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BACKGROUND AND PURPOSE
The fatty acid amide hydrolase inhibitor URB597 can reverse the abuse-related behavioural and neurochemical effects of
nicotine in rats. Fatty acid amide hydrolase inhibitors block the degradation (and thereby magnify and prolong the actions) of
the endocannabinoid anandamide (AEA), and also the non-cannabinoid fatty acid ethanolamides oleoylethanolamide (OEA)
and palmitoylethanolamide (PEA). OEA and PEA are endogenous ligands for peroxisome proliferator-activated receptors alpha
(PPAR-a). Since recent evidence indicates that PPAR-a can modulate nicotine reward, it is unclear whether AEA plays a role in
the effects of URB597 on nicotine reward.

EXPERIMENTAL APPROACH
A way to selectively increase endogenous levels of AEA without altering OEA or PEA levels is to inhibit AEA uptake into cells by
administering the AEA transport inhibitor N-(4-hydroxyphenyl)-arachidonamide (AM404). To clarify AEA’s role in nicotine
reward, we investigated the effect of AM404 on conditioned place preference (CPP), reinstatement of abolished CPP,
locomotor suppression and anxiolysis in an open field, and dopamine elevations in the nucleus accumbens shell induced by
nicotine in Sprague-Dawley rats.

KEY RESULTS
AM404 prevented the development of nicotine-induced CPP and impeded nicotine-induced reinstatement of the abolished
CPP. Furthermore, AM404 reduced nicotine-induced increases in dopamine levels in the nucleus accumbens shell, the terminal
area of the brain’s mesolimbic reward system. AM404 did not alter the locomotor suppressive or anxiolytic effect of nicotine.
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CONCLUSIONS AND IMPLICATIONS
These findings suggest that AEA transport inhibition can counteract the addictive effects of nicotine and that AEA transport
may serve as a new target for development of medications for treatment of tobacco dependence.

LINKED ARTICLES
This article is part of a themed section on Cannabinoids in Biology and Medicine. To view the other articles in this section
visit http://dx.doi.org/10.1111/bph.2012.165.issue-8. To view Part I of Cannabinoids in Biology and Medicine visit
http://dx.doi.org/10.1111/bph.2011.163.issue-7

Abbreviations
2-AG, 2-arachidonoylglycerol; AEA, anandamide; AM404, N-(4-hydroxyphenyl)-arachidonamide; CPP, conditioned place
preference; FAAH, fatty acid amide hydrolase; OEA, oleoylethanolamide; PEA, palmitoylethanolamide; PPAR, peroxisome
proliferator-activated receptor; THC, D9-tetrahydrocannabinol; TRPV, transient receptor potential vanilloid; URB597,
cyclohexyl carbamic acid 3′-carbamoyl-3-yl ester; VTA, ventral tegmental area

Introduction
Emerging evidence suggests that rewarding and other abuse-
related effects of nicotine related to tobacco dependence are
modulated by the endocannabinoid system of the brain. For
example, pharmacological blockade or genetic deletion of
cannabinoid CB1 receptors can reduce or eliminate many
abuse-related behavioural and neurochemical effects of nico-
tine (Scherma et al., 2008a). These and other similar studies
have used systemically-administered CB1-receptor inverse
agonists/antagonists and gene deletion techniques, which
affect cannabinoid CB1 receptors throughout the brain. A
more functionally selective way to alter endocannabinoid
activity is to inhibit fatty acid amide hydrolase (FAAH), the
main enzyme responsible for degradation of the endocannab-
inoid anandamide (AEA), when and where it is synthesized
and released. We recently reported that the FAAH inhibitor
cyclohexyl carbamic acid 3′-carbamoyl-biphenyl-3-yl ester
(URB597) can counteract abuse-related effects of nicotine in
several animal models (Melis et al., 2008; Scherma et al.,
2008b; Forget et al., 2009). In rats, FAAH inhibition sup-
presses the development of nicotine-induced conditioned
place preference (CPP) and intravenous (i.v.) nicotine self-
administration, two widely used animal models of nicotine’s
habit-forming rewarding effects (Scherma et al., 2008b). Inhi-
bition of FAAH also suppresses reinstatement of nicotine
seeking, an animal model of relapse (Scherma et al., 2008b;
Forget et al., 2009). In addition to these behavioural effects,
FAAH inhibition reduces nicotine-induced excitation of
dopamine neurons in the ventral tegmental area (VTA), the
brain area where nicotine appears to trigger its rewarding
effects (Melis et al., 2008), and reduces nicotine-induced
elevation of dopamine levels in the shell of the nucleus
accumbens, the terminal area of the brain’s mesolimbic
reward system (Scherma et al., 2008b).

Although research with FAAH inhibitors has generally
focused on enhancement of cannabinoid signalling mediated
by prolongation of AEA’s effects, FAAH inhibition also
increases brain levels and magnifies and prolongs effects of
the non-cannabinoid fatty acid ethanolamides oleoylethano-
lamide (OEA) and palmitoylethanolamide (PEA), which are
endogenous ligands for the peroxisome proliferator-activated
receptors alpha (PPAR-a) (Fegley et al., 2005; Astarita et al.,
2006). Mascia et al. (2011) showed that the selective
PPAR-a agonists WY14643 and methyloleoylethanolamide

(methOEA; a long-lasting form of OEA) dose-dependently
counteract the rewarding effects of nicotine in rats and
monkeys. These findings converge to suggest that URB597
modulates the rewarding effects of nicotine by elevating
levels of the endogenous PPAR-a ligands OEA and PEA;
further studies are needed to delineate the role of AEA.

A way to selectively increase endogenous levels of AEA
without altering levels of OEA or PEA is to inhibit uptake of
AEA into cells where it is degraded by FAAH, by administering
the N-(4-hydroxyphenyl)-arachidonamide (AM404), the first
synthetic inhibitor of endocannabinoid transport that has
been shown to increase endogenous brain levels of AEA,
without significantly affecting brain levels of PEA or OEA
(Fegley et al., 2004; Bortolato et al., 2006). AM404 potentiates
many effects elicited by AEA in vitro and in vivo (Beltramo
et al., 1997; Calignano et al., 1997) but does not closely
mimic the spectrum of pharmacological responses produced
by direct cannabinoid agonists, like D9-tetrahydrocannabinol
(THC), because it does not elicit catalepsy or hypothermia
(Beltramo et al., 1997; 2000) and does not produce THC-like
discriminative effects or alter dopamine levels in the shell of
nucleus accumbens in rats (Solinas et al., 2007). These differ-
ences have been attributed to the ability of AM404 to increase
AEA levels in the brain by inhibition of AEA transport into
cells without directly activating cannabinoid receptors (Bel-
tramo et al., 1997; 2000; Bortolato et al., 2006).

The aim of this study was to investigate the effect of
AM404 on the development of nicotine-induced CPP in rats,
a frequently used animal model of nicotine’s rewarding
effects (Liu et al., 2008; Le Foll and Goldberg, 2009; Panlilio
et al., 2010), in order to clarify the role played by AEA in
nicotine reward. We also evaluated the effects of the cannab-
inoid CB1/CB2 receptor agonist THC on the development of
nicotine-induced CPP in rats, to compare the effects of a
directly acting cannabinoid receptor agonist with those of
indirectly acting cannabinoid receptor agonists like AM404
and URB597. In addition, we evaluated the effects of different
doses of AM404 and THC alone to determine whether or not
either of these drugs induced development of CPP under our
test conditions. Based on the effect of AM404 on the devel-
opment of nicotine-induced CPP, we then evaluated the
effects of AM404 on nicotine-induced reinstatement of extin-
guished CPP, an animal model of relapse to tobacco use in
humans (Fattore et al., 2007; 2009; Scherma et al., 2008b).
Finally, as an elevation of dopamine levels in the nucleus
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accumbens shell is an effect considered central for the rein-
forcing effects of many abused drugs, including nicotine
(Pontieri et al., 1996), we evaluated the effects of AM404 on
nicotine-induced increases in extracellular dopamine levels
in the shell of the nucleus accumbens. We found that AM404
prevented the development of nicotine-induced CPP, blocked
nicotine-induced reinstatement of extinguished place-
preference and reduced nicotine-induced elevation of
dopamine levels in the nucleus accumbens shell.

Methods

Animals
Subjects were male Sprague-Dawley rats (Charles River Labo-
ratories, Inc., Wilmington, MA, USA, or Harlan-Nossan,
Milan, Italy) weighing 250–275 g at the beginning of experi-
ments, and housed in temperature- and humidity-controlled
rooms on a 12 h light-dark cycle with ad libitum access to
food and water. Experiments were conducted during the light
phase. All animal care and experimental procedures were
conducted in accordance with the guidelines of the Institu-
tional Animal Care and Use Committee of the Intramural
Research Program, National Institute on Drug Abuse (NIDA),
NIH and European Commission regulations for animal use in
research (86/609/EEC), and were approved by the Animal
Ethics Committee of the University of Cagliari. All efforts
were made to minimize animal suffering, to reduce the
number of animals used, and to utilize alternatives to in vivo
techniques, if available.

CPP
Apparatus and procedure were as described previously (Le Foll
and Goldberg, 2004).

The general procedure consisted of three consecutive
phases:

Pretest. Rats were placed at the intersection of two compart-
ments, with the guillotine door separating the two compart-
ments raised to allow exploration of both sides for 15 min.
Time spent by the animal in each of the two compartments
was recorded to monitor any initial preference for one side
versus the other side. Animals showing a pronounced uncon-
ditioned preference for one compartment (more than 600 s
spent in one compartment) were excluded from the subse-
quent (conditioning) phase of the experiment.

Conditioning. Conditioning sessions were conducted over 3
consecutive days, with two sessions per day. In the morning
all rats received an injection of saline before being placed in
one of the two compartments for 20 min, with the door
separating the two compartments closed. Four hours later,
the rats received an injection of drug or vehicle and were
placed in the opposite compartment for 20 min. In the pre-
liminary experiment, AM404 and THC at different doses
(1.25 to 10 mg·kg-1, i.p. and 0.1 to 3 mg·kg-1, respectively) or
vehicle were injected 30 min before being placed in the com-
partment. To study the development of nicotine-induced
CPP, nicotine (0.05 or 0.4 mg·kg-1, s.c.) or saline were injected
immediately before being placed in the compartment. A dose

of 0.4 mg·kg-1 nicotine was chosen for conditioning because
this dosage is known to produce reliable CPP in rats in our
experimental conditions (Le Foll and Goldberg, 2004, 2005;
Scherma et al., 2008b). To evaluate the effects of AM404 and
THC on the development of nicotine-induced CPP, AM404
(5 mg·kg-1, i.p.) or THC (1 mg·kg-1) or vehicles were injected
in the home cage, 30 min before saline or nicotine injection.
The 5 mg·kg-1 dose of AM404 was selected for testing in
combination with nicotine based on our results that this dose
of AM404 was the maximal dose of AM404 that did not
induce CPP under our conditions. The 1 mg·kg-1 dose of THC
was selected from the range of THC doses studied for devel-
opment of CPP (0.1 to 3 mg·kg-1, i.p.) because we have pre-
viously found that 1 mg·kg-1 THC produces reliable
discriminative stimulus effects in rats without the depressant
effects on behaviour that may occur with the higher
3 mg·kg-1 dose (Solinas et al., 2007).

Test. The day after the last conditioning session, a test
session was conducted in which the animals did not receive
any drug or vehicle treatment. During the test session, the
door separating the two compartments was raised and the
animals were placed at the intersection of the two compart-
ments, with access to both compartments. Time spent by the
animal in each of the compartments during a 15 min period
was recorded.

Nicotine-induced reinstatement of
extinguished CPP
After development of CPP with a nicotine dose of 0.4 mg·kg-1,
s.c., with the same procedure as described above, 20 min
extinction sessions were conducted twice a day for 8 days,
using the same procedure as in conditioning sessions, except
that saline was administered instead of nicotine. An extinc-
tion test was then conducted in the same manner as the
earlier test session. Animals that did not meet the extinction
criterion (preference for compartment previously associated
with nicotine reduced by 80% or more), were removed from
the study. One day after the extinction test, a 15 min rein-
statement test was then conducted. Rats were randomly
divided into groups and were given a priming injection of
either, nicotine (0.1 mg·kg-1, s.c., immediately before the
session), AM404 (5 mg·kg-1, i.p., 30 min before the session) or
AM404 plus nicotine (30 min and immediately before the
session respectively) and were then allowed to explore both
compartments; time spent in each compartment was
recorded.

Locomotor activity
Eight rectangular (41 ¥ 41 ¥ 32 cm), transparent Plexiglas
chambers, each with a 16 ¥ 16 array of photocells, were
enclosed in sound attenuated cubicles. Rats were acclimatized
to the experimental room for 1 h before the start of the
experiment. Rats were then pretreated with vehicle, THC (1
or 3 mg·kg-1, i.p.), or AM404 (5 or 10 mg·kg-1, i.p.), and
30 min later injected with saline or nicotine (0.05 or
0.4 mg·kg-1, s.c.). Immediately after the last injection each rat
was placed in the centre of the apparatus, and activity was
measured for 20 min. After each session, the apparatus was
cleaned with water, and clean bedding was placed on the
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floor. The software (Med Associates, East Fairfield, VT, USA)
provided measures of distance travelled and time spent in the
centre zone, defined as the central area occupying 43% of the
apparatus floor.

In vivo microdialysis
Apparatus and procedure were the same as described previ-
ously (Fadda et al., 2003). Sprague-Dawley rats were surgically
implanted with a concentric dialysis probe aimed at the shell
of the nucleus accumbens [anterior +2.0 and lateral 1.1 from
bregma, vertical -7.9 from dura, according to the atlas by
Paxinos and Watson (1998)] and dialysate samples were col-
lected every 20 min and immediately analysed by an HPLC
system coupled to electrochemical detection. Rats were
treated only after dopamine values (<10% variability) were
stable for at least three consecutive samples. AM404
(5 mg·kg-1, i.p.) or its vehicle were injected 40 min before
saline or nicotine (0.4 mg·kg-1, s.c.). Only rats with correct
probe placement were included in the study.

Statistical analysis
All results are presented as group means (�SEM). Place-
conditioning data were analysed by one-way ANOVA. For the
locomotor activity experiment, distance travelled and centre
zone data were analysed in separate one-way ANOVAs. The
percentage of total session time spent in the centre zone,
which was recorded as a measure of anxiety, was arcsine-root
transformed for analysis. One rat was excluded from the
analyses of locomotor activity as an outlier. Microdialysis
data were analysed using two-way ANOVA. Post hoc compari-
sons, when appropriate, were performed by Student–
Newman–Keuls test for CPP and microdialysis data and
Dunnett’s post hoc test (comparing each condition to vehicle
control) for locomotor activity data. In all cases, differences
with a P < 0.05 were considered significant.

Drugs
Nicotine [(-)-nicotine hydrogen tartrate salt] (Sigma Chemical
Company, St. Louis, MO, USA or Sigma, Italy) was diluted in
saline (adjusted to pH 7.0) and injected s.c. AM404 (synthe-
sized in the laboratory of Dr Alex Makriyannis at the Center
for Drug Discovery, Northeastern University, Boston, MA,
USA) and THC (NIDA Research Resources Drug Supply
Program, Bethesda, MD, USA) were dissolved in a vehicle
containing Tween 80 2%, ethanol 2%, and saline and injected
i.p. All drugs were injected in a volume of 1.0 mL·kg-1.

Results

Effects of AM404 and THC on development
of CPP
When different doses of AM404 (1.25 to 10 mg·kg-1, i.p.) were
examined in the CPP test, only the high dose of 10 mg·kg-1

was able to induce a significant CPP (one-way ANOVA F9,96 =
3.985, P = 0.0002; Newman–Keuls Multiple Comparison Test
P < 0.05) (Figure 1A). In contrast, administration of different

doses of THC (0.01 to 3 mg·kg-1, i.p.) did not produce any
significant CPP (one-way ANOVA F9,90 = 0.3378, P = ns)
(Figure 1B).

Effects of AM404 and THC on development
of nicotine-induced CPP
Consistent with our previous findings using this place-
conditioning paradigm (Le Foll and Goldberg, 2005; Scherma
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Figure 1
Effects of AM404 and THC on CPP. (A) When different doses of
AM404 (1.25 to 10 mg·kg-1, i.p.) were examined in the CPP test,
only the higher dose of 10 mg·kg-1 was able to induce a significant
CPP (P < 0.05 vs. corresponding pretest). (B) THC alone (0.1 to
3 mg·kg-1) produced no significant CPP or aversion compared with
the vehicle group (P = ns). All data are expressed as time spent in s
(mean � SEM, n = 9–10) in the nicotine-paired compartment during
a15 min period. Pretest sessions and 15 min Test sessions and were
analysed by one-way ANOVA between subjects.
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et al., 2008b), we found that a nicotine dose of 0.4 mg·kg-1

(s.c.) induced a significant CPP (one-way ANOVA F5,50 = 7.619,
P < 0.0001; Newman–Keuls Multiple Comparison Test P <
0.001) in Sprague-Dawley rats (Figure 2), while THC did not
induce a significant CPP (Le Foll et al., 2006). However, when
rats were pretreated with a 5 mg·kg-1 (i.p.) dose of AM404
before each nicotine conditioning session, nicotine-induced
CPP did not develop (one-way ANOVA F5,50 = 1.705, P = ns)
(Figure 2). Importantly, AM404 did not potentiate the effects
of a subthreshold dose of nicotine (0.05 mg·kg-1), which
alone did not induce CPP. In contrast to results with AM404,
when rats were pretreated with a 1 mg·kg-1 (i.p.) dose of THC
before each nicotine conditioning session, nicotine-induced
CPP was not affected. In addition, THC potentiated the effects
of a subthreshold dose of nicotine (0.05 mg·kg-1), which
failed to induce a significant CPP when tested alone but
induced a significant CPP after pretreatment with THC (one-
way ANOVA F5,48 = 3.837, P = 0.0053; Newman–Keuls Multiple
Comparison Test P < 0.01 and P < 0.05) (Figure 2).

Effects of AM404 on nicotine-induced
reinstatement of extinguished CPP
After CPP had been abolished by substituting saline for nico-
tine, a priming injection of nicotine (0.1 mg·kg-1, s.c.) com-
pletely reinstated the abolished CPP (one-way ANOVA F3,32 =

21.51, P < 0.0001; Newman–Keuls Multiple Comparison Test
P < 0.001) (Figure 3A). Pretreatment with AM404 (5 mg·kg-1,
i.p.) prevented this nicotine-induced reinstatement (one-way
ANOVA F3,36 = 5.225, P = 0.0043; Newman–Keuls Multiple
Comparison Test P > 0.05) (Figure 3B). In addition, AM404
(5 mg·kg-1) by itself did not reinstate the attenuated CPP
(one-way ANOVA F3,24 = 12.33, P < 0.0001; Newman–Keuls
Multiple Comparison Test P > 0.05) (Figure 3C).

Effects of nicotine, AM404 and THC on
locomotor activity
Groups that received 0.4 mg·kg-1 nicotine moved less than
the groups injected with saline (one-way ANOVA F10,76 =
3.8479, P < 0.01; Dunnett’s post hoc vs. Veh-Sal: Veh-Nic 0.4,
P < 0.05; AM404 5-Nic 0.4, P < 0.01; THC 1-Nic 0.4, P < 0.01)
(Figure 4A) and also spent more time in the centre zone
(one-way ANOVA F10,77 = 4.327, P < 0.01; Dunnett’s post hoc test
Veh-Nic 0.4, P < 0.05; AM404 5-Nic 0.4, P < 0.01; THC 1-Nic
0.4, P < 0.05) (Figure 4B), suggesting an axiolytic effect.
Administration of AM404 or THC alone did not significantly
influence either measure of locomotor activity. AM404 and
THC did not modify the locomotor suppressant or anxiolytic
effects of 0.4 nicotine, but the combination of the low dose of
THC (1 mg·kg-1) with the low dose of nicotine (0.05 mg·kg-1)
significantly decreased distance travelled (Dunnett’s post hoc
vs. Veh-Sal: P < 0.01).

Effects of AM404 on nicotine-induced
elevations in dopamine levels in the
nucleus accumbens shell
In vivo microdialysis experiments showed that nicotine
(0.4 mg·kg-1, s.c.) increased extracellular levels of dopamine
in the nucleus accumbens shell by about 80%, compared with
basal levels (one-way ANOVA F8,36 = 7.626, P < 0.0001). Admin-
istration of AM404 (5 mg·kg-1) reduced nicotine-induced
elevations in dopamine levels. Two-way ANOVA showed a
significant effect of AM404 treatment (F1,88 = 10.26, P =
0.0019). Importantly, AM404 (5 mg·kg-1) alone did not alter
dopamine levels in the nucleus accumbens shell (Figure 5).

Discussion and conclusions

The present study shows that the AEA transport inhibitor
AM404 prevented development of nicotine-induced CPP and
blocked nicotine-induced reinstatement of attenuated place-
preference. Furthermore, AM404 reduced nicotine-induced
increases in extracellular dopamine levels in the nucleus
accumbens shell, the terminal area of the brain’s mesolimbic
reward system. These alterations in nicotine’s reward-related
effects by AM404 were not associated with changes in nico-
tine’s locomotor or anxiety-related effects in the open field.
Our findings with AM404 are similar to our earlier findings
with the FAAH inhibitor URB597 (Scherma et al., 2008b).
However, URB597 appears to modulate the rewarding effects
of nicotine primarily by elevating levels of OEA and PEA (Melis
et al., 2008; Mascia et al., 2011), which are structurally similar
to AEA but do not bind to or activate cannabinoid receptors
(Fegley et al., 2005) and, instead, are endogenous ligands for
PPAR-a (Fu et al., 2003; Astarita et al., 2006). AM404 adminis-
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Effects of AM404 and THC on development of nicotine-induced CPP.
A nicotine dose of 0.4 mg·kg-1 produced significant CPP (**P < 0.001
vs. corresponding pretest; n = 9–10). When rats were pretreated with
AM404 (5 mg·kg-1) before each nicotine conditioning session, CPP
did not develop (P = ns; n = 9–10) and AM404 did not potentiate
effects of a low 0.05 mg·kg-1 ineffective threshold dose of nicotine.
When rats were pretreated with THC (1 mg·kg-1) before each nico-
tine conditioning session, nicotine-induced CPP was not reduced
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the effects of a low 0.05 mg·kg-1 dose of nicotine (*P < 0.05 vs.
corresponding pretest; n = 9–10). All data are expressed as time
spent in s (mean � SEM) in the nicotine-paired compartment during
a 15-min period. Pretest session and 15 min Test session and were
analysed by one-way ANOVA between subjects.
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tration increases brain levels of AEA, but it does not signifi-
cantly affect brain levels of OEA or PEA (Fegley et al., 2004;
Bortolato et al., 2006). Thus, the inhibitory effects of AM404
on nicotine reward are probably due to its ability to increase
AEA levels, rather than OEA or PEA levels, in the brain.

Although AM404 is generally considered an AEA uptake
inhibitor, several reports show that it can also act as an
inhibitor of 2-arachidonoylglycerol (2-AG), the other main
endocannabinoid in the brain (Bisogno et al., 2001; Hajos
et al., 2004; Di et al., 2005). Evidence suggests that AEA and
2-AG share the same membrane transport mechanism, to the
extent that several authors define the process as endocannab-
inoid uptake (or transport) rather than simply AEA uptake.
Thus, 2-AG may have contributed to the effects we observed
with AM404. Also, AEA binds to cannabinoid CB1 receptors
with high affinity, but also acts on CB2 receptors and may
have non-cannabinoid-mediated effects, notably through the
transient receptor potential vanilloid type 1 (TRPV1;
Zygmunt et al., 2000). The present experiments do not
provide information on which of these mechanisms mediate
AM404’s effects on nicotine-induced development of CPP
and its reinstatement. Activation at CB1, CB2 and TRPV1 are
all possible mechanisms and must be examined in future
experiments through the use of selective antagonists. Finally,
AEA has nonspecific effects on calcium signalling and cell
proliferation (Chen et al., 2001; Jonsson et al., 2003; Kelley
and Thayer, 2004).

Blockade of the development of nicotine-induced place
preference and of its reinstatement after extinction by AM404
was not due to a motor depressant effect of AM404 and does
not appear related to an AM404-induced decrease in general
motivational state, as AM404 was not effective in reducing
activity in the open field and did not alter time spent in the
centre of the open field, a measure of anxiety. Also, AM404
produced a selective blockade of reward-related effects of
nicotine, as it was not effective in altering the effects of
nicotine in the open field. Interestingly, Cippitelli
et al. (2007) found that AM404 reduced alcohol self-
administration in rats but did not affect the reinstatement of
alcohol seeking, suggesting that the role AEA uptake inhibi-
tors play on drug reward may be specific to nicotine.

In contrast to the effects of AM404, the directly acting
cannabinoid CB1/CB2 receptor agonist THC potentiated
rather than reduced the rewarding effects of nicotine in rats
under the present CPP procedure and potentiated the loco-
motor suppressive effects of nicotine in the open field. These
data are consistent with a previous finding by Valjent et al.
(2002), who showed that co-administration of subthreshold
doses of THC and nicotine (i.e. doses that were ineffective
when administered alone) induced significant CPP when
administered together. In addition, we have recently shown
that the synthetic CB1/CB2 receptor agonist WIN55,212-2
increases responding for nicotine under a progressive-ratio
schedule of i.v. nicotine self-administration in rats and
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Figure 3
Effects of AM404 on nicotine-induced reinstatement of abolished CPP. (A) A priming injection of nicotine (0.1 mg·kg-1) completely reinstated the
attenuated CPP (extinction) developed by a nicotine dose of 0.4 mg·kg-1 (**P < 0.001 Test vs. Pretest; ##P < 0.001 Extinction vs. Test;
$$P < 0.001 Reinstatement vs. Extinction; P > 0.05 Reinstatement vs. Test; n = 9). (B) AM404 pretreatment prevented nicotine-induced
reinstatement of the CPP (*P < 0.05 Test vs. Pretest; ##P < 0.01 Extinction vs. Test; P > 0.05 Reinstatement vs. Extinction; §P < 0.05 Reinstatement
vs. Test; n = 10). (C) AM404 alone failed to reinstate the attenuated CPP (**P < 0.001 Test vs. Pretest; ##P < 0.001 Extinction vs. Test; P > 0.05
Reinstatement vs. Extinction; §§P < 0.001 Reinstatement vs. Test; n = 7). All data are expressed as time spent in s (mean � SEM) in the
nicotine-paired compartment during a 15 min period. Pretest sessions, 15 min Test sessions, 15 min Extinction sessions and 15 min Reinstatement
sessions and were analysed by one-way ANOVA between subjects.
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enhances nicotine-seeking (Gamaleddin et al., 2011b). Sys-
temically administered cannabinoid CB1/CB2 receptor ago-
nists like THC and WIN55,212-2 affect signalling at
cannabinoid receptors globally, wherever cannabinoid recep-
tors occur in the brain. In contrast, inhibition of AEA trans-
port by AM404 is a more selective way to alter activity of the
endocannabinoid system. AEA is synthesized on demand and
only affects cannabinoid receptors located in activated syn-
apses (Marsicano et al., 2003; Pertwee, 2005; Di Marzo and
Petrosino, 2007). Thus, unlike directly acting cannabinoid
agonists, the effects of AEA transport inhibition are function-
ally selective, increasing the actions of AEA only when and
where there is a demand for it (Piomelli, 2003; Pertwee, 2005;
Solinas et al., 2008). The selectivity of AM404 versus cannab-
inoid agonists like THC and WIN55,212-2 may also be due to
the fact that it enhances only one of the endocannabinoid
signals, the AEA signal, resulting in a functional selectivity,
which in turn might result in regional differences, with
certain regions of the brain accumulating more AEA than
others (Bortolato et al., 2006).

Although the mechanism through which AM404 exerts
its effects on nicotine reward was not fully addressed in our
study, previous experiments by Gonzalez et al. (2002) showed
that chronic treatment with nicotine increases AEA, but not
2-AG, levels in the limbic forebrain, a key brain region for
reward. Thus AEA, when protected from internalization by
AM404, could activate cannabinoid receptors on presynaptic
nerve endings of glutamatergic neurons in the VTA (Melis
et al., 2004), reducing glutamate release from these neurons,
and thereby reducing activation of dopaminergic neurons
in the VTA and the release of dopamine from their terminals
in the nucleus accumbens shell. This hypothesis is supported
by the present finding that AM404 is able to reduce nicotine-
induced dopamine elevations in the shell of the nucleus
accumbens. An elevation of dopamine levels in the nucleus
accumbens is considered central for the reinforcing effects of
many abused drugs, including nicotine (Pontieri et al., 1996;
Koob, 2000; Di Chiara, 2002; Wise, 2004; Everitt and
Robbins, 2005). An alternative mechanism is that AEA trans-
port is bidirectional and is involved in both the release and
re-uptake of endocannabinoids (Ligresti et al., 2004). Previous
work by Ronesi et al. (2004) and others (Ligresti et al., 2004;
Straiker and Mackie, 2005; Pillolla et al., 2007) shows that the
acute actions of AEA transport inhibitors can actually result
in a blockade of endocannabinoid-mediated effects, in a
manner similar to that of cannabinoid receptor inverse
agonists/antagonists, possibly because of the disruption of
endocannabinoid release. It is well known that cannabinoid
CB1 inverse agonists/antagonists, such as rimonabant, can
prevent both the acquisition and the expression of nicotine-
induced CPP in rats (Le Foll and Goldberg, 2004; Forget et al.,
2005) and can block nicotine-induced elevations in dopam-
ine levels in the nucleus accumbens shell in rats (Cohen et al.,
2002).

The present findings are limited by the fact that only one
AEA uptake inhibitor was tested. However, the fact that the
present findings with AM404 are similar to recent findings
with the structurally related AEA uptake inhibitor VDM11
(which lacks TRPV activity) on maintenance and reinstate-
ment of i.v. nicotine self-administration behaviour in rats
(Gamaleddin et al., 2011a) provides some general validity to
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Figure 4
Effects of nicotine, AM404 and THC on locomotor activity. (A) Dis-
tance travelled, expressed in cm. (B) Amount of time spent in the
centre zone during the 20 min session, as a measure of anxiety.
(*P < 0.05; **P < 0.01; all comparisons vs. Vehicle-saline condition).
Nicotine (0.4 mg·kg-1) decreased general activity (distance travelled)
and increased time spent in the centre zone, which may indicate an
anxiolytic effect. Pretreatment with AM404 or THC did not alter the
effects of 0.4 mg·kg-1 nicotine, but general activity was decreased by
the combination of 1 mg·kg-1 THC with 0.05 mg·kg-1 nicotine.
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our findings and suggests that elevating endocannabinoid
levels could be a novel therapeutic strategy for preventing
relapse to nicotine use. It has also been reported that AM404
is a FAAH substrate and can reduce the metabolism of AEA,
presumably as a result of substrate competition, if not direct
FAAH inhibitor properties (Jarrahian et al., 2000; Vande-
voorde and Fowler, 2005). This property is shared by VDM11,
but other AEA uptake inhibitors such as UCM707 and
OMDM-11 are reportedly weaker FAAH inhibitors. Further
studies evaluating the ability of other AEA uptake inhibitors,
such as UCM707 and OMDM-11 are needed.

In conclusion, our results suggest that AEA transport
inhibitors, such as AM404, can counteract the addictive
effects of nicotine. This therapeutic behavioural effect of
AM404 may be because of an indirect blockade of nicotine-
induced increases in dopaminergic transmission in the
nucleus accumbens shell, the terminal area of the brain’s
mesolimbic dopamine system, which is intimately involved
in mediation of the rewarding effects of abused drugs. Thus,
AEA transport serves as a new target for development of
medications for treatment of tobacco dependence.

Acknowledgements

This study was supported in part by the Intramural Research
Program of the National Institute on Drug Abuse, National
Institutes of Health, Department of Health and Human Ser-
vices, Baltimore, MD, USA, by the Italian Ministry of Univer-
sity and Scientific Research and the Centre of Excellence on
‘Neurobiology of Dependence’, Cagliari, Italy, by the Division
of Geriatric Medicine and Gerontology of Johns Hopkins

University School of Medicine, Baltimore, MD, USA, by the
Center for Drug Discovery, Northeastern University, Boston,
MA, USA, and by the Centre for Addiction and Mental Health
of the University of Toronto, Toronto, Canada.

Conflicts of interest

None.

References
Astarita G, Di Giacomo B, Gaetani S, Oveisi F, Compton TR,
Rivara S et al. (2006). Pharmacological characterization of
hydrolysis-resistant analogs of oleoylethanolamide with potent
anorexiant properties. J Pharmacol Exp Ther 318: 563–570.

Beltramo M, Stella N, Calignano A, Lin SY, Makriyannis A,
Piomelli D (1997). Functional role of high-affinity anandamide
transport, as revealed by selective inhibition. Science 277:
1094–1097.

Beltramo M, Rodriguez de Fonseca F, Navarro M, Calignano A,
Gorriti MA, Grammatikopoulos G et al. (2000). Reversal of
dopamine D(2) receptor responses by an anandamide transport
inhibitor. J Neurosci 20: 3401–3407.

Bisogno T, Maccarrone M, De Petrocellis L, Jarrahian A,
Finazzi-Agro A, Hillard C et al. (2001). The uptake by cells of
2-arachidonoylglycerol, an endogenous agonist of cannabinoid
receptors. Eur J Biochem 268: 1982–1989.

Bortolato M, Campolongo P, Mangieri RA, Scattoni ML, Frau R,
Trezza V et al. (2006). Anxiolytic-like properties of the anandamide
transport inhibitor AM404. Neuropsychopharmacology 31:
2652–2659.

Vehicle + Nic 0.4 mg·kg–1

AM404 5 mg·kg–1 + Nic 0.4 mg·kg–1

AM404 5 mg·kg–1 + saline

Time (min)

+1.7

+2.2

shell

shell

–100

60

100

140

180

D
A

 (
%

 o
f 

b
a
s
a
l)

220

260

A B

–80 –60 –40 –20 0 20 40 60 80 100 120 140

Figure 5
Effects of AM404 on nicotine-induced elevations in dopamine levels in the nucleus accumbens shell. (A) Pretreatment with AM404 (5 mg·kg-1),
but not its vehicle, given before nicotine (0.4 mg·kg-1), significantly reduced the increase in extracellular dopamine levels produced by nicotine
(two-way ANOVA P = 0.0019, n = 5). AM404 alone did not alter dopamine levels. Arrows represent time of injection of each drug. Results are means,
with vertical bars representing SEM, of dopamine levels in 20 min dialysate samples, expressed as a percentage of basal values. (B) Verification of
microdialysis probe location by histology. Vertical lines indicate the placement of microdialysis probes within brain sections (as modified from
Paxinos and Watson, 1998) in the shell of the nucleus accumbens. Numbers beside each plate represent distance from bregma.

BJP M Scherma et al.

2546 British Journal of Pharmacology (2012) 165 2539–2548



Calignano A, La Rana G, Beltramo M, Makriyannis A, Piomelli D
(1997). Potentiation of anandamide hypotension by the transport
inhibitor, AM404. Eur J Pharmacol 337: R1–R2.

Chen WC, Huang JK, Cheng JS, Tsai JC, Chiang AJ, Chou KJ et al.
(2001). AM-404 elevates renal intracellular Ca(2+), questioning its
selectivity as a pharmacological tool for investigating the
anandamide transporter. J Pharmacol Toxicol Methods 45: 195–198.

Cippitelli A, Bilbao A, Gorriti MA, Navarro M, Massi M, Piomelli D
et al. (2007). The anandamide transport inhibitor AM404 reduces
ethanol self-administration. Eur J Neurosci 26: 476–486.

Cohen C, Perrault G, Voltz C, Steinberg R, Soubrie P (2002).
SR141716, a central cannabinoid (CB(1)) receptor antagonist, blocks
the motivational and dopamine-releasing effects of nicotine in rats.
Behav Pharmacol 13: 451–463.

Di S, Boudaba C, Popescu IR, Weng FJ, Harris C, Marcheselli VL
et al. (2005). Activity-dependent release and actions of
endocannabinoids in the rat hypothalamic supraoptic nucleus. J
Physiol 569: 751–760.

Di Chiara G (2002). Nucleus accumbens shell and core dopamine:
differential role in behavior and addiction. Behav Brain Res 137:
75–114.

Di Marzo V, Petrosino S (2007). Endocannabinoids and the
regulation of their levels in health and disease. Curr Opin Lipidol
18: 129–140.

Everitt BJ, Robbins TW (2005). Neural systems of reinforcement for
drug addiction: from actions to habits to compulsion. Nat Neurosci
8: 1481–1489.

Fadda P, Scherma M, Fresu A, Collu M, Fratta W (2003). Baclofen
antagonizes nicotine-, cocaine-, and morphine-induced dopamine
release in the nucleus accumbens of rat. Synapse 50: 1–6.

Fattore L, Fadda P, Fratta W (2007). Endocannabinoid regulation of
relapse mechanisms. Pharmacol Res 56: 418–427.

Fattore L, Spano MS, Cossu G, Scherma M, Fratta W, Fadda P
(2009). Baclofen prevents drug-induced reinstatement of
extinguished nicotine-seeking behaviour and nicotine place
preference in rodents. Eur Neuropsychopharmacol 19: 487–498.

Fegley D, Kathuria S, Mercier R, Li C, Goutopoulos A,
Makriyannis A et al. (2004). Anandamide transport is independent
of fatty-acid amide hydrolase activity and is blocked by the
hydrolysis-resistant inhibitor AM1172. Proc Natl Acad Sci U S A
101: 8756–8761.

Fegley D, Gaetani S, Duranti A, Tontini A, Mor M, Tarzia G et al.
(2005). Characterization of the fatty acid amide hydrolase inhibitor
cyclohexyl carbamic acid 3′-carbamoyl-biphenyl-3-yl ester
(URB597): effects on anandamide and oleoylethanolamide
deactivation. J Pharmacol Exp Ther 313: 352–358.

Forget B, Hamon M, Thiebot MH (2005). Cannabinoid CB1
receptors are involved in motivational effects of nicotine in rats.
Psychopharmacology (Berl) 181: 722–734.

Forget B, Coen KM, Le Foll B (2009). Inhibition of fatty acid amide
hydrolase reduces reinstatement of nicotine seeking but not break
point for nicotine self-administration – comparison with CB(1)
receptor blockade. Psychopharmacology (Berl) 205: 613–624.

Fu J, Gaetani S, Oveisi F, LoVerme J, Serrano A,
Rodriguez de Fonseca F et al. (2003). Oleylethanolamide regulates
feeding and body weight through activation of the nuclear receptor
PPAR-alpha. Nature 425: 90–93.

Gamaleddin I, Guranda M, Goldberg SR, Le Foll B (2011a). The
selective anandamide transport inhibitor VDM11 attenuates
reinstatement of nicotine seeking induced by nicotine associated
cues and nicotine priming, but does not affect nicotine-intake. Br J
Pharmacol 164: 1652–1660.

Gamaleddin I, Wertheim CE, Zhu A, Coen KM, Vemuri VK,
Makriyannis A et al. (2011b). Cannabinoid receptor stimulation
increases motivation for nicotine and nicotine seeking. Addict Biol
doi:10.1111/j.1369-1600.2011.00314.x.

Gonzalez S, Cascio MG, Fernandez-Ruiz J, Fezza F, Di Marzo V,
Ramos JA (2002). Changes in endocannabinoid contents in the
brain of rats chronically exposed to nicotine, ethanol or cocaine.
Brain Res 954: 73–81.

Hajos N, Kathuria S, Dinh T, Piomelli D, Freund TF (2004).
Endocannabinoid transport tightly controls 2-arachidonoyl glycerol
actions in the hippocampus: effects of low temperature and the
transport inhibitor AM404. Eur J Neurosci 19: 2991–2996.

Jarrahian A, Manna S, Edgemond WS, Campbell WB,
Hillard CJ (2000). Structure-activity relationships among
N-arachidonylethanolamine (Anandamide) head group analogues
for the anandamide transporter. J Neurochem 74: 2597–2606.

Jonsson KO, Andersson A, Jacobsson SO, Vandevoorde S,
Lambert DM, Fowler CJ (2003). AM404 and VDM 11
non-specifically inhibit C6 glioma cell proliferation at
concentrations used to block the cellular accumulation of the
endocannabinoid anandamide. Arch Toxicol 77: 201–207.

Kelley BG, Thayer SA (2004). Anandamide transport inhibitor
AM404 and structurally related compounds inhibit synaptic
transmission between rat hippocampal neurons in culture
independent of cannabinoid CB1 receptors. Eur J Pharmacol 496:
33–39.

Koob GF (2000). Neurobiology of addiction. Toward the
development of new therapies. Ann N Y Acad Sci 909: 170–185.

Le Foll B, Goldberg SR (2004). Rimonabant, a CB1 antagonist,
blocks nicotine-conditioned place preferences. Neuroreport 15:
2139–2143.

Le Foll B, Goldberg SR (2005). Nicotine induces conditioned place
preferences over a large range of doses in rats. Psychopharmacology
(Berl) 178: 481–492.

Le Foll B, Goldberg SR (2009). Effects of nicotine in experimental
animals and humans: an update on addictive properties. Handb
Exp Pharmacol 192: 335–367.

Le Foll B, Wiggins M, Goldberg SR (2006). Nicotine pre-exposure
does not potentiate the locomotor or rewarding effects of
Delta-9-tetrahydrocannabinol in rats. Behav Pharmacol 17:
195–199.

Ligresti A, Morera E, van der Stelt M, Monory K, Lutz B, Ortar G
et al. (2004). Further evidence for the existence of a specific process
for the membrane transport of anandamide. Biochem J 380:
265–272.

Liu Y, Le Foll B, Liu Y, Wang X, Lu L (2008). Conditioned place
preference induced by ilicit drugs: establishment, extinction, and
reinstatement. ScientificWorldJournal 8: 1228–1245.

Marsicano G, Goodenough S, Monory K, Hermann H, Eder M,
Cannich A et al. (2003). CB1 cannabinoid receptors and on-demand
defense against excitotoxicity. Science 302: 84–88.

Mascia P, Pistis M, Justinova Z, Panlilio LV, Luchicchi A, Lecca S
et al. (2011). Blockade of nicotine reward and reinstatement by
activation of alpha-type peroxisome proliferator-activated receptors.
Biol Psychiatry 69: 633–641.

BJPNicotine reward and AEA transport inhibition

British Journal of Pharmacology (2012) 165 2539–2548 2547



Melis M, Pistis M, Perra S, Muntoni AL, Pillolla G, Gessa GL (2004).
Endocannabinoids mediate presynaptic inhibition of glutamatergic
transmission in rat ventral tegmental area dopamine neurons
through activation of CB1 receptors. J Neurosci 24: 53–62.

Melis M, Pillolla G, Luchicchi A, Muntoni AL, Yasar S, Goldberg SR
et al. (2008). Endogenous fatty acid ethanolamides suppress
nicotine-induced activation of mesolimbic dopamine neurons
through nuclear receptors. J Neurosci 28: 13985–13994.

Panlilio LV, Schindler CW, Goldberg SR (2010). Animal models. In:
Miller PG, Strang J, Miller PM (eds). Addiction Research Methods.
Blackwell Publishing Ltd.: Oxford, pp. 269–284.

Paxinos G, Watson C (1998). The Rat Brain in Stereotaxic
Coordinates. Academic Press: San Diego, CA.

Pertwee RG (2005). The therapeutic potential of drugs that target
cannabinoid receptors or modulate the tissue levels or actions of
endocannabinoids. AAPS J 7: E625–E654.

Pillolla G, Melis M, Perra S, Muntoni AL, Gessa GL, Pistis M (2007).
Medial forebrain bundle stimulation evokes endocannabinoid-
mediated modulation of ventral tegmental area dopamine neuron
firing in vivo. Psychopharmacology (Berl) 191: 843–853.

Piomelli D (2003). The molecular logic of endocannabinoid
signalling. Nat Rev Neurosci 4: 873–884.

Pontieri FE, Tanda G, Orzi F, Di Chiara G (1996). Effects of nicotine
on the nucleus accumbens and similarity to those of addictive
drugs. Nature 382: 255–257.

Ronesi J, Gerdeman GL, Lovinger DM (2004). Disruption of
endocannabinoid release and striatal long-term depression by
postsynaptic blockade of endocannabinoid membrane transport. J
Neurosci 24: 1673–1679.

Scherma M, Fadda P, Le Foll B, Forget B, Fratta W, Goldberg SR
et al. (2008a). The endocannabinoid system: a new molecular target

for the treatment of tobacco addiction. CNS Neurol Disord Drug
Targets 7: 468–481.

Scherma M, Panlilio LV, Fadda P, Fattore L, Gamaleddin I, Le Foll B
et al. (2008b). Inhibition of anandamide hydrolysis by cyclohexyl
carbamic acid 3′-carbamoyl-3-yl ester (URB597) reverses
abuse-related behavioral and neurochemical effects of nicotine in
rats. J Pharmacol Exp Ther 327: 482–490.

Solinas M, Tanda G, Justinova Z, Wertheim CE, Yasar S, Piomelli D
et al. (2007). The endogenous cannabinoid anandamide produces
delta-9-tetrahydrocannabinol-like discriminative and neurochemical
effects that are enhanced by inhibition of fatty acid amide
hydrolase but not by inhibition of anandamide transport. J
Pharmacol Exp Ther 321: 370–380.

Solinas M, Goldberg SR, Piomelli D (2008). The endocannabinoid
system in brain reward processes. Br J Pharmacol 154: 369–383.

Straiker A, Mackie K (2005). Depolarization-induced suppression of
excitation in murine autaptic hippocampal neurones. J Physiol 569:
501–517.

Valjent E, Mitchell JM, Besson MJ, Caboche J, Maldonado R (2002).
Behavioural and biochemical evidence for interactions between
Delta 9-tetrahydrocannabinol and nicotine. Br J Pharmacol 135:
564–578.

Vandevoorde S, Fowler CJ (2005). Inhibition of fatty acid amide
hydrolase and monoacylglycerol lipase by the anandamide uptake
inhibitor VDM11: evidence that VDM11 acts as an FAAH substrate.
Br J Pharmacol 145: 885–893.

Wise RA (2004). Dopamine, learning and motivation. Nat Rev
Neurosci 5: 483–494.

Zygmunt PM, Chuang H, Movahed P, Julius D, Hogestatt ED
(2000). The anandamide transport inhibitor AM404 activates
vanilloid receptors. Eur J Pharmacol 396: 39–42.

BJP M Scherma et al.

2548 British Journal of Pharmacology (2012) 165 2539–2548


	bph_1467 2539..2548

