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a b s t r a c t

Chronic inflammation, a condition frequently associated with several pathologies, is characterized by
angiogenic and fibrogenic responses that may account for the development of granulomatous tissue.
We previously demonstrated that the chymase, rat mast cell protease-5 (rMCP-5), exhibits pro-
inflammatory and pro-angiogenic properties in a model of chronic inflammation sustained by mast
cells (MCs), granuloma induced by the subcutaneous carrageenan-soaked sponge implant in rat. In this
study, we investigated the effects of palmitoylethanolamide (PEA), an anti-inflammatory and analgesic
endogenous compound, on rMCP-5 mRNA expression and Microphtalmia-associated Transcription Factor
(MITF) activation in the same model of chronic inflammation. The levels of rMCP-5 mRNA were detected
using semi-quantitative RT-PCR; the protein expression of chymase and extracellular signal-regulated
kinases (ERK) were analyzed by western blot; MITF/DNA binding activity and MITF phosphorylation were
assessed by electrophoretic mobility shift assay (EMSA) and immunoprecipitation, respectively. The
administration of PEA (200, 400 and 800 mg/ml) significantly decreased rMCP-5 mRNA and chymase
protein expression induced by λ-carrageenan. These effects were associated with a significant decrease
of MITF/DNA binding activity and phosphorylated MITF as well as phosphorylated ERK levels.

In conclusion, our results, showing the ability of PEA to inhibit MITF activation and chymase
expression in granulomatous tissue, may yield new insights into the understanding of the signaling
pathways leading to MITF activation controlled by PEA.

& 2014 Elsevier B.V. All rights reserved.

1. Introduction

Rat mast cell protease-5 (rMCP-5) belongs to a family of serine
proteases classified as chymases (Sanker et al., 1997). Among
rodent chymases, rMCP-5 is predominantly expressed in connec-
tive tissue type mast cells (MCs) and also in early phase of MC
development (Sanker et al., 1997). Like other MC proteases (MCPs),
rMCP-5 is packed in the MC secretory granules intimately bound
to proteoglycans and is released, together with several other
stored mediators, following degranulation (Forsberg et al., 1999).
Several evidences show that MCPs play a crucial role in the
inflammatory/immune process in mammals (Badertscher et al.,
2005). It is known that MCPs play an important role in the

allergen-induced biphasic skin reaction (Tomimori et al., 2002)
and in eliciting or maintaining cutaneous inflammation in atopic
dermatitis (Badertscher et al., 2005). Moreover, chymases have
been proposed to increase vascular permeability both in skin
disease (He and Walls, 1998) and brain edema during intracerebral
hemorrhage (Strbian, et al., 2009). Chymases have been shown to
induce the release of neutrophil chemoattractants by eosinophils
(Terakawa et al., 2006) and to mediate interaction between MCs
and eosinophils in allergic diseases (Wong et al., 2009).

We have previously demonstrated that rMCP-5 chymase exhibits
pro-inflammatory and pro-angiogenic effects in rat λ-carrageenan-
induced granuloma, i.e., a model of chronic inflammation actively
sustained by MC activation (Russo et al., 2005). It has been demon-
strated that Microphthalmia-associated Transcription Factor (MITF)
controls the transcription of a spectrum of genes in MCs, including
several MCPs, adhesion molecules, metabolic enzyme and growth
factor receptors (Kitamura et al., 2006; Razin et al., 1999; Morii et al.,
2001). MITF belongs to Myc supergene family of basic helix–loop–
helix leucine zipper (bHLH-Zip) DNA-binding protein which is
predominantly expressed in MCs, melanocytes, heart and skeletal
muscles (Hershey and Fish, 2004).
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Palmitoylethanolamide (PEA) is an endogenous lipid signaling
molecule produced locally “on demand” and exhibits potent anti-
inflammatory properties, which define PEA as ALIAmide (autacoid
local inflammation antagonist amide) (Aloe et al., 1993). The ALIA
mechanism is based on the important role played by PEA on
MCs during inflammation; PEA is able to naturally control MC
hyperactivity, which occurs not only in inflammation, but also in
hyperalgesia and allodynia (Skaper et al., 2013; De Filippis et al.,
2013). Although it has been suggested that PEA can activate
different receptors, a specific receptor responsible for PEA effects
is still under debate. In fact, PEA exhibits low affinity for canna-
binoid CB1 (Ki 45 μM) and CB2 (Ki 45 μM) receptors, and the
activation of a CB2-like receptor has only been hypothesized
(Calignano et al., 1998). It has also been described that PEA is able
to activate and desensitize the transient receptor potential cation
channel V type1 (TRPV1) and K(þ) channels (Kv4.3 and Kv1.5)
(Ambrosino et al., 2013; De Novellis et al., 2012). Moreover, some
anti-inflammatory and anti-nociceptive effects of PEA have been
ascribed to a PPAR-α (peroxisome proliferator-activated receptor)
direct mechanism (Lo Verme et al., 2005). In addition, the ability of
PEA to potentiate anandamide tone (Lambert and Di Marzo, 1999),
known as “entourage effect”, has been used to explain its pleio-
tropic effects (Scuderi et al., 2011; D0Agostino et al., 2012). Finally,
a so-called orphan receptor GPR-55 has been evoked as respon-
sible for some other PEA-mediated actions (Cantarella et al., 2011).

We have previously demonstrated that PEA was able to reduce
granuloma formation in a model of chronic inflammation, the
subcutaneous implant of carrageenan-soaked sponge in rat (De
Filippis et al., 2010). On the basis of these observations, the aim of
the present study was to investigate the effect of PEA on MITF
activation and rMCP-5 expression in the same model of chronic
inflammation.

2. Material and methods

2.1. Sponge implantation

Male Wistar rats (Harlan, Italy), weighing 200–220 g, were
used in all experiments. Animals were provided with food and
water ad libitum. Sponge implant in the rat was performed as
previously described (De Filippis et al., 2010). λ-Carrageenan (1%
w/v) (Sigma) was dissolved in pyrogen-free saline (0.5 ml/sponge),
in the presence or absence of 100 ml of micronized synthetic
PEA (kindly provided by Epitech Group; purity498%) at different
concentrations (200, 400, and 800 μg/ml) in final volume of
0.5 ml/sponge; saline (0.5 ml/sponge) was used as control. 96 h
after sponge implant rats were sacrificed in an atmosphere of CO2.
The granulomatous tissue around the sponge was dissected by
using a surgical blade, weighed, quickly frozen in liquid nitrogen,
and stored at �80 1C. Animal care as well as all experiments
was 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.

2.2. Preparation of cytosolic and nuclear extracts

Cytosolic and nuclear extracts from granulomatous tissues were
performed as previously described (De Filippis et al., 2010). Protein
concentration was determined by Bio-Rad protein assay kit.

2.3. mRNA analysis

The mRNA level of rMCP-5 in granulomatous tissue was
determined using the semi-quantitative RT-PCR method as pre-
viously described (Russo et al., 2006, 2008). The PCR-primers were

selected according to the rat rMCP-5 cDNA sequence (forward
primer 50-TCCTGCAAACACTTCACCAG-30, and reverse primer
50-CGAGATCCAGAGTTAATTCT-30); and rat β-actin cDNA (forward

Fig. 1. (A) Effect of PEA on rMCP-5 transcription induced by λ-carrageenan in
granulomatous tissue. Representative Vistra green-stained agarose gel of RT-PCR
products, corresponding to rMCP-5mRNA in sponges injected with saline,
λ-carrageenan (1% w-v), or λ-carrageenan in the presence of increasing amount
of PEA (200, 400, and 800 mg/ml). β-actin, a housekeeping gene, was used as
control. (B) Effect of PEA on λ-carrageenan-induced chymase expression in
granulomatous tissue. Representative western blot analysis and relative densito-
metric analysis of chymase levels in sponges injected with saline, λ-carrageenan
(1% w-v), or λ-carrageenan in the presence of increasing amount of PEA (200, 400,
and 800 mg/ml). Tubulin expression is shown as control. Quantification of results is
expressed as mean7S.E.M. of three experiments. nnnPo0.001 vs. saline.; 1Po0.05,
11Po0.01, and 111Po0.001 vs. λ-carrageenan alone.
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primer 50-GGCACCACACCTTCTACA-30 nucleotide positions 330–348,
and reverse primer 50-CAGGAGGAGCAATGATCT-30). 15 μl aliquots
of PCR products were electrophoretically fractionated through 1%
agarose gel containing the fluorescent Vistra green dye (Amer-
sham Pharmacia Biotech, GE Healthcare; Switzerland). Labeling
intensity of the PCR product, which is linear to the amount of DNA,
was quantified using the Molecular Imager FX and Quantity One
software (Bio-Rad, Milan, Italy).

2.4. Electrophoretic mobility shift assay (EMSA)

Double stranded oligonucleotides containing the MITF recogni-
tion sequence (50-CCT AGA CAG ACA AAA CCT AGA CAA TCA CGT
GGC TGG-30) were end-labeled with 32P–γ–ATP (Amersham,
Milan, Italy), and EMSA was performed as previously described
(De Filippis et al., 2010).

2.5. Immunoprecipitation

Immunoprecipitation assay was performed as previously described
(Russo et al., 2013) by using anti-mouse MITF (Lifespam; WA, USA).
The beads were washed and boiled in the SDS sample buffer. The
eluted proteins were loaded on 12% SDS-PAGE and analyzed by
western blotting.

2.6. Western blotting

Immunoblotting analysis of chymase, ERK, pERK and tubulin
proteins was performed on total protein fractions of granuloma-
tous tissue homogenates, as previously described (De Filippis et al.,
2010). Membranes were saturated by incubation at 4 1C overnight

with 10% non-fat dry milk in 1 X PBS and then incubated with the
appropriate antiserum: anti-mouse chymase (1:1000 v-v; Santa-
cruz Biotechnology, CA), anti-phosphoserine (1:1000 v-v; Pierce,
Rockford, Illinois), anti-pERK (1:2000 v-v, Cell Signaling Technol-
ogy Inc, MA) and anti-mouse tubulin (1:1000 v-v, Santa Cruz,
CA, USA) for 2 h at room temperature. Membranes were washed
three times with 1% Triton X-100 in 1 X PBS and then incubated
with anti-mouse or anti-rabbit immunoglobulins coupled to
peroxidase (1:2000 v-v; Dako, Denmark). The immune complexes
were revealed by using enhanced chemiluminescence detection
reagents (Amersham, GE Healthcare; Switzerland) according to
the manufacturer0s instructions in Image quant 800 apparatus.
The protein bands were analyzed by densitometric analysis with a
GS-800 imaging densitometer.

2.7. Statistical analysis

Results were expressed as the mean7S.E.M. of n animals
where each value is the average of responses in duplicate sites.
Statistical comparisons were made by one-way ANOVA followed
by Bonferroni0s test for multiple comparisons. Po0.05 was
considered to be significant.

3. Results

3.1. Effect of PEA on rMCP-5 transcription induced by λ-carrageenan
in granulomatous tissue

In order to investigate whether PEA was able to influence
rMCP-5 levels, we analyzed the amount of rMCP-5 mRNA in

Fig. 2. Effect of PEA on DNA binding activity and characterization of MITF complex in λ-carrageenan-induced granuloma. (A) EMSA showing the MITF binding activity in
nuclear extracts from granulomatous tissues. Data are representative of three separate assays. Densitometric data are expressed as mean7S.E.M. of three sponges from three
rats. nnnPo0.001 vs. saline; 1Po0.05, and 11Po0.001 vs. λ-carrageenan. (B) In competition reaction, nuclear extracts were incubated with radiolabeled MITF probe in the
absence or presence of identical but unlabeled oligonucleotide (WT, 50� ), mutated non-functional MITF probe (Mut., 50� ) or unlabeled oligonucleotide containing the
consensus sequence for Sp-1 (Sp-1, 50� ). Data are representative of three experiments.

D. De Filippis et al. / European Journal of Pharmacology 725 (2014) 64–6966



λ-carrageenan-induced granulomatous tissue in the presence or
absence of PEA. As expected, λ-carrageenan treatment resulted
in accumulation of rMCP-5 transcript compared to saline.
Co-treatment of λ-carrageenan and PEA (200, 400 and 800 mg/ml),
locally injected, caused a dose-dependent reduction of rMCP-5
mRNA levels in tissue homogenates compared to λ-carrageenan
alone (Fig. 1A). The inhibition of rMCP-5 expression induced by
PEA was also confirmed by western blot analysis. As shown in
Fig. 1B, PEA treatment decreased the chymase rMCP-5 protein
amounts in a dose dependent manner.

3.2. Effect of PEA on MITF DNA binding activity in λ-carrageenan-
induced granuloma

MITF has been reported to regulate the development of MCs
and the expression of some MCPs in mouse (Ge et al., 2001).
In the attempt to understand the mechanism by which PEA is able
to regulate rMCP-5 expression, we investigated whether PEA
was able to influence MITF DNA binding activity. To this aim,
nuclear extracts of granulomatous tissues from saline-treated,
λ-carrageenan-treated or λ-carrageenan and PEA co-treated ani-
mals were analyzed by EMSA. Although a basal level of MITF DNA
binding activity was detected in nuclear extracts from tissues
of saline-treated sponges evaluated 96 h after implant, λ-
carrageenan treatment induced a marked increase of MITF DNA
binding activity. Intrestingly, the local administration of PEA
resulted in a significant and dose-dependent reduction of MITF
DNA binding activity (Fig. 2A). The specificity of MITF DNA
complex was determined by competition experiments. In fact,
50-fold molar excess of unlabeled MITF probe was able to
completely displace MITF from DNA. In contrast, a 50-fold molar
excess of unlabeled mutated MITF probe or Sp-1 had no effect on
DNA binding activity (Fig. 2B).

3.3. Effect of PEA on MITF phosphorylation in granulomatous tissues
induced by λ-carrageenan

Proteins phosphorylation–dephosphorylation is a key step in
the regulation of protein–protein interactions. To further analyze
MITF-mediated down-regulation of rMCP-5 expression caused by
PEA administration, we verified whether PEA was able to control
the phosphorylation status of MITF in granulomatous tissue.
To this purpose, immunoprecipitation experiment was performed.
MITF was specifically immunoprecipitated from protein extracts
of tissue from saline-treated, λ-carrageenan-treated or λ-
carrageenan and PEA co-treated animals and the amount of
phosphorylated form of MITF was detected by western blotting
using anti-phosphoserine antibody. Fig. 3B shows that a significant
increase (2.6-fold) of the amount of phosphorylated MITF in
λ-carrageenan-induced granulomatous tissue compared to saline
was observed. Interestingly, PEA treatment caused a decrease in
the levels of phosphorylated MITF compared to λ-carrageenan-
induced granulomatous tissue. Our data are in agreement with
several evidences indicating that phosphorylation of MITF Ser73
increases its transcriptional activity (Price et al., 1998).

3.4. Effect of PEA on ERK protein expression induced
by λ-carrageenan

One signaling module that controls MITF is the RAS–RAF–MEK–
ERK signaling cascade. It is known that MITF is phosphorylated on
Ser73 by ERK, and this modification enhances its transcriptional
activity (Price et al., 1998). In order to evaluate the role of ERK in
the phosphorylation of MITF upon PEA treatment, proteins were
extracted from tissue of saline-treated, λ-carrageenan-treated
or λ-carrageenan and PEA co-treated animals and were analyzed

by western blotting. Fig. 4 shows a significant increase in the
amount of phosphorylated ERK in λ-carrageenan-induced granu-
lomatous tissue compared to saline. On the contrary, PEA treat-
ment caused a decrease of phosphorylated ERK levels compared to
λ-carrageenan-induced granulomatous tissue. The intracellular
levels of ERK protein were not affected by λ-carrageenan or PEA
treatment (Fig. 4).

4. Discussion

Several evidences indicate that PEA is able to control both acute
and chronic inflammations, including that mediated by MC (Skaper
et al., 2013). We have previously studied rMCP-5 chymase, a
protease selectively stored in MC, for its pivotal role in granuloma
formation induced by λ-carrageenan in rat (Russo et al., 2005).
In the same model of chronic inflammation, we demonstrated that
the local administration of PEA, by controlling MC activation,
accounted for a significant reduction of both granulomatous tissue
and associated angiogenesis (De Filippis et al., 2010, 2011). On the
basis of these evidences, in the present study we investigated the
effects of PEA on the expression of rMCP-5 chymase, a pro-
inflammatory and pro-angiogenic mediator. We found that PEA
was able to down-regulate rMCP-5 chymase mRNA and protein
expression in the granulomatous tissue induced by λ-carrageenan
in rat. It has been reported that MITF is essential in the regulation of

Fig. 3. (A) Effect of PEA on λ-carrageenan-induced MITF protein phosphorylation in
granulomatous tissue. Representative western blot analysis and relative densito-
metric analysis of phosphorylated MITF protein levels. MITF was specifically
immunoprecipitated from granulomatous tissues treated with saline, λ-carragee-
nan (1% w-v), or λ-carrageenan in the presence of PEA 800 mg/ml. After immuno-
precipitation, the phosphorylation of MITF was detected by immunoblot analysis by
using phospho-serine (pSer) antibody. The levels of proteins were quantified by
PhosphorImager (Bio-Rad). Quantification of results is expressed as mean7S.E.M.
of three experiments. nnnPo0.001 vs. saline.; 1Po0.05, 11Po0.01, and 111Po0.001
vs. λ-carrageenan alone.
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MCP-5 chymase (Morii et al., 1997). Our results, for the first time,
show that PEA significantly inhibited MITF/DNA binding activity
induced by λ-carrageenan in granuloma.

Changes in protein phosphorylation represent a mechanism
to modulate the activity of MITF and three serine sites (Ser73,
Ser298 and Ser409) for MITF phosphorylation have been reported
(Sonnenblick et al., 2004). The phosphorylation of these serine
sites positively correlates with the up-regulation of MITF tran-
scriptional activity (Price et al., 1998; Takeda et al., 2000). In our
study, we found that PEA was able to regulate the switch from the
phosphorylated MITF (active state) to the unphosphorylated MITF
(inactive state), preventing the phosphorylation of MITF triggered
by λ-carrageenan in rat granulomatous tissue. Moreover, we
demonstrated PEA treatment was able to reduce the amount of
ERK phosphorylated form. This evidence suggests that the reduc-
tion in the phosphorylated form of MITF may be a consequence of
the inhibition of the classical MAP kinase pathway. It has been
reported that PEA controls the signal transduction involved in the
activation of important pro-inflammatory transcription factors
including AP-1 (Scuderi et al., 2011) and NF-κB (D0Agostino
et al., 2009). Therefore, it is reasonable to hypothesize that PEA
may affect the signaling pathways leading to the activation of MITF
and MITF-dependent chymase expressions in granuloma forma-
tion. The inhibition of chymase rMCP-5 expression by PEA thus
suggests that the control of MC activation, previously demon-
strated in the same model of chronic inflammatory (De Filippis
et al., 2010), may occur via MITF.

In conclusion, our results put new insights into the long history
of experiments connecting PEA and MCs, firstly hypothesized by
the Nobel prize winner Rita Levi-Montalcini, indicating the inhibi-
tion of MITF a new mode of action for PEA in inflammatory
diseases. Otherwise, these data could also be useful to strengthen
the previously reported use of PEA in cancers, above all in
melanoma (Hamtiaux et al., 2012), where MITF activation plays a

crucial role (for review see Koludrovic and Davidson, 2013).
Therefore, this study may open the way to a pharmacological
approach with PEA for all those chronic-degenerative pathologies
which are dependent on MITF activation.

Acknowledgments

This study was supported by Programma Operativo Nazionale
“Ricerca e Competitivita‘ 2007–2013” (PON R&C) 01_02512. The
funders had no role in study design, data collection and analysis,
decision to publish, or preparation of the manuscript.

References

Aloe, L., Leo, A., Levi-Montalcini, R., 1993. A proposed autacoid mechanism
controlling mastocyte behaviour. Agents Act. 39, C145–C147.

Ambrosino, P., Soldovieri, M.V., Russo, C., Taglialatela, M., 2013. Activation and
desensitization of TRPV1 channels in sensory neurons by the PPARα agonist
palmitoylethanolamide Br. J. Pharmacol. 168 (6), 1430–1444.

Badertscher, K., Bronnimann, M., Karlen, S., Braathen, L.R., Yawalkar, N., 2005. Mast
cell chymase is increased in chronic atopic dermatitis but not in psoriasis. Arch.
Dermatol. Res. 296, 503–506.

Calignano, A., La Rana, G., Giuffrida, A., Piomelli, D., 1998. Control of pain initiation
by endogenous cannabinoids. Nature 394, 277–281.

Cantarella, G., Scollo, M., Lempereur, L., Saccani-Jotti, G., Basile, F., Bernardini, R.,
2011. Endocannabinoids inhibit release of nerve growth factor by
inflammation-activated mast cells. Biochem. Pharmacol. 82, 380–388.

D0Agostino, G., Russo, R., Avagliano, C., Cristiano, C., Meli, R., Calignano, A., 2012.
Palmitoylethanolamide protects against the amyloid-β25-35-induced learning
and memory impairment in mice, an experimental model of Alzheimer disease.
Neuropsychopharmacology 37, 1784–1792.

D0Agostino, 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., 2009. Central
administration of palmitoylethanolamide reduces hyperalgesia in mice via
inhibition of NF-kappaB nuclear signaling in dorsal root ganglia. Eur.
J. Pharmacol. 613, 54–59.

De Filippis, D., Negro, L., Vaia, M., Cinelli, M.P., Iuvone, T., 2013. New insights in mast
cell modulation by palmitoylethanolemide. CNS Neurol. Disord. Drug Targets
12, 78–83.

De Filippis, D., D0Amico, A., Cipriano, M., Petrosino, S., Orlando, P., Di Marzo, V.,
Iuvone, T., 2010. Levels of endocannabinoids and palmitoylethanolamide and
their pharmacological manipulation in chronic granulomatous inflammation in
rats. Pharmacol. Res. 61, 321–328.

De Filippis, D., Luongo, L., Cipriano, M., Palazzo, E., Cinelli, M.P., de Novellis, V., Maione, S.,
Iuvone, T., 2011. Palmitoylethanolamide reduces granuloma-induced hyperalgesia
by modulation of mast cell activation in rats. Mol. Pain. 7, 3.

De Novellis, V., Luongo, L., Guida, F., Cristino, L., Palazzo, E., Russo, R., Marabese, I.,
D0Agostino, G., Calignano, A., Rossi, F., Di Marzo, V., Maione, S., 2012. Effects of
intra-ventrolateral periaqueductal grey palmitoylethanolamide on thermocep-
tive threshold and rostral ventromedial medulla cell activity. Eur. J. Pharmacol.
676 (1–3), 41–50.

Forsberg, E., Pejler, G., Ringvall, M., 1999. Abnormal mast cells in mice deficient in a
heparin-synthesizing enzyme. Nature 400, 773–776.

Ge, Y., Jippo, T., Lee, Y.M., Adachi, S., Kitamura, Y., 2001. Independent influence of
strain difference and mi transcription factor on the expression of mouse mast
cell chymases. Am. J. Pathol. 158, 281–292.

Hamtiaux, L., Masquelier, J., Muccioli, G.G., Bouzin, C., Feron, O., Gallez, B., Lambert,
D.M., 2012. The association of N-palmitoylethanolamine with the FAAH
inhibitor URB597 impairs melanoma growth through a supra-additive action.
BMC Cancer 12, 92–105.

He, S., Walls, A.F., 1998. The induction of a prolonged increase in microvascular
permeability by human mast cell chymase. Eur. J. Pharmacol. 352, 91–98.

Hershey, C.L., Fish, D.E., 2004. Mitf and Tfe3: members of a b-HLH-ZIP transcription
factor family essential for osteoclast development and function. Bone 34,
689–696.

Kitamura, Y., Oboki, K., Ito, A., 2006. Molecular mechanisms of mast cell develop-
ment. Immunol. Allergy Clin. North Am. 26, 387–405.

Koludrovic, D., Davidson, I., 2013. MITF, the Janus transcription factor of melanoma.
Future Oncol. 9 (2), 235–244.

Lambert, D.M., Di Marzo, V., 1999. The palmitoylethanolamide and oleamide
enigmas: are these two fatty acid amides cannabimimetic? Curr. Med. Chem.
6 (8), 757–773.

Lo Verme, J., Fu, J., Astarita, G., La Rana, G., Russo, R., Calignano, A., Piomelli, D.,
2005. The nuclear receptor peroxisome proliferator-activated receptor-alpha
mediate the anti-inflammatory actions of palmitoylethanolamide. Mol. Phar-
macol. 67, 15–19.

Morii, E., Jippo, T., Tsujimura, T., Hashimoto, K., Kim, D.K., Lee, Y.M., Ogihara, H.,
Tsujino, K., Kim, H.M., Kitamura, Y., 1997. Abnormal expression of mouse mast
cell protease 5 gene in cultured mast cells derived from mutant mi/mi mice.
Blood 90, 3057–3066.

Fig. 4. Effect of PEA on λ-carrageenan-induced pERK protein expression in
granulomatous tissue. Representative western blot analysis and relative densito-
metric analysis of ERK protein levels in sponges injected with saline, λ-carrageenan
(1% w-v), or λ-carrageenan in the presence of increasing amount of PEA (200, 400,
and 800 mg/ml). The phosphorylation of ERK was detected by immunoblot analysis
by using anti-pERK antibody. The ratio of pERK to ERK is shown. Quantification of
results is expressed as mean7S.E.M. of three experiments. nnnPo0.001 vs.
saline;1Po0.05, 11Po0.01, and 111Po0.001 vs. λ-carrageenan alone.

D. De Filippis et al. / European Journal of Pharmacology 725 (2014) 64–6968

http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref1
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref1
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref2
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref2
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref2
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref2
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref2
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref3
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref3
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref3
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref4
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref4
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref5
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref5
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref5
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref6
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref6
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref6
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref6
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref6
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref6
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref6
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref7
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref7
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref7
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref7
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref7
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref7
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref8
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref8
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref8
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref9
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref9
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref9
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref9
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref9
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref10
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref10
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref10
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref11
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref11
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref11
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref11
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref11
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref11
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref12
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref12
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref13
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref13
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref13
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref14
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref14
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref14
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref14
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref15
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref15
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref16
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref16
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref16
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref16
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref17
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref17
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref18
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref18
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref19
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref19
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref19
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref20
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref20
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref20
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref20
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref500
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref500
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref500
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref500


Morii, E., Ogihara, H., Oboki, K., Kataoka, T.R., Jippo, T., Kitamura, Y., 2001. Effect of
MITF on transcription of transmembrane tryptase gene in cultured mast cells of
mice. Biochem. Biophys. Res. Commun. 289, 1243–1246.

Price, E.R., Ding, H.F., Badalian, T., Bhattacharya, S., Takemoto, C., Yao, T.P.,
Hemesath, T.J., Fisher, D.E., 1998. Lineage-specific signaling in melanocytes.
C-kit stimulation recruits p300/CBP to microphthalmia. J. Biol. Chem. 273,
17983–17986.

Razin, E., Zhang, Z.C., Nechushtan, H., Frenkel, S., Lee, Y.N., Arudchandran, R., Rivera,
J., 1999. Suppression of microphthalmia transcriptional activity by its associa-
tion with protein kinase C-interacting protein 1 in mast cells. J. Biol. Chem. 274,
34272–34276.

Russo, A., Esposito, D., Catillo, M., Pietropaolo, C., Russo, G., 2013. Human rpL3
induces G1/S arrest or apoptosis by modulating p21 (waf1/cip1) levels in p-53
independent manner. Cell Cycle 12, 76–87.

Russo, A., Cirulli, C., Amoresano, A., Pucci, P., Pietropaolo, C., Russo, G., 2008.
Cis-acting sequences and trans-acting factors in the localization of mRNA for
mitochondrial ribosomal proteins. Biochim. Biophys. Acta 1779, 820–829.

Russo, A., Russo, G., Cuccurese, M., Garbi, C., Pietropaolo, C., 2006. The 30-untranslated
region directs ribosomal protein-encoding mRNAs to specific cytoplasmic regions.
Biochim. Biophys. Acta 1763, 833–843.

Russo, A., Russo, G., Peticca, M., Iuvone, T., 2005. Inhibition of granuloma-associated
angiogenesis by controlling mast cell mediator release: role of mast cell
protease-5. Br. J. Pharmacol. 145, 24–33.

Sanker, S., Chandrasekharan, U.M., Wilk, D., 1997. Distinct multisite synergistic
interactions determine substrate specificities of human chymase and rat
chymase-1 for angiotensin II formation and degradation. J. Biol. Chem. 272,
963–968.

Scuderi, C., Esposito, G., Blasio, A., Valenza, M., Arietti, P., Steardo , L., Carnuccio, R.,
De Filippis, D., Petrosino, S., Iuvone, T., Di Marzo, V., Steardo, L., 2011.
Palmitoylethanolamide counteracts reactive astrogliosis induced by beta-
amyloid peptide. J. Cell Mol. Med. 15, 2664–2674.

Skaper, D.S., Facci, L., Giusti, P., 2013. Glia and mast cells as targets for palmitoy-
lethanolamide, an anti-inflammatory and neuroprotective lipid mediator. Mol.
Neurobiol. 48, 340–352.

Sonnenblick, A., Levy, C., Razin, E., 2004. Interplay between MITF, PIAS3, and STAT3
in mast cells and melanocytes. Mol. Cell. Biol. 24, 10584–10592.

Strbian, D., Kovanen, P.T., Karjalainen-Lindsberg, M.L., Tatlisumak, T., Lindsberg, P.J.,
2009. An emerging role of mast cells in cerebral ischemia andhemorrhage. Ann.
Med. 41, 438–450.

Takeda, K., Takemoto, C., Kobayashi, I., Watanabe, A., Nobukuni, Y., Fisher, D.E.,
Tachibana, M., 2000. Ser298 of MITF, a mutation site in Waardenburg syndrome
type 2, is a phosphorylation site with functional significante. Hum. Mol. Genet.
9, 125–132.

Terakawa, M., Tomimori, Y., Goto, M., Fukuda, Y., 2006. Mast cell chymase induces
expression of chemokines for neutrophils in eosinophilic EoL-1 cells and mouse
peritonitis eosinophils. Eur. J. Pharmacol. 538, 175–181.

Tomimori, Y., Tsuruoka, N., Fukami, H., 2002. Role of mast cell chymase in allergen-
induced biphasic skin reaction. Biochem. Pharmacol. 64, 1187–1193.

Wong, C.K., Ng, S.S., Lun, S.W., Cao, J., Lam, C.W., 2009. Signaling mechanisms
regulating the activation of human eosinophils by mast-cell-derived chymase:
implications for mast cell-eosinophil interaction in allergic inflammation.
Immunology 126, 579–587.

D. De Filippis et al. / European Journal of Pharmacology 725 (2014) 64–69 69

http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref21
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref21
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref21
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref22
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref22
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref22
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref22
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref23
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref23
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref23
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref23
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref24
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref24
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref24
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref25
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref25
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref25
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref26
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref26
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref26
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref26
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref27
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref27
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref27
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref28
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref28
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref28
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref28
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref29
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref29
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref29
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref29
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref30
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref30
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref30
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref31
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref31
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref32
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref32
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref32
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref33
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref33
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref33
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref33
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref34
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref34
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref34
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref35
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref35
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref36
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref36
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref36
http://refhub.elsevier.com/S0014-2999(13)00949-7/sbref36

	Palmitoylethanolamide inhibits rMCP-5 expression by regulating MITF activation in rat chronic granulomatous inflammation
	Introduction
	Material and methods
	Sponge implantation
	Preparation of cytosolic and nuclear extracts
	mRNA analysis
	Electrophoretic mobility shift assay (EMSA)
	Immunoprecipitation
	Western blotting
	Statistical analysis

	Results
	Effect of PEA on rMCP-5 transcription induced by λ-carrageenan in granulomatous tissue
	Effect of PEA on MITF DNA binding activity in λ-carrageenan-induced granuloma
	Effect of PEA on MITF phosphorylation in granulomatous tissues induced by λ-carrageenan
	Effect of PEA on ERK protein expression induced by λ-carrageenan

	Discussion
	Acknowledgments
	References




