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Nociceptin (N/OFQ) has been implicated in a variety of neurological disorders, most notably in reward
processes and drug abuse. N/OFQ suppresses extracellular dopamine in the nucleus accumbens (NAc)
after intracerebroventricular injection. This study sought to examine the effects of retrodialyzed N/OFQ
on the cocaine-induced increase in extracellular dopamine levels in the NAc, as well as locomotor
activity, in freely moving rats. 1.0 mM, 10 mM, and 1 mM N/OFQ, in the NAc shell, signiﬁcantly
suppressed the cocaine-induced dopamine increase in the NAc, while N/OFQ alone had no signiﬁcant
effect on dopamine levels. Co-delivery of the selective NOP receptor antagonist SB612111 ([(–)-cis1-Methyl-7-[[4-(2,6-dichlorophenyl)piperidin-1-yl]methyl]-6,7,8,9-tetrahydro-5 H-benzocyclohepten5-ol] reversed the N/OFQ suppression of cocaine-induced dopamine in the NAc, suggesting that this is
an NOP receptor-mediated effect. Using a novel system to assess locomotion, we measured various
motor activities of the animals with simultaneous microdialysis from the home cage. Cocaine produced
an expected increase in total activity, including horizontal movement and rearing behavior. Retrodialysis of N/OFQ with cocaine administration affected all motor activities, initially showing no effect
on behavior, but over time inhibiting cocaine-induced motor behaviors. These results suggest that
N/OFQ can act directly in the NAc shell to block cocaine-induced increases in extracellular dopamine
levels. Extracellular dopamine and locomotor activity can be dissociated within the NAc and may reﬂect
motor output differences in shell versus core regions of the NAc. These studies conﬁrm the widespread
involvement of NOP receptors in drug addiction and further validate the utility of an NOP receptor
agonist as a medication for treatment of drug addiction.
& 2012 Elsevier B.V. All rights reserved.
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1. Introduction
The endogenous neuropeptide, Nociceptin/Orphanin FQ (N/OFQ)
(Meunier et al. 1995; Reinscheid et al. 1995), and its cognate
receptor, NOP, are found throughout the brain and are involved in
a large number of neurological processes including anxiety, memory,
feeding, pain, and reward, among others. There is a moderate to high
density of NOP receptors in areas implicated in drug abuse and
reward, including the nucleus accumbens (NAc), ventral tegmental
area (VTA), medial prefrontal cortex, lateral hypothalamus, amygdala, and the bed nucleus of stria terminalis (Neal et al., 1999a,
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1999b). N/OFQ injected intracerebroventricularly (i.c.v.) attenuates
the rewarding properties of several common drugs of abuse.
Speciﬁcally, N/OFQ blocks conditioned place preference (CPP)
induced by morphine, cocaine, amphetamines, and alcohol
(Ciccocioppo et al., 2000; Kotlinska et al., 2003b; Murphy et al.,
1999; Sakoori and Murphy, 2004; Zhao et al., 2003), alcohol selfadministration, and stress-induced reinstatement of alcohol selfadministration (Ciccocioppo et al., 2004; Martin-Fardon et al., 2000).
N/OFQ also blocks the stimulant effects associated with drugs of
abuse. For example, i.c.v. injections of N/OFQ attenuate the acute
motor stimulatory effects of cocaine (Lutfy et al., 2001; Narayanan
et al., 2004).
Microdialysis studies, measuring extracellular dopamine following
N/OFQ administration, have complemented the behavioral ﬁndings
discussed above. N/OFQ decreases basal dopamine levels and attenuates morphine and cocaine-induced increases of dopamine levels in
the NAc (Di Giannuario et al., 1999; Lutfy et al., 2001; Murphy et al.,
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1996). Furthermore, an injection of N/OFQ (1 mM) directly into the
VTA, is sufﬁcient to attenuate cocaine-induced increases in NAc
dopamine and locomotor activity (Murphy and Maidment, 1999).
However, it should be noted that striatal administration of high
concentrations of N/OFQ can have opioid-like activity, inducing a
naloxone reversible increase in dopamine levels in the nucleus
accumbens (NAc) (Konya et al., 1998).
To address whether the NOP receptor system can directly
inﬂuence dopamine release in the NAc, the effect of retrodialyzed
N/OFQ in the NAc shell on the cocaine-induced increases in
extracellular dopamine levels, in this region, was examined. In
parallel we also examined whether intra-NAc N/OFQ could alter
cocaine-induced activity, using the novel SmartCageTM apparatus,
under identical experimental conditions. Results indicated that
1 mM–1000 mM N/OFQ dialyzed within the NAc shell blocked the
cocaine-induced increase in extracellular dopamine in this brain
region. Additionally, intra-NAc N/OFQ administration also
induced a delayed decrease in cocaine-induced hyperactivity.

2. Materials and methods
2.1. Animals
Male Sprague-Dawley rats (200–250 g; Harlan Laboratories,
Hayward, CA) were housed under constant ambient conditions on
a 12 h light/dark cycle (lights on at 06:00 h) with food and
water ad libitum. All animals were handled and habituated to
the microdialysis testing procedures for 1 week prior to
surgery and 1 week post-surgery. All studies were conducted in
accordance with the Guide for the Care and Use of Laboratory
Animals (National Academy of Sciences Press, Washington, DC,
1996) and were approved by the Institutional Animal Care and
Use Committee at SRI International. Every effort was made to
minimize animal discomfort throughout the experimental
protocols.
2.2. Drugs
N/OFQ was obtained from the NIDA drug supply program.
The NOP receptor antagonist SB612111 ([(–)-cis-1-Methyl-7[[4-(2,6-dichlorophenyl)piperidin-1-yl]methyl]-6,7,8,9-tetrahydro5H-benzocyclohepten-5-ol] was synthesized at SRI International
using previously reported methodology (Barlocco et al., 2006).
Drugs that were delivered by reverse dialysis were dissolved in
artiﬁcial cerebrospinal ﬂuid (aCSF, 124 mM NaCl, 2.2 mM KCl,
1.3 mM KH2PO4, 1.3 mM MgSO4, 20 mM NaHCO3, and 2.0 mM
CaCl2; pH 6.0–6.2). Cocaine (20 mg/kg, Sigma, St. Louis, MO) was
prepared in 0.9% saline and administered intraperitoneally (i.p.) to
the animals. All drug solutions were made on the day of each
experiment and serially diluted to their ﬁnal concentrations. The
1 mM, 10 mM, and 1000 mM concentrations of N/OFQ and the
100 mM of SB612111 (NOP antagonist) were delivered by reverse
dialysis.
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and dental cement. All animals were allowed at least 1 week
of recovery and several hours (4–6 h) of daily habituation
to the microdialysis environment prior to the initiation of
experiments.
2.4. Assessment of dopamine levels using microdialysis and high
performance liquid chromatography (HPLC) with electrochemical
detection (EC)
Concentric microdialysis probes with 2 mm exposed membrane (0.5 mm diameter, 20 kDa cutoff; CMA 12, CMA Microdialysis) were inserted into the microdialysis cannula 18 h prior to
sample collection, to allow for dopamine stabilization, and perfused with aCSF at a rate of 1 ml/min. Overnight perfusate was
discarded. On the morning of each microdialysis session, samples
were collected at 20 min intervals into vials containing 5 mL of
1 mM oxalic acid (to prevent degradation of monoamine transmitters) and kept at 4 1C for the duration of the experiment. The
samples were subsequently frozen at  70 1C and later analyzed
in several experiment batches using HPLC/EC (ESA-Dionex, Inc.
Sunnyvale, CA).
Microdialysis samples were then injected into an HPLC system via
an ESA model 542 autosampler and separated on an ESA MD-150/
RP-C18 analytical column (150  3.2 mm, 3 mm), perfused with ESA
mobile phase MD-TM type II (#70-5049 P, Chelmsford, MA) at a ﬂow
rate of 0.6 mL/min. Dopamine was detected by oxidation using an
ESA CouloChem III detector equipped with an ESA 5020 guard cell
(þ300 mV) and an ESA 5014b dual electrode analytical cell (E1,
 100 mV; E2, þ200 mV). Chromatographic data were acquired and
analyzed using EZChrome Elite software. The HPLC system was
calibrated at the start of each set of experimental batch of samples,
using external dopamine standards.
2.5. Assessment of motor behavior using SmartCageTM
In a separate series of experiments, motor behavior in freely
moving animals was assessed using the SmartCageTM technology
(AfaSci, Inc., Redwood City, CA) (Khroyan et al., 2012; Xie et al.,
2011). SmartCageTM uses a USB-cable linked, noninvasive rodent
behavior monitoring system in conjunction with the animal’s
home cage. Microdialysis balance arms and dual channel swivels
(CMA Microdialysis) were adapted to a home cage, with the
SmartCageTM apparatus positioned around the home cage, so that
the animals could remain in their home environment while motor
activity could be measured. Motor traces were generated to
represent 20 min of activity/interval over time in the animal’s
home cage from left to right. Motor behavior was quantiﬁed as
percent active time, locomotion (cm), and the incidence of rearing. Calculation of locomotion was based on breakage of the lower
infra-red beams of the SmartCageTM, and rearing was deﬁned as
the breakage of the upper infra-red beams. Percent active time
encompassed the time that the animal was moving across the
cage (i.e. breaking consecutive horizontal beams), rearing, and
also more reﬁned movements including snifﬁng and grooming
behavior.

2.3. Surgery
2.6. Experimental design
The animals were anesthetized with isoﬂurane (2–3%) and
their core temperature maintained at 37 1C using a thermoregulated heating pad in conjunction with a rectal probe. The rats
were implanted with microdialysis guide cannulae (CMA/12;
CMA Microdialysis, Chelmsford, MA), which were stereotaxically
implanted 2 mm above the NAc (shell) [AP,þ1.7; L, þ0.8;
DV,  6.0 as calculated relative to bregma and skull surface,
according to Paxinos and Watson (Paxinos and Watson, 1997).
The cannulae were afﬁxed to the head with two small screws

In the ﬁrst series of microdialysis experiments animals
received cocaine alone (20 mg/kg, i.p.; N ¼8), N/OFQ alone
(1000 mM, by reverse dialysis; N ¼7), or cocaine (20 mg/kg, i.p.)
with N/OFQ (reverse dialysis; 1.0 mM, 10 mM, or 1000 mM; N ¼
6–11/group). The dose of cocaine was chosen to be similar to
other microdialysis studies (Chefer et al., 2003). Initially the
1000 mM dose of N/OFQ was chosen since it was the concentration used previously in the literature (Murphy and Maidment,
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1999), however, given that it produced a large effect we examined
lower doses as well. For all treatment groups, ﬁve baseline
samples of dialysate at 20 min intervals were collected, after
which animals received their assigned drug treatment by the i.p.
route (cocaine) and/or by reverse dialysis (N/OFQ). Following drug
treatment, dialysate samples were then collected for 200 min.
To verify that the attenuation of cocaine-induced increases in
dopamine levels were through the activation of NOP receptors, a
separate group of animals were given the NOP antagonist
SB612111 (100 mM) co-delivered through the probe with N/OFQ
(10 mM) with a simultaneous injection of cocaine (20 mg/kg; i.p.;
N ¼6). Dialysate samples were collected in a similar manner as
described above.
In the experiments assessing motor behavior, animals (N ¼
6/group) received cocaine alone (20 mg/kg, i.p.), N/OFQ alone
(10 mM by reverse dialysis), or N/OFQ plus cocaine. One group
served as controls and received a vehicle injection prior to testing.
Animals receiving cocaine were given an i.p. injection and were
immediately placed back in their own home cage (L 47.6 
W 25.9  H 20.9 cm) surrounded by the SmartCageTM apparatus.
Animals that received N/OFQ by reverse dialysis, simultaneously
received cocaine systemically and were subsequently placed back
in the cage. Animals that only received N/OFQ were not removed
from the cage and were given N/OFQ via the dialysis probe.
Behavior was recorded for 260 min using the SmartCageTM
system described in 2.5.
2.7. Histology
After the ﬁnal experiment, animals were deeply anesthetized,
decapitated and brains removed and sunk in 10% formalin. The
brains were post-ﬁxed and serial, coronal sections (30 mm) were
cut on a cryostat and stained with Hematoxylin and Eosin (H&E)
and microdialysis sites were localized by comparison with the
tissue sections, in the atlas of Paxinos and Watson (Paxinos and
Watson, 1997).

Fig. 1. Reconstructed coronal sections showing probe placement in the NAc.
The semi-permeable membrane (2 mm length tip) was largely centered in the NAc
shell and dialysates obtained from this region were used to quantify dopamine.
Representative probe tracts are shown as gray cylinders and depending on the
anterior to posterior level, occasionally showed small portions of tract that
extended into the cortex or islands of Calleja ventrally, or dorsally into the
caudate putamen. Coronal sections were adapted from the atlas of Paxinos and
Watson (1997). The numbers refer to the approximate anterior–posterior level,
relative to Bregma. Abbreviations: NAc(c), nucleus accumbens, core; NAc(sh),
nucleus accumbens, shell.

3. Results
3.1. N/OFQ suppresses the cocaine-induced increase in dopamine
levels in the NAc

2.8. Data Analyses
Pre- and post-experimental probe recoveries obtained from
dialysates of a known concentration of dopamine were analyzed
by t-test to ensure that changes in dopamine were not an
artifact of probe changes during the experiment. The data presented here were obtained from experiments that showed
no statistically signiﬁcant change in probe recovery ensuring
that measured changes in dopamine resulted from drug delivery
and not due to changes in the permeability of the dialysis
membrane.
Neurochemical and behavioral data were analyzed using
repeated measures analysis of variance (ANOVA), with drug
treatment (i.e., baseline, vehicle, cocaine, N/OFQ, SB 612111) as
between group variables and post-drug treatment time intervals
as the repeated measure. For neurochemical data examining
drug group differences across drug conditions collapsed across
time (i.e. Fig. 2B) a one way ANOVA with drug condition
as the between group variable was used. In these experiments,
the mean of the ﬁve baseline samples before any drug treatments
was considered to represent basal release (100%) of neurotransmitter level, and the absolute basal releases were calculated
based on the real concentrations. Signiﬁcant effects from
the overall ANOVA were further analyzed by one way ANOVAs
and/or Fisher’s least signiﬁcant difference (LSD) post-hocs for
multiple comparisons. The results are presented as means7S.E.M. and the level of overall statistical signiﬁcance was set
at p r0.05.

Fig. 1 summarizes the approximate placement for all microdialysis probe sites, in animals whose data were included in the
ﬁnal analyses. Histological analysis showed that the majority
of the probes sites were localized to the shell region of the
NAc (Fig. 1, representative gray cylinders) with coordinates that
ranged from A 2.0 to A 2.8, L 0.6 to L1.0. and V 7.5 to V 8.0, based
on the atlas of Paxinos and Watson (1997).
Fig. 2A summarizes sequential dopamine measures obtained
during baseline dialysis and changes in extracellular dopamine
following an injection of 20 mg/kg cocaine, with and without
retrodialysis delivery of three different concentrations of N/OFQ,
to the NAc. Two-way repeated measures ANOVA indicated that
N/OFQ signiﬁcantly altered cocaine-mediated extracellular dopamine levels (Fig. 2A), as indicated by signiﬁcant drug x time
interaction (F49,449 ¼1.773; P¼0.0031). Post-hoc revealed that
control dopamine levels were similar between experiments and
over time (comparing gray symbols from min 20 to 100). Cocaine
produced an increase in extracellular dopamine that was apparent within 20 min post-injection. Signiﬁcant increases in dopamine continued for approximately 80 min following cocaine
injection and dopamine levels, while they began decreasing after
the ﬁrst hour post injection, remained elevated relative to baseline until the last 100 min of the experiment (min 140–200,
Po0.05).
Retrodialyzed N/OFQ was able to attenuate the cocaineinduced increase in dopamine levels. For initial experiments, we
used 1000 mM N/OFQ to be consistent with previous published
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levels were no different than cocaine alone, and by 220 min
dialysis time, the dopamine concentration returned to baseline
levels. Because of the dramatic decrease in cocaine-induced
extracellular dopamine by retrodialyzed N/OFQ (1000 mM), we
determined the effects of two lower doses of N/OFQ (10 mM, and
1.0 mM) on cocaine-induced extracellular dopamine levels.
Both doses of N/OFQ attenuated the cocaine-induced increase in
extracellular dopamine levels. As evident in Fig. 2A, 10 mM N/OFQ
completely blocked the cocaine-induced increase in extracellular
dopamine (140 to 200 min dialysis time; Po0.05). Post-hoc tests
showed that 1.0 mM N/OFQ also suppressed cocaine-induced
extracellular dopamine in the NAc shell, but only during the
retrodialysis, similar to 1000 mM N/OFQ (P o0.05). Fig. 2B summarizes the main-effect of N/OFQ suppression on cocainestimulated dopamine release (Po 0.05) in the NAc (F8, 63 ¼2.09;
Po 0.05) compared to cocaine alone collapsed across the ﬁrst
60 min period following N/OFQ dialysis. To examine whether
N/OFQ alone could alter dopamine levels in the NAc shell, a
separate group of animals received retrodialysis delivery of
the high dose of N/OFQ (1000 mM) alone in this region. As shown
in Fig. 2C, under these conditions, there were no signiﬁcant
changes in dopamine levels in comparison to baseline levels
across time (n.s.).

3.2. NOP antagonist SB612111 reverses the effects of N/OFQ
suppression on cocaine-induced dopamine
Additional experiments were conducted to determine whether
administering an NOP antagonist would have the ability to
reverse N/OFQ’s suppression of cocaine-induced dopamine output
(Fig. 3). There was a signiﬁcant drug x time interaction effect for
NOP antagonist SB612111, on the inhibition by N/OFQ of cocaineinduced extracellular dopamine. (F28,276 ¼1.54; Po0.0001). Post
hoc tests revealed that 100 mM of SB612111, co-delivered with
10 mM N/OFQ by reverse dialysis, in the presence of cocaine,
caused a signiﬁcant increase in extracellular dopamine compared
to cocaine plus 10 mM N/OFQ (min 120 to 220; Po0.05; Fig. 3). In
fact, in the presence of SB612111, extracellular dopamine was
signiﬁcantly greater than with cocaine alone at two time points
(min 140 and min 200; Po0.05).

Fig. 2. N/OFQ suppresses the cocaine-induced dopamine increase in NAc shell.
(A) The effects of 20 mg/kg cocaine (i.p.) alone (K) or with retrodialysis delivery of
N/OFQ (1 mM (m); 10 mM (’); 1000 mM N/OFQ (~)), on extracellular levels of
dopamine (DA) in the NAc shell over time. (B) The effects of various N/OFQ doses
on cocaine-stimulated increases in dopamine release relative to cocaine alone and
to baseline, averaged during the 60 min period of N/OFQ retrodialysis. (C) The
effect of 1000 mM N/OFQ retrodialyzed into the NAc shell on basal dopamine
levels, in the absence of cocaine over time. Data are means7 S.E.M. n, signiﬁcant
difference from baseline; #, signiﬁcant difference from cocaine alone (P o 0.05).

results (Murphy and Maidment, 1999). During the 60 min retrodialysis of N/OFQ, the 1000 mM dose suppressed dopamine levels,
relative to cocaine injection alone (Fig. 2A; min 140 and min 160;
Po0.05). Following the removal of 1000 mM N/OFQ, dopamine

Fig. 3. NOP receptor antagonist, SB612111, reverses N/OFQ suppression of
cocaine-induced dopamine in the NAc shell. The effects of cocaine alone (K),
cocaine with retrodialyzed N/OFQ (’), and cocaine with retrodialyzed N/OFQ and
SB 612111 (m) on % dopamine (DA) levels in the NAc shell. Data are means7
S.E.M. #, signiﬁcant difference from cocaine alone; þ , signiﬁcant difference from
cocaine with retrodialyzed N/OFQ (P o 0.05).

204

J. Vazquez-DeRose et al. / European Journal of Pharmacology 699 (2013) 200–206

a signiﬁcant drug  time interaction (F36,228 ¼ 3.444; Po0.0001)
on motor activity. Elevated levels of activity were immediately
apparent after i.p. injection of cocaine, relative to vehicle controls,
and continued for the duration of the experiment (Po0.05; Fig. 4A).
Retrodialysis of 10 mM N/OFQ (black triangles) decreased cocaineinduced hyperactivity but this was not evident until 80 min
post-cocaine injection (Po0.05). It is interesting to note that
retrodialyzed N/OFQ alone did not produce a robust decrease in
overall activity levels in comparison to vehicle alone, across the
entire testing period, although there was a signiﬁcant decrease at
the 80, 100, and 220-min time points (Po0.05).
When we examined the effects of N/OFQ on distance traveled
(horizontal movement), not surprisingly similar results as above
were observed (Fig. 4B). The overall ANOVA indicated a signiﬁcant
drug x time interaction (F36,228 ¼ 3.369; Po0.0001) on the overall
distance traveled (cm). Cocaine produced an increase in distance
traveled, relative to vehicle controls, evident in the ﬁrst 20 min,
and lasting for the duration of the experiment (Po0.05). Reverse
dialysis of 10 mM N/OFQ produced a time dependent effect on
cocaine-induced locomotor activity that was signiﬁcantly different from cocaine alone from 80 min onward (Fig. 4B, Po0.05).
Reverse dialysis of 10 mM N/OFQ, in the absence of cocaine, had
no effect on the distance the animals traveled (cm), and was
comparable to vehicle controls for the entire experiment.
Drug-induced stereotypic rearing behavior was also examined
using the SmartCageTM system (Fig. 4C). The overall ANOVA
indicated that there was a signiﬁcant drug  time interaction
(F36,228 ¼3.451; Po0.0001) on stereotypic rearing. There was an
increase in the incidence of rearing behavior immediately after
i.p. injection of cocaine (Fig. 4C) relative to vehicle controls and
continued for the duration of the experiment (Po0.05). In
animals that received dialysis of 10 mM N/OFQ plus an i.p.
injection of cocaine, rearing activity was similar to cocaine alone
for the 60 min during dialysis delivery (Fig. 5C, black triangles,
Po0.05) but subsequently tapered off to control levels for the
rest of the experiment. Retrodialysis of 10 mM N/OFQ had no
signiﬁcant effect on rearing behavior, relative to saline controls.

4. Discussion

Fig. 4. Retrodialyzed N/OFQ attenuates cocaine-induced behaviors. The effects
of 20 mg/kg cocaine alone (’), 10 mM N/OFQ alone (~), or cocaine with N/OFQ
(m) on percent active time (A), mean distance traveled (B), and rearing counts (C).
These groups were compared to the vehicle baseline (K). Data are means7 S.E.M.
n, signiﬁcant difference from vehicle; #, signiﬁcant difference from cocaine alone
(Po 0.05).

3.3. N/OFQ dialysis attenuates the motor stimulatory effect
of cocaine.
We also assessed motor activity in the rat home cages, while
attached to the dialysis probes, to measure activity under the exact
conditions as those with the microdialysis experiments. Looking at
the percent time active, the overall ANOVA indicated that there was

The effects of N/OFQ, and small molecule NOP receptor agonists,
on rewarding/reinforcing and stimulant behavior induced by drugs
of abuse, have been extensively examined in rodents. Maidment
and colleagues demonstrated that i.c.v.-administered N/OFQ
decreases basal dopamine levels in the NAc (Murphy et al., 1996).
Based upon these results, the effect of N/OFQ on various drugs of
abuse was tested and it has been shown to block drug-induced CPP
(Ciccocioppo et al., 2000, 2002; Kotlinska et al., 2003a; Murphy
et al., 1999; Sakoori and Murphy, 2004; Zhao et al., 2003), as well as
alcohol self-administration and stress-induced reinstatement of
extinguished self-administration (Ciccocioppo et al., 2004; MartinFardon et al., 2000). Small molecule NOP agonists can have similar
reward-attenuating effects. Ro 64-6198 can block both the acquisition and reinstatement of morphine CPP in mice (Shoblock et al.,
2005), and SR16835 can attenuate morphine CPP, an effect that is
blocked by the selective NOP receptor antagonist SB612111 (Toll
et al., 2009). Some evidence shows that the m-receptor partial
agonist, buprenorphine, has the ability to attenuate alcohol consumption in rats, due to activation of NOP receptors at relatively
high doses (Ciccocioppo et al., 2007). Taken together, these studies
conﬁrm the involvement of NOP receptors in drug addiction.
The sites at which N/OFQ acts to attenuate dopamine output in
the mesolimbic pathways have not been thoroughly examined.
I.c.v. administered N/OFQ attenuates morphine and cocaineinduced increases in extracellular dopamine in the NAc (Lutfy
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et al., 2001). However, when delivered i.c.v., there are numerous
sites that can be affected by N/OFQ administration. For example,
N/OFQ acts in the lateral hypothalamus to block release of the
neuropeptide hypocretin (Xie et al., 2008). Hypocretin has been
demonstrated to be required for morphine CPP and reinstatement
of cocaine self-administration (Boutrel et al., 2005; Harris et al.,
2005). Localized intra-VTA injections of N/OFQ decreases dopamine accumulation in the NAc (Murphy and Maidment, 1999).
So it is possible that N/OFQ can act in the lateral hypothalamus
(to block hypocretin release), the VTA (to block dopamine output
directly) and potentially additional sites to attenuate drug
reward.
NOP receptors are found in the NAc itself (Neal et al., 1999a).
Our experiments were conducted to test whether stimulation
of NOP receptors in the NAc could attenuate cocaine-induced
increases in extracellular dopamine, in the same brain region. More
speciﬁcally, we concentrated on the NAc shell, rather than the core,
because previous research seems to indicate that the dopaminergic
input into the NAc shell is important for drug reward (McBride
et al., 1999; Sellings and Clarke, 2003). As shown in Fig. 2, N/OFQ
reverse dialyzed into the NAc shell blocks cocaine-induced accumulation of dopamine captured in the same dialysis probe. N/OFQ
produced an inverted U-shaped dose-response curve. 10 mM N/OFQ
was most potent at inhibition of cocaine-induced dopamine accumulation in the NAc shell, whereas 1000 mM N/OFQ, the concentration used previously in the literature (Murphy and Maidment,
1999), was only partially effective, inhibiting only as much as
a 1 mM concentration. Because N/OFQ is over 100-fold selective
for NOP over mu-opioid receptors (Spagnolo et al., 2008), this
U-shaped dose response could be due to opioid agonist activity
induced by the very high, 1000 mM, concentration of N/OFQ (Konya
et al., 1998). It is also important to note that it is likely that only a
small fraction of the total concentration of N/OFQ (o20%) was
delivered to the NAc through the active membrane (Hocht et al.,
2007).
Importantly since the NOP receptor antagonist SB612111,
which is over 100-fold selective for NOP over the opioid receptors
(Zaratin et al., 2004), can reverse the effects of N/OFQ on cocaineinduced dopamine release, this is clearly a NOP receptormediated effect. It is interesting to note that the combination of
SB612111 plus N/OFQ, given with cocaine, produced an increase
in dopamine release that surpassed cocaine alone. It is possible
that this effect is due to blocking other neurotransmitter systems
that would also inhibit dopamine release, or might suggest an
endogenous tone for N/OFQ in the NAc shell. In the absence of
cocaine, N/OFQ does not decrease basal extracellular dopamine.
These ﬁndings are not consistent with those reported by Maidment and colleagues, who demonstrated a sizable decrease in
basal dopamine in the NAc after i.c.v. administration of N/OFQ
(Lutfy et al., 2001; Murphy et al., 1996). However, there were
experimental differences. In the present experiments, N/OFQ was
microinjected directly into the NAc, rather than using i.c.v.
administration, and the rats used were freely moving, rather than
under anesthesia during dopamine recovery.
The relative inﬂuence of dopamine levels in various subregions of the NAc, on locomotor activity, is not conclusive given
the many conﬂicting reports subsequent to microinjection of
drugs and lesioning experiments (Choi et al., 2000; Ikemoto,
TM
2002; Swanson et al., 1997). Using the SmartCage , we were
able to measure motor activities of the rats, while attached to the
dialysis probes, in a home cage, where the microdialysis took
place, allowing us to determine directly whether changes in
extracellular dopamine in the NAc shell correspond to changes
in locomotor activity. The results demonstrated that systemic
cocaine induced a predictable large increase in locomotor behavior, including overall activity, locomotor activity, and rearing
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behavior. Retrodialysis of 10 mM N/OFQ alone into the NAc shell
had no effect on locomotor or rearing behavior. However, when
N/OFQ was administered at the same time as cocaine, intra-NAc
N/OFQ produced a gradual decrease in cocaine-induced hyperactivity. The onset of the effect of N/OFQ on cocaine-induced
hyperactivity was not evident until 60 min post-cocaine administration. These results clearly demonstrate that the effect of N/OFQ
on extracellular dopamine levels and acute cocaine-induced hyperactivity can be dissociated. Administration of N/OFQ in the NAc
shell, can immediately and completely block the cocaine-induced
increase in dopamine levels in the NAc shell, whereas the N/OFQinduced decrease in cocaine-mediated hyperactivity is delayed until
60–80 min after cocaine administration. The delayed onset of
N/OFQ on cocaine-induced locomotor activity might reﬂect the
peptide traveling over into the NAc core and/or other brain regions,
such as anterior medial caudate putamen (Baker et al., 1998, 1996),
and thereby reducing locomotor activity by reducing dopamine
levels, in those more distal brain regions. Alternately, cocaine might
induce an increase in behavioral activity by some mechanism other
than by inducing an increase in NAc dopamine levels. It is interesting to note that the half-life of both cocaine and N/OFQ is
relatively short, in the range of 20 min (Pan et al., 1998; Yu et al.,
1996), yet both the stimulatory actions of cocaine and the inhibitory actions of N/OFQ can last for up to 4–5 h.
In conclusion, our data suggest that presynaptic NOP receptors
on dopamine terminals in the NAc shell modulate extracellular
dopamine in this region. This is consistent with the hypothesis
that NOP receptor activation can attenuate reward induced by so
many abused drugs because N/OFQ and small molecule agonists
can attenuate dopamine levels in several brain regions. These data
also show that, although NOP receptors can play a role in the
regulation of cocaine-induced motor stimulating effects, the
delayed onset of action suggests that this is probably not due to
stimulation of NOP receptors in the NAc shell. Collectively, the
present ﬁndings further elaborate the effects of the N/OFQ–NOP
system on cocaine-mediated extracellular dopamine and support
the pursuit of an NOP receptor agonist, as a medication for
treatment of addiction disorders.

Acknowledgments
This research was supported by NIH grant DA023281 to
L.T. and DA031578, NS073311 and MH078194 to X.X. Willma
Polgar, Alexander Nguyen, and Eunice Kwon provided expert
technical assistance.
References
Baker, D.A., Fuchs, R.A., Specio, S.E., Khroyan, T.V., Neisewander, J.L., 1998. Effects
of intraaccumbens administration of SCH-23390 on cocaine-induced locomotion and conditioned place preference. Synapse 30, 181–193.
Baker, D.A., Khroyan, T.V., O’Dell, L.E., Fuchs, R.A., Neisewander, J.L., 1996.
Differential effects of intra-accumbens sulpiride on cocaine-induced locomotion and conditioned place preference. J. Pharmacol. Exp. Ther. 279, 392–401.
Barlocco, D., Cignarella, G., Giuseppe, G., Grugn, I.M., Ronzoni, S., 2006. In:
GLAXOSMITHKLINE (Ed.), Benzosuberonylpiperidine Compounds as Analgesics.
GlaxoSmithKline S.p.A., USA.
Boutrel, B., Kenny, P.J., Specio, S.E., Martin-Fardon, R., Markou, A., Koob, G.F.,
de Lecea, L., 2005. Role for hypocretin in mediating stress-induced reinstatement of cocaine-seeking behavior. Proc. Natl. Acad. Sci. USA 102,
19168–19173.
Chefer, V.I., Zakharova, I., Shippenberg, T.S., 2003. Enhanced responsiveness to
novelty and cocaine is associated with decreased basal dopamine uptake and
release in the nucleus accumbens: quantitative microdialysis in rats under
transient conditions. J. Neurosci. 23, 3076–3084.
Choi, K.H., Zarandi, B., Todd, K.G., Biondo, A.M., Greenshaw, A.J., 2000. Effects of
AMPA/kainate receptor blockade on responses to dopamine receptor agonists
in the core and shell of the rat nucleus accumbens. Psychopharmacology (Berl)
150, 102–111.

206

J. Vazquez-DeRose et al. / European Journal of Pharmacology 699 (2013) 200–206

Ciccocioppo, R., Angeletti, S., Sanna, P.P., Weiss, F., Massi, M., 2000. Effect of
nociceptin/orphanin FQ on the rewarding properties of morphine. Eur. J.
Pharmacol. 404, 153–159.
Ciccocioppo, R., Economidou, D., Fedeli, A., Angeletti, S., Weiss, F., Heilig, M., Massi, M.,
2004. Attenuation of ethanol self-administration and of conditioned reinstatement
of alcohol-seeking behaviour by the antiopioid peptide nociceptin/orphanin FQ in
alcohol-preferring rats. Psychopharmacology (Berl) 172, 170–178.
Ciccocioppo, R., Economidou, D., Rimondini, R., Sommer, W., Massi, M., Heilig, M.,
2007. Buprenorphine Reduces Alcohol Drinking Through Activation of the
Nociceptin/Orphanin FQ-NOP Receptor System. Biol. Psychiatry 61, 4–12.
Ciccocioppo, R., Polidori, C., Antonelli, L., Salvadori, S., Guerrini, R., Massi, M., 2002.
Pharmacological characterization of the nociceptin receptor which mediates
reduction of alcohol drinking in rats. Peptides 23, 117–125.
Di Giannuario, A., Pieretti, S., Catalani, A., Loizzo, A., 1999. Orphanin FQ reduces
morphine-induced dopamine release in the nucleus accumbens: a microdialysis study in rats. Neurosci. Lett. 272, 183–186.
Harris, G.C., Wimmer, M., Aston-Jones, G., 2005. A role for lateral hypothalamic
orexin neurons in reward seeking. Nature 437, 556–559.
Hocht, C., Opezzo, J.A., Taira, C.A., 2007. Applicability of reverse microdialysis in
pharmacological and toxicological studies. J. Pharmacol. Toxicol. Methods 55,
3–15.
Ikemoto, S., 2002. Ventral striatal anatomy of locomotor activity induced by
cocaine, D-amphetamine, dopamine and D1/D2 agonists. Neuroscience 113,
939–955.
Khroyan, T.V., Zhang, J., Yang, L., Zou, B., Xie, J., Pascual, C., Malik, A., Xie, J., Zaveri, N.T.,
Vazquez, J., Polgar, W., Toll, L., Fang, J., Xie, X.S., 2012. Rodent motor and
neuropsychological behavior measured in home cages using the integrated
modular platform - smartcage(TM). Clin. Exp. Pharmacol. Physiol..
Konya, H., Masuda, H., Itoh, K., Nagai, K., Kakishita, E., Matsuoka, A., 1998.
Modiﬁcation of dopamine release by nociceptin in conscious rat striatum.
Brain Res. 788, 341–344.
Kotlinska, J., Rafalski, P., Biala, G., Dylag, T., Rolka, K., Silberring, J., 2003a.
Nociceptin inhibits acquisition of amphetamine-induced place preference
and sensitization to stereotypy in rats. Eur. J. Pharmacol. 474, 233–239.
Kotlinska, J., Wichmann, J., Rafalski, P., Talarek, S., Dylag, T., Silberring, J., 2003b.
Non-peptidergic OP4 receptor agonist inhibits morphine antinociception but
does not inﬂuence morphine dependence. Neuroreport 14, 601–604.
Lutfy, K., Do, T., Maidment, N.T., 2001. Orphanin FQ/nociceptin attenuates motor
stimulation and changes in nucleus accumbens extracellular dopamine
induced by cocaine in rats. Psychopharmacology (Berl) 154, 1–7.
Martin-Fardon, R., Ciccocioppo, R., Massi, M., Weiss, F., 2000. Nociceptin prevents
stress-induced ethanol- but not cocaine-seeking behavior in rats. Neuroreport
11, 1939–1943.
McBride, W.J., Murphy, J.M., Ikemoto, S., 1999. Localization of brain reinforcement
mechanisms: intracranial self-administration and intracranial placeconditioning studies. Behav. Brain Res. 101, 129–152.
Meunier, J.C., Mollereau, C., Toll, L., Suaudeau, C., Moisand, C., Alvinerie, P., Butour, J.L.,
Guillemot, J.C., Ferrara, P., Monsarrat, B., et al., 1995. Isolation and structure of the
endogenous agonist of opioid receptor-like ORL1 receptor. Nature 377, 532–535.
Murphy, N.P., Lee, Y., Maidment, N.T., 1999. Orphanin FQ/nociceptin blocks
acquisition of morphine place preference. Brain Res. 832, 168–170.
Murphy, N.P., Ly, H.T., Maidment, N.T., 1996. Intracerebroventricular orphanin FQ/
nociceptin suppresses dopamine release in the nucleus accumbens of anaesthetized rats. Neuroscience 75, 1–4.
Murphy, N.P., Maidment, N.T., 1999. Orphanin FQ/nociceptin modulation of mesolimbic dopamine transmission determined by microdialysis. J. Neurochem. 73,
179–186.

Narayanan, S., Lam, H., Carroll, F.I., Lutfy, K., 2004. Orphanin FQ/nociceptin
suppresses motor activity through an action along the mesoaccumbens axis
in rats. J. Psychiatry Neurosci. 29, 116–123.
Neal Jr., C.R., Mansour, A., Reinscheid, R., Nothacker, H.P., Civelli, O., Akil, H.,
Watson Jr., S.J., 1999a. Opioid receptor-like (ORL1) receptor distribution in the
rat central nervous system: comparison of ORL1 receptor mRNA expression
with (125)I-[(14)Tyr]-orphanin FQ binding. J. Comp. Neurol. 412, 563–605.
Neal Jr., C.R., Mansour, A., Reinscheid, R., Nothacker, H.P., Civelli, O., Watson Jr., S.J.,
1999b. Localization of orphanin FQ (nociceptin) peptide and messenger RNA in
the central nervous system of the rat. J. Comp. Neurol. 406, 503–547.
Pan, Y.X., Xu, J., Wan, B.L., Zuckerman, A., Pasternak, G.W., 1998. Identiﬁcation and
differential regional expression of KOR-3/ORL-1 gene splice variants in mouse
brain. FEBS Lett. 435, 65–68.
Paxinos, G., Watson, C., 1997. The Rat Brain in Stereotaxic Coordinates, 3rd edn.
Academic Press, Sydney, Australia.
Reinscheid, R.K., Nothacker, H.P., Bourson, A., Ardati, A., Henningsen, R.A., Bunzow,
J.R., Grandy, D.K., Langen, H., Monsma Jr., F.J., Civelli, O., 1995. Orphanin FQ: a
neuropeptide that activates an opioidlike G protein-coupled receptor. Science
270, 792–794.
Sakoori, K., Murphy, N.P., 2004. Central administration of nociceptin/orphanin FQ
blocks the acquisition of conditioned place preference to morphine and
cocaine, but not conditioned place aversion to naloxone in mice. Psychopharmacology (Berl) 172, 129–136.
Sellings, L.H., Clarke, P.B., 2003. Segregation of amphetamine reward and locomotor stimulation between nucleus accumbens medial shell and core.
J. Neurosci. 23, 6295–6303.
Shoblock, J.R., Wichmann, J., Maidment, N.T., 2005. The effect of a systemically
active ORL-1 agonist, Ro 64-6198, on the acquisition, expression, extinction,
and reinstatement of morphine conditioned place preference. Neuropharmacology 49, 439–446.
Spagnolo, B., Calo, G., Polgar, W.E., Jiang, F., Olsen, C.M., Berzetei-Gurske, I.,
Khroyan, T.V., Husbands, S.M., Lewis, J.W., Toll, L., Zaveri, N.T., 2008. Activities
of mixed NOP and mu-opioid receptor ligands. Br. J. Pharmacol. 153, 609–619.
Swanson, C.J., Heath, S., Stratford, T.R., Kelley, A.E., 1997. Differential behavioral
responses to dopaminergic stimulation of nucleus accumbens subregions in
the rat. Pharmacol. Biochem. Behav. 58, 933–945.
Toll, L., Khroyan, T.V., Polgar, W., Jiang, F., Olsen, C., Zaveri, N.T., 2009. Comparison
of the Anti-nociceptive and Anti-Rewarding Proﬁles of Novel Bifunctional
Nociceptin/Orphanin FQ Receptor (NOPr)-Mu Opioid Receptor (MOPr)
Ligands: Implications for Therapeutic Applications. J. Pharmacol. Exp. Ther.
331, 954–964.
Xie, X., Wisor, J.P., Hara, J., Crowder, T.L., LeWinter, R., Khroyan, T.V., Yamanaka, A.,
Diano, S., Horvath, T.L., Sakurai, T., Toll, L., Kilduff, T.S., 2008. Hypocretin/
orexin and nociceptin/orphanin FQ coordinately regulate analgesia in a mouse
model of stress-induced analgesia. J. Clin. Invest. 118, 2471–2481.
Xie, X.M., Zhang, J., Zou, B.D., Xie, J., Fang, J., Zaveri, N.T., V., K.T. (Eds.), 2011.
Rodent Behavioral Assessment in the Home Cage Using the SmartCageTM
System. Humana Press.
Yu, J., Chait, B.T., Toll, L., Kreek, M.J., 1996. Nociceptin in vitro biotransformation in
human blood. Peptides 17, 873–876.
Zaratin, P.F., Petrone, G., Sbacchi, M., Garnier, M., Fossati, C., Petrillo, P., Ronzoni, S.,
Giardina, G.A., Scheideler, M.A., 2004. Modiﬁcation of nociception and morphine
tolerance by the selective opiate receptor-like orphan receptor antagonist (-)-cis1-methyl-7-[[4-(2,6-dichlorophenyl)piperidin-1-yl]methyl]-6,7,8,9- tetrahydro5H-benzocyclohepten-5-ol (SB-612111). J. Pharmacol. Exp. Ther. 308, 454–461.
Zhao, R.J., Woo, R.S., Jeong, M.S., Shin, B.S., Kim, D.G., Kim, K.W., 2003. Orphanin
FQ/nociceptin blocks methamphetamine place preference in rats. Neuroreport
14, 2383–2385.

