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Abstract

Background: The incidence of melanoma is considerably increasing worldwide. Frequent failing of classical
treatments led to development of novel therapeutic strategies aiming at managing advanced forms of this skin
cancer. Additionally, the implication of the endocannabinoid system in malignancy is actively investigated.

Methods: We investigated the cytotoxicity of endocannabinoids and their hydrolysis inhibitors on the murine B16
melanoma cell line using a MTT test. Enzyme and receptor expression was measured by RT-PCR and enzymatic
degradation of endocannabinoids using radiolabeled substrates. Cell death was assessed by Annexin-V/Propidium
iodine staining. Tumors were induced in C57BL/6 mice by s.c. flank injection of B16 melanoma cells. Mice were
injected i.p. for six days with vehicle or treatment, and tumor size was measured each day and weighted at the
end of the treatment. Haematoxylin-Eosin staining and TUNEL assay were performed to quantify necrosis and
apoptosis in the tumor and endocannabinoid levels were quantified by HPLC-MS. Tube formation assay and CD31
immunostaining were used to evaluate the antiangiogenic effects of the treatments.

Results: The N-arachidonoylethanolamine (anandamide, AEA), 2-arachidonoylglycerol and N-
palmitoylethanolamine (PEA) reduced viability of B16 cells. The association of PEA with the fatty acid amide
hydrolase (FAAH) inhibitor URB597 considerably reduced cell viability consequently to an inhibition of PEA
hydrolysis and an increase of PEA levels. The increase of cell death observed with this combination of molecules
was confirmed in vivo where only co-treatment with both PEA and URB597 led to decreased melanoma
progression. The antiproliferative action of the treatment was associated with an elevation of PEA levels and larger
necrotic regions in the tumor.

Conclusions: This study suggests the interest of targeting the endocannabinoid system in the management of
skin cancer and underlines the advantage of associating endocannabinoids with enzymatic hydrolysis inhibitors.
This may contribute to the improvement of long-term palliation or cure of melanoma.

Background
Melanoma is a malignant tumor of melanocytes with a
rate of incidence considerably increasing worldwide and
a poor prognosis [1]. Prevention and early detection are
the most successful measures against this skin cancer.
Management of advanced and metastatic melanoma cur-
rently consists of cytokine therapy and chemotherapy

with drugs including Dacarbazine which is the most
active single agent [2,3]. Nevertheless, frequent failing of
conventional treatments led to development of novel
therapeutic strategies for improvement of long-term pal-
liation or cure of melanoma.
The implication of the endocannabinoid system in cell

proliferation, differentiation and survival is now well
recognized. Besides endocannabinoid levels and receptor
expression varying frequently in cancer process, canna-
binoids modify cell fate and decrease tumor proliferation
and propagation [4]. The endocannabinoid system is
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constituted of the G protein-coupled cannabinoid recep-
tors CB1 and CB2, endogenous ligands binding to the
cannabinoid receptors (i.e. endocannabinoids) [5,6], as
well as proteins implicated in their synthesis and degra-
dation. N-arachidonoylethanolamine (AEA, anandamide)
and 2-arachidonoylglycerol (2-AG) are the two major
bioactive lipids activating the cannabinoids receptors [7].
Additionally, other endogenous mediators associated to
the endocannabinoid system, including N-palmitoyletha-
nolamine (PEA), exert their effects without binding to
the CB1 and CB2 cannabinoid receptors. Indeed, many
studies indicate that cannabinoids can also regulate cell
functions independently of CB1 and CB2 cannabinoid
receptors. Apart from binding to cannabinoid receptors,
endocannabinoids can activate the vanilloid receptor 1
(TRPV1) [8], two G protein-coupled receptors - GPR55
and GPR119 [9] - as well as the peroxisome prolifera-
tor-activated receptors (PPAR’s) [10]. The inactivation
of endocannabinoids belonging to the N-acylethanola-
mine family - AEA and PEA - occurs essentially by
enzymatic hydrolysis by the fatty acid amide hydrolase
(FAAH) [11]. The N-acylethanolamine-hydrolyzing acid
amidase (NAAA) also hydrolyses these endocannabi-
noids according to the same reaction with PEA as the
preferred substrate [12]. On the other hand, 2-AG levels
are for the most part regulated by the monoacylglycerol
lipase (MAGL) [13,14] even though the alpha/beta-
hydrolases 6 and 12 (ABHD6 and ABHD12) were also
described to hydrolyse 2-AG [15,16].
Endocannabinoids were reported to induce growth

arrest [17-20], to induce apoptosis and necrosis [21-23],
to inhibit angiogenesis [24] and to possess antimetastatic
effects [25-28]. Conversely, PEA was described to be
devoid of antiproliferative properties by itself although it
can act as an “entourage” agent by enhancing AEA cyto-
static effects. This might be attributed to a down-regula-
tion of FAAH expression or to a modulation of TRPV1
activity resulting in increased AEA mediated effects
[29,30]. Blazquez et al. revealed the potential benefits of
the cannabinoid system in the treatment of cutaneous
melanoma. They showed that cannabinoid receptor ago-
nists could decrease growth, proliferation, angiogenesis
and metastasis of this malignant cancer [31].
In the present study, we further demonstrate the

implication of endocannabinoids in malignancy and sug-
gest the interesting possibility of developing antimela-
noma therapies targeting the endocannabinoid system.
Thus, we investigated whether increasing endocannabi-
noid levels, either by direct administration or by redu-
cing their enzymatic degradation, or both, has an impact
on the growth of an aggressive skin cancer cell line. By
enhancing PEA levels through the inhibition of its
FAAH-mediated hydrolysis and by direct administration,
we put into light the possibility of potentiating the

increase of B16 melanoma cell death and slowing tumor
progression.

Methods
Drugs
N-palmitoylethanolamine and palmitic acid were
obtained from Tocris Bioscience. The enzyme inhibitors
URB597, CAY10402 and CAY10499 were bought from
Cayman Europe and MAFP from Tocris Bioscience.
CCP (N-cyclohexanecarbonylpentadecylamine) was
kindly synthesized in our lab by Coco N. Kapanda (Uni-
versité catholique de Louvain, Belgium) according to the
synthetic procedure described by Vandevoorde [32] and
Tsuboi [33]. All the receptor antagonists (AM251, cap-
sazepine, GW6471, T0070907 and (-)-cannabidiol) were
purchased from Tocris Bioscience. All drugs were pre-
pared as 20 mM stock solutions in DMSO and extem-
poraneously diluted in media for the experiments
conducted on cells. The final concentration of DMSO
was kept below 0.2%. [3H]-anandamide (60 Ci/mmol),
[3H]-2-oleoylglycerol (40 Ci/mmol) and [3H]-PEA (20
Ci/mmol) were purchased from American Radiolabeled
Chemicals (St Louis, MO, USA).

Cell culture and mouse model
The murine melanoma cell line B16 was obtained from
the American Type Culture Collection and routinely
cultured in Minimum Essential Medium (MEM) a med-
ium supplemented with 10% fetal bovine serum, 100 UI/
ml penicillin, 100 mg/ml streptomycin and MEM Vita-
mins Solution. The human melanoma cell line MZ2-
MEL.43 was kindly given by Pierre Coulie (Université
catholique de Louvain, Belgium) and cultured in Iscove’s
medium supplemented with 10% fetal calf serum. Cells
were maintained at 37°C in a humidified atmosphere of
5% CO2.
Tumors were induced in 5 week-old male C57BL/6

mice (Elevage Janvier, France) by s.c. flank injection of
106 B16 melanoma cells. When the tumor reached a
volume of 20-40 mm3, mice were randomly divided in
groups and injected i.p. for six days with vehicle or
treatment (either PEA and/or URB597 at 10 mg/kg/day,
daily). Tumor size was calculated according to the fol-
lowing formula: (4π/3) × (width/2)2 × (length/2). The
procedure was approved by a local ethical review com-
mittee according to national animal care regulations.

Enzymatic activity and inhibition
On cell homogenates
In order to detect a hydrolytic activity for N-acylethano-
lamines (AEA and PEA) or 2-monoacylglycerols (2-
oleoylglycerol, 2-OG) in B16 cells, radiolabeled sub-
strates - either [3H]-anandamide, [3H]-2-oleoylglycerol
or [3H]-N-palmitoylethanolamine (25 μl, 50000 dpm, 1

Hamtiaux et al. BMC Cancer 2012, 12:92
http://www.biomedcentral.com/1471-2407/12/92

Page 2 of 14



nM) - were incubated in glass tubes for 10 min at 37°C
with increasing amounts of cell homogenates (160 μl, 10
mM Tris-HCl, 1 mM EDTA, pH 7.4) and 10 μl of
DMSO. Reactions were stopped by rapidly placing the
tubes in ice-cold water, followed by the addition of cold
chloroform-methanol (1:1 v/v, 400 μl). After centrifuga-
tion (850 g, 5 min, 4°C), the radioactivity in the aqueous
phase (200 μl) was counted by liquid scintillation (Ulti-
maGold from Perkin-Elmer). To estimate the inhibition
potential on B16 cell homogenates of the inhibitors, a
set amount of homogenate was chosen (25 μg of pro-
tein/tube) and compounds in DMSO (10 μl), or DMSO
alone for control, were added. As control for chemical
hydrolysis, dpm values obtained for tubes containing
buffer instead of proteins were systematically subtracted.
On living cells
Cells were seeded 24 h before treatment at a concentra-
tion of 105 cells/well in a 24-well plate. The medium
was removed and replaced by 200 μl of fresh medium
30 min before the beginning of the experiment. Test
compounds were added to each well (150 μl) followed
by the radiolabeled substrate (50 μl, 50000 dpm, 1 μM)
and the plate was incubated 10 min at 37°C in a 5%
CO2 humidified atmosphere. The reaction was stopped
by adding 400 μl of cold methanol on ice. After scraping
the wells, a volume of 600 μl was removed and placed in
a glass tube where 300 μl chloroform were added. The
tubes were centrifuged (850 g, 10 min, 4°C) and a 400 μl
aliquot of the aqueous upper phase was used to measure
the radioactivity by liquid scintillation (UltimaGold from
Perkin-Elmer). Cells incubated with vehicle (DMSO)
were used as control and wells containing no cells were
used as blank.

Reverse transcriptase-polymerase chain reaction
Total RNA was extracted from the cultured cells with
the TriPure Isolation reagent (Roche). To measure
mRNA expression, reverse transcription was performed
using the Reverse Transcription System (Promega) and
the generated cDNA was amplified by PCR using the

primers mentioned in the Table 1. Polymerase chain
reactions were performed according to the following
parameters: 95°C for 10 min, 95°C for 3 s, 60°C for 26 s,
and 72°C for 10s (45 cycles). After amplification, agarose
gel electrophoresis was used to detect the expression of
the genes.
Quantitative PCR (qPCR) was performed to study the

quantitative mRNA expression of the FAAH and the
NAAA. RPL19 was used as house keeping gene. The
samples were run in a 96-well reaction plate and data
were analyzed according to the 2-ΔCT method.

MTT cell viability assay
The effect on cell viability of the different treatments
was measured using MTT assay, which is based on the
transformation of 3-(4,5-dimethylthiazol-2-yl)-2,5-diphe-
nyltetrazolium bromide (MTT) in formazan crystals by
the mitochondrial succinate dehydrogenase of viable
cells. Cells were plated in 96-well plates at a density of
2000 cells/well in medium supplemented with 10%
serum. After 5 h of incubation at 37°C in a 5% CO2

humidified atmosphere, test compounds diluted in cul-
ture medium were added in each well for 24 h, 48 h or
72 h. The medium was then removed and 100 μl of
MTT solution (0.3 mg/ml) were added for a 2 h incuba-
tion. The MTT solution was removed, replaced by 100
μl DMSO to dissolve the crystalline formazan product
and the absorbance was read at 570 nm (with a reading
at 650 nm as reference) using a microplate
spectrophotometer.
For the treatments with the receptor antagonists, only

the 72 h time point was considered and the antagonists
were added 1 h before the beginning of the cytotoxic
treatment.

Annexin-V/propidium iodide staining
Detection and quantification of apoptosis was performed
by the analysis of phosphatidylserine on the outer leaflet
of apoptotic cell membranes using Annexin-V-Fluores-
cein. Propidium iodide was used for the differentiation

Table 1 Primer sequences used for PCR amplification

RPL19 F: gaaggtcaaagggaatgtgttca FAAH F: gagatgtatcgccagtccgt

R: ccttgtctgccttcagcttgt R: acaggcaggcctataccctt

MAGL F: atggtcctgatttcacctctggt NAAA F: ggttttatccctgtttcctgtttat

R: tcaacctccgacttgttccgagaca R: tttttgacaatacatcaccttcagct

CB1 F: ctgatgttctggatcggagtc CB2 F: tgacaaatgacacccagtcttct

R: tctgaggtgtgaatgatgatgc R: actgctcaggatcatgtactcctt

GPR55 F: atttggagcagaggcacgaacatga TRPV1 F: aactcttacaacagcctgtattccaca

R: agtggcgatatagtccagcttcct R: aagacagccttgaagtcatagttct

PPARa F: caacggcgtcgaagacaaa PPARg F: ctgctcaagtatggtgtccatga

R: tgacggtctccacggacat R: tgagatgaggactccatctttattca
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from necrotic cells. Cells were incubated for 24 h with
the cytotoxic treatment before being stained with the
Roche Annexin-V-FLUOS Staining kit (Mannheim, Ger-
many) following the manufacturer’s instructions. Cells
were examined using a fluorescence microscope from
Optika (Ponteranica, Italy). Pictures were taken with a
Moticam 2300 from Motic (Hong Kong, China).

Endocannabinoid quantification by HPLC-MS
Cells (107 cells/condition) were seeded in 10% FBS
media for 12 h prior to the incubation (8 h) with drugs,
or vehicle, in 1% FBS media. Cells and media were then
recovered and the lipids extracted, in the presence of
deuterated standards (200 pmol), by adding 14 ml of
chloroform and 7 ml of methanol. Following vigorous
mixing and sonication, the samples were centrifuged
and the organic layer was recovered and then dried
under a stream of N2.
Endocannabinoid levels in B16 tumors were quantified

by directly homogenizing the tissue in chloroform (14
ml) before adding the deuterated standards, methanol (7
ml) and water (3.5 ml). After mixing and phase separa-
tion by centrifugation, the organic layer was recovered
and dried under a stream of N2.
Both for cells and tumors, the resulting lipid extracts

were purified by solid-phase extraction using silica and
elution with an EtOAc-Acetone (1:1) solution [34,35].
The resulting lipid fraction was analysed by HPLC-MS
using an LTQ Orbitrap mass spectrometer (Thermo-
Fisher Scientific) coupled to an Accela HPLC system
(ThermoFisher Scientific) [36]. Analyte separation was
achieved using a C-18 Supelguard pre-column and a
Supelcosil LC-18 column (3 μM, 4.6 × 150 mm) (Sigma-
Aldrich). Mobile phases A and B were composed of
MeOH-H2O-acetic acid 75:25:0.1 (v/v/v) and MeOH-
acetic acid 100:0.1 (v/v), respectively. The gradient (0.5
ml/min) was designed as follows: transition from 100%
A to 100% B linearly over 15 min, followed by 10 min
at 100% B and subsequent re-equilibration at 100% A.
We performed MS analysis in the positive mode with an
APCI ionisation source. The capillary and APCI vapori-
ser temperatures were set at 250°C and 400°C, respec-
tively. N-acylethanolamines were quantified by isotope
dilution using their respective deuterated standards with
identical retention [34]. The data were normalized by
cell number in the in vitro experiments and by tumor
sample weight in the in vivo testing.

Histology
Tumors were excised after five or six days of treatment
with tested compounds or vehicle and either fixed in 4%
paraformaldehyde or embedded in O.C.T. compound for
standard paraffin sections or for cryosectioning, respec-
tively. Tissue samples were sliced in 5 μm sections for

paraffin samples and 10 μm sections for frozen samples.
The paraffin sections were stained with Haematoxylin &
Eosin and photographed on a Zeiss MIRAX microscope
to allow a global overview of tumor necrosis. Induction
of apoptosis was assessed by TUNEL assay using an in
situ cell death detection kit (Roche Diagnostics, Vil-
voorde, Belgium) on frozen slices. Vascularization was
evaluated by immunostaining of tumor cryosections
using an antibody directed against CD31 (BD Bios-
ciences, San Jose, CA). Nuclei were also counterstained
with 4,6-diamidino-2-phenylindole (DAPI). Necrosis,
apoptosis and blood vessel area were quantified using
Frida software and expressed as a percentage of the
whole tumor area.

Tube formation assay
The antiangiogenic effect of the different treatments was
determined by seeding 15 × 103 endothelial cells
(HUVEC) in 96-well plates containing Matrigel (BD
Biosciences). Formation of capillary-like tubular struc-
tures was quantified by counting the number of tube
intersections in each well.

Statistical analysis
Values were expressed as mean ± SEM. Statistical analy-
sis was performed by ANOVA or by unpaired Student’s
t test.

Results
Hydrolysis and cytotoxicity of AEA, 2-AG and PEA in B16
cells
In order to evaluate the hydrolysis of AEA, 2-AG and
PEA, we used [3H]-AEA, [3H]-2-OG and [3H]-PEA and
found that B16 cell homogenates significantly hydro-
lyzed endocannabinoids (Figure 1A). When looking for
the expression of enzymes responsible for endocannabi-
noid hydrolysis, we detected mRNA expression of the
major endocannabinoid degrading enzymes, i.e. FAAH,
NAAA and MAGL (Figure 1B). Since the aim of this
work was to increase endocannabinoid cytotoxicity by
inhibiting their hydrolysis, we ensured that AEA, 2-AG
and PEA reduced cell viability in our B16 model using a
MTT test. We observed that at 10 μM and already after
24 h of treatment, AEA, 2-AG and PEA decreased cell
viability, in comparison to vehicle (Figure 1C). This
effect was amplified after 48 h and 72 h of incubation
and was slightly more pronounced for PEA. Therefore,
we further investigated the cytotoxic effect of PEA and
obtained a dose-response when this molecule was tested
at 1, 10 and 20 μM for 72 h (Figure 1D). Because endo-
cannabinoids’ fatty acid metabolites are known to pos-
sess numerous functions we tested whether they affect
cell viability of B16 cells. We found that neither palmitic
acid (Figure 1E) nor arachidonic acid (data not shown)
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affect cell viability. Taken together these data support
our hypothesis that increasing endocannabinoid levels,
by blocking their degradation, would reduce tumor cell
viability.

Inhibition of N-palmitoylethanolamine degradation
Five inhibitors that were reported to decrease N-palmi-
toylethanolamine hydrolysis either by inhibiting FAAH
(URB597, CAY10402, MAFP and CAY10499) or NAAA
(CCP) (see Additional file 1) were tested at 1 μM and
10 μM on total cell homogenates. The inhibition assays
were also performed on intact cells in culture to confirm

that the inhibitors do reach their targets in culture con-
ditions (Table 2).
We observed that URB597, CAY10402, MAFP and
CAY10499 all inhibit PEA hydrolysis in homogenates
and cultured cells even though the inhibition is slightly
less pronounced in the latter case. Note that the use of
CCP did not reduce PEA hydrolysis in homogenates and
only decrease it by 26% ± 7.0 in intact cells at 10 μM.
The absence of inhibition observed in homogenates
compared to cells in culture could be explained by a
NAAA activity known to be the highest at acidic pH
while the assay was performed on homogenates at

Figure 1 Enzymatic hydrolysis and cytotoxicity of AEA, 2-AG and PEA in B16 melanoma cells. (A) Enzymatic activities for AEA, 2-AG and
PEA hydrolysis were measured in B16 cell homogenates using [3H]-AEA, [3H]-2-OG and [3H]-PEA, respectively. Data are the mean of three
experiments performed in duplicate. (B) B16 cells express endocannabinoid degrading enzymes FAAH, NAAA and MAGL. Detection of mRNA
was performed by RT-PCR using respectively mouse liver, lung and brain as control and RPL19 as house keeping gene (blot representative of
three). (C) The endocannabinoids AEA, 2-AG and PEA decrease B16 cell viability. Cells were seeded 5 h before treatment (2000 cells/well in
microwells) and incubated with 10 μM of endocannabinoids. After 24 h, 48 h or 72 h of treatment, cytotoxicity was assessed by a MTT test. Data
are expressed as percentage of the vehicle control and are the mean of three experiments performed in quintuplicate. Significantly different (**P
< 0.01) from vehicle incubation. (D) PEA dose-dependently decreases B16 cell viability. The cells were incubated with 1 μM, 10 μM and 20 μM of
PEA. After 72 h of treatment, cytotoxicity was assessed by a MTT test. Data are expressed as percentage of the vehicle control and are the mean
of three experiments performed in quintuplicate. Significantly different (**P < 0,01) from vehicle incubation. (E) Palmitic acid does not decrease
B16 viability. The cells were incubated with 1 μM, 10 μM and 20 μM of palmitic acid. After 72 h of treatment, cytotoxicity was assessed by a MTT
test. Data are expressed as percentage of the vehicle control and are the mean of three experiments performed in quintuplicate.
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physiological pH [12]. Quantitative measurements of
FAAH and NAAA mRNA expression were also per-
formed in order to investigate the possibility that a high
level of FAAH, in comparison to NAAA, could lead to
the lack of efficacy of CCP on PEA hydrolysis in our
system. The results indicated that the relative mRNA
levels of the two enzymes were in the same order of
magnitude (Figure 2) and thus the lack of NAAA
expression at the mRNA levels does not account for the
inefficiency of CCP.

Increase of N-palmitoylethanolamine effects on B16 cell
viability by hydrolysis inhibitors
Next, PEA (10 μM) was co-incubated for 72 h with the
FAAH inhibitors - URB597, CAY10402, MAFP,
CAY10499 - and the NAAA inhibitor - CCP - at 10
μM, with the objective of enhancing individual effect on
cell viability (Figure 3A). All four inhibitors enhanced
PEA-induced cytotoxicity although the effect was more
pronounced with the selective inhibitors (URB597,
CAY10402) as compared to the dual FAAH/MAGL
inhibitors (MAFP, CAY10499). Of note, the co-incuba-
tion of PEA and URB597 dramatically reduced cell via-
bility which was no more than 11% of the vehicle
control after 72 h of treatment. In line with the results
obtained in the enzymatic inhibition assay, CCP had no
potentiating effect on cytotoxicity when added to PEA.
The effects on cell viability of the inhibitors alone

were also evaluated at 10 μM and after 72 h of incuba-
tion. We did not use CCP anymore because it was poor
at inhibiting PEA hydrolysis in our cellular model and
did not induce supplemental cytotoxicity when co-incu-
bated with PEA. Only the three FAAH inhibitors
URB597, MAFP and CAY10499 provoked a significant
increase in cytotoxicity while the reversible FAAH

inhibitor CAY10402 did not influence cell viability (Fig-
ure 3B).
Because the PEA-URB597 combination produced the

highest cytotoxicity (Figure 3A), we focused on these
compounds for the next experiments. We wondered if
URB597 could exert its cytotoxicity through inhibition
of FAAH and subsequent increase of PEA concentra-
tions in our conditions. For this purpose, PEA levels
were measured in B16 cells using an isotope-dilution
HPLC-MS method and we observed that incubating B16
cells with URB597 (1 μM, 8 h) resulted in increased
PEA levels (163 ± 13% of the control) (Figure 3C).

PEA and URB597 potentiate cell death of B16 melanoma
cells
We next looked at the influence of PEA and URB597 on
cell death by measuring annexin-V positive cells (A+/PI-
) and double stained cells (A+/PI+) representing apopto-
tic and necrotic (or late apoptotic) cells, respectively.
Translocation of phosphatidylserine is an early event in
apoptosis and its measurement allows the detection of
cells undergoing caspase-dependent or independent
apoptosis. Treatment of B16 cells with PEA or URB597

Table 2 Inhibition of PEA hydrolysis in B16

PEA hydrolysis inhibition (% ± SEM)

Cell homogenates Intact cells

URB597 10 μM 95 ± 1.0 93 ± 3.7

1 μM 90 ± 4.1 85 ± 5.2

CAY10402 10 μM 95 ± 6.3 75 ± 4.6

1 μM 83 ± 5.2 65 ± 5.1

MAFP 10 μM 86 ± 6.3 70 ± 4.2

1 μM 88 ± 3.1 75 ± 3.0

CAY10499 10 μM 100 ± 7.5 80 ± 4.4

1 μM 91 ± 3.9 64 ± 4.9

CCP 10 μM 6 ± 4.2 26 ± 6.8

1 μM 4 ± 5.6 26 ± 7.0

FAAH inhibitors (URB597, CAY10402), dual FAAH/MAGL inhibitors (MAFP,
CAY10499) and NAAA inhibitor (CCP) were tested at concentrations of 1 and
10 μM on cell homogenates (25 μg protein, pH 7.4) and on living cells (105

cells/well, seeded 24 h before) in culture medium. Data are the mean of three
experiments and are expressed as percentage of the control containing
vehicle instead of the inhibitors

Figure 2 FAAH and NAAA mRNA relative expression in B16
cells. Quantitative detection of mRNA was performed by qPCR
using RPL19 as house keeping gene. Data were analyzed according
to the 2-ΔCT method and the NAAA mRNA expression is set at 1
value.
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(10 μM, 24 h) did not result in an increased number of
dead cells as compared to vehicle, even though PEA
tended to enhance cell death (Figure 4). On the con-
trary, co-incubation with PEA and URB597 increased
the percentage of cells dying by both apoptosis and
necrosis.
We then asked if the cytotoxic effects of the PEA-

URB597 combination could be mediated by the classical
molecular targets of endocannabinoids. Thus, we co-
incubated PEA, URB597 or PEA-URB597 with AM251
(0.1 and 1 μM), capsazepine (0.1 and 1 μM), GW6471
(1 and 5 μM), T0070107 (1 and 5 μM) and cannabidiol
(1 and 10 μM). These compounds are selective antago-
nists of the CB1, TRPV1, PPARa, PPARg and GPR55
receptors respectively, the mRNA of which were found
in B16 melanoma cells (see Additional file 2). None of
the antagonists reduced the effect of PEA (10 μM) or
URB597 (10 μM) alone or in combination (see Addi-
tional file 3). We would like to point out that antagonist
concentrations were selected according to the literature
and that we tested their own cytotoxicity to exclude the
possibility that they could affect B16 cell viability by
themselves (see Additional file 4). At 10 μM, cannabidiol
has enhanced the cytotoxic effect of PEA and URB597
when each of these drugs was used alone. One

Figure 4 PEA and URB597 potentiate cell death of B16
melanoma cells. Apoptosis was assessed by Annexin-V (A)/
Propidium Iodide (PI) staining. B16 cells were treated with 10 μM of
PEA and/or URB597 for 24 h and the number of Annexin-V positive
cells (A+/PI-, apoptotic) and of double stained cells (A+/PI+,
necrotic) was expressed as a percentage of total cells. Data are the
average of five random fields from experiments performed in
triplicate. Significantly different (**P < 0.01) from vehicle incubation.

Figure 3 Enhancement of PEA effects on B16 cell viability by
hydrolysis inhibitors. (A) The FAAH inhibitors (URB597, CAY10402)
and dual FAAH/MAGL inhibitors (MAFP, CAY10499) potentiate PEA
cytotoxicity. B16 cells were seeded 5 h before treatment (2000 cells/
well in microwells) and incubated with PEA (10 μM) with or without
URB597, CAY10402, MAFP, CAY10499 or CCP (at 10 μM). After 72 h
of treatment, cytotoxicity was assessed by a MTT test. Data are the
mean of three experiments (performed in quintuplicate) and are
expressed as percentage of the vehicle control. Significantly
different (**P < 0.01) from PEA incubation. (B) URB597, MAFP and
CAY10499 slightly decrease B16 cell viability. Cells were seeded 5 h
before treatment (2000 cells/well in microwells) and incubated with
inhibitors at a concentration of 10 μM. After 72 h of treatment,
cytotoxicity was assessed by a MTT test. Data are the mean of three
experiments performed in quintuplicate and are expressed as
percentage of the vehicle control. Significantly different (**P < 0.01)
from vehicle incubation. (C) URB597 increases intracellular levels of
PEA as measured by HPLC-MS. B16 cells were incubated for 8 h
with URB597 (1 μM). We found in control cells 25.4 ± 3.8 pmol of
PEA/107 cells. Data are the mean of three experiments performed in
quadruplicate and are expressed as percentage of the vehicle
control. Significantly different (***P < 0.001) from vehicle incubation.
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explanation is that this compound is a weak agonist of
the TRPV1 and was shown to activate this receptor in
this range of concentrations [37].

In vivo co-administration of PEA and URB597 reduces
melanoma growth
Since PEA and URB597 were able to induce cell death
when used in co-incubation in vitro, we wanted to con-
firm that this was also the case in vivo. Therefore, we
evaluated their effect on malignant melanoma growth in
C57BL/6 mice. Tumors were generated by subcutaneous
injection of B16 cells, and when tumors reached a
volume of approximately 20-40 mm3, mice were treated
by intraperitoneal injections of vehicle, PEA and/or
URB597 for up to six days. The tumor size of mice trea-
ted with PEA or URB597 alone were not significantly
different from those injected with vehicle. However, co-
administration of PEA and URB597 resulted in a signifi-
cantly reduction of tumor growth and of their size at
the end of the experiment (Figure 5A). We also

weighted tumors at the end of the experiment and
observed a significant difference between normal and
PEA/URB597 treated tumors (Figure 5B).
With the aim to correlate the anticancerous effect of

PEA and URB597 with endocannabinoid levels inside
the tumor, we measured AEA, 2-AG and PEA amounts
in the excised tumors by HPLC-MS. On the one hand,
AEA and 2-AG levels were not significantly affected by
PEA, URB597 or both molecules injection, even though
AEA concentration tended to increase after URB597 or
PEA/URB597 treatments (Figure 6A, B). On the other
hand, PEA levels were increased after co-treatment with
PEA and URB597 but not if these compounds were
injected alone, even though a trend towards increased
levels was observed following URB597 administration
(Figure 6C).

PEA and URB597 co-administration induces tumor
necrosis
Necrosis and apoptosis were quantified on tumor slices
after Haematoxylin & Eosin (H&E) and TUNEL staining
respectively. Tumors were excised after six days of co-
treatment with PEA and URB597. Vehicle-treated
tumors were excised after five or six days of injection in
order to be able to compare either tumor treated during
the same period of time, or tumors having the same
volume at the end of the experiment. Indeed, we
observed that size of six days drug-treated tumors and
five days vehicle-treated tumors did not significantly dif-
fer (Figure 5A, B). It is known that more voluminous
tumors may present larger necrotic regions and we
wanted to exclude this artifact. Here we show that
tumors co-treated with PEA and URB597 present
enlarged necrotic regions (53 ± 6%) as compared with
both tumors treated during five or six days with vehicle
(28 ± 3% and 38 ± 2% respectively) (Figure 7A). These
results were consistent with observations we made dur-
ing in vitro assays and demonstrate that drug treatment
delays tumor progression by provoking cell death. Figure
7B displays representative tumor slices after H&E stain-
ing. TUNEL assay on tumors slices did not show more
positively stained cells in treated tumors than in control
tumors (Figure 7C).
Finally, we wondered if the increase in the initial level

of necrosis produced by co-injection of PEA and
URB597 could be the result of vascular events. Thus we
performed an endothelial tube formation assay using
HUVEC. Here, PEA (10 μM) and URB597 (10 μM),
incubated alone or in co-incubation, did not alter the
capacity of endothelial cells to form tubes when cultured
on Matrigel (Figure 7D). Additionally, evaluation of
tumor vascularization by immunostaining did not reveal
any significant change in blood vessel area between trea-
ted and untreated mice (Figure 7E).

Figure 5 Co-administration of PEA and URB597 reduces
melanoma growth. Tumors were induced by s.c. injection of B16
cells in C57BL/6 mice. When tumor size reached a volume of
approximately 20-40 mm2, animals were treated i.p. either with
vehicle (n = 18) or with PEA (= 7), URB597 (n = 7) or both
molecules (n = 20) (at 10 mg/kg/day, daily) for six days. (A) Tumor
volume was measured each day. (B) Weight of tumors treated with
vehicle (6 or 5 days of treatment) or PEA + URB597 (6 days of
treatment) was measured at the end of the experiment. Significantly
different (*P < 0.05; **P < 0.01; ***P < 0.001) from vehicle
administration.
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PEA and URB597 impair human melanoma viability
In a view to strengthen the potential interest of using
PEA and URB597-based treatment for melanoma
growth management, we measured the effect of these
compounds on a human melanoma cell line. URB597
(10 μM) slightly decreased cell viability of MZ2-MEL.43
melanoma, which was 90% of the vehicle control after
72 h of treatment. The cytotoxicity produced by PEA
(10 μM) led to a reduction of cell viability to 66%, while
it was potentiated by URB597 to reach 48% of residual
viable cells (Figure 8).

Discussion
The literature widely reports on the regulatory actions
of the endocannabinoid system in health and disease,
including cancer. Endocannabinoids and synthetic can-
nabinoids are essentially described as protective factors
limiting cell proliferation, differentiation and survival as
well as tumor development. In this study, we aimed at
investigating the possibility of enhancing endocannabi-
noid cytotoxicity using inhibitors of their hydrolysis in a
melanoma model.
After looking for the presence of enzymatic activity for

AEA, 2-AG and PEA hydrolysis and elucidating which
enzymes were present in our melanoma model, we
showed a time-dependent effect of these three endocan-
nabinoids on B16 cell viability. As frequently described
for many cancer cell lines like colon cancer cells [17,21],
glioma cells [20] breast cancer cells [19,25,27] or pros-
tate cancer cells [28], AEA and 2-AG reduced B16 cell
viability. Surprisingly, at 10 μM, we found PEA to
decrease cell viability. Indeed, this endocannabinoid was
reported to act as an “entourage” agent able to increase
AEA antiproliferative effects but not to induce those
when incubated alone, even at concentrations up to 10
μM [29,30]. However, here PEA could clearly reduce
B16 cell viability at 10 μM but also at lower concentra-
tions. We also confirmed that PEA degradation into pal-
mitic acid was not responsible for the effects observed
with PEA [38].
We then sought to increase PEA levels to investigate if

this could affect B16 melanoma cell viability by poten-
tiating PEA cytotoxicity. Some reports indicate that the
use of inhibitors of endocannabinoid hydrolysis can be
of interest in the development of anticancer therapies.
For example, elevation of endocannabinoid concentra-
tions by inhibitors of their re-uptake and degradation
produced a decrease in thyroid transformed cells growth
[39]. In a colorectal cancer cell line, inhibitors of endo-
cannabinoid inactivation increased their levels and
reduced cell proliferation [40]. Other experiments per-
formed on prostate cancer cells also testified of the ben-
efits of inhibiting 2-AG hydrolysis to block cell growth
and invasion [28,41-43]. Therefore, we assayed five

Figure 6 Tumor endocannabinoid levels. (A) AEA, (B) 2-AG and
(C) PEA levels were measured by HPLC-MS in tumor samples of
mice treated i.p. with vehicle (n = 15), PEA (n = 7), URB597 (n = 7)
or both molecules co-incubation (n = 15) (at 10 mg/kg/day, daily)
for six days. Basal levels are 78.4 ± 11.7 pmol/g, 1.55 ± 0.11 nmol/g
and 546.1 ± 55 pmol/g of tissue for AEA, 2-AG and PEA,
respectively. Significantly different (**P < 0.01) from vehicle
administration.
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inhibitors of either FAAH or NAAA, the two main
enzymes known to hydrolyze PEA and that we found to
be expressed in B16 melanoma cells. The most cytotoxic
treatment was obtained by the co-incubation of 10 μM
of PEA with the irreversible FAAH inhibitor, URB597 at
10 μM. Using a human melanoma cell line, we also evi-
denced a significant cytotoxicity of this treatment. Inter-
estingly, among the inhibitors tested, the highest
inhibition of PEA hydrolysis was obtained with URB597.
This compound already exerted a significant decrease in
cell viability when used alone. Of note, the other selec-
tive FAAH inhibitor CAY10402 was also able to potenti-
ate PEA cytotoxicity without inducing any decrease in
cell viability by itself. This last observation suggested
that the PEA-URB597 cytotoxicity might be partly due

to elevation of endocannabinoid levels. Indeed we found
that incubation of B16 cells with URB597 could raise
PEA levels up to 163%, indicating that the cytotoxicity
of this inhibitor could be partly assigned to modulation
of PEA levels. Actually, even though the concentrations
obtained when inhibiting FAAH were lower than those
required to reduce cell viability by adding PEA exogen-
ously, we considered that locally available PEA levels
might be high enough to produce pharmacological
effects when inhibiting FAAH. The higher effects, when
looking at PEA hydrolysis or at cell viability, of URB597
compared to CAY10402 could be related to a reversible
FAAH inhibition by CAY10402, while URB597 was
characterized as an irreversible inhibitor. In the liver,
URB597 was previously shown to enhance AEA-induced

Figure 7 PEA and URB597 increase tumor necrosis. Tumors treated daily by co-administration of PEA and URB597 were excised after six days
of treatment and tumors treated by vehicle were excised after five or six days. (A) Quantification of necrotic regions was realized using
Haematoxylin and Eosin staining (n = 5). Significantly different (*P < 0.05; **P < 0.01) from vehicle administration. (B) Pictures show
representative histological H-E stainings performed on tumor slices. (C) Apoptosis was evaluated by TUNEL assay (n = 6-12). (D) PEA and URB597
do not affect angiogenesis. HUVEC were seeded (104 cells/well in microwells) and incubated with PEA (10 μM) and/or URB597 (10 μM). The
angiogenic potency was determined by measuring the number of tube intersections formed after 24 h plating on Matrigel (n = 2). (E) Tumor
vascularization was evaluated by CD31 immunostaining of tumor cryosections and blood vessel area was expressed as percentage of the total
area (n = 5).

Hamtiaux et al. BMC Cancer 2012, 12:92
http://www.biomedcentral.com/1471-2407/12/92

Page 10 of 14



cell death via FAAH inhibition [44]. Surprisingly, the
two dual FAAH/MAGL inhibitors MAFP and
CAY10499 only slightly accentuated PEA effects on cells
viability even though they were effective at inhibiting
PEA hydrolysis and exhibited cytotoxic effects by them-
selves. Nevertheless, in comparison to URB597, the
effect of MAFP on intracellular PEA levels was less pro-
nounced and CAY10499 did not significantly affect PEA
concentration even though it tended to increase it (see
Additional file 5A). It is therefore supposed that the
action of these two dual inhibitors is not sufficient to
increase PEA levels and, consequently, its cytotoxicity
upon melanoma cells. In addition, as mentioned above
these compounds are also irreversible inhibitors of
MAGL and consequently can influence 2-AG levels as
well (see Additional file 5B). The inhibition of 2-AG
degradation was frequently evidenced to result in antitu-
mor effects, either by making profit of 2-AG antiproli-
ferative and anti-invasive properties [40,41,43] or by
limiting the production of arachidonic acid known to be
associated to aggressiveness of cancer cells [45,46]. Since
this endocannabinoid also exhibited cytotoxic properties

in B16 cells, we would have assumed that the concomi-
tant inhibition of the FAAH and the MAGL should
have produced an enlarged diminution of cell viability.
Astonishingly, we only observed that inhibition of 2-AG
hydrolysis produced a small decrease in cell viability and
poorly contributed to induction of cytotoxicity when
combining to PEA. This suggests a minor role of 2-AG
in cell viability in our model as compared to PEA.
Finally, although the poor inhibition of PEA hydrolysis
by the NAAA inhibitor is puzzling at a first glance, the
almost full inhibition of PEA hydrolysis by URB597 sug-
gests that FAAH is likely to account for most of PEA
degradation in our cellular model. Thus, even if CCP
inhibits the NAAA-mediated PEA hydrolysis, FAAH can
largely compensate for the decreased NAAA activity
[47].
The receptor mediating the cytotoxic effects of PEA

and URB597 could not be identified as one of the classi-
cal molecular targets mediating endocannabinoid action.
However, though pharmacological blockade of receptors
constitutes a reliable and widely used method, silencing
of these receptors may constitute a matter of interesting
perspective to completely rule out their implication in
the cytotoxic effects produced by the treatments.
Co-treatment of PEA and URB597 induced cell death

in cultured B16 melanoma cells, while PEA and URB597
incubated alone only slightly increased the number of
apoptotic and necrotic cells. This drug activity reinforce-
ment was confirmed in vivo where tumor volume and
tumor weight were decreased after 6 days of treatment
only when melanoma-bearing mice were treated with
both PEA and URB597. When looking at the endocan-
nabinoid levels in the tumor after treatment, the growth
delay induced by PEA-URB597 treatment appears to be
related to an elevation of PEA levels within the tumor.
Conversely, AEA and 2-AG levels were not significantly
affected by treatments even though AEA levels tended
to increase following URB597 injections. These results
contrast with the observations made by Bifulco et al.
with rat thyroid transformed cells, in which tumor levels
of AEA, 2-AG and PEA were all three augmented after
an intratumor treatment with the FAAH inhibitor ara-
chidonoyl-serotonin [39]. This difference may arise from
variations in the experimental conditions, such as the
injection modalities, resulting in variable availabilities of
the inhibitor, or the timing at which tumors were
resected. Since our results show a tendency to increase
for N-acylethanolamine concentrations in URB597-trea-
ted mice and since only the co-incubation of PEA and
URB597 increased PEA levels, we may think that the
elevation of AEA and PEA levels are transitory and that
these molecules are rapidly degraded. Along this line,
we support the hypothesis that an earlier excision of the
tumors after the last injection could have revealed a

Figure 8 PEA and URB597 impair human melanoma viability.
URB597 potentiates the decrease of MZ2-MEL.43 melanoma cell
viability produced by PEA. Cells were seeded 5 h before treatment
(2000 cells/well in microwells) and incubated with PEA (10 μM) with
or without URB597 (10 μM). After 72 h of treatment, cytotoxicity
was assessed by a MTT test. Data are expressed as percentage of
the vehicle control and are the mean of three experiments
performed in triplicate. Significantly different (**P < 0.01) from
vehicle incubation. Significantly different (###P < 0.001) from PEA
incubation.
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significant increase in AEA and PEA concentrations.
Nevertheless, in our melanoma system, only the co-
injection of PEA and URB597 is able to sufficiently
increase the concentrations in order to reduce tumor
growth. In addition, some reports have shown that
FAAH inhibition induces an increase in 2-AG levels
[39,41]. However, in our melanoma cells, 2-AG levels
were not influenced at all by URB597 treatments. This
may be attributed to the fact that FAAH is weakly
responsible for 2-AG hydrolysis in B16 cells.
We could also evidence that the decrease in tumor

growth observed with PEA-URB597 treatment was the
result of increased necrotic events in the tumor.
Although tumor growth delay obtained with PEA and
URB597 may look marginal, the extent of necrosis
observed in this very aggressive tumor model indicates
that measurements of tumor volume/weight certainly
underestimate the real impact of the co-treatment.
Furthermore, because neither PEA nor URB597 or the
association of both molecules produced antiangiogenic
effects, a reduced oxygen and nutrient supply is unlikely
to account for the increased necrosis induced by the
treatment. It seemed of interest to investigate this point
because PEA and analogues have already been described
as owning antiangiogenic effects in a model of chronic
inflammation [48,49]. Likewise, AEA was reported to
influence cancer growth via inhibition of angiogenesis
[24] and synthetic cannabinoids WIN-55.212-2 and
JWH-133 were shown to decrease melanoma vasculari-
zation [31].
A large number of reports suggest the therapeutic

interest of using PEA in medicine. This lipid mediator
has been emerging as a potent antinociceptive molecule
[50,51] and exhibits anti-inflammatory properties [52].
Of note, PEA is already used as the active molecule of
anti-inflammatory and analgesic preparations (e.g. Nor-
mast®, Pelvilen®) [53,54]. These advantageous effects
associated with the present observations put into light
the possibility of emerging therapies implicating PEA for
pathological conditions including cancer.

Conclusions
The current study demonstrates the potential implica-
tion of endocannabinoids in B16 melanoma cell survival.
Specifically, the supra-additive action of PEA and the
FAAH inhibitor URB597 promotes cell death and delays
in vivo tumor growth. Additionally, we confirmed that
antiangiogenic events are not responsible for the
enhanced necrosis observed in the tumors. Hence, this
report suggests the attractive prospect of designing
PEA-based anticancer therapies, with potential anti-
inflammatory and antinociceptive effects, via an inhibi-
tion of its hydrolysis.

Additional material

Additional file 1: Structures of the endocannabinoid metabolism
inhibitors used in this study.

Additional file 2: Receptor expression in B16 cells. B16 cells express
cannabinoid receptor CB1 but not CB2, G-protein coupled receptor
GPR55, vanilloid receptor TRPV1 and nuclear receptors PPARa and PPARg.
Detection of mRNA was performed by RT-PCR using mouse brain, spleen
and liver as control and RPL19 as house keeping gene. The blots are
representative of three.

Additional file 3: Investigation of the potential molecular targets of
PEA and URB597 in B16 cells. Cytotoxicity of PEA (10 μM), URB597 (10
μM) and PEA + URB597 was not significantly affected by CB1 receptor
antagonist (0.1 and 1 μM), TRPV1 receptor antagonist (0.1 and 1 μM),
PPAR’s receptor antagonists (1 and 5 μM) and GPR55 receptor antagonist
(1 and 10 μM). B16 cells were seeded 5 h before treatment (2000 cells/
well in microwells) and incubated with PEA alone (10 μM), URB597 alone
(10 μM) and combinations of these two molecules. Antagonists were
added 1 h prior to the addition of PEA and/or URB597. A MTT test was
used to evaluate the percentage of viable cells remaining after 72 h.
Data are the mean of three experiments performed in triplicate and are
expressed as percentage of the vehicle control.

Additional file 4: Cytotoxicity of receptor antagonists. Cytotoxicity of
CB1 receptor antagonist (AM251), TRPV1 receptor antagonist
(capsazepine), PPARa and PPARg receptor antagonists (GW6471 and
T0070907 respectively) and GPR55 receptor antagonist (cannabidiol, CBD).
B16 cells were incubated with the antagonists for 72 h. A MTT test was
used to evaluate the percentage of viable cells remaining after
treatment. Data are expressed as percentage of the vehicle control and
are the mean of three experiments performed in quintuplicate.

Additional file 5: Effect of MAFP, CAY10499 and URB597 incubation
on PEA and 2-AG levels in B16 cells. (A) MAFP, but not CAY10499,
increases intracellular levels of PEA. We found in control cells 25.4 ± 3.8
pmol of PEA/107 cells. (B) MAFP and CAY10499, but not URB597, increase
intracellular levels of 2-AG. We found in control cells 29.9 ± 4.8 pmol of
2-AG/107 cells. Levels were measured by HPLC-MS. B16 cells (107 cells)
were incubated for 8 h with URB597, CAY10499 or MAFP (1 μM). Data
are the mean of three experiments performed in quadruplicate and are
expressed as percentage of the vehicle control. Significantly different (*P
< 0.05; **P < 0.01; ***P < 0.001) from vehicle incubation.
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Transient receptor potential cation channel subfamily V, member 1

Acknowledgements
L.Hamtiaux is a Research Fellow with the “Fonds National de la Recherche
Scientifique (FRS-FNRS)” (Belgium). Supported by the “Fonds National de la
Recherche Scientifique” (FRFC 2.4555.08, FNRS 1.A385.08, FRFC 2.4604.09,
FRSM 3.4552.11) and by a FSR grant from Université catholique de Louvain.
The authors are also indebted to Coco N. Kapanda for kindly synthesizing
CCP (Université catholique de Louvain, Belgium).

Author details
1Medicinal Chemistry, Cannabinoid and Endocannabinoid Research Group,
Louvain Drug Research Institute, Université catholique de Louvain, Brussels,
Belgium. 2Bioanalysis and Pharmacology of Bioactive Lipids Laboratory,
Louvain Drug Research Institute, Université catholique de Louvain, Brussels,
Belgium. 3Pole of Pharmacology and Therapeutics, Institute of Experimental
and Clinical Research, Université catholique de Louvain, Brussels, Belgium.

Hamtiaux et al. BMC Cancer 2012, 12:92
http://www.biomedcentral.com/1471-2407/12/92

Page 12 of 14

http://www.biomedcentral.com/content/supplementary/1471-2407-12-92-S1.TIFF
http://www.biomedcentral.com/content/supplementary/1471-2407-12-92-S2.TIFF
http://www.biomedcentral.com/content/supplementary/1471-2407-12-92-S3.TIFF
http://www.biomedcentral.com/content/supplementary/1471-2407-12-92-S4.TIFF
http://www.biomedcentral.com/content/supplementary/1471-2407-12-92-S5.TIFF


4Biomedical Magnetic Resonance, Louvain Drug Research Institute, Université
catholique de Louvain, Brussels, Belgium.

Authors’ contributions
LH carried out the experimental studies, performed the statistical analysis
and drafted the manuscript. JM carried out the endocannabinoid
quantification by HPLC-MS. GGM participated in the design of the study and
carried out the endocannabinoid quantification by HPLC-MS. CB and OF
participated to the in vivo experiments. BG and DML conceived the study
and participated in its design and coordination and helped to draft the
manuscript. All authors read and approved the final manuscript.

Competing interests
The authors declare that they have no competing interests.

Received: 11 October 2011 Accepted: 19 March 2012
Published: 19 March 2012

References
1. Garbe C, Leiter U: Melanoma epidemiology and trends. Clin Dermatol

2009, 27:3-9.
2. Robert C, Thomas L, Bondarenko I, O’Day S, JW MD, Garbe C, Lebbe C,

Baurain JF, Testori A, Grob JJ, Davidson N, Richards J, Maio M, Hauschild A,
Miller WH Jr, Gascon P, Lotem M, Harmankaya K, Ibrahim R, Francis S,
Chen TT, Humphrey R, Hoos A, Wolchok JD: Ipilimumab plus dacarbazine
for previously untreated metastatic melanoma. N Engl J Med 2011,
364:2517-2526.

3. Treisman J, Garlie N: Systemic therapy for cutaneous melanoma. Clin Plast
Surg 2010, 37:127-146.

4. Guzman M: Cannabinoids: potential anticancer agents. Nat Rev Cancer
2003, 3:745-755.

5. Matsuda LA, Lolait SJ, Brownstein MJ, Young AC, Bonner TI: Structure of a
cannabinoid receptor and functional expression of the cloned cDNA.
Nature 1990, 346:561-564.

6. Munro S, Thomas KL, Abu-Shaar M: Molecular characterization of a
peripheral receptor for cannabinoids. Nature 1993, 365:61-65.

7. Pertwee RG, Ross RA: Cannabinoid receptors and their ligands.
Prostaglandins Leukot Essent Fatty Acids 2002, 66:101-121.

8. Zygmunt PM, Petersson J, Andersson DA, Chuang H, Sorgard M, Di
Marzo V, Julius D, Hogestatt ED: Vanilloid receptors on sensory nerves
mediate the vasodilator action of anandamide. Nature 1999, 400:452-457.

9. Brown AJ: Novel cannabinoid receptors. Br J Pharmacol 2007, 152:567-575.
10. O’Sullivan SE: Cannabinoids go nuclear: evidence for activation of

peroxisome proliferator-activated receptors. Br J Pharmacol 2007,
152:576-582.

11. Cravatt BF, Giang DK, Mayfield SP, Boger DL, Lerner RA, Gilula NB:
Molecular characterization of an enzyme that degrades
neuromodulatory fatty-acid amides. Nature 1996, 384:83-87.

12. Tsuboi K, Sun YX, Okamoto Y, Araki N, Tonai T, Ueda N: Molecular
characterization of N-acylethanolamine-hydrolyzing acid amidase, a
novel member of the choloylglycine hydrolase family with structural
and functional similarity to acid ceramidase. J Biol Chem 2005,
280:11082-11092.

13. Dinh TP, Carpenter D, Leslie FM, Freund TF, Katona I, Sensi SL, Kathuria S,
Piomelli D: Brain monoglyceride lipase participating in endocannabinoid
inactivation. Proc Natl Acad Sci USA 2002, 99:10819-10824.

14. Dinh TP, Kathuria S, Piomelli D: RNA interference suggests a primary role
for monoacylglycerol lipase in the degradation of the endocannabinoid
2-arachidonoylglycerol. Mol Pharmacol 2004, 66:1260-1264.

15. Blankman JL, Simon GM, Cravatt BF: A comprehensive profile of brain
enzymes that hydrolyze the endocannabinoid 2-arachidonoylglycerol.
Chem Biol 2007, 14:1347-1356.

16. Marrs WR, Blankman JL, Horne EA, Thomazeau A, Lin YH, Coy J, Bodor AL,
Muccioli GG, Hu SS, Woodruff G, Fung S, Lafourcade M, Alexander JP,
Long JZ, Li W, Xu C, Moller T, Mackie K, Manzoni OJ, Cravatt BF, Stella N:
The serine hydrolase ABHD6 controls the accumulation and efficacy of
2-AG at cannabinoid receptors. Nat Neurosci 2010, 13:951-957.

17. Linsalata M, Notarnicola M, Tutino V, Bifulco M, Santoro A, Laezza C,
Messa C, Orlando A, Caruso MG: Effects of anandamide on polyamine
levels and cell growth in human colon cancer cells. Anticancer Res 2010,
30:2583-2589.

18. Frampton G, Coufal M, Li H, Ramirez J, Demorrow S: Opposing actions of
endocannabinoids on cholangiocarcinoma growth is via the differential
activation of Notch signaling. Exp Cell Res 2010, 316:1465-1478.

19. Laezza C, Pisanti S, Crescenzi E, Bifulco M: Anandamide inhibits Cdk2 and
activates Chk1 leading to cell cycle arrest in human breast cancer cells.
FEBS Lett 2006, 580:6076-6082.

20. Fowler CJ, Jonsson KO, Andersson A, Juntunen J, Jarvinen T,
Vandevoorde S, Lambert DM, Jerman JC, Smart D: Inhibition of C6 glioma
cell proliferation by anandamide, 1-arachidonoylglycerol, and by a water
soluble phosphate ester of anandamide: variability in response and
involvement of arachidonic acid. Biochem Pharmacol 2003, 66:757-767.

21. Patsos HA, Greenhough A, Hicks DJ, Al KM, Collard TJ, Lane JD, Paraskeva C,
Williams AC: The endogenous cannabinoid, anandamide, induces COX-2-
dependent cell death in apoptosis-resistant colon cancer cells. Int J
Oncol 2010, 37:187-193.

22. Miyato H, Kitayama J, Yamashita H, Souma D, Asakage M, Yamada J,
Nagawa H: Pharmacological synergism between cannabinoids and
paclitaxel in gastric cancer cell lines. J Surg Res 2009, 155:40-47.

23. Wu WJ, Yang Q, Cao QF, Zhang YW, Xia YJ, Hu XW, Tang WX: Membrane
cholesterol mediates the endocannabinoids-anandamide affection on
HepG2 cells. Zhonghua Gan Zang Bing Za Zhi 2010, 18:204-208.

24. Pisanti S, Borselli C, Oliviero O, Laezza C, Gazzerro P, Bifulco M:
Antiangiogenic activity of the endocannabinoid anandamide: correlation
to its tumor-suppressor efficacy. J Cell Physiol 2007, 211:495-503.

25. Laezza C, Pisanti S, Malfitano AM, Bifulco M: The anandamide analog, Met-
F-AEA, controls human breast cancer cell migration via the RHOA/RHO
kinase signaling pathway. Endocr Relat Cancer 2008, 15:965-974.

26. Ramer R, Hinz B: Inhibition of cancer cell invasion by cannabinoids via
increased expression of tissue inhibitor of matrix metalloproteinases-1. J
Natl Cancer Inst 2008, 100:59-69.

27. Grimaldi C, Pisanti S, Laezza C, Malfitano AM, Santoro A, Vitale M,
Caruso MG, Notarnicola M, Iacuzzo I, Portella G, Di Marzo V, Bifulco M:
Anandamide inhibits adhesion and migration of breast cancer cells. Exp
Cell Res 2006, 312:363-373.

28. Nithipatikom K, Endsley MP, Isbell MA, Falck JR, Iwamoto Y, Hillard CJ,
Campbell WB: 2-arachidonoylglycerol: a novel inhibitor of androgen-
independent prostate cancer cell invasion. Cancer Res 2004, 64:8826-8830.

29. De Petrocellis L, Bisogno T, Ligresti A, Bifulco M, Melck D, Di Marzo V: Effect
on cancer cell proliferation of palmitoylethanolamide, a fatty acid amide
interacting with both the cannabinoid and vanilloid signalling systems.
Fundam Clin Pharmacol 2002, 16:297-302.

30. Di Marzo V, Melck D, Orlando P, Bisogno T, Zagoory O, Bifulco M, Vogel Z,
De Petrocellis L: Palmitoylethanolamide inhibits the expression of fatty
acid amide hydrolase and enhances the anti-proliferative effect of
anandamide in human breast cancer cells. Biochem J 2001, 358:249-255.

31. Blazquez C, Carracedo A, Barrado L, Real PJ, Fernandez-Luna JL, Velasco G,
Malumbres M, Guzman M: Cannabinoid receptors as novel targets for the
treatment of melanoma. FASEB J 2006, 20:2633-2635.

32. Vandevoorde S, Tsuboi K, Ueda N, Jonsson KO, Fowler CJ, Lambert DM:
Esters, retroesters, and a retroamide of palmitic acid: pool for the first
selective inhibitors of N-palmitoylethanolamine-selective acid amidase. J
Med Chem 2003, 46:4373-4376.

33. Tsuboi K, Hilligsmann C, Vandevoorde S, Lambert DM, Ueda N: N-
cyclohexanecarbonylpentadecylamine: a selective inhibitor of the acid
amidase hydrolysing N-acylethanolamines, as a tool to distinguish acid
amidase from fatty acid amide hydrolase. Biochem J 2004, 379:99-106.

34. Muccioli GG, Stella N: An optimized GC-MS method detects nanomolar
amounts of anandamide in mouse brain. Anal Biochem 2008, 373:220-228.

35. Muccioli GG, Xu C, Odah E, Cudaback E, Cisneros JA, Lambert DM, Lopez
Rodriguez ML, Bajjalieh S, Stella N: Identification of a novel
endocannabinoid-hydrolyzing enzyme expressed by microglial cells. J
Neurosci 2007, 27:2883-2889.

36. Muccioli GG, Naslain D, Backhed F, Reigstad CS, Lambert DM, Delzenne NM,
Cani PD: The endocannabinoid system links gut microbiota to
adipogenesis. Mol Syst Biol 2010, 6:392.

37. Bisogno T, Hanus L, De Petrocellis L, Tchilibon S, Ponde DE, Brandi I,
Moriello AS, Davis JB, Mechoulam R, Di Marzo V: Molecular targets for
cannabidiol and its synthetic analogues: effect on vanilloid VR1
receptors and on the cellular uptake and enzymatic hydrolysis of
anandamide. Br J Pharmacol 2001, 134:845-852.

Hamtiaux et al. BMC Cancer 2012, 12:92
http://www.biomedcentral.com/1471-2407/12/92

Page 13 of 14

http://www.ncbi.nlm.nih.gov/pubmed/19095149?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21639810?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21639810?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19914464?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14570037?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2165569?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2165569?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7689702?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7689702?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12052030?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10440374?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10440374?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17906678?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17704824?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17704824?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8900284?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8900284?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15655246?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15655246?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15655246?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15655246?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12136125?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12136125?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15272052?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15272052?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15272052?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18096503?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18096503?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20657592?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20657592?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20682986?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20682986?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20347808?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20347808?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20347808?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17055492?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17055492?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12948856?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12948856?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12948856?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12948856?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20514410?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20514410?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19394652?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19394652?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20380798?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20380798?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20380798?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17192847?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17192847?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18676619?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18676619?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18676619?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18159069?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18159069?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16343481?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15604240?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15604240?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12570018?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12570018?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12570018?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11485574?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11485574?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11485574?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17065222?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17065222?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14521402?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14521402?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14686878?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14686878?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14686878?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14686878?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17981259?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17981259?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17360910?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17360910?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20664638?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20664638?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11606325?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11606325?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11606325?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11606325?dopt=Abstract


38. Ford JH: Saturated fatty acid metabolism is key link between cell
division, cancer, and senescence in cellular and whole organism aging.
Age (Dordr) 2010, 32:231-237.

39. Bifulco M, Laezza C, Valenti M, Ligresti A, Portella G, Di Marzo V: A new
strategy to block tumor growth by inhibiting endocannabinoid
inactivation. FASEB J 2004, 18:1606-1608.

40. Ligresti A, Bisogno T, Matias I, De Petrocellis L, Cascio MG, Cosenza V,
D’argenio G, Scaglione G, Bifulco M, Sorrentini I, Di Marzo V: Possible
endocannabinoid control of colorectal cancer growth. Gastroenterology
2003, 125:677-687.

41. Endsley MP, Thill R, Choudhry I, Williams CL, Kajdacsy-Balla A, Campbell WB,
Nithipatikom K: Expression and function of fatty acid amide hydrolase in
prostate cancer. Int J Cancer 2008, 123:1318-1326.

42. Endsley MP, Aggarwal N, Isbell MA, Wheelock CE, Hammock BD, Falck JR,
Campbell WB, Nithipatikom K: Diverse roles of 2-arachidonoylglycerol in
invasion of prostate carcinoma cells: Location, hydrolysis and 12-
lipoxygenase metabolism. Int J Cancer 2007, 121:984-991.

43. Nithipatikom K, Endsley MP, Isbell MA, Wheelock CE, Hammock BD,
Campbell WB: A new class of inhibitors of 2-arachidonoylglycerol
hydrolysis and invasion of prostate cancer cells. Biochem Biophys Res
Commun 2005, 332:1028-1033.

44. Siegmund SV, Seki E, Osawa Y, Uchinami H, Cravatt BF, Schwabe RF: Fatty
acid amide hydrolase determines anandamide-induced cell death in the
liver. J Biol Chem 2006, 281:10431-10438.

45. Nomura DK, Lombardi DP, Chang JW, Niessen S, Ward AM, Long JZ,
Hoover HH, Cravatt BF: Monoacylglycerol lipase exerts dual control over
endocannabinoid and fatty acid pathways to support prostate cancer.
Chem Biol 2011, 18:846-856.

46. Nomura DK, Long JZ, Niessen S, Hoover HS, Ng SW, Cravatt BF:
Monoacylglycerol lipase regulates a fatty acid network that promotes
cancer pathogenesis. Cell 2010, 140:49-61.

47. Sun YX, Tsuboi K, Zhao LY, Okamoto Y, Lambert DM, Ueda N: Involvement
of N-acylethanolamine-hydrolyzing acid amidase in the degradation of
anandamide and other N-acylethanolamines in macrophages. Biochim
Biophys Acta 2005, 1736:211-220.

48. De Filippis D, D’Amico A, Cinelli MP, Esposito G, Di Marzo V, Iuvone T:
Adelmidrol, a palmitoylethanolamide analogue, reduces chronic
inflammation in a carrageenin-granuloma model in rats. J Cell Mol Med
2009, 13:1086-1095.

49. 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, 61:321-328.

50. Calignano A, La RG, Piomelli D: Antinociceptive activity of the
endogenous fatty acid amide, palmitylethanolamide. Eur J Pharmacol
2001, 419:191-198.

51. Capasso R, Izzo AA, Fezza F, Pinto A, Capasso F, Mascolo N, Di Marzo V:
Inhibitory effect of palmitoylethanolamide on gastrointestinal motility in
mice. Br J Pharmacol 2001, 134:945-950.

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

53. Petrosino S, Iuvone T, Di Marzo V: N-palmitoyl-ethanolamine: Biochemistry
and new therapeutic opportunities. Biochimie 2010, 92:724-727.

54. Indraccolo U, Barbieri F: Effect of palmitoylethanolamide-polydatin
combination on chronic pelvic pain associated with endometriosis:
preliminary observations. Eur J Obstet Gynecol Reprod Biol 2010, 150:76-79.

Pre-publication history
The pre-publication history for this paper can be accessed here:
http://www.biomedcentral.com/1471-2407/12/92/prepub

doi:10.1186/1471-2407-12-92
Cite this article as: Hamtiaux et al.: The association of N-
palmitoylethanolamine with the FAAH inhibitor URB597 impairs
melanoma growth through a supra-additive action. BMC Cancer 2012
12:92.

Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

Hamtiaux et al. BMC Cancer 2012, 12:92
http://www.biomedcentral.com/1471-2407/12/92

Page 14 of 14

http://www.ncbi.nlm.nih.gov/pubmed/15289448?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15289448?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15289448?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12949714?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12949714?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18566995?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18566995?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17443494?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17443494?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17443494?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15919052?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15919052?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16418162?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16418162?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16418162?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21802006?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21802006?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20079333?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20079333?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16154384?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16154384?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16154384?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/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/11426841?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11426841?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11682441?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11682441?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15465922?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15465922?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20096327?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20096327?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20176435?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20176435?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20176435?dopt=Abstract
http://www.biomedcentral.com/1471-2407/12/92/prepub

	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Drugs
	Cell culture and mouse model
	Enzymatic activity and inhibition
	On cell homogenates
	On living cells

	Reverse transcriptase-polymerase chain reaction
	MTT cell viability assay
	Annexin-V/propidium iodide staining
	Endocannabinoid quantification by HPLC-MS
	Histology
	Tube formation assay
	Statistical analysis

	Results
	Hydrolysis and cytotoxicity of AEA, 2-AG and PEA in B16 cells
	Inhibition of N-palmitoylethanolamine degradation
	Increase of N-palmitoylethanolamine effects on B16 cell viability by hydrolysis inhibitors
	PEA and URB597 potentiate cell death of B16 melanoma cells
	In vivo co-administration of PEA and URB597 reduces melanoma growth
	PEA and URB597 co-administration induces tumor necrosis
	PEA and URB597 impair human melanoma viability

	Discussion
	Conclusions
	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References
	Pre-publication history

