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Acetaminophen, via its reactive metabolite N-acetyl-p-
benzo-quinoneimine and transient receptor potential
ankyrin-1 stimulation, causes neurogenic
inflammation in the airways and other tissues in
rodents
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ABSTRACT Acetaminophen [N-acetyl-p-aminophenol
(APAP)] is the most common antipyretic/analgesic med-
icine worldwide. If APAP is overdosed, its metabolite,
N-acetyl-p-benzo-quinoneimine (NAPQI), causes liver
damage. However, epidemiological evidence has associ-
ated previous use of therapeutic APAP doses with the risk
of chronic obstructive pulmonary disease (COPD) and
asthma. The transient receptor potential ankyrin-1
(TRPA1) channel is expressed by peptidergic primary
sensory neurons. Because NAPQI, like other TRPA1
activators, is an electrophilic molecule, we hypothesized
that APAP, via NAPQI, stimulates TRPA1, thus causing
airway neurogenic inflammation. NAPQI selectively ex-
cites human recombinant and native (neuroblastoma
cells) TRPA1. TRPA1 activation by NAPQI releases proin-
flammatory neuropeptides (substance P and calcitonin
gene-related peptide) from sensory nerve terminals in
rodent airways, thereby causing neurogenic edema and
neutrophilia. Single or repeated administration of thera-
peutic (15–60 mg/kg) APAP doses to mice produces
detectable levels of NAPQI in the lung, and increases
neutrophil numbers, myeloperoxidase activity, and cyto-
kine and chemokine levels in the airways or skin. Inflam-
matory responses evoked by NAPQI and APAP are abated
by TRPA1 antagonism or are absent in TRPA1-deficient
mice. This novel pathway, distinguished from the tissue-
damaging effect of NAPQI, may contribute to the risk of
COPD and asthma associated with therapeutic APAP
use.—Nassini, R., Materazzi, S., Andrè, E., Sartiani, L.,
Aldini, G., Trevisani, M., Carnini, C., Massi, D., Pedretti,
P., Carini, M., Cerbai, E., Preti, D., Villetti, G., Civelli, M.,
Trevisan, G., Azzari, C., Stokesberry, S., Sadofsky, L.,

McGarvey, L., Patacchini, R., Geppetti, P. Acetamino-
phen, via its reactive metabolite N-acetyl-p-benzo-
quinoneimine and transient receptor potential ankyrin-1
stimulation causes neurogenic inflammation in the airways
and other tissues in rodents. FASEB J. 24, 000–000 (2010).
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Acetaminophen [paracetamol, N-acetyl-p-aminophe-
nol (APAP)] is one of the most popular analgesic/
antipyretic medicines worldwide, and it has almost
completely replaced the use of aspirin in infants to
avoid the risk of Reye’s syndrome (1). In overdose,
APAP causes severe liver damage via a toxic metabolite,
N-acetyl-p-benzo-quinoneimine (NAPQI) (2), but it is
safe at therapeutic doses. However, in the past 10 yr a
wide series of epidemiological studies has shown that
exposure to therapeutic doses of APAP during intra-
uterine life, infancy (3), and childhood (4) and in
adults (5–7) is one of the risk factors for asthma (8, 9)
and chronic obstructive pulmonary disease (COPD)
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(7). A recent cross-sectional study (10) on 205,487
children aged 6–7 yr in 31 developed and developing
countries has provided further evidence that the use of
APAP during the first year of life or current use of
APAP in childhood is robustly associated with a dose-
dependent, increased risk of asthma, eczema, and
rhinoconjunctivitis in the exposed children. NAPQI,
generated through a P450 cytochrome-oxidative path-
way, is normally inactivated by glutathione (GSH) con-
jugation, forming the 3�-glutathionyl-S-yl-APAP adduct
(3�-GS-APAP) (11). GSH consumption by NAPQI has
been proposed as one possible mechanism by which
APAP increases the risk of asthma, because GSH-
depleted lungs would no longer be protected against
oxidative stress (3, 8, 10, 12, 13). However, evidence in
support of this hypothesis has not yet been provided,
and the precise mechanism by which APAP increases
the risk of asthma and allergic diseases remains un-
known.

The transient receptor potential ankyrin-1 (TRPA1)
cation channel is coexpressed by a subset of nociceptive
primary sensory neurons with the “capsaicin receptor,”
TRPV1 (14, 15). TRPV1 or TRPA1 stimulation in
peripheral terminals of primary sensory neurons re-
leases the neuropeptides calcitonin gene-related pep-
tide (CGRP) and substance P (SP), which mediate
neurogenic inflammatory responses (16). Neurogenic
inflammation encompasses hyperemia, plasma protein
extravasation, mediator release, and leukocyte infiltra-
tion and has been thought to contribute to a series of
inflammatory diseases, including asthma and COPD
(17). A number of TRPA1 agonists, including the
�,�-unsaturated aldehydes, acrolein (18) and 4-hy-
droxy-2-nonenal (19), possess an electrophilic carbon
atom that undergoes nucleophilic attack by the cysteine
residues of proteins. This mechanism, which results in
the formation of stable proteic adducts (20), is consid-
ered responsible for TRPA1 stimulation (21).

NAPQI, like other TRPA1 activators, is a highly
electrophilic and reactive compound (22). Therefore,
we hypothesized that NAPQI activates the TRPA1 chan-
nel. We also hypothesized that exposure of mice to
APAP doses equivalent to the therapeutic doses used in
humans results in TRPA1-dependent neurogenic in-
flammation. Our findings indicate that NAPQI selec-
tively activates TRPA1 and that therapeutic doses of
APAP, via NAPQI generation and TRPA1 stimulation,
cause neurogenic inflammation in the rodent airways.

MATERIALS AND METHODS

Reagents

If not otherwise indicated, all reagents were from Sigma-
Aldrich (Milan, Italy). NAPQI was dissolved in 100% DMSO
(final concentration 50 mM) and stored at �80°C. No color
change or decreased efficacy was observed in NAPQI stocks.
For in vivo administration, APAP was dissolved in 5% DMSO
in isotonic saline solution, warmed to 37°C for intraperito-

neal administration, and in 20% Solutol HS (BASF Chemical
Co., Ludwigshafen, Germany) in distilled water for intragas-
tric administration. The TRPA1 selective antagonist, HC-
030031, has been synthesized as reported previously (23). For
in vitro experiments, HC-030031 was dissolved in 100% DMSO
(1 mM stock solution) and further diluted in aqueous buffer
solution. For in vivo experiments, HC-030031 was prepared in
0.5% carboxymethylcellulose (CMC). The tachykinin NK2
receptor antagonist, SR48968, was kindly donated by X.
Emonds-Alt (Sanofi-Aventis, Montpellier, France).

Animals

Institutional animal care and use committees of the Univer-
sity of Florence approved all procedures. Dunkin-Hartley
guinea pigs (male, 250 g; Charles River, Milan, Italy),
Sprague-Dawley rats (male, 250 g) and C57BL/6 mice (male,
25 g) (Harlan Laboratories, Milan, Italy), and wild-type
(Trpa1�/�) or TRPA1-deficient mice (Trpa1�/�), generated
by heterozygous mice on a C57BL/6 background (18), were
housed in a temperature- and humidity-controlled vivarium
(12-h light-dark cycle; free access to food and water). Exper-
iments with Trpa1�/� and Trpa1�/� littermate mice were
masked to the genotype. Animals were euthanized with a high
dose of sodium pentobarbital (200 mg/kg i.p.).

Cell culture and isolation of primary sensory neurons

Human embryonic kidney (HEK) cells transfected with the
cDNA of the rat TRPA1 (rTRPA1-HEK293) or with the empty
vector (vector-HEK293), generated and grown as reported pre-
viously (24), were kindly donated by N. W. Bunnett (University
of California, San Francisco, CA, USA). HEK293 cells stably
transfected with human TRPA1 (hTRPA1-HEK293), kindly do-
nated by A. H. Morice (University of Hull, Hull, UK), were
cultured as described previously (25). HEK293 cells transfected
with human TRPV1 (hTRPV1-HEK293), the kind gift of Martin
J. Gunthorpe (GlaxoSmithKline, Harlow, UK), were grown as
described previously (26). The human neuroblastoma cell line,
IMR-32 (American Type Culture Collection, Manassas, VA,
USA), has been reported (27) to undergo remarkable differen-
tiation in response to treatment with 5-bromo-20-deoxyuridine
(BrdU), a phenomenon that is associated with expression of
TRPA1. Thus, we adopted the same procedure to express
TRPA1 in IMR-32 cells by adding 5 �M BrdU to the medium for
8–12 d (27) before performing calcium imaging experiments.
Rat jugular ganglion (JG) and mouse dorsal root ganglion
(DRG) were isolated and cultured as described previously (23).

Cellular recording

For calcium fluorescence measurements, cells were loaded
with Fura-2,AM ester (5 �M; Alexis Biochemicals, Lausen,
Switzerland), and changes by the F340/F380 ratio were re-
corded with a dynamic image analysis system (Laboratory
Automation 2.0; RC Software, Florence, Italy) as described
previously (23). Cells were exposed to APAP, NAPQI, capsa-
icin, cinnamaldehyde, activating peptide (SLIGKV-NH2) of
the human PAR-2 receptor (hPAR-2 AP), carbachol, or their
vehicles, which were 0.1% DMSO, 0.2% DMSO, 0.01% etha-
nol, 0.1% DMSO, and distilled water, respectively. HC-030031
and capsazepine vehicles (used in all the in vitro experiments)
were 1% DMSO and 0.1% DMSO, respectively. JG and DRG
cells were challenged with capsaicin to identify primary
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sensory neurons. Results are expressed as a percentage of the
maximum response to ionomycin (5 �M).

TRPA1 current was detected as inward current activated on
cell superfusion with NAPQI, cinnamaldehyde, and capsaicin
to identify primary sensory neurons. Peak current was nor-
malized with respect to cell membrane capacitance (pA/pF).
The experimental setup for patch-clamp recording and data
acquisition, similar to that described previously (28), was
performed using the whole-cell configuration of the patch-
clamp technique with a glass-borosilicate pipette that had a
resistance of 2–3 M� when filled with the internal solution
(CsCl, 110 mM; MgCl2, 3 mM; MgATP, 3 mM; EGTA, 10 mM;
and HEPES, 10 mM; pH 7.2, adjusted with CsOH). Electro-
physiological recordings were performed using a microsuper-
fusor, which allowed rapid changes of the solution bathing
the cell (120 mM NaCl, 5 mM KCl, 2 mM MgCl2, 5 mM CaCl2,
10 mM HEPES, and 10 mM glucose, pH 7.4, adjusted with
NaOH), kept at room temperature (�25°C). Cell membrane
capacitance was measured by applying a 	10 mV pulse
starting from a holding potential of �70 mV; values were
calculated by integrating the capacitive currents elicited by
step potentials and used to compute current densities. Cur-
rent was evoked in the voltage-clamp mode by a step potential
at �80 mV; signals was sampled at 50 kHz and filtered at 10
kHz.

Neuropeptide release

Rat airways were removed, and slices (�0.4 mm) were pre-
pared at 4°C using a tissue slicer (McIlwain tissue chopper;
Mickle Laboratory Engineering, Guildford, Surrey, UK).
Slices (100 mg) were placed in 1-ml chambers and superfused
with oxygenated (95% O2/5% CO2) Krebs’ solution (119 mM
NaCl, 25 mM NaHCO3, 1.2 mM KH2PO4, 1.5 mM MgSO4, 2.5
mM CaCl2, 4.7 mM KCl, and 1 mM d-glucose) maintained at
37°C and containing 0.1% BSA, 1 �M phosphoramidon, and
1 �M captopril. After a 90-min stabilization period, NAPQI or
its vehicle was added for 10 min. In some experiments, slices
were perfused with a Ca2�-free medium, containing 1 mM
EDTA, or afferent nerves were desensitized and depleted of
neuropeptides by preincubation with 10 �M capsaicin for 20
min before stimulation. The 10-min fractions that were
collected (2 before, 1 during, and 1 after exposure to the
stimulus) were analyzed for CGRP and SP immunoreactivities
by enzyme immunoassays, as described previously (23).
NAPQI (150 �M) did not cross-react with SP (Cayman
Chemical, Ann Arbor, MI, USA) or CGRP (the kind gift of C.
Creminon, CEN-Saclay, Gif-sur-Yvette, France) antisera. De-
tection limits of the assays were 5 pg/ml for CGRP and 2
pg/ml for SP. Results are expressed as femtomoles of peptide
per gram of tissue per 20 min.

Airway motor responses

Motor responses in isolated guinea pig bronchial rings were
studied as reported previously (23). The results are expressed
as a percentage of the maximum response induced by carba-
chol (1 �M). For the measurement of pulmonary insufflation
pressure (PIP), guinea pigs were anesthetized with sodium
pentobarbital (60 mg/kg i.p.), and a plastic cannula was
inserted into the trachea after tracheotomy to facilitate respi-
ration. Animals were artificially ventilated (60 breaths/min)
through a rodent ventilator (Ugo Basile, Varese, Italy). PIP
was monitored continuously with a bronchospasm transducer
(Ugo Basile) connected to a side arm to the tracheal cannula.
Intravenous pancuronium bromide (0.06 mg/kg) was admin-

istered to each animal to prevent spontaneous respiratory
movements. After tracheal intubation, guinea pigs were al-
lowed to recover for 30 min to stabilize the PIP basal level
(29). NAPQI (1 mM, 200 �l) or its vehicle (2% DMSO in
isotonic saline) were administered through the intratracheal
route, by inserting a 30-gauge needle just below the tip of the
cannula. Some animals were pretreated with buthionine
sulfoximine (BSO; 600 mg/kg i.p.) to inhibit 
-glutamylcys-
teine synthetase, thereby depleting cells of GSH (30) or its
vehicle (isotonic saline) 1 h before NAPQI administration. In
another experimental set, animals were treated with APAP
(300 mg/kg i.p.) or its vehicle (5% DMSO in warmed isotonic
saline) and 90 min later were challenged with acetylcholine
(50 nmol/kg i.v.). HC-030031 [200 mg/kg intragastrically
(i.g.)] or its vehicle (0.5% CMC i.g.) was administered 60 min
before NAPQI or APAP injections. Data are expressed as
percent increase in PIP over baseline.

Plasma protein extravasation

Anesthetized (sodium pentobarbital, 50 mg/kg i.p.) rats were
injected with Evans blue dye (30 mg/kg i.v.) 1 min before
intratracheal (200 �l) or conjunctival (10 �l) instillation of
NAPQI (1 mM) or its vehicle (2% DMSO in isotonic saline) as
described previously (23, 31). HC-030031 (100 mg/kg i.g.) or
its vehicle (0.5% CMC i.g.) and the tachykinin NK1 receptor
antagonist, L-733,060 (2 �mol/kg i.v.; Tocris, Bristol, UK) or
its vehicle (isotonic saline) were administered 60 or 15 min
before the stimulus, respectively. In a further study, anesthe-
tized (sodium pentobarbital, 50 mg/kg i.p.) Trpa1�/� or
Trpa1�/� mice received Evans blue dye (30 mg/kg i.v.), 1
min before intratracheal instillation (30 �l) of NAPQI (1
mM) or its vehicle (2% DMSO in isotonic saline). NAPQI or
vehicle was given in rats and mice through the intratracheal
route after exposing the trachea and by inserting a 30-gauge
needle just below the inferior laryngeal rim. Animals were
euthanized 15 min after NAPQI administration and tran-
scardially perfused with 0.9% isotonic saline solution. The
extravasated dye was extracted from rat or mouse trachea
and rat conjunctiva by overnight incubation in formamide
and assayed by spectrophotometry at 620 nm, as reported
previously (23).

Ear edema

Both ear surfaces of anesthetized (5 mg/kg xylazine i.m. and
100 mg/kg ketamine i.p.) C57BL/6, Trpa1�/�, or Trpa1�/�

mice were smeared with 1% allyl isothiocyanate or 5 mM
NAPQI (20 �l, each side) or their vehicles (paraffin oil and
10% DMSO plus 20% Solutol in isotonic saline, respectively).
One ear, chosen at random, was treated with the stimulus or
the vehicle in each animal. HC-030031 (300 mg/kg i.g.) or a
combination of L-733,060 and the selective CGRP receptor
antagonist, CGRP8–37 (both 2 �mol/kg i.v.) or their vehicles
(0.5% CMC and isotonic saline, respectively) were adminis-
tered 60 and 15 min before the stimulus, respectively. Ear
thickness was measured with an engineer’s micrometer (Har-
vard Apparatus, Edenbridge, Kent, UK) with 0.01-mm accu-
racy, before and after (15, 30, 45, and 60 min) the challenge
with the test agent by an investigator masked to treatment.
Data are expressed as percentage increase in baseline value.

Immunohistochemistry

NAPQI (30 �l; 1 mM) or its vehicle (30 �l; 10% DMSO in
isotonic saline) was intratracheally instilled in anesthetized
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(sodium pentobarbital, 50 mg/kg i.p.) C57BL/6, Trpa1�/�,
or Trpa1�/� mice. After 60 min, mice were euthanized, and
tracheas were collected. Tracheas and livers were collected
from euthanized mice 90 min after administration of APAP
(15, 60, 100, or 300 mg/kg i.p. or 300 mg/kg i.g.) or its
vehicle (5% DMSO in warmed isotonic saline or 20% Solutol
in distilled water). Some C57BL/6 mice were pretreated with
HC-030031 (300 mg/kg i.g.) or a combination of L-733,060
and CGRP8–37 (both 2 �mol/kg i.v.) or their vehicles (0.5%
CMC and isotonic saline, respectively) that were administered
60 and 15 min before the stimulus, respectively. In another
set of experiments C57BL/6 mice were pretreated with BSO
(800 mg/kg i.p.) or its vehicle (isotonic saline) 1 h before
administration of APAP (15 mg/kg i.p.) or its vehicle (5%
DMSO in warmed isotonic saline) or the pretreatment with
HC-030031 (300 mg/kg i.g.) or its vehicle (0.5% CMC). After
the various treatments, mice were transcardially perfused, and
tracheas and livers were removed en bloc and fixed in 10%
formalin, then paraffin-embedded for immunohistochemical
analysis following standard procedures. Endogenous peroxi-
dase activity was blocked by treating the sections with 3%
hydrogen peroxide for 10 min. After blocking with normal
horse serum (UltraVision; LabVision, Fremont, CA, USA),
sections were incubated with an anti-mouse monoclonal
neutrophil elastase antibody (dilution 1:200; Santa Cruz
Biotechnology, Santa Cruz, CA, USA) for 30 min at room
temperature. Staining was performed using avidin-biotin-
peroxidase (ABC) (LabVision). Signal was detected using
3.3�-diaminobenzidine (LabVision) as chromogen. Nuclei
were counterstained with Mayer’s hematoxylin. Negative con-
trols were obtained by substituting the primary antibody with
a nonimmune serum. After selection at low-power magnifica-
tion of more densely immunopositive areas, quantification of
neutrophil elastase-positive cells was done in 6 to 8 random
high-power fields (HPFs; �400). An expert pathologist,
masked to the experimental group, counted positively stained
neutrophils emigrated into the extravascular space (in tra-
cheal tissues both in the epithelium and subepithelial cho-
rion) (32). The results are expressed as mean number/HPF.

Myeloperoxidase (MPO) activity assay

Tracheas and bronchi were collected from euthanized
C57BL/6, Trpa1�/�, or Trpa1�/� mice 90 min or 24 h after
administration of APAP (15, 60, 100, or 300 mg/kg i.p. or i.g.)
or its vehicle (5% DMSO in warmed isotonic saline or 20%
Solutol in distilled water, respectively). Some C57BL/6 mice
were pretreated with HC-030031 (300 mg/kg i.p.) or a
combination of L-733,060 and CGRP8–37 (both 2 �mol/kg
i.v.) or their vehicles (0.5% CMC and isotonic saline, respec-
tively) 60 and 15 min before the stimulus, respectively. In
another set of experiments C57BL/6 mice were pretreated
with BSO (800 mg/kg i.p.) or its vehicle (isotonic saline) 60
min before administration of APAP (15 mg/kg i.p.) or its
vehicle (5% DMSO in warmed isotonic saline). Livers were
also collected from C57BL/6 mice 90 min after administra-
tion of APAP (300 mg/kg i.p.) or its vehicle. Ears were also
collected from Trpa1�/� or Trpa1�/� mice 90 min after
systemic administration of APAP (60 or 300 mg/kg i.p.) or its
vehicle. The MPO activity was assayed as described previously
(33). The enzyme activity was evaluated as absorbance at 630
nm. Values are expressed as OD, corrected by g of tissue.

Inflammatory mediator determination

Tracheas and bronchi were collected from euthanized
C57BL/6, Trpa1�/�, or Trpa1�/� mice 360 min and 24 h after

administration of APAP (60 mg/kg i.p. or i.g.) or its vehicle (5%
DMSO in warmed isotonic saline or 20% Solutol in distilled
water, respectively). Samples were homogenized in ice-cold
lysis buffer (PBS plus Complete Mini Protease Inhibitor
Cocktail; Roche, Milan, Italy), and lysates were assessed for
total protein content using a Bradford assay (Pierce, Rock-
ford, IL, USA). Levels of monocyte chemotactic protein-1
(MCP-1), IL-1�, keratinocyte chemoattractant (KC), and
TNF-� in the lysates were determined by ELISAs using
commercial kits (Arcus Biologicals, Modena, Italy) accord-
ing to the manufacturer’s instructions. Data are expressed
as pg of cytokine/mg of protein.

Bronchoalveolar lavage

The bronchoalveolar lavage fluid (BALF) was collected from
anesthetized (sodium pentobarbital, 50 mg/kg i.p.) C57BL/6
mice 90 min or 6 h after APAP (300 mg/kg i.p.) administra-
tion or its vehicle (5% DMSO in warmed isotonic saline).
Lungs were lavaged by instilling 0.6 ml of Hanks’ buffer plus
10 mM HEPES and 10 mM EDTA 3 times. Routine BALF
recovery averaged �80% of instilled volume. Total cells and
neutrophil count were obtained by using an automatic cell
analyzing system (Sysmex; Dasit, Cornaredo, Italy). Differen-
tial cell counts were obtained using standard morphological
criteria on Diff-Quick-stained cytospins. Data are expressed as
percentage of number of neutrophils.

3�-GS-APAP adduct analysis by liquid
chromatography–electrospray ionization–tandem mass
spectrometry (LC-ESI-MS/MS)

Lung and liver tissues, obtained from C57BL/6 mice
euthanized from 5 to 90 min after APAP administration
(15–300 mg/kg i.p.), were processed for analysis of the
3�-GS-APAP adduct. Lung and liver tissues were homoge-
nized in cold PBS (1:4, w/v) and then centrifuged at 9000
g for 20 min at 4°C. Aliquots of S9000 fractions (500 �l)
were spiked with the internal standard (IS; 20 �M final
concentration), deproteinized by addition of 500 �l of 700
mM perchloric acid solution, and vortex-mixed for 1 min.
After 15 min at 4°C, the samples were centrifuged at 21,000
g for 10 min. The supernatants were diluted (1:1, v/v) with
the mobile phase and filtered through 0.2-�m nylon filters,
and the filtrates were transferred to the autosampler vial
insert (10-�l samples injected). For in vitro experiments,
S9000 liver and lung fractions from control animals were
incubated with APAP (10 �M final concentration) at 37°C
for different time periods (0, 5, 15, 30, 60, and 90 min) and
then were processed as reported above. Stability of 3�-GS-
APAP in the biological matrices was checked by incubating
the compound up to 90 min in the lung and liver S9000
fractions (recovery was more than 98%). Analyses were
performed using a Surveyor LC system equipped with a
quaternary pump, a Surveyor autosampler, and a vacuum
degasser and connected to a TSQ quantum triple quadru-
pole mass spectrometer (Thermo Finnigan, Milan, Italy).
Chromatographic separations were done by reverse-phase
elution with a Synergi Polar-RP column (150�2 mm i.d.;
particle size 4 �m; Chemtek Analytica, Bologna, Italy)
protected by a Polar-RP guard column (4 mm�2 mm i.d.;
4 �m) kept at 30°C. The mass spectrometer was equipped
with an ESI interface, which was operated in the positive-
ion mode and controlled by Xcalibur 1.4 software (Thermo
Finnigan). Separations were done by gradient elution from
100% phase A (90% H2O/10% CH3CN/0.1% heptafluoro-
butyric acid) to 60% phase B (CH3CN) in 20 min at a flow
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rate of 0.2 ml/min (injection volume 10 �l); the composi-
tion of the eluent was then restored to 100% A within 2
min, and the system was reequilibrated for 6 min. The
samples rack was maintained at 4°C. ESI interface param-
eters (positive-ion mode) were set as follows: middle posi-
tion; capillary temperature 270°C; and spray voltage 4.5 kV.
Nitrogen was used as the nebulizing gas at the following
pressure: sheath gas 30 psi; auxiliary gas 5 arbitrary units.
Mass spectrometry tuning was performed by mixing the
water-diluted stock solutions of analytes through a T con-
nection (flow rate 10 �l/min), with the mobile phase
maintained at a flow rate of 0.2 ml/min; the intensity of the
[M�H]� ions was monitored and adjusted to the maxi-
mum by using Quantum Tune Master software (Thermo
Finnigan). Quantization was performed in multiple reac-
tion monitoring (MRM) mode at 2.00-kV multiplier volt-
age; the following MRM transitions of [M�H]� precursor
ion3 product ions were selected for each analyte, and the
relative collision energies were optimized by the Quantum
Tune Master software: H-Tyr-His-OH (IS) m/z 319.2 3
156.5 � 301.6 (collision energy 25 eV).

Statistical analysis

Data are presented as means 	 se or confidence interval (CI).
Agonist potency was expressed as EC50, that is, the molar
concentration of agonist producing 50% of the measured
effect. ANOVA followed by the post hoc Bonferroni’s test was
used for comparisons of multiple groups and the unpaired
2-tailed Student’s t test was used for comparisons between 2
groups. Values of P � 0.05 were considered significant.

RESULTS

NAPQI selectively activates the recombinant and the
native TRPA1 channel

In rTRPA1-HEK293, but not in the vector-HEK293, the
TRPA1 agonist cinnamaldehyde and the reactive com-
pound NAPQI (22) (Fig. 1A), caused a concentration-

Figure 1. NAPQI selectively signals the recombinant and the native rodent TRPA1 channel. A) Chemical structures of APAP and
NAPQI. B) Concentration-response curves and EC50 (CI) values of NAPQI (black circles) and of the selective TRPA1 agonist
cinnamaldehyde (CNM; blue diamonds) in rTRPA1-HEK293 cells. NAPQI (black squares) and CNM (blue triangles) did not
induce any response in vector-HEK293 cells; n  25 cells. C) Representative traces and pooled data of current densities evoked
by NAPQI (10 �M) or CNM (10 �M) in patch-clamped rTRPA1-HEK293 cells (TRPA1); n � 6–7 cells. No response is observed
in vector-HEK293 cells (vector). ##P � 0.01 vs. rTRPA1-HEK293. D) NAPQI (10 �M), but not APAP (100 �M), evokes a calcium
response in cultured rat JG neurons, sensitive to capsaicin (CPS; 1 �M); n  24 neurons. The response is abolished by
HC-030031 (HC; 30 �M), but not by the selective TRPV1 antagonist, capsazepine (CPZ; 10 �M). Veh1, vehicle of NAPQI; Veh2,
combination of vehicles of HC-030031 and capsazepine. §§§P � 0.001 vs. Veh1; ***P � 0.001 vs. Veh2. E) Concentration-
response curves and EC50 (CI) values of NAPQI and CNM (black circles and blue diamonds, respectively) in rat JG neurons; n 
24 neurons. F) Calcium mobilization induced by NAPQI (10 �M) and CNM (30 �M) in CPS-sensitive DRG neurons isolated
from wild-type (Trpa1�/�, black line) or TRPA1-deficient (Trpa1�/�, gray line) mice; n  24 neurons. G) Current densities
evoked by NAPQI (10 �M), CNM (10 �M), and CPS (0.1 �M) in patch-clamped DRG neurons isolated from Trpa1�/� or
Trpa1�/� mice; n � 10–13 neurons. Veh, vehicle of NAPQI. ###P � 0.001 vs. Trpa1�/�. Values are means 	 se.
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dependent elevation of intracellular calcium (Fig. 1B).
NAPQI and cinnamaldehyde also activated both hTRPA1-
KEK293 cells (Fig. 2A, B) and differentiated IMR-32
human neuroblastoma cells (Fig. 2D, E), which have been
previously reported to express the TRPA1 channel (27).
Calcium responses to NAPQI and cinnamaldehyde in
human TRPA1 were abated by HC-030031 (Fig. 2A, C, D,
F). In hTRPV1-HEK293 cells, which responded to capsa-
icin, NAPQI was ineffective (data not shown). NAPQI and
cinnamaldehyde evoked a large fast inactivating inward
membrane current in rTRPA1-HEK293 but not in Vector-
HEK293 cells (Fig. 1C). APAP did not evoke any calcium
response in either hTRPA1-HEK293 and rTRPA1-
HEK293 cells (Fig. 2A and data not shown, respectively)
or neuroblastoma cells (Fig. 2D). Thus, NAPQI, but not its
precursor, APAP, selectively and potently activates the
recombinant TRPA1 channel.

NAPQI, but not APAP, evoked a calcium response in
cultured rat JG sensory neurons, which constitutively
express TRPA1 (23) with a potency similar to that of
cinnamaldehyde (Fig. 1E). The response to NAPQI was
inhibited by HC-030031 but was unaffected by the
TRPV1 antagonist, capsazepine (Fig. 1D). Both NAPQI
and cinnamaldehyde caused a calcium response in
cultured DRG neurons isolated from wild-type mice,
which also responded to capsaicin (Fig. 1F), indicating
coexpression of TRPA1 with TRPV1. In contrast, DRG
neurons taken from TRPA1-deficient mice, which re-
sponded to capsaicin normally, completely failed to
respond to both NAPQI and cinnamaldehyde (Fig. 1F).
In neurons from wild-type mice, NAPQI or cinnamal-

dehyde evoked large, fast inactivating inward mem-
brane currents, whereas in neurons taken from TRPA1-
deficient mice the currents were completely absent
(Fig. 1G). Thus, pharmacologic and genetic findings
demonstrate that NAPQI, but not APAP, selectively
excites native TRPA1 expressed by JG and DRG primary
sensory neurons, thus promoting a marked increase in
intracellular calcium.

NAPQI evokes the release of sensory neuropeptides
that mediate neurogenic inflammatory responses in
the airways

Because the TRPA1 agonists 4-hydroxy-2-nonenal and
acrolein elicit a calcium-dependent release of CGRP and
SP from peripheral tissues (19, 23), we reasoned that
NAPQI should release neuropeptides from airway sensory
nerves. Indeed, NAPQI increased baseline outflow of
both SP and CGRP from slices of rat trachea and bronchi
in a concentration-related manner. The response evoked
by the highest NAPQI concentration was markedly
(80%) inhibited by in vitro capsaicin desensitization or
by a calcium-free medium (Fig. 3A). Thus, NAPQI evokes
a calcium-dependent neurosecretion process from capsa-
icin-sensitive airway sensory neurons. CGRP receptor ac-
tivation promotes arterial vasodilatation (34), whereas
tachykinin NK1 receptor activation increases vascular per-
meability (35). Both mechanisms contribute to plasma
protein extravasation and neutrophil migration into the
extravascular space (35, 36). In addition, tachykinin NK2/

Figure 2. NAPQI, but not APAP, selectively signals the recombinant and the native human TRPA1 channel. Representative traces (A)
and concentration-response curves (B) with EC50 (CI) values evoked by NAPQI (black circles) and the selective TRPA1 agonist
cinnamaldehyde (CNM; blue diamonds) in hTRPA1-HEK293 cells. A, C) Selective TRPA1 antagonist HC-030031 abolishes responses
induced by NAPQI or CNM, but not the effect induced by the activating peptide of hPAR-2 AP. A, B) In untransfected HEK293 cells
(gray line), NAPQI (black squares) and CNM (blue triangles) do not induce any response. D, E) In differentiated human
neuroblastoma (IMR-32) cells, which express TRPA1, NAPQI and CNM increase intracellular calcium in a concentration-related
manner. D) In nondifferentiated IMR-32 cells, NAPQI does not induce any effect (gray line). D, F) Calcium responses evoked by
NAPQI or CNM, but not that induced by carbachol (CCh), are abolished by HC-030031. A, D) In both cell types expressing the TRPA1
channel, APAP (100 �M) does not evoke any calcium response. Values are means 	 se; n  30 cells. Veh, vehicle of NAPQI. ###P �
0.001 vs. vehicle HC-030031.
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NK1 receptors mediate nonadrenergic, noncholinergic
neurogenic bronchial contraction (37). Therefore, we
challenged the hypothesis that NAPQI may induce neu-
rogenic inflammatory responses mediated by sensory neu-
ropeptides via TRPA1 activation. Instillation of NAPQI

(intratracheal) almost doubled baseline plasma protein
extravasation in the rat trachea, an effect abated by
HC-0300031 or by the NK1 receptor antagonist, L-733,060
(Fig. 3B). The increase in tracheal plasma extravasation
induced by intratracheal instillation of NAPQI in wild-type

Figure 3. NAPQI releases sensory neuropeptides, thereby inducing neurogenic inflammation via TRPA1. A) NAPQI increases
the release of both SP-like immunoreactivity (SP-LI) and CGRP-like immunoreactivity (CGRP-LI) from rat airway slices in a
concentration-dependent manner. Release of both SP-LI and CGRP-LI induced by NAPQI (150 �M) is abolished by capsaicin
desensitization (CPS-des) or calcium removal from the medium (Ca2�-free); n � 5–6 experiments. B) Plasma protein
extravasation evoked by instillation of NAPQI (1 mM, 200 �l) in rat trachea is abolished by HC-030031 (HC; 100 mg/kg i.g.)
or by the tachykinin NK1 receptor antagonist L-733,060 (NK1-RA; 2 �mol/kg i.v.); n � 5–7 rats. C) Plasma protein extravasation
induced by instillation of NAPQI (1 mM, 30 �l) in the trachea of Trpa1�/� mice is absent in Trpa1�/� mice; n � 4–6
mice/group. D–F) Immunohistochemical representative images (D) and pooled data of the emigrated neutrophil elastase-
positive cells in the mouse tracheal epithelial and subepithelial space 60 min after the intratracheal instillation of NAPQI (1 mM,
30 �l; E, F). This effect is abolished by pretreatment with HC-030031 (HC; 300 mg/kg, i.g.) or with a combination of L-733,060
and CGRP8–37, the CGRP receptor antagonist (NK1-CGRP RA; both 2 �mol/kg i.v.; E) and is absent in Trpa1�/� mice (F). n �
6–10 mice (E); n � 4–6 mice/group (F). G) Typical tracings and pooled data of the motor effect of NAPQI (3 �M) (F) and
APAP (100 �M; ‚) in guinea pig isolated bronchi; n � 5–6 experiments.. Contraction evoked by NAPQI is abolished by HC (30
�M), a combination of NK1 and NK2 receptor antagonists (NK1,2 RA; L-733,060 and SR48968, both 1 �M), or CPS-des.
H) Instillation of NAPQI (1 mM) into the guinea pig trachea in vivo causes an increase in PIP, a response that is further
increased after pretreatment with BSO (600 mg/kg i.p.), which depletes GSH levels and is abolished by HC (200 mg/kg i.g.).
I) Moderate increase in PIP evoked by administration of acetylcholine (ACh; 50 nmol/kg i.v.) is potentiated 90 min after APAP
administration (300 mg/kg i.p.), and this potentiation is abated by pretreatment with HC (200 mg/kg, i.g.); n � 5–7 guinea pigs.
Values are means 	 se. Veh1, vehicle of NAPQI or APAP; Veh2, combined vehicles of the treatments. §P � 0.05, §§P � 0.01,
§§§P � 0.001 vs. Veh1; *P � 0.05, **P � 0.01, ***P � 0.001 vs. Veh2 or NAPQI-Trpa1�/�; ¥¥¥P � 0.001 vs. BSO/NAPQI.
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mice was completely absent in TRPA1-deficient mice
(Fig. 3C).

NK1 receptors mediate (38) and CGRP receptors exag-
gerate (36) neurogenic neutrophil tissue infiltration.
NAPQI instillation (intratracheal) in mice caused a 5-fold
increase in the number of infiltrating neutrophils in the
tracheal epithelium and subepithelial space (Fig. 3D, E).
This response was abolished by HC-030031 or by a com-
bination of L-733,060 and CGRP8–37 (Fig. 3D, E). Simi-
larly, NAPQI instillation (intratracheal) increased neutro-
phils by �5-fold in the trachea of wild-type mice, an effect
completely absent in TRPA1-deficient animals (Fig. 3D,
F). NAPQI, but not APAP, contracted guinea pig isolated
bronchial rings by a mechanism sensitive to pharmacolog-
ical blockade of TRPA1 or tachykinin receptors (Fig. 3G).
Instillation of NAPQI into the guinea pig trachea in vivo
caused a moderate increase in PIP, a response that was
further increased after pretreatment with BSO, a GSH-
depleting agent, and was abolished by HC-030031 (Fig.
3H). Thus, early inflammatory responses by NAPQI, in-
cluding bronchoconstriction, plasma protein leakage,
and neutrophil infiltration, are caused by a neurogenic
mechanism, mediated by TRPA1 stimulation and the
release of neuropeptides from sensory nerve endings.

NAPQI evokes conjunctival and skin neurogenic
inflammation

APAP consumption has been associated with an in-
creased risk of eczema and rhinoconjunctivitis (10).
Because neurogenic inflammation has been docu-
mented in the skin and conjunctiva (16), we hypothe-
sized that NAPQI, via the release of sensory neuropep-
tides, elicits inflammation in these tissues. Topical
instillation of NAPQI increased plasma extravasation in
the rat conjunctiva, an effect abolished by HC-030031
or L-733,060 (Fig. 4A). Ear smearing with the TRPA1
agonist allyl isothiocyanate, which causes ear edema via
a neurogenic mechanism (39), or NAPQI induced ear
swelling, an effect abolished by HC-030031 or by a

combination of NK1 and CGRP receptor antagonists
(L-733,060 and CGRP8–37, respectively; Fig. 4B, C).
Conclusive evidence for the unique role of TRPA1 in
cutaneous inflammation elicited by allyl isothiocyanate
(Fig. 4D) and NAPQI (Fig. 4E) was obtained in TRPA1-
deficient mice, in which no swelling was produced by
either agonist. Thus, application of NAPQI to the skin
or conjunctiva causes proinflammatory effects that are
entirely mediated by TRPA1.

Systemic administration of APAP generates NAPQI in
the mouse lung and causes TRPA1-dependent
inflammation in the airways and skin

The major GSH adduct of APAP is formed in the liver
by thiolate addition of GSH to the electrophilic C�4 of
NAPQI, generating a C�4 thiohemiketal ipso adduct,
followed by a rapid intramolecular rearrangement to
give 3�-GS-APAP (22). Here, we provide for the first
time direct evidence for NAPQI generation in the lung.
In fact, we measured 3�-GS-APAP adduct formation
after incubation (from 5 to 90 min) of mouse lung or
liver homogenates with APAP (Fig. 5A). More impor-
tant, measurable amounts of the 3�-GS-APAP adduct
were detected not only in the liver but also in the lung
from 5 to 90 min after the administration to mice of
therapeutic to toxic (15, 60, and 300 mg/kg i.p.) doses
of APAP (Fig. 5B–E). A dose (15–300 mg/kg)-depen-
dent neutrophil infiltration and increase in MPO activ-
ity were observed in the airways 90 min after the
administration of APAP (Fig. 6A, B, D). In contrast,
toxic (300 mg/kg i.p.) doses of APAP produced neither
hepatic neutrophilia nor liver damage at 90 min from
APAP administration (data not shown). BSO pretreat-
ment augmented both airway neutrophilia and MPO
activity produced by a low (15 mg/kg i.p.) APAP dose
(Fig. 6F, G), indicating that GSH deficiency may exagger-
ate the proinflammatory effects of APAP. APAP adminis-
tration to guinea pigs in vivo did not increase PIP (data
not shown). However, the increase in PIP evoked by

Figure 4. NAPQI evokes skin and conjunctival neurogenic inflammation. A) Plasma protein extravasation in rat conjunctiva
evoked by topical application of NAPQI (1 mM, 10 �l) is abolished by the pretreatment with HC-030031 (HC; 100 mg/kg i.g.)
or the NK1 receptor antagonist, L-733,060 (NK1-RA; 2 �mol/kg i.v.); n � 5–7 rats. B, C) Ear swelling induced by ear smearing
with allyl isothiocyanate (AITC; 1%, 20 �l; B) or NAPQI (5 mM, 20 �l; C) in C57BL/6 mice is abolished by pretreatment with
HC (300 mg/kg i.g.) or by a combination of L-733,060 and CGRP8–37 (NK1-CGRP RA; both 2 �mol/kg i.v.); n � 6–10 mice.
D, E) Ear swelling induced by AITC (1%, 20 �l; D) or NAPQI (5 mM, 20 �l; E) observed in Trpa1�/� mice is absent in Trpa1�/�

mice; n � 4–6 mice/group. Values are means 	 se. Veh1, vehicle of NAPQI or AITC; Veh2, combined vehicles of the
treatments. §P � 0.05, §§P � 0.01, §§§P � 0.001 vs. Veh1 or Veh1-Trpa1�/�; *P � 0.05, **P � 0.01, ***P � 0.001 vs. Veh2, AITC,
in NAPQI, AITC-Trpa1�/�, or NAPQI-Trpa1�/�.
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acetylcholine 90 min after APAP administration was 4-fold
higher than the response observed 90 min after the
administration of APAP vehicle (Fig. 3I). Systemic admin-
istration of APAP (60–300 mg/kg i.p.) increased MPO
activity in tissue homogenates of the ear of wild-type mice
but not of TRPA1-deficient mice (Fig. 6H).

APAP (60 mg/kg i.p.) did not affect MCP-1 and IL-1�
levels (data not shown), whereas it increased KC (the
mouse ortholog of human interleukin-8) and TNF-�
levels (Fig. 6I, L) in airway tissue homogenates of mice,
360 min after drug administration. All the previous
APAP-evoked, proinflammatory effects were abolished
by HC-030031 or by a combination of NK1 and CGRP
receptor antagonists (Fig. 6A, B, D, F, G) and were
absent in TRPA1-deficient mice (Fig. 6A, C, E). No
increase in neutrophils was detected 90–360 min after
APAP (60 mg/kg i.p.) in BALF (data not shown). No
increase in MPO activity or TNF-� levels in airway tissue
homogenates was found 24 h after APAP (60 mg/kg
i.p.) administration (data not shown). Thus, airway
inflammation induced by administration of low to
moderate doses of APAP is mediated by a neurogenic

and TRPA1-dependent pathway, most likely caused by
NAPQI, and is an early and transient phenomenon,
apparently confined to the airway tissue.

APAP proinflammatory activity is maintained after
oral administration and does not undergo
tachyphylaxis

Because the most common route of APAP administra-
tion in humans is oral, we addressed the question
whether APAP maintains its proinflammatory effect in
the airways after intragastric administration. TRPA1-
dependent increases in airway MPO activity, similar to
those obtained after intraperitoneal administration of
APAP, were observed after intragastric APAP adminis-
tration (15–300 mg/kg) in mice (Fig. 7A, B). APAP (60
mg/kg i.g.) also increased airway TNF-� levels (Fig.
7D). To test whether APAP-evoked inflammation is
reproducible or undergoes desensitization, we mea-
sured two proinflammatory parameters, MPO activity
and TNF-� levels, in airway tissue homogenates of mice

Figure 5. APAP addition to tissue homogenates and systemic APAP administration in mice induces 3�-GS-APAP formation in the
lung and liver. A) Analysis by LC-ESI-MS/MS of the time course of the formation of the 3�-GS-APAP adduct after in vitro addition
of APAP (10 �M) to tissue homogenates of mouse lung or liver. Values are means 	 se; n � 4–5 experiments. B, C) Time course
of the in vivo formation of the 3�-GS-APAP adduct in lung (B) and liver (C) after systemic administration to mice of 3 different
doses of APAP. Values are means 	 se; n � 4–6 mice. D) LC-ESI-MS/MS representative traces recorded in MRM mode (parent
ion at m/z 457.0; product ions at m/z 181.9, 328.0, and 382.0) of a standard of 3�-GS-APAP and 3�-GS-APAP generated in lung
and liver obtained from mice sacrificed 30 min after in vivo APAP (60 mg/kg i.p.) administration. E) Product ion spectrum of
the precursor ion at m/z 457, identified at retention time 13.16 min in the LC-ESI-MS/MS chromatogram carried out in total
reaction monitoring mode (parent ion at m/z 457.0; m/z 50–800 scan range) from lung taken 30 min after APAP (60 mg/kg
i.p.) administration.
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treated with APAP (60 mg/kg i.g.) or vehicle after a
single treatment (d 1), following two treatments 1 wk
apart (i.e., d 1 and 8) or after 3 treatments, each one
a week apart (i.e., d 1, 8, and 15). MPO activity was
measured in tissues taken from mice sacrificed 90
min after the last intragastric administration of APAP
or its vehicle at d 1, 8, or 15. The TNF-� level was
measured in tissues taken from mice sacrificed 360
min after the last intragastric administration of APAP
or its vehicle at d 1, 8, or 15. Increases in MPO
activity or TNF-� level after repeated doses of APAP
(2 or 3 times) did not differ significantly from those
measured after one dose of the drug, thus indicating
absence of desensitization (Fig. 7C, D).

DISCUSSION

Our data provide strong and unequivocal evidence that
the APAP metabolite NAPQI selectively activates the
TRPA1 channel expressed in human cells and in ro-

dent sensory neurons. Both pharmacological and ge-
netic findings identify TRPA1 as the target of NAPQI
proinflammatory action in the airways and other tis-
sues. We also show that administration of therapeutic
doses (including 15 mg/kg, the recommended dose for
children) of APAP to mice causes TRPA1-dependent
neurogenic inflammatory responses in the airways. In
contrast to its metabolite, APAP per se does not stimu-
late TRPA1. The absence in the parent drug of a
reactive electrophilic carbon atom, required for TRPA1
activation, and its presence in the oxidized metabolite,
NAPQI, is the most plausible reason for the difference.
Therefore, APAP must be metabolized to NAPQI to
exert the TRPA1-mediated inflammatory effect. In-
deed, after systemic administration of therapeutic doses
of APAP, we measured detectable levels of NAPQI in
the lung. Although the lung has the enzymatic reper-
toire to generate NAPQI, as demonstrated by the ability
of lung tissue homogenates to convert APAP into
NAPQI, the present experiments cannot conclusively
establish whether NAPQI is entirely produced in the

Figure 6. APAP induces airway inflammation by a TRPA1-dependent mechanism in mice. A–G) APAP administration to mice
increases (90 min after i.p. injection) the number of emigrated neutrophil elastase-positive cells in the tracheal epithelial and
subepithelial space (A, B) and MPO activity in tracheal and bronchial homogenates in a dose-dependent manner (D). Both
effects are abolished by HC-030031 (HC; 300 mg/kg i.g.) or by a combination of L-733,060 and CGRP8–37, NK1, and CGRP
receptor antagonists, respectively (NK1-CGRP RA; both 2 �mol/kg i.v.) (A, B, D), and absent in Trpa1�/� mice (A, C, E).
Pretreatment with BSO (800 mg/kg i.p.) increases neutrophil number (F) and MPO activity (G) evoked by a low dose of APAP
(15 mg/kg i.p.), an effect abolished by HC (300 mg/kg i.g.). Values are means 	 se; n � 6–8 mice (B, D, F, G); n � 4–10
mice/group (C, E). H) Systemic APAP administration (i.p.) increases MPO activity in ear tissue homogenates of Trpa1�/�, an
effect completely absent in Trpa1�/� mice. Values are means 	 se; n � 4–10 mice/group. I, J) Systemic APAP administration
(intraperitoneal) increases tissue levels of KC (I) and TNF-� (J) (360 min after APAP injection) in tracheal and bronchial
homogenates of Trpa1�/� mice, an effect completely absent in Trpa1�/� mice. Values are means 	 se; n � 4–10 mice/group.
Veh1, vehicle of APAP; Veh2, combined vehicles of the treatments. §P � 0.05, §§P � 0.01, §§§P � 0.001 vs. Veh1 or
Veh1-Trpa1�/�; *P � 0.05, **P � 0.01, ***P � 0.001 vs. Veh2 or APAP-Trpa1�/�; ¥¥¥P � 0.001 vs. APAP/BSO; #P � 0.05, ##P �
0.01, ###P � 0.001 vs. Veh1.
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lung or, at least in part, enters into the lung from the
systemic circulation. Irrespective of the origin, we pro-
pose that airway inflammation, evoked by APAP, is
mediated by its reactive metabolite, NAPQI.

APAP-induced airway inflammation is an early phe-
nomenon, already evident 90 min after APAP adminis-
tration, at a time when, even after a 300 mg/kg dose, no
inflammation or tissue damage is detectable in the liver
(40). The transient nature of the response produced by
therapeutic doses of APAP is underlined by the obser-
vation that increases in MPO activity and TNF-� were
no longer seen 24 h after drug administration. The
abundant sensory fiber network in the airways, which is
absent in the liver, may explain the differential effect.
Thus, we hypothesize that the transient response to
therapeutic doses of APAP is observed only in highly
innervated tissues, whereas noninnervated tissues ex-
hibit solely the delayed, tissue-damaging effect caused
by toxic APAP doses. A dense sensory innervation is also
present in the skin and conjunctiva, and this may
account for the TRPA1-dependent, proinflammatory
action produced by NAPQI in both tissues.

The use of APAP has been associated with an in-
creased risk of COPD (7), an inflammatory airway
disease characterized by chronic bronchitis and emphy-
sema. The recent observation that �,�-unsaturated al-
dehydes contained in cigarette smoke (the major caus-
ative agent of COPD) produce an inflammatory airway
response, which is entirely mediated by neuronal
TRPA1 (23), suggests a causal relationship between
TRPA1-driven inflammation and COPD. A large series
of epidemiological studies has also associated previous
use of APAP with the risk of asthma in children and
adults (10, 41, 42), although the mechanism by which

APAP increases the risk of asthma is unknown. Acciden-
tal exposure to a number of environmental irritants has
been reported to cause asthma-like symptoms, which
have been labeled under various names, including
reactive airways dysfunction syndrome (RADS) (43–
45), a condition that sometimes outlasts the short-lived
exposure to irritants by many years (44). As for NAPQI,
many of these substances, including chlorine gas and
reactive oxygen species (46), acrolein (18, 23), nitric
oxide via nitrooleic acid formation (47), isocyanates
(48), and toluene diisocyanate (49) are TRPA1 stimu-
lants. In addition, the primary role of TRPA1 in asthma
has been strengthened by the recent observation that in
mice, pharmacological blockade or genetic deletion of
the TRPA1 channel diminishes allergen-induced airway
inflammation and hyperreactivity (50). Although sev-
eral lines of evidence suggest a link between inflamma-
tory chronic airway diseases and TRPA1 activation, it
should be underlined that, at present, a satisfactory
explanation either for the reason that RADS becomes a
chronic condition (44) or for the lengthy delay be-
tween APAP exposure and the onset of COPD (7) or
asthma (10) is lacking. Nevertheless, our findings pro-
vide evidence that APAP via NAPQI and TRPA1 acti-
vates a specific molecular pathway that may be relevant
for human airway inflammatory diseases. In particular,
this novel TRPA1-dependent mechanism may provide
some explanation for the observed association between
the use of APAP and the increased risk of asthma in
children (10). The proinflammatory pathway, pro-
duced by NAPQI generation and TRPA1 activation, is
not limited to the airway tissues, but can also occur at
the cutaneous level, as shown by the increase in MPO

Figure 7. Airway inflammation is induced by oral administration of APAP and does
not undergo desensitization. A) Dose-dependent increase in MPO activity in mouse
tracheal and bronchial homogenates collected 90 min after the i.g. administration of
APAP (15–300 mg/kg) or its vehicle; n � 6–8 mice. B) Increase in MPO activity
observed 90 min after the administration of APAP (300 mg/kg i.g.) in Trpa1�/�

mice is absent in Trpa1�/� mice; n � 4–6 mice/group. C, D) MPO activity and
TNF-� levels were measured in homogenates of tracheas and bronchi of mice treated
with APAP (60 mg/kg i.g.) or vehicle after a single treatment (d 1), following 2
treatments 1 wk apart (i.e., d 1 and 8), or after 3 treatments each 1 wk apart (i.e., d
1, 8, and 15). C) MPO activity was measured in tissues taken from mice sacrificed 90
min after the last i.g. administration of APAP or its vehicle at d 1, 8 or 15. D) TNF-�

level was measured in tissues taken from mice sacrificed 360 min after the last i.g. administration of APAP or its vehicle at
d 1, 8, or 15; n � 6–8 mice. Increases in MPO activity or TNF-� level after repeated doses of APAP (2 or 3 times) did not
differ significantly from those measured after one dose of the drug, thus indicating absence of desensitization. Values are
means 	 se. Veh1, vehicle of APAP. §§P � 0.01 vs. Veh1-Trpa1�/�; **P � 0.01 vs. APAP-Trpa1�/�; #P � 0.05, ##P � 0.01,
###P � 0.001 vs. Veh1.
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activity in the mouse ear after in vivo administration of
APAP.

Our study reveals a novel, receptor-mediated, neuro-
genic proinflammatory action of NAPQI, which should
be distinguished from the previously known toxic effect
of the metabolite. Neurogenic inflammation produced
by NAPQI is exquisitely TRPA1-dependent, occurs at
therapeutic doses of APAP, and is an early, mild to
moderate, and transient phenomenon. In contrast, the
toxic effects of NAPQI produced by APAP in overdose
involve a number of nonspecific targets, resulting in
delayed and serious adverse events (40). Although
neurogenic inflammation has long been known as a
protective and self-limiting process with no or minimal
permanent consequences, in tissues characterized by a
dense sensory innervation, repeated exposure to irri-
tant stimuli causes protracted neurogenic inflammatory
responses, which may contribute to a chronic disease
phenotype (17). Our data show that small quantities of
locally generated and nondetoxified NAPQI are suffi-
cient to gate neuronal TRPA1. The resulting mild to
moderate inflammatory insult may contribute to the
increased risk of asthma and other atopic and inflam-
matory conditions that are associated with APAP con-
sumption. It may be speculated that individuals, includ-
ing infants and children, who develop COPD, asthma,
eczema, and rhinoconjunctivitis because of APAP con-
sumption (10), are those who, for different reasons,
exhibit, persistently or temporarily, an insufficient de-
toxifying system, mainly represented by GSH (2), which
fails to efficiently counteract TRPA1 activation by the
APAP metabolite, NAPQI.
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