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Abstract

The aim of this study was to obtain evidences of a possible analgesic role for palmitoylethanolamide (PEA) in
chronic granulomatous inflammation sustained by mast cell (MC) activation in rats at 96 hours. PEA (200-400-
800 μg/mL), locally administered at time 0, reduced in a concentration-dependent manner the expression and
release of NGF in comparison with saline-treated controls. PEA prevented nerve formation and sprouting, as shown
by histological analysis, reduced mechanical allodynia, evaluated by Von Frey filaments, and inhibited dorsal root
ganglia activation. These results were supported by the evidence that MCs in granuloma were mainly degranulated
and closely localized near nerve fibres and PEA significantly reduced MC degranulation and nerves fibre formation.
These findings are the first evidence that PEA, by the modulation of MC activation, controls pain perception in an
animal model of chronic inflammation, suggesting its potential use for the treatment of all those painful conditions
in which MC activation is an initial key step.

Introduction
Mast cells (MCs) are well recognized as a “body guard”
in host defense reactions, as inducers of innate and
acquired immunity and tissue remodelling, because of
their pivotal role in initiating allergic reactions. More-
over, in recent years, MCs have also been acknowledged
to modulate the inflammatory process [1]. Their contri-
bution to neuro-immune processes remains, however,
less clear. There are many independent lines of evidence
that indicate massive, bidirectional cross-talk between
MCs and sensory nerves (SNs) suggesting that MCs and
SNs may be functionally [2] and anatomically assembled
within certain tissues [3,4]. In the skin, for instance,
MCs are frequently co-localized with nerve fibres
expressing substance P (SP) and calcitonin gene-related
peptide (CGRP) and/or other peptidergic mediators [5];
moreover, activated MCs produce and release histamine,
serotonin, and tryptase leading to SNs activation thus
contributing to neurogenic inflammatory reactions [6].

Above all, MCs by releasing NGF and TNF-a, are
thought to regulate SNs development, degeneration, and
regeneration [7,8]. Therefore, MCs and SNs have been
suggested to co-orchestrate a variety of physiological
and pathological processes, such as hair follicle cycling,
wound healing, stress responses and to contribute to
the pathogenesis of inflammatory and autoimmune
diseases [9,10].
In several animal models of inflammatory pain, includ-

ing complete Freund’s adjuvant-induced arthritis [11],
carrageenin-induced paw oedema [12] and a rat model
of cystitis [13,14], NGF expression was found to be
increased. Moreover, it has been shown that over-
expression of NGF results in a marked nerve fibre
hyperplasia in the urinary bladder submucosa [15].
Recently, the administration of a new molecule seques-
trating endogenous NGF has shown to reduce acute and
chronic inflammatory processes and associated pain
[16]. These studies suggest that peripherally produced
NGF is involved in the development and maintenance
of nociceptive sensory neuron sensitivity and that an
up-regulation of NGF is responsible for alterations in
pain-related behaviour [17]. Therefore, blockade of NGF
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production and/or its action has been proposed as a
novel strategy to avoid nerve hypersensitivity induced by
inflammation, and possibly as a novel non-canonical
anti-inflammatory analgesic drug [18].
A class of molecules potentially able to control NGF

synthesis and release is represented by ALIA compounds
(from the acronym Autacoid Local Injury Antagonist),
naturally-occurring lipid amides deriving from mem-
brane fatty acids and structurally related to endocannabi-
noids. Palmitoylethanolamide (PEA) is considered the
most important of the ALIAmides because of its ability
to negatively modulate MC activation [19,20].
Although considerably more abundant than the endo-

cannabinoid anandamide (arachidonoyl ethanol amide:
AEA) or 2-arachidonoylglycerol (2-AG) in many tissues,
the effects of PEA are less well know than those of AEA
or 2-AG, probably due to its puzzling mechanism of
action. In fact, PEA, although structurally related to
AEA is inactive at the cannabinoid CB1/CB2 receptor
site, but it exhibits several important pharmacological
effects shared with endocannabinoid compounds, such
as marked anti-inflammatory, anti-oedema and analgesic
properties in a wide range of experimental models of
inflammation [21]. There are several pieces of evidence
indicating that PEA might represent part of a “parallel”
endocannabinoid signalling system, with its own puta-
tive receptors.
To date, peroxisome proliferator-activated receptor-a

(PPAR-a) and G protein-coupled receptor 55 (GPR55)
have been suggested as endogenous putative receptors
for PEA, since their stimulation contributes to some of
PEA-induced anti-inflammatory and analgesic effects.
Moreover, it has been demonstrated that PEA signifi-

cantly reduces peripheral pain through a mechanism
that is enhanced by AEA and blocked by CB2 receptor
antagonists [16]. The mechanism through which PEA
exerts its anti-nociceptive effects remains unclear since
it does not interact with the CB2 receptor. Therefore, it
has been postulated that this compound might evoke
analgesia through a still uncharacterized CB2-like recep-
tor [16], probably expressed specifically on MCs [19].
Alternatively, several important actions of PEA seem to
be mediated by none of these receptors, but indepen-
dently of any receptor activation [22].
Therefore, the aim of our study was to investigate the

anti-inflammatory and/or anti-allodynic properties of
PEA in a model of chronic inflammation actively sus-
tained by MC involvement, such as subcutaneous granu-
loma formation induced by l-carrageenin in rats.
Moreover, we evaluated the capability of PEA in reducing
the granuloma-induced enhancement of pro-inflamma-
tory mediators in neural and satellite cells of dorsal root
ganglia (DRG) innervating granulomatous areas.

Materials and methods
Animals
Male Wistar rats (Harlan, Italy), weighing 200-220 g,
were used in all experiments. Animals were housed three
per cage under controlled illumination (12 h light/12 h
dark cycle; light on 06:00 h) and standard environmental
conditions (ambient temperature 20-22°C, humidity
55-60%) for at least 1 week before the beginning of the
experiments. Chow and tap water were available ad libi-
tum. Animal care as well as all experiments were in
accordance with European Community Council Directive
86/609/EEC and efforts were made to minimize animal
suffering and to reduce the number of animals used.

Sponge implantation surgery
Sponges were implanted as previously described by De Filip-
pis et al. [23]. Briefly, two polyether sponges (0.5 × 1.5 ×
2.0 cm and 0.035 ± 0.002 g), previously sterilized by autoclav-
ing for 20 min at 120°C, were subcutaneously implanted on
the back of rats (n = 12-18 for group) under pentobarbital
anesthesia (60 mg/kg). A volume of 0.5 mL/sponge of vehicle
(saline), l-carrageenin (Sigma-Aldrich, St Louis, MO, USA)
1% w/v in pyrogen-free saline with or without 100 μl of PEA
solution (200, 400 and 800 μg/ml) was injected into each
sponge. Rats were sacrificed in an atmosphere of CO2 96 h
after the sponge implant. The tissue around the sponge
showing granuloma was dissected out, weighted, quickly
frozen in liquid nitrogen, and stored at -80°C.

Histological investigation
The granulomatous tissue around the sponge was
removed and fixed in 10% formalin. Paraffin-wax sec-
tions of thickness 4-6 μm were cut and stained with
toluidine blue for the evaluation of MCs and with hema-
toxil and eosin to study new nerve formation.

Western blot analysis
Granulomatous tissues were weighed and rapidly homo-
genized in 60 μl ice-cold hypotonic lysis buffer [10 mM
HEPES, 1.5 mM MgCl2, 10 mM KCl, 0.5 mM phenyl-
methylsulfonyl fluoride, 1.5 μg/mL soybean trypsin inhi-
bitor, pepstatin A 7 μg/mL, leupeptin 5 μg/mL, 0.1 mM
benzamidine, and 0.5 mM dithiothreitol (DTT)] and
incubated on ice for 45 min. After this, the cytoplasmic
fractions were obtained by centrifugation at 13000 g for
1 min and the protein concentration in the samples was
determined with a Bio-Rad assay kit according to the
manufacturer’s instructions. Immunoblotting analysis of
NGF, PGP 9.5 and tubulin were performed on a cytoso-
lic fraction of the cultured specimens. Cytosolic fraction
proteins were mixed with gel loading buffer (50 mM
Tris, 10% SDS, 10% glycerol 2-mercaptoethanol, 2 mg/mL
bromophenol) in a ratio of 1:1 v/v, boiled for 5 min and
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centrifuged at 10000 g for 10 min. The protein concentra-
tion was determined and equivalent amounts (50 μg) of
each sample were separated under reducing conditions on
12% SDS-polyacrylamide minigel. The proteins were
transferred onto a nitrocellulose membrane according to
the manufacturer’s instructions (Bio-Rad Laboratories,
Hercules, CA, USA). Depending on the experiments, the
membranes were blocked by incubation at 4°C overnight
in high salt buffer (50 mM Trizma base, 500 mM NaCl,
0.05% Tween-20) containing 5% bovine serum albumin;
they were then incubated for 1 h with anti-NGF (1:100 v/v)
(Oncogene, San Diego, CA), anti-PGP 9.5 (1:2500 v/v)
(AbD Serotec, Oxford, UK) and anti-beta Tubulin
(1:1000 v/v) (Sigma Aldrich) for 2 h at room temperature,
followed by incubation with a specific horseradish peroxi-
dase (HRP)-conjugate secondary antibody (Dako, Golstrup,
DK). The immune complexes were developed using
enhanced chemiluminescence detection reagents (Amer-
sham, Italy), according to the manufacturer’s instructions
and developed by an Image-Quant Apparatus (GE Health-
care). The protein bands were scanned and densito-
metrically analyzed with a GS-800 imaging densitometer
(Bio-Rad Laboratories, CA, USA).

Assessment of mechanical allodynia
Rats were individually placed on an elevated plastic mesh
(1 cm2 perforations) in a clear plastic cage and were
allowed to adapt to the testing environment for at least
15 min. Von Frey hairs (Semmes-Weinstein monofila-
ments, 2 Biological Instruments, Italy) with calibrated
bending forces (1.479, 2.041, 3.63, 5.495, 8.511, 11.749,
15.136 and 28.84 g) were used to deliver punctuate
mechanical stimuli of varying intensity. The von Frey hairs
were applied to the back of the rats, in the middle of and
around the granulomatous tissue formed. Each stimulus
was applied for approximately 1 s with an interstimulus
interval of 5 s. Withdrawal responses evoked by each
monofilament were obtained from five consecutive trials.
Voluntary movement, associated with the locomotion, was
not counted as a withdrawal response. Mechanical allody-
nia was defined as a significant decrease in the withdrawal
threshold to the von Frey hair application. A 28.84-g hair
sample was selected as the upper limit cut-off for testing.
Mechanical allodynia was also measured by counting the
frequency of withdrawals induced by 10 consecutive appli-
cations of the same Von Frey filament (26 g). Only robust
and immediate withdrawal responses to the stimulus were
considered as pain responses which were monitored for a
period of 60 min by experimenters who were blinded to
the treatment.

ELISA essay
ELISA essay was performed on supernatants of centri-
fuged implanted sponges. Nunc Maxisorp 96-well

microtiter plates (Gibco, Paisley, UK) were coated over-
night at 4°C with 1 μg/well of specific monoclonal anti-
body anti-NGF, diluted in 0.5 M Na2CO3. The wells
were washed three times and then blocked with phos-
phate-buffered saline (PBS) containing 0.05% (v/v)
Tween 20 and 0.3% Fetal Bovine Serum (ELISA buffer)
for 30 min at room temperature. The standards and
samples in a volume of 100- μl were added then incu-
bated at 37°C for 1.5 h. The standard curve was gener-
ated using 0.1 ng to 1 μg/well of purified protein,
diluted in ELISA buffer. Following four washes with
ELISA buffer, the monoclonal antibodies were diluted
and added to the wells for 1 h. The wells were washed
four more times and then incubated for 1 h with the
secondary antibody: anti-mouse Ig, biotinylated species-
specific F(ab8)2 fragment from donkey (Amersham,
Milan, Italy), diluted 1:1000. Following a further four
washes, the wells were incubated for 1 h with 100 μl
streptavidinbiotinylated horseradish peroxidase complex
(Amersham, Milan, Italy) diluted 1:1000 (v/v) in ELISA
buffer. After a final six washes in ELISA buffer, 200 μl
of a 0.4 mg/mL solution of o-phenylenediamine dihy-
drochloride (OPD, Sigma, Italy) in 0.05 M phosphate
citrate buffer was added to each well and the colour was
allowed to develop for up to 10 min. The colour reac-
tion was stopped by addition of HCl and optical densi-
ties at 490 nm were measured using a microplate reader.

Immunohistochemistry
Under pentobarbital anaesthesia, animals were transcar-
dially perfused with saline solution followed by 4% paraf-
ormaldehyde in 0.1 M phosphate buffer. Dorsal root
ganglia (DRGs) were excised, post- fixed for 4 h in the
perfusion fixative, cryoprotected for 72 h in 20% sucrose
in 0.1 M phosphate buffer and frozen in O.C.T. embed-
ding compound. Transverse sections (12 μm) were cut
using a cryostat and thaw-mounted onto glass slides.
Slides were incubated overnight with primary antibody
solutions for the pro-inflammatory markers: TNF-a
(mouse anti-TNF-a 1:100 v/v, Sigma-Aldrich, Missouri,
USA.); NGF (mouse anti-NGF 1:100 v/v, Oncogene
Research Products, California, U.S.A) COX-2 (rabbit
anti-COX2, Santa Cruz, California, USA) co-labeled with
TRPV1 (goat anti-TRPV1, Santa Cruz, California, U.S.A);
satellite cells (rabbit anti-glutamine synthetase, Abcam,
Cambridge, UK). Following incubation, sections were
washed and incubated for 3 h with secondary antibody
solution (goat anti-rabbit, or donkey anti-rabbit or don-
key anti-mouse, IgG-conjugated Alexa FluorTM 488
and 568; 1:1000; Molecular Probes, USA). Slides were
washed, fitted with cover-slips with Vectashield mount-
ing medium (Vector Laboratories, USA) and examined
under a Leica fluorescence microscope. The double
staining using secondary antibody from the same source
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was performed following the Tyramide Signal Amplifi-
cation (TSA Plus Fluorescence System; PerkinElmer
Life and Analytical Sciences, MA, USA) [24]. A negative
control, performed using the secondary antibody alone,
did not reveal any positive profile for all the markers
analyzed.

Statistical analysis
Results were expressed as the mean ± SEM of n animals
where each value is the average of responses in dupli-
cate sites. Statistical comparisons were made by T-Test
or one way-ANOVA followed by Bonferroni’s test for
multiple comparisons and p < 0.05 was considered to be
statistically significant. Pain responses to Von Frey hair
stimuli between different treated groups of rats were
performed using the Wilcoxon signed-ranks test and p <
0.05 was considered statistically significant.
In all set of experiments, analysis of linear regression

was performed to evaluate a concentration-dependent
relationship.

Results
Effect of PEA on l-carrageenin-activated mast cells
The histological analysis of l-carrageenin-induced granu-
loma tissue, stained with toluidine blue, showed a massive
degranulation of MCs (light blue stained cells, i.e.

degranulated MCs, in comparison to the deep blue stained
cells, i.e. non-degranulated MCs) compared with the saline
controls. A significant inhibition of MC degranulation in
granulomas of animals treated with PEA (800 μg/mL) was
obtained (Figure 1A). At high magnification, the histologi-
cal image of l-carrageenin-induced granulomatous tissues
showed that degranulated MCs were mainly localized not
only in the proximity of the blood vessels but were also in
close contact with nerves (Figure 1B).

Effect of PEA on l-carrageenin- induced NGF expression
NGF protein expression mainly released by activated
MCs, evaluated by Western blot analysis, was increased
in l-carrageenin granulomatous tissues compared with
saline controls; PEA treatment (200, 400, 800 μg/mL)
produced a concentration-dependent significant reduc-
tion in NGF protein expression (Figure 2A). PEA
treatment also significantly reduced, in a concentration-
dependent manner, the release of NGF in l-carragee-
nin-treated tissues, as measured by ELISA (Figure 2B).

Effect of PEA on the formation of new nerve fibres
Since the above findings showed the close proximity
of MCs to nerves, we went on to study the effect of
l-carrageenin-induced MCs mediator release on new
nerve fibres formation in granulomas. Histological

Figure 1 Effect of PEA on l-carrageenin-induced mast cell activation. “A” shows the effect of PEA on l-carrageenin-induced mast cell (MC)
activation. MC degranulation was evaluated by microscopy. Connective MCs stained with 0.05% (w/v) toluidine blue and counterstained with
0.1% (w/v) nuclear fast red (magnification 100×). A differentiation between non degranulated (deep blue) and degranulated (light blue) MC was
evaluable (a; b; c). In d) is shown the percentage of MC degranulation (ratio between degranulated and non degranulated MC). Results are
expressed as mean ± SEM of 3 experiments. ***p < 0.001, °°p < 0.01. “B” shows high magnification of a representative histological analysis of
granulomatous tissues stained with toluidine blue in which the presence of degranulated MCs is clearly visible close to blood vessels and nerves.
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analysis of granulomatous tissue stained with hematoxy-
lin/eosin showed in the l-carrageenin group an altered
presence, shape and size of the nerve fibres, in compari-
son with saline controls that was restored by treatment
with PEA (800 μg/mL) (Figure 3A).

The decrease in neurogenesis produced by PEA was
also paralleled, thus confirmed, by a reduction in PGP
9.5 protein expression, a cytoplasmic protein present
in neurons and neuroendocrine cells, which could be
usedto visualize several different populations and

Figure 2 Effect of PEA on l-carrageenin-induced NGF expression and release in granulomatous tissue r 96 h after PEA administration.
(A) Representative Western blot analysis and relative densitometric analysis of NGF. Tubulin expression is shown as a control. (B) ELISA assay of
NGF release in granulomatous tissue. Data are representative of 3 separate experiments. Results are expressed as mean ± SEM of 3 experiments.;
*p < 0.05, **p < 0.01, ***p < 0.001 vs. saline.; °p < 0.05, °°p < 0.01, °°°p < 0.001 vs. l-carrageenin alone.

Figure 3 Effect of PEA on l-carrageenin-induced neurogenesis. (A) Nerves formation was evaluated in representative histological analysis of
granulomatous tissue stained with hematoxyl and eosin. Fields are representative of 3 separate experiments. Original magnification, 100×. (B)
Representative Western blot analysis and relative densitometric analysis of PGP 9.5 protein expression, as a marker of neuronal cells. Results are
expressed as mean ± SEM of 3 experiments. *p < 0.05, **p < 0.01, ***p < 0.001 vs. saline; °p < 0.05, °°p < 0.01, °°°p < 0.001 vs. l-carrageenin
alone.
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subtypes of nerves. Western blot analysis revealed that
PEA (200, 400, 800 μg/mL) acted in a concentration-
dependent manner to reduce l-carrageenin-induced
PGP 9.5 expression (Figure 3B).

Effect of PEA on mechanical allodynia
We then tested the pain response occurring in l-carra-
geenin-induced granuloma with Von Frey filament mea-
suring the pain response evoked by the application of
different target forces, both centrally and externally to
granulomas compared with saline-treated control rats.
The treatment with PEA (800 μg/mL) markedly reduced
pain responses both at the centre of and externally to
granulomatous tissue, showing that this compound is
able to control inflammatory pain (Figure 4A). The
analgesic properties of PEA were then confirmed by its
efficacy in reducing the frequency of withdrawals
induced by 10 consecutive applications of the same tar-
get force Von Frey filament (Figure 4B).

Effect of PEA on DRGs biomolecular and morphological
changes
We evaluated the effect of l-carrageenin-induced granu-
loma on the biomolecular and morphological changes in
the dorsal root ganglia (DRGs) directly receiving sensory
input from dermatomera (skin segments) affected by
granuloma formation. We found that granuloma-
induced mechanical allodynia was associated with
increased expression of the pro-inflammatory markers
TNF-a, NGF and COX-2 in the DRGs. All these protein
levels were significantly reduced by PEA treatment as
revealed by Western blot analysis (Figure 5). We used
an immunohistochemical approach in order to investi-
gate the citotypes involved in the granuloma-induced

DRGs sensitization. Our results showed that TNF-a and
NGF were expressed by neurons as revealed by double
labeling with transient receptor potential vanilloid 1
(TRPV1) expressed by nociceptive neurons in the DRG
[25] (Figure 5A, B), while COX-2 was highly expressed
by satellite glial cells as shown by glutamine synthetase
staining (Figure 5C).

Discussion
Based on our previous reports regarding the ability of
PEA [22] and its analogue, Adelmidrol [23], to prevent
granuloma formation by the control of MC activation in
rats, the study described in the present paper was aimed
to extend our knowledge about the pharmacological
effects of PEA, focusing on mechanical allodynia that
may occur during chronic inflammatory conditions
[22,23]. The histological analysis of granulomatous tissue
highlighted a massive presence of degranulated MCs, not
only closely associated with blood vessels, as previously
described by us [23], but also in tight contact with nerve
fibres. This last observation was in accordance with
another study hypothesizing that there is a close relation-
ship between MCs and nerve fibres occurs in modulation
of neuronal plasticity [2]. Accordingly, we also investi-
gated the effect of PEA, based on the well described con-
trol of MC activation, on nerve fibre activity in
granuloma. Similarly to Adelmidrol, indeed, PEA admin-
istration reduced MC activation and the subsequent
release of bioactive mediators within and around granu-
lomatous tissue [1]. Particular emphasis, in this paper,
was given to NGF derived from MCs, which is considered
one of the key mediators of neuronal plasticity and nerve
fibre sensitization [26,27]. The role exerted by NGF in
pain signaling is now well understood: low doses of NGF

Figure 4 Effect of PEA on l-carrageenin-induced hyperalgesia. Mechanical allodynia was evaluated by von Frey filament as (A) a target force
both centrally and externally to granulomatous tissue and as (B) the frequency of withdrawals induced by 10 consecutive applications of the
same von Frey filament. Results are expressed as mean ± SEM of 3 experiments. *p < 0.05, **p < 0.01, ***p < 0.001 vs. saline; °p < 0.05, °°p <
0.01, °°°p < 0.001 vs l-carrageenin alone.
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produce pain and hyperalgesia in adult animals; in
rodents, thermal and mechanical hyperalgesia develops
after systemic NGF administration [28]; moreover, NGF
produces sensitization of nociceptors both directly (after
activation of its specific receptors on nociceptive fibres)
and indirectly, through other peripheral cell types. The
direct mechanism involves both altered gene expression
and post-translational regulation of receptors, including
TRPV1 [29]. Moreover, NGF can trigger a number of
peripheral immune cell types expressing trkA, including
MCs. In fact, NGF can produce degranulation and

increase proliferation of MCs [30], resulting in an auto-
crine/paracrine loop that sustains inflammation and
hyperalgesia [31]. Our data showed that PEA, by modu-
lating MC degranulation, reduced, in a concentration-
dependent manner, NGF protein expression and release
in the chronically inflamed tissues. The reduction in
NGF exerted by PEA in our model can be explained with
different mechanisms of action, an ALIA mechanism
played on MCs present in granulomatous tissues in
accordance with the original hypothesis proposed by
Facci et al. [19], or by the “entourage effect” operated by

Figure 5 Effect of PEA on DRG biomolecular and morphological changes induced by granuloma. The effect of granulomatous
inflammation on the biomolecular and morphological changes in the DRGs was associated with increased expression of TNF-a (A), NGF (B) and
COX-2 (C). The levels of all proteins studied were significantly reduced by PEA treatment as revealed by Western blot analysis (A, B and C upper
panels). Our results show that TNF-a and NGF were expressed by neurons as revealed by double labeling with TRPV1 receptor expressed in the
DRG (A and B bottom panel) while COX-2 was highly expressed by satellite glial cells identified by glutamine synthetase staining (C bottom
panel). Results are expressed as mean ± SEM of 3 experiments. ***p < 0.001 vs saline; °°°p < 0.001 vs l-carrageenin alone.
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PEA on other endocannabinoid receptor targets, i.e. CB1

or TRPV1 receptors as previously demonstrated in a
model of neuropathic pain by Costa et al. [32] or, finally,
by the binding to an orphan receptor also expressed
on mast cells, the G-protein coupled receptor-55
(GPR-55) [33].
The effect of PEA on NGF release leads to a reduction

in the number of nerve fibres in l-carrageenin-induced
granulomatous tissue. These results are consistent with
the well known role of NGF, able to produce nerve
sprouting within and close to injured tissue [34], an
effect due to the neurotrophic ability of NGF to affect
neuronal growth, neuronal survival and axonal out-
growth [8]. The decrease in the number of nerve fibres
observed in the histological analysis of PEA-treated
animals was also seen to occur in parallel with a con-
centration-dependent decrease in PGP 9.5 protein
expression, a cytoplasmic protein present in neurons
and neuroendocrine cells, useful to visualize several
different populations and subtypes of nerves, which con-
firmed our previously discussed results.
Therefore, it seems possible to justify the lower pain

sensitivity exhibited by rats treated with PEA consider-
ing the reduced number of nerve fibres obtained with
PEA treatment which is associated with a decrease in
NGF. In fact, NGF is considered to be not only a pro-
moter of neuronal sprouting, but it is also involved in
neural sensitization since it increases the excitability and
the firing of sensory neurons [35-37]. Our results are in
agreement with previous data showing that administra-
tion of PEA produces antinociception in the formalin
test [38], reduces inflammatory hyperalgesia and oedema
by inhibiting MC degranulation [39] and inhibits
mechanical hyperalgesia after intraplantar carrageenin
challenge in animals [40]. Moreover, the results reported
in the present study are consistent with a recent study
demonstrating that the anti-hyperalgesic action of PEA
in a model of neuropathic pain depends, at least in part,
on the reduction in NGF up-regulation [32].
Growing evidences indicate the role of glial and

microglial cells in the induction and maintenance of
pathological pain-associated allodynia. Also at DRG
level, the satellite glial cells, which in fact represent the
peripheral glial cells (astrocytes), seem to play a key role
in the maintenance of neuropathic pain-associated
mechanical allodynia [41].
Further insight can be obtained into PEA analgesic

effects since it was also able to prevent DRG neural sensiti-
zation, here indirectly suggested by immunohistochemistry
and western blotting for TNF-a and NGF, as well as the
COX-2 in satellite cells. In fact, a significant increase in
TNF-a, NGF and COX-2 was found in DRGs isolated in
granuloma from rats treated with l-carrageenin, compared
with control animals. Interestingly, double staining images

showed that TNF-a and NGF have TPRV1-positive pro-
files, corresponding to neurons [25], while COX-2 protein
was expressed by satellite glial cells in DRGs. These results
underline the fact that the induction of granulomatous tis-
sue triggers significant functional changes in DRG neurons
which is also corroborated by the involvement of satellite
cells in releasing pro-inflammatory molecules. In actual
fact, NGF itself has been shown to sensitize dorsal horn
neurons after intramuscular injection [42]. PEA, by switch-
ing off the inflammation in l-carrageenin-induced granu-
loma formation, might be responsible for the inhibition of
DRG neuronal sensitization, as suggested by the reduced
expression of NGF, COX-2 and TNF-a, as well as by the
decreased mechanical allodynia in animals treated with
PEA. These observations are consistent with a previous
study demonstrating that intraplantar administration of
PEA preferentially suppresses spinal neuronal sensitization
evoked by hindpaw formalin administration [43].
Hence, the present data support an analgesic role

played by PEA in several models of pain, like persistent
somatic inflammatory pain, visceral inflammatory pain
and neuropathic pain, and recognize, for the first time,
in MCs the leading cell-type affected by PEA in this
model of chronic inflammation-dependent pain [44].
Thus, according to our results it is reasonable to pro-
pose the use of PEA and its congeners in the treatment
of several painful conditions, especially those involving
MC degranulation and NGF release.

Author details
1Department of Experimental Pharmacology, Faculty of Pharmacy, University
of Naples Federico II, Via D. Montesano 49, Naples, Italy. 2Department of
Experimental Medicine, Section of Pharmacology, The Second University of
Naples, via Costantinopoli 16, 80138 Naples, Italy. 3Department of
Biomorphological and Functional Sciences, Via Pansini University of Naples
“Federico II”, Naples, Italy. 4Endocannabinoid Research Group, Via Campi
Flegrei 34, 80078 Pozzuoli (NA), Italy.

Authors’ contributions
DDF designed in vivo experiments and performed behavioural test. LL
designed and performed immunohistochemistry analysis. MC performed
biochemical analysis. EP performed the isolation of DRGs. MPC performed
and critically discussed all histological analysis. VDN participated in the
design of the study and in the revision of the text. SM critically contributed
to all the aspect of the MS concerning allodynia and pain. TI revised all
manuscript performing the final critical analysis to the text. All authors read
and approved the final manuscript

Competing interests
This work was partially supported by the Epitech Group.

Received: 23 September 2010 Accepted: 10 January 2011
Published: 10 January 2011

References
1. De Filippis D, D’Amico A, Iuvone T: Cannabinomimetic control of mast

cell mediator release: new perspective in chronic inflammation.
J Neuroendocrinol 2008, 1(Suppl 20):20-5, Review.

2. Barbara G, Wang B, Stanghellini V, de Giorgio R, Cremon C, Di Nardo G,
Trevisani M, Campi B, Geppetti P, Tonini M, Bunnett NW, Grundy D,
Corinaldesi R: Mast cell-dependent excitation of visceral-nociceptive

De Filippis et al. Molecular Pain 2011, 7:3
http://www.molecularpain.com/content/7/1/3

Page 8 of 9

http://www.ncbi.nlm.nih.gov/pubmed/17241857?dopt=Abstract


sensory neurons in irritable bowel syndrome. Gastroenterology 2007,
132:26-37.

3. Cyphert JM, Kovarova M, Allen IC, Hartney JM, Murphy DL, Wess J,
Koller BH: Cooperation between mast cells and neurons is essential for
antigen-mediated bronchoconstriction. J Immunol 2009, 182:7430-9.

4. Mori N, Suzuki R, Furuno T, McKay DM, Wada M, Teshima R, Bienenstock J,
Nakanishi M: () Nerve-mast cell (RBL) interaction: RBL membrane ruffling
occurs at the contact site with an activated neurite. Am J Physiol Cell
Physiol 2002, 283:C1738-44.

5. Donnerer J, Schuligoi R, Stein C: Increased content and transport of
substance P and calcitonin gene-related peptide in sensory nerves
innervating inflamed tissue: evidence for a regulatory function of nerve
growth factor in vivo. Neuroscience 1992, 49:693-8.

6. Nienartowicz A, Sobaniec-Łotowska ME, Jarocka-Cyrta E, Lemancewicz D:
Mast cells in neoangiogenesis. Med Sci Monit 2006, 12:RA53-6, Review.

7. Leon A, Buriani A, Dal Toso R, Fabris M, Romanello S, Aloe L, Levi-
Montalcini R: Mast cells synthesize, store, and release nerve growth
factor. Proc Natl Acad Sci 1994, 91:3739-43.

8. Levi-Montalcini R: Update of the NGF saga. J Neurol Sci 1995, 30:119-27.
9. Peters EM: Neuropeptide control mechanisms in cutaneous biology:

physiological and clinical significance. J Invest Dermatol 2006, 126:1937-47.
10. Groneberg DA, Serowka F, Peckenschneider N, Artuc M, Grützkau A,

Fischer A, Henz BM, Welker P: Gene expression and regulation of nerve
growth factor in atopic dermatitis mast cells and the human mast cell
line-1. J Neuroimmunol 2005, 161:87-92.

11. Shin K, Nigrovic PA, Crish J, Boilard E, McNeil HP, Larabee KS, Adachi R,
Gurish MF, Gobezie R, Stevens RL, Lee DM: Mast cells contribute to
autoimmune inflammatory arthritis via their tryptase/heparin complexes.
J Immunol 2009, 182:647-56.

12. Aloe L, Tuveri MA, Carcassi U, Levi-Montalcini R: Nerve growth factor in the
synovial fluid of patients with chronic arthritis. Arthritis Rheum 1992, 35:351-5.

13. Andreev NYu, Dimitrieva N, Koltzenburg M, McMahon SB: Peripheral
administration of nerve growth factor in the adult rat produces a
thermal hyperalgesia that requires the presence of sympathetic post-
ganglionic neurones. Pain 1995, 63:109-15.

14. McMahon SB, Bennett DL, Priestley JV, Shelton DL: The biological effects of
endogenous nerve growth factor on adult sensory neurons revealed by
a trkA-IgG fusion molecule. Nat Med 1995, 1:774-80.

15. Schnegelsberg B, Sun TT, Cain G, Bhattacharya A, Nunn PA, Ford AP,
Vizzard MA, Cockayne DA: Overexpression of NGF in mouse urothelium leads
to neuronal hyperinnervation, pelvic sensitivity and changes in urinary
bladder function. Am J Physiol Regul Integr Comp Physiol 2010, 298:R534-47.

16. Calignano A, La Rana G, Giuffrida A, Piomelli D: Control of pain initiation
by endogenous cannabinoids. Nature 1998, 394:277-81.

17. Brown A, Ricci MJ, Weaver LC: NGF message and protein distribution in
the injured rat spinal cord. Exp Neurol 2004, 188:115-27.

18. Hefti FF, Rosenthal A, Walicke PA, Wyatt S, Vergara G, Shelton DL,
Davies AM: Novel class of pain drugs based on antagonism of NGF.
Trends Pharmacol Sci 2006, 27:85-91.

19. Facci L, Dal Toso R, Romanello S, Buriani A, Skaper SD, Leon A: Mast cells
express a peripheral cannabinoid receptor with differential sensitivity to
anandamide and palmitoylethanolamide. Proc Natl Acad Sci USA 1995,
92:3376-80.

20. Cerrato S: Effects of palmitoylethanolamide on immunologically induced
histamine, PGD2 and TNFα release from canine skin mast cells. Vet
Immunol Immunopathol 2010, 133:9-15.

21. De Filippis D, D’Amico A, Cipriano M, Petrosino S, Orlando P, Di Marzo V,
Iuvone T: Levels of endocannabinoids and palmitoylethanolamide and
their pharmacological manipulation in chronic granulomatous
inflammation in rats. Pharmacol Res 2010, 61:321-8.

22. Ambrosini A, Zolese G, Ambrosi S, Bertoli E, Mantero F, Boscaro M,
Balercia G: Idiopathic infertility: effect of palmitoylethanolamide (a
homologue of anandamide) on hyperactivated sperm cell motility and
Ca2+ influx. J Androl 2005, 26:429-36.

23. De Filippis D, D’Amico A, Cinelli MP, Esposito G, Di Marzo V, Iuvone T:
Adelmidrol, a Palmitoylethanolamide analog, reduces chronic
inflammation in a carrageenin-granuloma model in rats. J Cell Mol Med
2009, 13:1086-95.

24. Tóth ZE, Mezey E: Simultaneous visualization of multiple antigens with
tyramide signal amplification using antibodies from the same species.
J Histochem Cytochem 2007, 55:545-54.

25. Miyamoto T, Dubin AE, Petrus MJ, Patapoutian A: TRPV1 and TRPA1
mediate peripheral nitric oxide-induced nociception in mice. PLoS One
2009, 4:e7596.

26. Skaper : The biology of neurotrophins, signalling pathways, and
functional peptide mimetics of neurotrophins and their receptors. CNS
Neurol Disord Drug Targets 2008, 7:46-62, Review.

27. Lewin GR, Ritter AM, Mendell LM: Nerve growth factor-induced
hyperalgesia in the neonatal and adult rat. J Neurosci 1993, 13:2136-48.

28. Bonnington JK, McNaughton PA: Signalling pathways involved in the
sensitisation of mouse nociceptive neurones by nerve growth factor.
J Physiol 2003, 551:433-46.

29. Xue Q, Jong B, Chen T, Schumacher MA: Transcription of rat TRPV1
utilizes a dual promoter system that is positively regulated by nerve
growth factor. J Neurochem 2007, 101(1):212-22.

30. Tore F, Tuncel N: Mast cells: target and source of neuropeptides. Curr
Pharm Des 2009, 15:3433-45.

31. Thacker MA, Clark AK, Marchand F, McMahon SB: Pathophysiology of
peripheral neuropathic pain: immune cells and molecules. Anesth Analg
2007, 105:838-47.

32. Costa B, Comelli F, Bettoni I, Colleoni M, Giagnoni G: The endogenous
fatty acid amide, palmitoylethanolamide, has anti-allodynic and anti-
hyperalgesic effects in a murine model of neuropathic pain:
involvement of CB(1), TRPV1 and PPAR-γ receptors and neurotrophic
factors. Pain 2008, 139:541-50.

33. Pertwee RG, Howlett AC, Abood ME, Alexander SP, Di Marzo V, Elphick MR,
Greasley PJ, Hansen HS, Kunos G, Mackie K, Mechoulam R, Ross RA:
International Union of Basic and Clinical Pharmacology. LXXIX.
Cannabinoid receptors and their ligands: beyond CB1 and CB2.
Pharmacol Rev 2010, 62:588-631.

34. Rukwied R, Mayer A, Kluschina O, Obreja O, Schley M, Schmelz M: NGF
induces non-inflammatory localized and lasting mechanical and thermal
hypersensitivity in human skin. Pain 2010, 148:407-413.

35. Pezet S, McMahon SB: Neurotrophins: mediators and modulators of pain.
Annu Rev Neurosci 2006, 29:507-38, Review.

36. Mendell LM, Albers KM, Davis BM: Neurotrophins, nociceptors, and pain.
Microsc Res Tech 1999, 45:252-61, Review.

37. Ständer S, Weisshaar E, Luger TA: Neurophysiological and neurochemical
basis of modern pruritus treatment. Exp Dermatol 2008, 17:161-9.

38. Calignano A, La Rana G, Piomelli D: Antinociceptive activity of the
endogenous fatty acid amide, palmitylethanolamide. Eur J Pharmacol
2001, 419:191-8.

39. Mazzari S, Canella R, Petrelli L, Marcolongo G, Leon A: N-(2- hydroxyethyl)
hexadecanamide is orally active in reducing edema formation and
inflammatory hyperalgesia by down-modulating mast cell activation. Eur
J Pharmacol 1996, 300:227-36.

40. D’Agostino G, La Rana G, Russo R, Sasso O, Iacono A, Esposito E, Mattace
Raso G, Cuzzocrea S, Loverme J, Piomelli D, Meli R, Calignano A: Central
administration of palmitoylethanolamide reduces hyperalgesia in mice
via inhibition of NF-kB nuclear signalling in dorsal root ganglia. Eur J
Pharmacol 2009, 613:54-9.

41. Schaeffer V, Meyer L, Patte-Mensah C, Eckert A, Mensah-Nyagan AG: Sciatic
nerve injury induces apoptosis of dorsal root ganglion satellite glial cells
and selectively modifies neurosteroidogenesis in sensory neurons. Glia
2010, 58:169-80.

42. Hoheisel U, Unger T, Mense S: Sensitization of rat dorsal horn neurons by
NGF-induced subthreshold potentials and low-frequency activation. A
study employing intracellular recordings in vivo. Brain Res 2007, 1169:34-43.

43. LoVerme J, Russo R, La Rana G, Fu J, Farthing J, Mattace-Raso G, Meli R,
Hohmann A, Calignano A, Piomelli D: Rapid broad-spectrum analgesia
through activation of peroxisome proliferator-activated receptor-alpha.
J Pharmacol Exp Ther 2006, 319:1051-61.

44. Re G, Barbero R, Miolo A, Di Marzo V: Palmitoylethanolamide,
endocannabinoids and related cannabimimetic compounds in
protection against tissue inflammation and pain: potential use in
companion animals. Vet J 2007, 173:21-30, Review.

doi:10.1186/1744-8069-7-3
Cite this article as: De Filippis et al.: Palmitoylethanolamide reduces
granuloma-induced hyperalgesia by modulation of mast cell activation
in rats. Molecular Pain 2011 7:3.

De Filippis et al. Molecular Pain 2011, 7:3
http://www.molecularpain.com/content/7/1/3

Page 9 of 9

http://www.ncbi.nlm.nih.gov/pubmed/17241857?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19494266?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19494266?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12388097?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12388097?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1380138?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1380138?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1380138?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1380138?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16501434?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8170980?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8170980?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16912691?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16912691?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15748947?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15748947?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15748947?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19109198?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19109198?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1536673?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1536673?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8577480?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8577480?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8577480?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8577480?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7585179?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7585179?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7585179?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20032263?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20032263?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20032263?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9685157?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9685157?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15191808?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15191808?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16376998?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7724569?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7724569?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7724569?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19625089?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19625089?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19931394?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19931394?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19931394?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15867012?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15867012?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15867012?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18429935?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18429935?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17242468?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17242468?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19893614?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19893614?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18289031?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18289031?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8478693?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8478693?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12815188?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12815188?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17217411?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17217411?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17217411?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19860689?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17717248?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17717248?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18602217?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18602217?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18602217?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18602217?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18602217?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21079038?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21079038?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20022698?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20022698?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20022698?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16776595?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10383118?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18070080?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18070080?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11426841?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11426841?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8739213?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8739213?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8739213?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19386271?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19386271?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19386271?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19565659?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19565659?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19565659?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17698048?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17698048?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17698048?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16997973?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16997973?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16324856?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16324856?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16324856?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16324856?dopt=Abstract

	Abstract
	Introduction
	Materials and methods
	Animals
	Sponge implantation surgery
	Histological investigation
	Western blot analysis
	Assessment of mechanical allodynia
	ELISA essay
	Immunohistochemistry
	Statistical analysis

	Results
	Effect of PEA on λ-carrageenin-activated mast cells
	Effect of PEA on λ-carrageenin- induced NGF expression
	Effect of PEA on the formation of new nerve fibres
	Effect of PEA on mechanical allodynia
	Effect of PEA on DRGs biomolecular and morphological changes

	Discussion
	Author details
	Authors' contributions
	Competing interests
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


