or yohimbine. Panels A-D: group Z/saline significantly different from group
AJsaline (*p<0.05) and are reproduced in each panel as primary control comparisons. Panel
A: group Z/saline significantly different from group Z/methysergide (#p<0.05). Panel B: group
Z/Saline significantly different from group A/phentolamine (#p<0.05). Panel C: group Z/saline
significantly different from groups Z/ondansetron (#p<0.05) and Z/Way 100635 (+p<0.05).
Panel D: group Z/saline significantly different from group Z/WB 4101 (#p<0.05). All post-
hoc tests were based on significant between-groups effects derived from the overall ANOVAs.
N’s range from 8-13/group.
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