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Abstract
We examined the molecular pharmacology and in vivo effects of a TRPV1 receptor antagonist, N-
(4-Tertiarybutylphenyl)-4(3-cholorphyridin-2-yl)-tetrahydro-pyrazine1(2H) – carboxamide
(BCTC) on the guinea pig TRPV1 cation channel. BCTC antagonized capsaicin-induced activation
and PMA-mediated activation of guinea pig TRPV1 with IC50 values of 12.2 ± 5.2 nM, and 0.85 ±
0.10 nM, respectively. In addition, BCTC (100 nM) completely blocked the ability of heterologously
expressed gpTRPV1 to respond to decreases in pH. Thus, BCTC is able to block polymodal
activation of gpTRPV1. Furthermore, in nodose ganglia cells, capsaicin induced Ca2+ influx through
TRPV1 channel was inhibited via BCTC in a concentration dependent manner. In in vivo studies
capsaicin (10 – 300 μM) delivered by aerosol to the pulmonary system of non-sensitized guinea pigs
produced an increase in cough frequency. In these studies, the tussigenic effects of capsaicin (300
μM) were blocked in a dose dependent fashion when BCTC (0.01–3.0 mg/kg, i.p.) was administered
30 minutes before challenge. The high dose of BCTC (3.0 mg/kg, i.p) produced a maximum
inhibition of capsaicin-induced cough of 65%. We also studied the effects of BCTC (0.03 and 3.0)
when administered 60 minutes before capsaicin. Under these conditions, BCTC (3.0 mg/kg, i.p)
produced a maximum decrease in capsaicin-induced cough of 31%. In ovalbumin passively sensitized
guinea pigs, we found that BCTC (1 and 3 mg/kg, i.p.) attenuated antigen ovalbumin (0.3%) cough
responses by 27% and 60%, respectively. We conclude that TRPV1 channel activation may play role
in cough mediated by antigen in sensitized guinea pigs. Our results supports increasing evidence
that TRPV1 may play a role in the generation of the cough response.

Background
The vanilloid receptor (TRPV1) is a member of a distinct
subgroup of transient receptor potential (TRP) family of
ion channels [1]. The neuronally expressed TRPV1 is a
non-selective, Ca2+ preferring, cation channel. The TRPV1
channel is activated by a number of different stimuli

including heat, acid certain arachidonic acid derivatives
and direct phosphorylation via PKC [2-5]. Moreover,
there is also evidence that various inflammatory media-
tors such as ATP, bradykinin, NGF or PGE2 may indirectly
lead to the activation of the TRPV1 channel via activation
of their respective receptors [6-9]. Current data suggests
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that receptor activation may lead to TRPV1 gating by
either generation of arachidonate via BK2 or through the
activation of PKC by P2Y1 [6-10]. These findings suggest
that TRPV1 may have a central role in inflammatory noci-
ception.

Within recent years, pulmonary researchers have shown
an interest in TRPV1 and the possible role of this receptor
in respiratory diseases [11]. TRPV1 has been linked to
playing significant role in the genesis of cough. Indeed,
cough is arguably the most common symptom associated
with pulmonary diseases, such as asthma, COPD and the
common cold [12-14]. The evidence for this linkage
between TRPV1 and cough is supported by several obser-
vations. (1) TRPV1 receptors are found on sensory airway
nerves that are important in the cough reflex [15-17]. (2)
Isolated pulmonary vagal afferent nerves are responsive to
TRPV1 stimulation and (3) TRPV1 agonists, such as capsa-
icin, elicit cough in animals and man [18-21]. (4) Further-
more, sensitivity of capsaicin-induced cough responses
following upper respiratory tract infection and in airway
inflammatory diseases such as asthma and COPD, are
increased relative to control responses [22,23]. Nonethe-
less, it is important to point out that although cough can
be provoked by aerosolized capsaicin to the airways, the
significance of TRPV1 receptors in cough associated with
pulmonary diseases remains to be fully elucidated.

N-(4-Tertiarybutylphenyl)-4(3-cholorphyridin-2-yl)tet-
rahydropyrazine-1(2H)-carbox-amide (BCTC) is a highly
potent and selective TRPV1 antagonist [24]. This new
pharmacological tool has been used to block TRPV1
responses in inflammatory and neuropathic pain models
[25]. Presently we studied the TRPV1 antagonist activity of
BCTC in HEK293OFF cells stably-expressing gpTRPV1 and
in isolated guinea pig nodose ganglia. As our primary
goal, we sought to utilize BCTC to examine the role of
TRPV1 receptors in antigen-induced cough in ovalbumin
sensitized guinea pigs. We found that BCTC attenuated
cough in a model of antigen-provoked cough.

Materials and methods
Animal care and use
These studies were performed in accordance to the NIH
GUIDE TO THE CARE AND USE OF LABORATORY ANI-
MALS and the Animal Welfare Act in an AAALAC-accred-
ited program.

RNA isolation, cloning and expression of guinea pig TRPV1
Male Hartley Short Hair guinea pigs (350 – 400 g) were
euthanized with CO2, and the nodose ganglia were dis-
sected and flash-frozen in liquid nitrogen prior to total
RNA isolation. Total RNA was prepared from nodose gan-
glia using the Ambion Totally RNA kit (Ambion, Austin,
TX, USA) according to the manufacturer's instructions.

First strand cDNA synthesis was carried out and used to
carry out PCR reactions using an Ex Taq Kit (Pan Vera,
Madison, WI, U.S.A.). Multiple primers were designed
based upon the published guinea pig sequence (GenBank
#AJ492922) and used to generate short fragments for
establishment of a consensus sequence. The resulting full
length sequence (GenBank #AY729017) was used to
clone a full length gpTRPV1 sequence from primary tissue.
The following primers were used to clone out gpTRPV1 in
two fragments P1:atgaagaaacgggctagtgtgg, P2: gcca-
gagccagtggtgtgaaccccttc, P3:gaaggggttcacaccactggctctggc,
P4: tcacttctcccctggaactgtcggactc. The resulting fragments
were used to create a full length gpTRPV1 cDNA sequence
which was subcloned between the NotI and EcoRV sites of
the pTRE2hyg vector (BD Biosciences, Clontech, Palo
Alto, CA) for sequence confirmation and Tet-promoter
controlled expression of gpTRPV1. Stably-transfected
HEK293TetOFF cells expressing gpTRPV1 under control of
the Tet-promoter were maintained in MEM medium (sup-
plemented with 10% Tet System Approved FBS/penicil-
lin/streptomycin/L-glutamine/geneticin G418, all from
Invitrogen, Caisbad, CA) at 37°C and 5% CO2 in a
humidified atmosphere.

Molecular pharmacology
Analysis of gpTRPV1 activity was carried out using FLIPR
as described previously [26]. Briefly, HEK293OFF cells sta-
bly-expressing gpTRPV1 were plated in black clear-bot-
tomed 96-well poly-lysine plates (BD Biosciences) at a
concentration of 40,000 cells per well in 200 μl of media
in the absence of doxycycline to allow for expression. The
plates were incubated for two days at 37°C and 5% CO2
to allow for optimal expression of TRPV1. The cells were
incubated in a buffer consisting of Hank's Balanced Salt
Solution (HBSS) containing 10 mM HEPES pH 7.4, BSA
1%, and probenecid 2.5 mM with the addition of the cal-
cium sensitive fluorescent dye Fluo-4AM (Molecular
Probes, Eugene, OR) (4 μM) for 1 hour at 37°C. The cells
were washed 3 times with the above buffer, which had
been heated to 37°C. A total of 100 μl of buffer was
placed in to each well and the plates were put in a 37°C
incubator for an additional 30 minutes prior to assay. All
compounds used in these studies were dissolved in dime-
thyl sulfoxide (DMSO) and vehicle alone (DMSO) was
used as a control. The cells were then placed in a FLIPR
(Molecular Devices, Sunnyvale CA) with a heated stage
maintained at 37°C for monitoring changes in fluores-
cent signal upon addition of agonist. After addition of
compound, change in fluorescence was monitored for a
period of 5 min and maximal increase in fluorescent sig-
nal was noted. Antagonist was added to cells in a volume
of 50 μl via the FLIPR and allowed to incubate for 6 min-
utes prior to addition of agonist. The change in fluores-
cence (max – min) upon addition of agonist was used to
assess activation.
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Intracellular Ca2+ concentration measurements in nodose 
ganglia cells
Male Hartley guinea pigs (600 – 700 g, Charles River,
Bloomington, MA, USA) were euthanized with CO2. The
nodose ganglia were removed under aseptic conditions
and enzyme digested as previously described [17]. Briefly,
the isolated ganglia were washed in Hank's buffer (Gibco,
NY, USA) and then transferred to Hank's buffer contain-
ing collagenase (type IA, 1 mg • ml-1) for 45 min at 37°C
in a water bath. The enzyme solution was aspirated from
the tissues, after which they were rinsed with Hank's
buffer and then incubated in Hank's buffer containing
DNAse IV (0.1 mg • ml-1) for 15 min at 37°C in a water
bath. Tissues were washed with Hank's buffer and sub-
jected to gentle trituration using a Pasteur pipette. The
resulting cell suspension was filtered through a sterile
nylon mesh (Becton Dickinson Labware MA, USA) and
plated into poly-lysine coated petri dishes (Becton Dickin-
son Labware MA, USA). Cells were incubated for 3 hrs at
37°C prior to the intracellular Ca2+ measurements. Intra-
cellular Ca2+ concentrations in single nodose ganglia cells
was measured in Hank's buffer using Attofluor digital
ratiovision system (Atto Instrument, Maryland, USA).
Briefly, cells were incubated with Fura-2 acetoxy methyles-
tor (5 μg ml-1, Molecular Probes), a calcium sensitive flu-
orescence dye, in HBSS containing 0.4% bovine serum
albumin (BSA) for 45 min at 37°C. The dye-loading solu-
tion was removed and the cells were washed three times
with HBSS containing 0.4% BSA. Fluorescence in single
cells was measured at a single emission wavelength (510
nm) with double excitatory wavelength (334 and 380
nm), using Attofluor digital ratiovision system. Intracellu-
lar Ca2+ concentration was estimated by ratio of fluores-
cence at excitation wavelengths of 334 and 380 nm.
Capsaicin responses were elicited by direct additions to
the cell culture buffer during real-time recording

Capsaicin-induced cough
All cough experiments were performed in conscious
guinea pigs (Male Hartley, 400 – 500 g, Charles River,
Bloomington, MA, USA) using methods described by
Bolser et al., [20]. In the first experiment, the effect of
graded concentrations of aerosolized capsaicin was exam-
ined on cough frequency. Overnight fasted guinea pigs
were placed in a 12 × 14-inch chamber and exposed to
aerosolized capsaicin (10 – 300 μM, for 4 min) produced
by a Ultra-NeB 99 Devilbiss nebulizer (Somerset, PA) to
elicit cough. Experiments were conducted in a parallel
design where each animal was exposed only once to cap-
saicin. The number of coughs were detected by a micro-
phone placed in the chamber and verified by a trained
observer. The signal from the microphone was relayed to
a polygraph that provided a record of the number of
coughs. The antitussive activity of BCTC was determined
against cough provoked by capsaicin (300 μM). In these

studies, BCTC (0.01 – 10 mg/kg, i.p.) was given 30 min-
utes before capsaicin challenge. In a separate study, the
cough suppressant effects of BCTC (0.03 and 3.0 mg/kg,
i.p.) was studied at 1 hour after i.p. administration.

Antigen-induced cough
Male Hartley guinea pigs (300 – 350 g, Charles River,
Bloomington, MA, USA) were actively sensitized to oval-
bumin over a 27 day regimen. On day 1, animals were
administered ovalbumin (100 μg, i.p.) and aluminum
hydroxide (200 mg, i.p.) suspended in 0.5 ml of water.
On day 7, animals were administered an additional dose
of ovalbumin (100 μg, i.p.). The animals were used 27
days after the initial ovalbumin dose when they weighed
between 450 – 500 g. Allergic cough studies were per-
formed in an exposure chamber similar to the one used to
examine capsaicin-evoked cough responses. The concen-
tration of ovalbumin (0.3%) used to elicit cough was
selected based on studies by Bolser et al., [20]. BCTC (1
and 3 mg/kg, i.p.) was given 30 minutes before ovalbu-
min (0.3%). The activity of a second TRPV1 antagonist
was also studied in these experiments, capsazepine (300
μM; 4 min aerosol) was given 4 minutes before antigen
challenge.

Statistics
Data from HEK293OFF cells studies are presented as the
percentage of the maximal response for each agonist. Cal-
culation of IC50 values were determined using GraphPad
Prism v3.02 (GraphPad Software, Inc.). Data from the
cough studies are expressed as cough number due to
either a capsaicin or a ovalbumin 4 minute exposure. Val-
ues displayed in the figures represent the MEAN ± SEM of
6–12 animals per group. Data were evaluated using a non
parametric Kruskal Wallis in conjunction with a Mann
Whitney U. Statistical significance was set at p < 0.05.

Drugs
Capsaicin, capsazepine, and phorbol 12-myristate 13-ace-
tate (PMA) were purchased from Sigma (St. Louis, MO,
USA). N-(4-Tertiarybutylphenyl)-4(3-cholorphyridin-2-
yl)tetrahydropyrazine1(2H)-carbox-amide (BCTC) was
synthesized based on to published reports and was tested
in all experiments as the free base (molecular weight
372.89) [24]. For molecular and in vtiro studies drugs
were dissolved in dimethylsulfoxide (DMSO) and stored
at -20.0 °C. The final concentration of DMSO was less
than 0.1% (v/v) in these studies. For in vivo studies, cap-
saicin and capsazepine were dissolved in 10% ethanol
and physiological saline (0.9%), respectively. BCTC was
dissolved in warm (58°C) 45% (2-hydroxypropyl-) β-
cyclodextrin.
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Results
Intracellular Ca2+ concentration measurements in 
HEK293OFF cells
The TRPV1 antagonist BCTC was tested for its ability to
inhibit various modalities of guinea pig TRPV1 activation.
BCTC dose-dependently inhibited capsaicin-induced acti-
vation and PMA-mediated activation of guinea pig TRPV1
with IC50 values of 12.2 ± 5.2 nM, and 0.85 ± 0.10 nM,
respectively (see Figure 1A). The addition of 50 nM PMA
to gpTRPV1 expressing cells which were pre-incubated
with 1 μM Ro 31–8220, a PKC inhibitor, elicited no
response (data not shown). Additionally, capsazepine was
able to block both modes of TRPV1 activation with poten-
cies relative to previously described results [27]. The inclu-
sion of 100 nM BCTC completely blocked the ability of
gpTRPV1 to respond to decreases in pH (see Figure 1B).

Nodose ganglia
Previously we have shown that capsaicin increases intrac-
ellular Ca2+ in guinea pig nodose ganglia cell, in a concen-
tration-dependent manner [28]. In the present study we
evaluate the activity of BCTC against the increase in
nodose intracellular Ca2+ elicited by 0.1 μM capsaicin. The
change in the 334/380 fluorescence ratios due to capsai-
cin (0.1 μM) was 2.08 ± 0.26. BCTC (1 × 10-9 – 1 × 10-7M)
significantly attenuated capsaicin-induced intracellular
Ca2+ responses in nodose ganglia cells (see Figure 2).

Cough studies
In non-sensitized naive animals, aerosolized exposure to
capsaicin (10–300 μM) increased guinea pig cough fre-
quency (see Figure 3). In follow-up studies we used the
300 μM concentration of capsaicin as the provocation
dose to examine the cough suppressant activity of BCTC.
Capsaicin (300 μM) produced 15.6 ± 2.1 coughs over a 4
minute exposure time (see Figure 4). Figure 4 shows that
30 minutes after i.p. administration BCTC (0.01–3.0 mg/
kg, i.p.) dose dependently attenuated the increase in
cough frequency provoked by capsaicin (300 μM). We
found that the optimum experimental protocol for the
BCTC cough studies was to give the drug i.p. 30 minutes
before capsaicin, because by 60 minutes the cough sup-
pressant activity of BCTC was significantly diminished
(see Figure 4). Using the experimental design established
in the capsaicin studies, BCTC (3 mg/kg, i.p.) was admin-
istered in sensitized guinea pigs 30 minutes before cough
was provoked by ovalbumin. BCTC inhibited allergic
cough by 60% (see Figure 5). Doses of BCTC greater than
3 mg/kg could not be tested because of solubility limita-
tions of the drug. To confirm the antitussive actions of
BCTC against antigen-induced cough, a structurally differ-
ent TRPV1 antagonist was also studied. Similar to BCTC,
aerosolized capsazepine (300 μM) blocked cough (-81%)
elicited by ovalbumin (See Figure 5).

Discussion
Recently, van den Worm et al., (2005) demonstrated that
a TRPV1 receptor antagonist inhibits isolated allergen-

Inhibition of TRPV1 polymodal activation by BCTC in HEK293OFF cellsFigure 1
Inhibition of TRPV1 polymodal activation by BCTC in HEK293OFF cells. Panel A shows that BCTC antagonizes capsaicin (10 
nM) and PMA-mediated (50 nM) activation of gpTRPV1. Panel B shows that inclusion of 100 nM BCTC completely inhibits 
gpTRPV1 respond to decreases in pH. Data are presented as percent maximal response in the absence of inhibitor (A). Data 
shown are representative of at least three separate experiments.
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induced tracheal contractions [29]. The objective of the
present studies was to examine the role of TRPV1 recep-
tors in an allergic "disease" cough model. To this end, we
utilized the recently described TRPV1 antagonist, BCTC,
as a pharmacological tool in our experiments. BCTC has
been shown to inhibit rat TRPV1 channels. However, its
effect on guinea pig TRPV1 has not been tested previously.
Prior to advancing BCTC into in guinea pig in vitro and in
vivo experiments, we first characterized the activity of this

drug on guinea pig TRPV1 in HEK293OFF cells that heter-
ologously expressed cloned guinea pig TRPV1 receptor.
We found the BCTC effectively antagonized the prototyp-
ical activity of the vanilloid receptor agonist, capsaicin.
Additionally, BCTC abolished proton-mediated and
antagonized PKC-phosphorylation-induced activation of
TRPV1. The potency of BCTC against PMA-induced activa-
tion was significantly more potent than against capsaicin-
driven activation. The mechanism behind this difference
is unclear, however, we have observed that BCTC is more
potent in antagonizing PMA-induced activation in other
TRPV1 orthologues including human, mouse and rat [26].

Stimulation of a PKC phosphorylation pathway could
link TRPV1 mediated pulmonary responses with the
upstream activation of cell surface receptors such as the
purinergic receptor P2Y1, bradykinin BK2 receptor, PAR2,
histamine H1 receptor, or the nerve growth factor (NGF)
receptor TrkA [6-8,30]. Indeed, recent results demonstrate
that PAR2-mediated sensitization of TRPV1 enhances the
overall cough reflex and, by utilizing specific inhibitors,
this exaggerated response appears to be mediated via
PAR2 -induced PKC and/or PKA activity. Therefore, our
results suggest that BCTC may not only effectively antago-
nize the direct activation of TRPV1 receptors via small
molecule but may also block the actions of inflammatory

Effect of BCTC on capsaicin-induced cough in non-sensitized guinea pigsFigure 4
Effect of BCTC on capsaicin-induced cough in non-sensitized 
guinea pigs. Figure demonstrates the cough suppressant 
activity of BCTC (0.01 – 3.0 mg/kg, i.p.) administered at 30 
and 60 minutes before capsaicin (300 μM) provocation. Each 
bar represents the Mean ± SEM of the number of coughs 
produced by a 4 min exposure to capsaicin. Control animals 
were guinea pigs that received oral vehicle instead of BCTC 
and were exposed to capsaicin provocation. (*p < 0.05 com-
pared to control animals using a Kruskal-Wallis in conjunc-
tion with a Mann-Whitney-U; n = 8–9 per treatment group).
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Tussigenic effects of capsaicin in non-sensitized conscious guinea pigsFigure 3
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mediators (trypsin, bradykinin, histamine, e.g.) that may
indirectly contribute to TRPV1 activation/sensitization, by
stimulating PKC activity. Furthermore, our experiments
also demonstrate that the antagonist activity of BCTC is
observed at the level of the native TRPV1 receptor in
guinea pig nodose ganglia. The present BCTC data are
consistent with previous finding showing that capsaicin-
induced Ca2+ responses in isolated guinea-pig nodose
ganglia cells are blocked by the TRPV1 antagonist, cap-
sazepine [17]. Nodose ganglia cells relay sensory impulses
into the CNS from a variety of visceral organs, including
the pulmonary system. Moreover, nodose ganglia (and
jugular ganglia) contain the cell bodies of airway afferent
sensory nerves that are involved in the cough reflex. Thus,
our in vitro studies indicate, at least in part, a peripheral
pharmacological action for BCTC on C-fibers nerves
which are known to express TRPV1 receptors. Activity of
BCTC on respiratory associated C-fibers likely contributes
to the antitussive action of this drug observed in our
cough models.

Chemical irritants such as capsaicin and citric acid are
often used to elicit cough in experimental models. Both
capsaicin and citric acid directly activate TRPV1. There-
fore, it is not surprising that BCTC inhibited cough pro-
duced by aerosolized capsaicin exposure to the airways.
We sort to examine the antitussive effects of BCTC in an

ovalbumin sensitized guinea pig model. We found that
BCTC and capsazepine suppressed antigen-evoked cough
in the ovalbumin sensitized guinea pigs. Previous work by
Bolser et al., (1995) demonstrated that allergic guinea pig
could be used to characterize the cough suppressant activ-
ity of different pharmacological classes of antitussive
drugs, including opioids, such as codeine [20]. Two defin-
ing features of the allergic guinea pig model are respira-
tory inflammation (mainly eosinophilia) and a
hyperresponsiveness to pulmonary constricting agents
such as histamine and methacholine [31]. It is becoming
increasingly evident that pulmonary inflammation alters
the excitability of afferent airway nerves that are impor-
tant in the initiation of cough [18,32]. However, the
mechanism(s) by which the excitability of sensory nerves
is increased after inflammation is not completely estab-
lished. Nevertheless, several studies have demonstrated
that allergic inflammation significantly enhances the
expression of tachykinins (SP and NKA) and tachykinin
receptors (NK2 subtype) in vagal nodose ganglia
[18,33,34]. It is also possible that chronic inflammation
may enhance the functionality of afferent cough nerves at
the level of the TRPV1 receptor. The sensitivity of capsai-
cin-induced cough responses following upper respiratory
tract infection and in airway inflammatory diseases such
as asthma and COPD, is increased relative to control
responses [22,23]. Our findings in conjunction with
above mentioned studies strongly support the position
that TRPV1 is an attractive pharmacological target for the
development of new antitussive drugs. Moreover, TRPV1
may have an increasing relevance as a target in respiratory
diseases as inflammation becomes progressively chronic.

An important characteristic of the allergic guinea pig is
that pulmonary exposure of antigen can produce an acute
bronchoconstriction. The extent to which bronchocon-
striction contributes to cough responses in the present
model is not clear. It should be pointed out that bron-
choconstriction and cough are not necessarily linked
occurrences and may be mediated by different mecha-
nisms [35]. In support of this hypothesis, we have found
that when a prominent mast cell mediator, histamine
(0.01%), is aerosolized to conscious naive guinea pigs it
produces a 700% increase in a, Penh (a surrogate marker
of bronchoconstriction; data not shown). On the other
hand, this same concentration of histamine does not elicit
cough. Nonetheless, studies to determine the extent to
which BCTC and capsazepine attenuates antigen-evoked
bronchoconstriction is beyond the scope of this report.
This report focuses solely on TRPV1 blockade and antigen
mediated tussigenic responses.

In summary, the data from this study show that TRPV1
antagonists inhibit cough elicited by aerosol exposure of
ovalbumin in sensitized guinea pigs. The present study

Effect of BCTC on cough responses elicited by antigen chal-lenge in sensitized guinea pigsFigure 5
Effect of BCTC on cough responses elicited by antigen chal-
lenge in sensitized guinea pigs. BCTC (1 and 3 mg/kg, i.p.) 
blocked the increase in cough produced by antigen ovalbu-
min (0.3%) challenge. Also shown are the activities of a sec-
ond TRPV1 antagonist (given by aerosol 4 min before antigen 
provocation*), capsazepine (300 μM) on allergic cough. Each 
bar represents the Mean ± SEM of the number of coughs 
produced by a 4 min exposure to capsaicin. (*p < 0.05 com-
pared to controls (sensitized and administered vehicle) ani-
mals using a Kruskal-Wallis in conjunction with a Mann-
Whitney-U; n = 9–16).
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suggests that TRPV1 may play an important role in inflam-
matory cough. Specifically, in cough associated with pul-
monary inflammation, such as found in some asthmatic
patients.

References
1. Michael GJ, Priestley JV: Differential expression of the mRNA

for the vanilloid receptor subtype 1 in cells of the adult rat
dorsal root and nodose ganglia and its down regulation by
axotomy.  J Neurosci 1999, 19:1844-1854.

2. Caterina MJ, Schumacher MA, Tominaga M, Rosen TA, Levine JD,
Julius D: The capsaicin receptor: a heat-activated ion channel
in the pain pathway.  Nature 1997, 389:816-24.

3. Tominaga M, Caterina MJ, Malmberg AB, Rosen TA, Gilbert H, Skin-
ner K, Raumann BE, Basbaum AI, Julius D: The cloned capsaicin
receptor integrates multiple pain-producing stimuli.  Neuron
1998, 21:531-43.

4. Van Der Stelt M, Di Marzo V: Endovanilloids. Putative endog-
enous ligands of transient receptor potential vanilloid 1
channels.  Eur J Biochem 2004, 271:1827-34.

5. Numazaki M, Tominaga T, Toyooka H, Tominaga M: Direct phos-
phorylation of capsaicin receptor VR1 by protein kinase Cep-
silon and identification of two target serine residues.  J Bio
Chem 2002, 277:13375-13378.

6. Tominaga M, Wada M, Masu M: Potentiation of capsaicin recep-
tor activity by metabotropic ATP receptors as a possible
mechanism for ATP-evoked pain and hyperalgesia.  Proc Natl
Acad Sci 2001, 98:6951-6956.

7. Sugiura T, Tominaga M, Katsuya H, Mizumura K: Bradykinin lowers
the threshold temperature for heat activation of vanilloid
receptor 1.  J Neurophysiol 2002, 88:544-548.

8. Chuang HH, Prescott ED, Kong H, Shields S, Jordt SE, Basbaum AI,
Chao MV, Julius D: Bradykinin and nerve growth factor release
the capsaicin receptor from PtdIns(4,5)P2-mediated inhibi-
tion.  Nature 2001, 411:957-62.

9. Rathee PK, Distler C, Obreja O, Neuhuber W, Wang GK, Wang SY,
Nau C, Kress M: PKA/AKAP/VR-1 module: A common link of
Gs-mediated signaling to thermal hyperalgesia.  J Neurosci
2002, 22:4740-4745.

10. Shin J, Cho H, Hwang SW, Jung J, Shin CY, Lee SY, Kim SH, Lee MG,
Choi YH, Kim J, Haber NA, Reichling DB, Khasar S, Levine JD, Oh U:
Bradykinin-12-lipoxygenase-VR1 signaling pathway for
inflammatory hyperalgesia.  Proc Natl Acad Sci 2002,
99:10150-101555.

11. Morice AH, Geppetti P: The type 1 vanilloid receptor: a sensory
receptor for cough.  Thorax 2004, 59:257-258.

12. Braman SS, Carrao WM: Cough differential diagnosis and treat-
ment.  Clin Chest Med 1987, 8:177-182.

13. Cherry DK, Woodwell DA: National Ambulatory Medical care
survey: 2000 Summary.  Advance data from vital and health statistics
2002, 328:1-32.

14. McLeod RL, Tulshian DB, Hey JA: Novel pharmacological targets
and progression of new antitussive drugs.  Expert Opin Ther Pat-
ents 2003, 13:1501-1512.

15. Devane WA, Hanus L, Breuer A, Pertwee RG, Stevenson LA, Griffin
G, Gibson D, Mandelbaum A, Etinger A, Mechoulam R: Isolation and
structure of a brain constituent that binds to the cannabi-
noid receptor.  Science 1992, 258:1946-1949.

16. Tucker RC, Kagaya M, Page CP, Spina D: The endogenous cannab-
inoid agonist, anandamide stimulates sensory nerves in
guinea-pig airways.  Br J Pharmacol 2001, 132:1127-1135.

17. Jia Y, McLeod RL, Wang X, Parra L, Egan RW, Hey JA: Anandamide
induces cough in conscious guinea pig through VR1 recep-
tors.  Br J Pharmacol 2002, 137:831-836.

18. Carr MJ, Undem BJ: nflammation-induced plasticity of the
afferent innervation of the airways.  Environ Health Perspect 2001,
109(Suppl 4):567-71.

19. Undem BJ, Chuaychoo B, Lee MG, Weinreich D, Myers AC, Kollarik
M: Two distinct phenotypes of vagal afferent C-fibers inner-
vating the lungs.  J Physiol  in press. 2004, Feb 20

20. Bolser DC, DeGennaro FC, O'Reilly S, Hey JA, Chapman RW: Phar-
macological studies of allergic cough in the guinea pig.  Eur J
Pharmacol 1995, 277:159-164.

21. Dicpinigaitis PV: Short- and long-term reproducibility of capsa-
icin cough challenge testing.  Pulm Pharmacol Ther 2003, 16:61-65.

22. O'Connell F, Thomas VE, Studham JM, Pride NB, Fuller RW: Capsa-
icin cough sensitivity increases during upper respiratory
infection.  Resp Med 1996, 90:279-286.

23. Doherty MJ, Mister R, Pearson MG, Calverley PM: Capsaicin
responsiveness and cough in asthma and chronic obstructive
pulmonary disease.  Thorax 2000, 55:643-649.

24. Valenzano KJ, Grant ER, Wu G, Hachicha M, Schmid L, Tafesse L, Sun
Q, Rotshteyn Y, Francis J, Limberis J, Malik S, Whittemore ER, Hodges
D: N-(4-tertiarybutylphenyl)-4-(3-chloropyridin-2-yl)tet-
rahydropyrazine -1(2H)-carbox-amide (BCTC), a novel,
orally effective vanilloid receptor 1 antagonist with analgesic
properties: I. in vitro characterization and pharmacokinetic
properties.  J Pharmacol Exp Ther 2003, 306:377-86.

25. Pomonis JD, Harrison JE, Mark L, Bristol DR, Valenzano KJ, Walker
K: N-(4-Tertiarybutylphenyl)-4-(3-cholorphyridin-2-yl)tet-
rahydropyrazine -1(2H)-carbox-amide (BCTC), a novel,
orally effective vanilloid receptor 1 antagonist with analgesic
properties: II. in vivo characterization in rat models of
inflammatory and neuropathic pain.  J Pharmacol Exp Ther 2003,
306:387-93.

26. Correll CC, Phelps PT, Anthes JC, Umland S, Greenfeder S: Cloning
and pharmacological characterization of mouse TRPV1.
Neurosci Lett 2004, 370:55-60.

27. Savidge J, Davis C, Shah K, Colley S, Phillips E, Ranasinghe S, Winter
J, Kotsonis P, Rang H, McIntyre P: Cloning and functional chara-
caterization of the guinea pig vanilloid receptor 1.  Neurop-
harm 2002, 43:450-6.

28. McLeod RL, Jia Y, Fernandez X, Para LE, Wang X, Tulshian DB,
Kiselgof EJ, Tan Z, Fowzi AB, Smith-Torhan AS, Hontao Z, Hey JA:
Antitussive profile of NOP agonist R0-64-6198 in the guinea
pig.  Phamacol 2004, 71:143-149.

29. Van den Worm E, de Vries A, Nijkamp FP, Engels F: Capsaicin, a
vanilloid antagonist, inhibits allergen-induced tracheal con-
traction.  Eur J Phamacol 2005, 518:77-78.

30. Dai Y, Moriyama T, Higashi T, Togashi K, Kobayashi K, Yamanaka H,
Tominaga M, Noguchi K: Proteinase-activated receptor 2-medi-
ated potentiation of transient receptor potential vanilloid
subfamily 1 activity reveals a mechanism for proteinase-
induced inflammatory pain.  J Neurosci 2004, 24:4293-4299.

31. Lai YL, Tang-Tei FC: Airway hyperresponsiveness and remode-
ling in antigen-challenged guinea pigs.  Chin J Physiol 2003,
46:9-13.

32. Lee LY, Widdicombe JG: Modulation of airway sensitivity to
inhaled irritants: role of inflammatory mediators.  Environ
Health Perspect 2001, 109:585-589.

33. Moore KA, Undem BJ, Weinreich D: Antigen inhalation unmasks
NK-2 tachykinin receptor-mediated responses in vagal affer-
ents.  Am J Respir Crit Care Med 2000, 161:232-236.

34. Myers AC, Kajekar R, Undem BJ: Allergic inflammation-induced
neuropeptide production in rapidly adapting afferent nerves
in guinea pig airways.  Am J Physiol Lung Cell Mol Physiol 2002,
282:L775-781.

35. Forsberg K, Karlsson C, Zackrisson C, Persson : Selective inhibi-
ton of cough and bronchoconstriction in conscious guinea
pigs Respiration.  1992, 59:72-76.
Page 7 of 7
(page number not for citation purposes)

http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10024368
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10024368
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10024368
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9349813
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9349813
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9768840
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9768840
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15128293
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15128293
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15128293
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11371611
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11371611
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11371611
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12091579
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12091579
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12091579
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11418861
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11418861
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11418861
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12040081
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12040081
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12097645
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12097645
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12097645
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14985566
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14985566
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3304810
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3304810
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1470919
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1470919
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1470919
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11226144
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11226144
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11226144
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12411414
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12411414
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12411414
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11544165
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11544165
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7493604
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7493604
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12657501
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12657501
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10899239
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10899239
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10899239
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12721338
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12721338
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12721338
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12721336
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12721336
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12721336
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15489017
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15489017
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15128843
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15128843
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15128843
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12817699
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12817699
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11544168
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11544168
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10619825
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10619825
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10619825
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11880304
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11880304
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11880304
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1535722
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1535722
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1535722
http://www.biomedcentral.com/
http://www.biomedcentral.com/info/publishing_adv.asp
http://www.biomedcentral.com/

	Abstract
	Background
	Materials and methods
	Animal care and use
	RNA isolation, cloning and expression of guinea pig TRPV1
	Molecular pharmacology
	Intracellular Ca2+ concentration measurements in nodose ganglia cells
	Capsaicin-induced cough
	Antigen-induced cough
	Statistics
	Drugs

	Results
	Intracellular Ca2+ concentration measurements in HEK293OFF cells
	Nodose ganglia
	Cough studies

	Discussion
	References

