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Effects of U-50,488H withdrawal on catecholaminergic neurones of
the rat ventricle

M.V. Milanés & *M.L. Laorden

"Department of Physiology and Pharmacology, Unit of Pharmacology, University School of Medicine, Murcia, Spain

1 In the present study the changes in noradrenaline (NA) and dopamine (DA) content and turnover
during naloxone-induced withdrawal were analysed in the right ventricle of rats chronically treated with
the x-agonist U-50,488H.

2 Rats were rendered tolerant by administration of U-50,488H twice a day for 4 days. On the day of
death the animals were injected with saline or naloxone (3 mg kg~', s.c.) to precipitate a withdrawal
syndrome.

3 After naloxone administration to U-50,488H- treated rats we found neither behaviour signs of
physical dependence nor changes in the tissue content of noradrenaline (NA). However, naloxone
induced a decrease in both cardiac normetanephrine (NM) levels and NA turnover.

4 Similarly, naloxone enhanced the dopamine content and decreased the 3,4-dihydroxyphenylacetic
acid (DOPAC) concentration and dopamine turnover.

5 Importantly and in contrast to p-agonists, the present results demonstrate that U-50,488H
withdrawal produced a decrease in the NA and dopamine turnover, without behavioural signs of

physical dependence.

Introduction

The endogenous opioid peptides have multiple physiological
actions at both central and peripheral level which are mediated
by three main classes of opioid receptors p, 6 and . The opioid
receptors and the opioid peptides were found to be widely
expressed in several peripheral tissues including the heart
(Weihe et al., 1983; Wegener & Kummer, 1994; Jin et al., 1995;
Steele et al., 1996; Witter et al., 1996). Moreover, the co-
existence of prodynorphin-derived peptide immunoreactivity
with tyrosine-hydroxylase immunoreactivity, a known marker
of noradrenergic nerves in the heart, has been reported
(Wegener & Kummer, 1994), and it has been proposed that
opioid peptides are co-released with catecholamines from
nerve terminals in the heart during sympathetic stimulation
(Holaday, 1983).

It is known that the catecholaminergic system plays an
important role in the development and maintenance of opioid
dependence and in the effects upon drug withdrawal (for
review see Nestler, 1992; Self & Nestler, 1995). Despite an
abundance of substantial evidence that catecholaminergic
neurones in the central nervous system are involved in opioid
dependence and withdrawal (for review see Self & Nestler,
1995) only a few studies have been performed on the
cardiovascular system during opioid withdrawal. Thus, it has
been demonstrated that an injection of naloxone in rats
pretreated with morphine precipitated a withdrawal response,
including an increase in mean arterial blood pressure, biphasic
heart rate response and an increase in plasma noradrenaline
(NA) and adrenaline (A) levels (Dixon & Chandra, 1987;
Chang & Dixon, 1990; Cruz & Villareal, 1993). Moreover,
previous studies performed in our laboratory have demon-
strated that the hearts of rats that had received chronic
morphine-treatment exhibit excitatory reactions to naloxone-
precipitated withdrawal characterized by an increase in the
turnover of catecholamines (Rabadan et al., 1997; 1998). These
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studies on opioid dependence have focused on morphine which
acts mainly on the p-opioid receptor. The role of the k-
receptors during tolerance/dependence has not been well
studied, and there are no conclusive results.

Therefore, the purpose of this study was to elucidate if,
like morphine, U-50,488H (a k-receptor agonist) withdrawal
modifies the neurochemical activity of heart catecholaminer-
gic neurones. To accomplish this, we examined the changes
in the content of NA, its metabolite normetanephrine
(NMN), dopamine and its metabolite 3,4-dihydroxypheny-
lacetic acid (DOPAC) in the right ventricle of the rat. We
also evaluated the body weight loss (a reliable index of the
magnitude of physical dependence). All these measurements
were performed after antagonist-precipitated withdrawal
from U-50,488H.

Methods

Male Sprague-Dawley rats (weighing 200—-220 g at the
beginning of experiments) were housed four to five per cage
under a 12 h light/dark cycle in a room with controlled
temperature (22+1°C), humidity (50+10%) with food and
water available ad libitum.

Experimental procedure

Rats were rendered tolerant/dependent on U-50,488H by
injecting the drug twice daily (15 mg kg™, i.p.) for 4 days.
This procedure has repeatedly been shown to produce a high
degree of tolerance to the different effects of the drug
(Bhargava et al., 1989; Milanés et al., 1991; Garaulet et al.,
1994; 1995). Control animals received saline, i.p., on the
same time schedule. On day 5, groups of rats were injected
with saline, s.c., or naloxone (3 mgkg~! s.c.) since a
previous study demonstrated that the administration of high
doses of mnaloxone (3 mgkg™') block the effects of U-
50,488H in a similar way to the selective k-antagonist nor-
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binaltorphimine (Milanés et al., 1991; 1994). The rats were
killed 30 min after saline or naloxone administration. The
possible withdrawal signs were observed before and for
30 min after administration of the opioid antagonist or
saline. In addition, weight loss was calculated as the
difference between the weight determined immediately before
the naloxone or saline injection and a second determination
made 30 min after injection.

Analytical procedure for estimation of ventricular
catecholamines

After decapitation, the chest was opened with a midsternal
incision and the right ventricle was dissected and stored at
—80°C until assayed for catecholamines NA and its
metabolite NMN; dopamine and its metabolite DOPAC
were determined by high-performance liquid chromatogra-
phy with electrochemical detection (h.p.l.c.—e.d.). Each
tissue was weighed, placed in a dry-cooled polypropylene
vial and homogenized with a Plytron-type homogenizer
(setting 5 for 40 s) in 1.5 ml perchloric acid (0.1 M). The
homogenates were centrifuged (20,000 r.p.m.; 4°C 15 min)
the supernatant layer was removed into a 1 ml syringe and
filtered through a 0.45 um filter (Millipore) and centrifuged
(15,000 r.p.m.; 4°C 20 min) again through Ultrafree MC
0.2 (Millipore). Ten microlitres of each sample were
injected into a 5 um Cg3 reverse-phase column (Waters).
Electrochemical detection was accomplished with a glassy
carbon electrode set at a potential of +0.65 V vs the Ag/
AgCl reference electrode (Waters). The mobile phase
consisted of a 95:5 (v/v) mixture of water and methanol
with sodium acetate (50 mMm), citric acid (20 mm), l-octyl-
sodium sulphonate (3.75 mM), di-n-butylamine (1 mM) and
EDTA (0.135 mMm), adjusted to pH 4.3. The flow rate was
0.9 ml min~' and chromatographic data were analysed
with a Millennium 2010 Chromatography Manager
(Millipore) equipment. Quantification of catecholamines
and their metabolites was done by reference to a
calibration curve run at the beginning and the end of
each series of assays. The ventricular NA, NMM,
dopamine and DOPAC concentration are expressed as
ng g~ weight of tissue.

Drugs and chemicals

NA bitartrate, NMN, dopamine HCI, DOPAC (used as
h.p.l.c. standards) and naloxone HCI, were purchased from
Sigma Chemical Co. (St. Louis, MO). Drugs were prepared
fresh every day. Naloxone HCI was dissolved in sterile 0.9%
NaCl (saline) and given in volumes of 0.1 ml 100 g~' body
weight. U-50,488H methane sulphonate (trans (+)-3.4
dichloro-N-methyl-N-[2-(1-pyrrolidynyl)ciclohexyl]-benzenea-
cetamide; a gift from Upjohn) was dissolved in saline and
injected in volumes of 0.15 ml 100 g~' body weight. Other
reagents were of h.p.l.c. grade.

Statistical analysis

The data are expressed as means+s.e.mean. The significance
of differences in the concentrations of NA, NMN, dopamine,
DOPAC and in the NMN/NA and DOPAC/dopamine ratios
were determined by analysis of variance followed by the
Newman-Keuls test, using a computer programme. Two tailed
Student’s ¢ test was used when comparing the means of body
weight change. Differences with a P value less than 0.05 were
considered significant.

Results

Ventricular concentration of NA and turnover were estimated
30 min after injection of saline (control) or naloxone (U-
50,488H withdrawal) to rats treated chronically with saline
(control) or U-50,488H (tolerant).

Administration of naloxone to control rats treated for 4
days with saline produced a significant increase in the NMN
levels and in the ratio NMN/NA without any changes in the
ventricular NA content, when compared with the correspond-
ing control treated with saline s.c. on day 5 (Figure 1). There
was no significant change in the ventricular NA content when
naloxone was injected to the U-50,488H-tolerant rats, as
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Figure 1 Ventricular (a) noradrenaline (NA), (b) normetanephrine
(NMN) and (c) NMN/NA ratio in saline (naive) and U-50,488H-
pretreated (tolerant) rats after 30 min acutely injected saline s.c. or
naloxone (3 mg kg~ '). Each column represents the mean+s.e.mean
of 5—6 experiments. **P <0.01, ***P<(.001 versus naive + naloxone;
+P<0.05 versus tolerant+saline; #P<0.05, ##P<0.01 versus
naive + saline.
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compared to the tolerant group injected with saline (s.c.).
However, the ventricular concentration of NMN, and the
NMN/NA ratio decreased significantly in the tolerant group
injected with naloxone versus the tolerant group injected with
saline and versus the naive group injected with naloxone
(Figure 1).

Figure 2 depicts the ventricular dopamine content and
turnover for naive or tolerant rats. Injection of naloxone to
naive rats did not modify the ventricular concentration of
dopamine, DOPAC levels or the DOPAC/dopamine ratio,
compared with the naive group injected with saline. However,
the administration of naloxone to rats rendered tolerant to U-
50,488H increased the ventricular concentration of dopamine
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Figure 2 Ventricular (a) dopamine (DA), (b) 3,4-dihydroxy acetic
acid (DOPAC) and (c) DOPAC/DA ratio in saline (naive) and U-
50,488H (tolerant)-pretreated rats after 30 min acutely injected saline
s.c. or naloxone (3 mg kg™!). Each column represents the mean+
s.e.mean of 5-6 experiments. *P<0.05, **P<0.01, ***P<0.001
versus naive+naloxone; + P<0.05, + + P<0.01 versus tolerant+
saline.

when compared to the tolerant group injected with saline or
the naive group injected with naloxone. In addition, the
DOPAC content and the DOPAC/dopamine ratio were
significantly lower in the tolerant group injected with naloxone
versus the tolerant group injected with saline or the naive
group injected with naloxone (Figure 2).

Rats rendered tolerant to U-50,488H receiving naloxone on
day 5 did not show any of the behavioural withdrawal signs
that are seen during opioid physical dependence (teeth
chattering, wet-dog shakes, ptosis, lacrimation) over a 30 min
period after naloxone injection. In addition, no significant
change in the body weight loss was observed 30 min after
naloxone administration to U-50,488-treated rats (—6.1 g), as
compared to tolerant rats receiving saline (—6.2 g).

Discussion

Different methods have been used in several studies to induce
opioid tolerance. In the present study, the method of chronic
U-50,488H administration and schedule used were similar to
that previously described (Bhargava et al., 1989; Milanés et al.,
1991; Garaulet et al., 1994; 1995) which produces a high degree
of tolerance to the effects of U-50,488H in the central and
peripheral nervous system. Thus, chronic administration of U-
50,488H results in the developments of tolerance to its
analgesic and hypothermic action. In addition, rats given a
repeated injection of U-50,488H develop tolerance to the
stimulant effects of k-opioid on corticosterone release (Ignar &
Kuhn, 1990; Milanés et al., 1991; Pechnick, 1993; Alcaraz et
al., 1993). Previous studies performed in our laboratory have
also demonstrated that chronic treatment with U-50,488H
induced the development of tolerance to the inhibitory effects
of U-50,488H in the guinea pig ileum myenteric plexus-
longitudinal muscle (Garaulet et al., 1994; 1995).

The studies of opioid dependence in the cardiovascular
system have focused on p-agonists, such as morphine.
However, at present the possible changes in the activity of
some neurotransmitters, such as catecholamines, have not been
established in the heart during U-50,488-withdrawal.

In accordance with previous studies (Ignar & Kuhn, 1990;
Milanés et al., 1991; Alcaraz et al., 1993) we found that the
effects of U-50,488H were abolished by the selective x-opioid
receptor antagonist nor-binaltorphimine (Alcaraz et al., 1993;
Milanés et al., 1994) as well as by high concentrations of
naloxone (Buckingham & Cooper, 1986; Milanés et al., 1991)
which also binds to k-receptors (Blake et al., 1996), although
much higher doses are required (Magnan et al., 1982; Von
Voightlander ez al., 1983). So, the doses of naloxone used in
the present study to induce withdrawal were three times the
dose required to block the effects of morphine administration,
and that previously demonstrated to block the effects of U-
50,488H on the hypothalamus-pituitary-adrenal axis in a
similar way to the selective k-antagonist nor-binaltorphimine
(Milanés et al., 1991; 1994).

Physical dependence associated with chronic morphine
treatment is characterized by a withdrawal syndrome
comprising various specific behavioural signs, which occur
after abrupt cessation of treatment or after administration of
an opioid antagonist. Importantly, the present results show
that, in contrast to morphine, chronic U-50,488H administra-
tion did not produce withdrawal behavioural signs. Body
weight loss is a more prominent withdrawal sign in morphine-
dependent animals (Tang & Collins, 1985), indicating the
involvement of p-opioid receptors. Our results showing no
body weight loss during U-50,488H withdrawal suggest that «-
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receptors are not involved in the development of behavioural
signs of opioid physical dependence. The present results agree
with previous findings indicating that dependence upon k-
opioid agonists was different from morphine-dependence in
rhesus monkeys or in rodents (Gmerek et al., 1987; Cowan et
al., 1988).

In the present study, the increased NMN concentration and
NA turnover induced by naloxone in saline treated rats was
not accompanied by a decrease in NA levels, suggesting a
compensatory increase in the NA synthesis. These results agree
with those from a previous study performed in the central
nervous system (Lookingland et al., 1991) showing that stress-
induced activation of noradrenergic neurones that project to
the paraventricular nucleus is compensated for by an
equivalent increase in the rate of NA synthesis, and this
maintains the concentration of NA in this brain region. In
addition, the present data suggest that i-receptors are involved
in the endogenous control of catecholaminergic activity, since
naloxone increased NMN content and NMN/NA ratio. In
contrast, the acute activation of x-opioid receptors induced an
inhibition of neuronal activity as has been demonstrated
previously (Ledda et al., 1984; Starke et al., 1985; Musha et al.,
1989; Ledda & Mantelli, 1992; Micol & Laorden, 1994; Steele
et al., 1996).

On the other hand, previous studies have demonstrated that
an injection of naloxone into rats treated with morphine
precipitated a withdrawal response including an increase in
mean arterial blood pressure, biphasic heart rate response and
increase in plasma NA and dopamine (Dixon & Chandra,
1987, Chang & Dixon, 1990; Cruz & Villareal, 1993). In
addition, studies in our laboratory have demonstrated that

References

ALCARAZ, C., VARGAS, M.L., FUENTE, T. & MILANES, M.V. (1993).
Chronic naloxone treatment induced supersensitivity to a mu but
not kappa agonist at the hypothalamus-pituitary-adrenocortical
axis level. J. Pharmacol. Exp. Ther., 266, 1602—1606.

BHARGAVA, N.H., GULATI, A. & RAMARAO, P. (1989). Effect of
chronic administration of U-50,488H on tolerance to its
pharmacological actions and on multiple opioid receptors in rat
brain regions spinal cord. J. Pharmacol. Exp. Ther., 251, 21 - 26.

BLAKE, A.D., BOT, G. & REISINE, T. (1996). Structure-function on
the cloned opiate receptors: peptide and small molecular
interactions. Chemistry Biology, 3, 967—-972.

BUCKINGHAM, J.C. & COOPER, T.A. (1986). Pharmacological
characterization of opioid receptor influencing the secretion of
corticotrophin-releasing factor in the rat. Neuroendocrinology,
44, 35-40.

CHANG, A.P.L. & DIXON, W.R. (1990). Role of plasma catechola-
mines in eliciting cardiovascular changes seen during naloxone-
precipitated withdrawal in conscious, unrestrained morphine-
dependent rats. J. Pharmacol. Exp. Ther., 254, 857—863.

COWAN, A., ZHU, X.Z., MOSBERG, H.I., OMNAAS, J.R. & PORRECA,
F. (1988). Direct dependence studies in rats with agents selective
for different types of opioid receptors. J. Pharmacol. Exp. Ther.,
246, 950—-955.

CRUZ, J.S. & VILLAREAL, J.E. (1993). Acute opioid dependence in
the cardiovascular system of the spinal rat. J. Pharmacol. Exp.
Ther., 265, 128 —133.

DIXON, W.R. & CHANDRA, A. (1987). The effect of naloxone on
blood catecholamine levels in conscious unrestrained morphine
dependent rats. Proc. West Pharmacol. Soc., 30, 167—170.

GARAULET, J.V., MILANES, M.V. & LAORDEN, M.L. (1994). Cross-
dependence between mu- and kappa-opioid agonists in the
isolated guinea-pig ileum myenteric plexus. Pharmacol.
Commun., 4, 97—-105.

GARAULET, J.V., MILANES, M.V. & LAORDEN, M.L. (1995). Cross-
tolerance between kappa and mu opioid agonists in the guinea
pig ileum myenteric plexus. J. Pharmacol. Exp. Ther., 272, 658 —
662.

naloxone-precipitated withdrawal is characterized by a
decrease in the auricular content of NA, A and dopamine,
whereas the ratio DOPAC/dopamine was increased, suggest-
ing that the abstinence syndrome is characterized by activation
of catecholaminergic neurones in the heart (Rabadan er al.,
1997; 1998). Importantly, the present results show that, in
contrast to morphine, U-50,488H withdrawal was not
accompanied by an increase in the heart catecholaminergic
activity that was seen after morphine withdrawal. By contrast
a greater decrease in the ventricular NMN content and in the
NA turnover was observed after naloxone administration to
U-50,488H-tolerant rats. The decrease in the NMN levels
could be due to inhibition of the activity of catecholaminergic
neurones during U-50,488H withdrawal. Similarly, the U-
50,488H withdrawal was characterized by a decrease in the
DOPAC content and in the turnover of dopamine, suggesting
that U-50,488H withdrawal is characterized by a decrease in
the activity of catecholaminergic neurones in the heart.

In conclusion, our results show that U-50,488H withdrawal
did not induce either behavioural signs of physical dependence
or the body weight loss that is seen after p-agonists
withdrawal. In addition the activity of the heart catecholami-
nergic neurones were decreased, in contrast to the activation of
catecholaminergic neurones observed during morphine with-
drawal (Rabadan et al., 1997; 1998), which might indicate that
dependence on k-agonists is characterized by the opposite
changes in NA and dopamine activity compared to those
occurring during p-opioid dependence.

Supported by DGICYT (PM 96-0095).

GMEREK, D.E., DYSTRA, L.A. & WOODS, J.H. (1987). Kappa opioids
in rhesus monkeys. III. Dependence associated with chronic
administration. J. Pharmacol. Exp. Ther., 242, 428 —435.

HOLADAY, J.W. (1983). Cardiovascular effects of endogenous opiate
systems. Annu. Rev. Pharmacol. Toxicol., 23, 541 —594.

IGNAR, D.M. & KUHN, C.M. (1990). Effects of specific mu and kappa
opiate tolerance and abstinence on hypothalamo-pituitary-
adrenal axis secretion in rat. J. Pharmacol. Exp. Ther., 255,
1287-1295.

JIN, W.Q., TAI, K.K., CHAN, T.K. & WONG, T.M. (1995). Further
characterization of [3H]JU69593 binding sites in the rat heart. J.
Mol. Cell. Cardiol., 27, 1507—1511.

LEDDA, F. & MANTELLI, L. (1992). Possible presynaptic inhibitory
effect of etorphine on sympathetic nerve terminals of guinea-pig
heart. Eur. J. Pharmacol., 85, 247—250.

LEDDA, F., MANTELLI, L., CORTI, V. & FANTOZZI, R. (1984).
Inhibition of the cardiac response to sympathetic nerve
stimulation by opioid peptides and its potentiation by morphine
and methadone. Eur. J. Pharmacol., 102, 443 —450.

LOOKINGLAND, K.J., IRELAND, L.M., GUNNET, J.W., MANZA-
NARES, I., TIAN, Y. & MOORE, K.E. (1991). 3 Methoxy-4-
hydroxyphenylethyleneglycol concentrations in discrete hy-
pothalamic nuclei reflect the activity of noradrenergic neurons.
Brain Res., 559, 82 —88.

MAGNAN, C., PATERSON, S.J., TAVARI, A. & KOSTERLIZ, HW.
(1982). The binding spectrum of narcotic analgesic drugs with
different agonist and antagonist properties. Arch. Pharmacol.,
319, 197-201.

MICOL, J.A. & LAORDEN, M.L. (1994). Interaction of U-50,488H and
noradrenergic systems on isolated right atria. Gen. Pharmacol.,
25, 275-2717.

MILANES, M.V., GONZALVEZ, M.L., FUENTE, T. & VARGAS, M.L.
(1991). Pituitary-adrenocortical response to acute and chronic
administration of U-50,488H in the rat. Neuropeptides, 20, 95—
102.



1064 M.V. Milanés & M.L. Laorden

U-50,488H withdrawal on heart catecholaminergic neurones

MILANES, M.V., VARGAS, M.L. & MARTIN, M.1. (1994). Involvement
of kappa-opioid receptor mechanisms in the calcitonin-induced
potentiation of opioid effects at the hypothalamus-pituitary-
adrenocortical axis. Eur. J. Pharmacol., 271, 103 —109.

MUSHA, T., SATOH, E., KOYANAGAWA, H., TOMOHIKO, D. &
SATOH, S. (1989). Effects of opioid agonists on sympathetic and
parasympathetic transmission to the dog heart. J. Pharmacol.
Exp. Ther., 250, 1087—1091.

NESTLER, E.J. (1992). Molecular mechanism of drug addiction. J.
Neurosci., 12, 2439 —2450.

PECHNICK, R.N. (1993). Effects of opioids on the hypothalamo-
pituitary-adrenal axis. Ann. Rev. Pharmacol. Toxicol., 32, 353 —
382.

RABADAN, J.V., MILANES, M.V. & LAORDEN, M.L. (1997). Effects of
chronic morphine treatment on catecholamines content and
mechanical response in the rat hearts. J. Pharmacol. Exp. Ther.,
280, 32-37.

RABADAN, J.V., MILANES, M.V. & LAORDEN, M.L. (1998). Changes
on right atria catecholamines content in naive rats and after
naloxone-induced withdrawal. Br. J. Anaesth., 80, 1—-6.

SELF, D.W. & NESTLER, E.J. (1995). Molecular mechanisms of drug
reinforcement and addiction. Ann. Rev. Neurosci., 18, 463 —495.

STARKE, K., SCHOFFEL, E. & ILLES, P. (1985). The sympathetic
axons innervating the sinus mode of the rabbit possess
presynaptic opioid kappa but not mu- or delta-receptors.
Naunyn-Schmiedeberg’s Arch. Pharmacol., 329, 206 —209.

STEELE, P.A., AROMATARIS, E.C. & RIEDERER, B.M. (1996).
Endogenous opioid peptides in parasympathetic, sympathetic
and sensory nerves in the guinea-pig heart. Cell Tissue Res., 284,
331-339.

TANG, A.H. & COLLINS, R.J. (1985). Behavioural effects of a novel
kappa opioid analgesic, U-50,488H in rats and in rhesus
monkeys. Psychopharmacology, 85, 309—-312.

WEGENER, K. & KUMMER, W. (1994). Sympathetic noradrenergic
fibers as the source of immunoreactive alpha-neodorphin and
dynorphin in the guinea-pig heart. Acta Anat., 151, 112—119.

WEIHE, E., MCKNIGHT, A.T., CORBETT, A.D., HARTSCHUH, W.,
REINECKE, M. & KOSTERLIZ, H.W. (1983). Characterization of
opioid peptides in guinea-pig heart and skin. Life Sci., 33, 711 —
714.

WITTER, G., HOPE, P. & PYLE, D. (1996). Tissue distribution of
opioid receptor gene expression in the rat. Biochem. Biophys. Res.
Commun., 218, 877—881.

VON VOIGHTLANDER, P.E., LAHTIL, R.A. & LUDENS, J.H. (1983). U-
50,488H: A selective and structurally novel non-mu (kappa)
opioid agonist. J. Pharmacol. Exp. Ther., 224, 7—12.

( Received February 9, 1998
Revised April 8, 1998
Accepted April 8, 1998)



