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1 The aims of the present study were (i) to characterize further the pharmacology of 5-HT,p
autoreceptors modulating 5-HT release in guinea-pig mesencephalic raphe, hippocampus and frontal
cortex; (ii) to determine whether 5-HT,p receptors in the mesencephalic raphe are located on 5-HT
neurones; (iii) to determine whether 5-HT,p autoreceptors are coupled to G proteins; and (iv) to assess
their sensitivity following long-term 5-HT reuptake blockade and inhibition of type-A monoamine
oxidase.

2 In mesencephalic raphe, hippocampus and frontal cortex slices, the 5-HT,p;p receptor agonist,
sumatriptan and the 5-HT, receptor agonist, 5-methoxytryptamine (5-MeOT) but not the 5-HT,p
receptor agonist, CP93129, inhibited electrically the evoked release of [°’H]-5-HT in a concentration-
dependent manner. This effect was antagonized by the 5-HT,p,» receptor antagonist GR127935 in the
three structures, but not by the 5-HT,, receptor antagonist, (+)-WAY 100635 in mesencephalic raphe
slices. These results confirm the presence of functional 5-HT,p autoreceptors controlling 5-HT release
within the mesencephalic raphe as well as in terminal regions.

3 The inhibitory effect of sumatriptan on K*-evoked release of [*H]-5-HT was not reduced by the
addition of the Na* channel blocker, tetrodotoxin to the superfusion medium, suggesting that these 5-
HT,p receptors in the mesencephalic raphe are located on 5-HT neurones and may be considered
autoreceptors.

4 The in vitro treatment with the alkylating agent N-ethylmaleimide (NEM) was used to determine
whether these 5-HT,p autoreceptors are coupled to G proteins. The inhibitory effect of sumatriptan on
electrically evoked release of [*H]-5-HT was attenuated in NEM-pretreated slices from mesencephalic
raphe, hippocampus and frontal cortex, indicating that the 5-HT,, autoreceptors activated by
sumatriptan are coupled to G proteins in these three structures. Taken together with our previous
results, this suggests that, in addition to the 5-HT,p autoreceptor activated by sumatriptan, another
subtype of 5-HT autoreceptor is activated by 5-MeOT in the hippocampus.

5 Following a 3-week treatment with the selective S5-HT reuptake inhibitor, paroxetine
(10 mg kg~! day~!) and a 48 h washout period, the electrically evoked release of [*H}-5-HT was
enhanced in mesencephalic raphe, hippocampus and frontal cortex slices. There was an attenuation of
the capacity of sumatriptan to inhibit the evoked release of [*H]-5-HT from mesencephalic raphe slices
but not from frontal cortex and hippocampus slices. Only in the latter structure was the suppressant
effect of 5-MeOT attenuated. After a 3-week treatment with the reversible type-A monoamine oxidase
inhibitor, befloxatone (0.75 mg kg~! day~!) and 48 h washout period, the effectiveness of sumatriptan
and 5-MeOT on the evoked release of [*H]-5-HT was unaltered in the same brain structures.

6 The enhancement of [*H]-5-HT release by long-term paroxetine treatment is possibly due to a
desensitization of 5-HT,p autoreceptors activated by sumatriptan in mesencephalic raphe and by
terminal 5-HT autoreceptors activated by 5-MeOT in hippocampus. In the case of the frontal cortex, it
appears that 5-MeOT and sumatriptan may act on the same 5-HT,p autoreceptor which is not
desensitized either after paroxetine or befloxatone treatment, as previously reported.
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Introduction

Several lines of evidence indicate that 5-hydroxytryptamine (5-
HT) release is modulated by somatodendritic and terminal 5-
HT autoreceptors. Previous studies have demonstrated that
somatodendritic 5-HT, 5 autoreceptors inhibit the spontaneous
firing rate of dorsal 5-HT raphe neurones in rats and guinea-
pigs (Aghajanian et al., 1987; Mundey et al., 1994) which in
turn results in a reduction of the amount of 5-HT released in
the terminal regions of these neurones (Adell & Artigas, 1991).
In addition, it has been shown, in vitro, that 5-HT,p receptors

! Author for correspondence.

can also modulate 5-HT release in mesencephalic raphe of the
guinea-pig and rat (Pifieyro et al., 1993; Starkey & Skingle,
1994, Pifieyro & Blier, 1996).

Terminal 5-HT autoreceptors in projection areas exert a
negative feedback on 5-HT release and have been shown to be
of the 5-HT, receptor subtype in the rat and of the 5-HTp
receptor subtype in the guinea-pig and man (Middlemiss, 1985;
Engel et al., 1986; Hoyer & Middlemiss, 1989; Limberger et al.,
1991; Galzin et al., 1992; Maura et al., 1993). Pharmacological
studies indicate differences in the profile of the cloned 5-HT;p
receptors and the existence of two isoforms has been demon-
strated: 5-HTp, and 5-HTips (Weinshank et al., 1992;
Zgombic et al., 1993). Similarly, heterogeneity of the 5-HT
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autoreceptors mediating inhibition of [*H]-5-HT in in vitro
experiments release from the hippocampus of guinea-pigs was
postulated based on the potency of methiothepin in antag-
onizing the inhibitory effect of the 5-HT receptor agonists,
sumatriptan, 5-carboxamidotryptamine and 5-HT itself
(Wilkinson & Middlemiss, 1992).

The ability of the cloned human 5-HT,p receptor to inhibit
the accumulation of forskolin-stimulated cyclicAMP suggests
that the 5-HT,p receptors are coupled to G proteins
(Schoeffter ez al., 1988; Hamblin & Metcalf, 1991). It is pos-
sible that differences in mechanisms modulating the function of
the autoreceptors in the 5-HT projection areas might con-
stitute a tool to distinguish different 5-HT autoreceptors sug-
gested above.

The present study was undertaken to characterize further
the pharmacology of 5-HT,p receptors modulating 5-HT re-
lease in the guinea-pig mesencephalic raphe containing the
dorsal and median raphe nuclei, the hippocampus and the
frontal cortex, and to determine whether these 5-HT,p re-
ceptors are in fact located on 5-HT mesencephalic raphe
neurones. Then, we determined whether 5-HT,p receptor
subtypes in mesencephalic raphe, hippocampus and frontal
cortex are sensitive to alteration of the activity of G proteins
using in vitro exposure to the alkylating agent N-ethylmalei-
mide (NEM). Finally, we examined the effect of long-term
treatment with paroxetine, a selective 5-HT reuptake inhibitor
(SSRI), and befloxatone, a selective and reversible type-A
monoamine oxidase inhibitor (MAOI) on the sensitivity of 5-
HT,p receptors by use of the 5-HT,p receptor agonist, suma-
triptan.

Methods

Treatment

Male Hartley guinea-pigs (250—300 g) were anaesthetized with
halothane and implanted with an osmotic minipump (Alza
Palo Alto, CA, U.S.A.) that delivered the SSRI paroxetine
(10 mg kg~! day~"), the reversible MAOI, befloxatone
(0.75 mg kg~ ' day~"), or the vehicle used to dilute these two
drugs (50/50 ethanol and water). After 3 weeks of treatment,
the minipumps were removed under halothane anaesthesia and
the in vitro experiments were carried out 48 h later to allow
elimination of paroxetine or befloxatone. The rationale for
using these treatment regimens is the following. Previous stu-
dies have shown that 10 mg kg~! day~' paroxetine or
0.75 mg kg~' day~' befloxatone produced a desensitization of
the terminal 5-HT autoreceptors and of the a,-adrenoceptor
heteroreceptors on 5-HT terminals, respectively, in the guinea-
pig hippocampus after a 3-week treatment (Blier & Bouchard,
1994).

In order to study the coupling of the 5-HT receptors med-
iating inhibition of [PH]-5-HT release to G proteins, suma-
triptan and the 5-HT analogue, 5-methoxytryptamine, were
used as agonists; 5-HT itself could not be used since it pro-
duces a marked increase in basal *H efflux in the absence of a
SSRI. Moreover, in the presence of a SSRI in the superfusion
medium, the concentration-effect curves for 5-HT autoreceptor
agonists are shifted to the right (Galzin ez al., 1985).

Superfusion experiments

Guinea-pigs were killed by decapitation and the brain im-
mediately removed and rapidly dissected on an ice-cold glass
plate. Slices, 400 um thick, from the mesencephalic raphe,
hippocampus and frontal cortex were prepared with a Mcll-
wain tissue chopper. The slices were then incubated for 30 min
at 37°C in Krebs buffer containing 100 nM [*H]-5-HT creati-
nine sulphate for mesencephalic raphe and 20 nM for hippo-
campus and frontal cortex (specific activity 1.1 TBq mmol~/;
NEN Research Products, Mississauga, Canada) and bubbled
with a mixture of 95% 0,/5% CO,. The composition of the

Krebs solution was the following (in mM): NaCl 118, KCl1 4.7,
CaCl, 1.3, MgCl, 1.2, NaH,PO, 1, NaHCO; 25, glucose 11.1,
Na, EDTA 0.004 and ascorbic acid 0.11. At the end of the
incubation period, the slices were washed, transferred to glass
superfusion chambers, and superfused at a rate of
0.5 ml min~! with oxygenated Krebs solution maintained at
37°C. Nineteen consecutive 4-min fractions were collected
starting 90 min after the beginning of superfusion for the three
structures. Two periods of stimulation, S, and S,, were carried
out within the same experiment at 8 min and 52 min, respec-
tively, after the end of the 90-min washing period. The elec-
trical field was generated in the chambers between 2 platinum
electrodes (30 mA, 2 ms, 3 Hz for 2 min) positioned 2 cm
apart. The frequency of stimulation was chosen because it was
within the range of the firing rate of 5-HT neurones recorded
in freely moving cats (Jacobs, 1986). To determine whether 5-
HT,p receptors are autoreceptors, tetrodotoxin was used to
prevent the occurrence of Na*-dependent action potentials, by
blocking Na* channels. The slices were stimulated twice (S;
and S,) for 4 min with Krebs solution containing 25 mm KCl
with equimolar reduction of NaCl to maintain isotonicity. In
this case when [*H]-5-HT release is evoked with high con-
centration of potassium, only 5-HT cell bodies or 5-HT axon
terminals remain potential targets of drug action (Starke et al.,
1989). In support of this, it was shown that the 5-HT; receptors
that increase the evoked release of [*H]-5-HT in preloaded
guinea-pig hypothalamic slices are not located on 5-HT
terminals because TTX abolished the enhancing effect of the 5-
HT; agonist, 2-methyl-5-HT (Blier et al., 1993). The first sti-
mulation period (S;) was used as control and the drugs were
added 20 min before S, and remained present throughout the
rest of the experiment. At the end of superfusion period, the
slices were solubilized with 0.5 ml Soluene 350 (Packard In-
struments, Downers grove, IL, U.S.A.), and the radioactivity
in the slices and superfusate samples was determined by liquid
scintillation spectrometry. The results are expressed as the
fraction of the tritium content present at the time of the onset
of the respective collection periods. The fractional release
evoked by electrical stimulation was calculated as the differ-
ence between the total amount of radioactivity released during
stimulation and the basal outflow obtained in the sample
preceding the onset of stimulation (Sp, or Sp,). To assess the
drug-induced changes of electrically evoked release of tritium
from the slices preloaded with [*H]-5-HT, the ratio of frac-
tional release between the second and the first period of sti-
mulation (S,/S,;) was calculated. The Sp,/Sp, ratios were also
calculated to determine whether the drugs altered the basal
outflow of radioactivity. The amount of tritium released by
electrical stimulation under these conditions provides a reliable
estimate of the release of tritiated or endogenous 5-HT (Bau-
mann et al., 1981; Blier & Bouchard, 1993).

Results are expressed as mean+s.e.mean. Differences be-
tween the controls and the treated groups were compared with
Student’s two-tailed 7 test or the Mann-Whitney test. In order
to detect treatment effects, concentration-effect curves were
constructed by studying simultaneously in the same super-
fusion apparatus slices prepared from a control and slices from
a treated guinea-pig with the same drug solution. The entire
concentration-effect curves, rather than the means for each
concentration, was compared using 3-factor analysis of var-
iance (independent variables: agonist concentrations, treat-
ment and animal; dependent variable: S,/S; ratio for the
individual chambers). This experimental design was deemed
optimal to minimize the problem of inter-experimental varia-
tions. Probability values (P)<0.05 were considered as sig-
nificant.

The following drugs were used: 5-carboxamidotryptamine
(Research Biochemicals International, Natick, MA, U.S.A)),
5-methoxytryptamine (Sigma, St-Louis, MO, U.S.A.), be-
floxatone (Delalande, Rueil-Malmaison, France), CP93129
(Pfizer, Groton, CT, U.S.A.), GR127935 and sumatriptan
(Glaxo, Greenford, U.K.), methiothepin maleate (Hoffman La
Roche, Basel, Switzerland), N-ethylmaleimide (Sigma, St-
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Louis, MO, U.S.A.), paroxetine (SmithKline Beecham, Har-
low, England), tetrodotoxin (Research Biochemicals Interna-
tional, Natick, MA, U.S.A)), (+)-WAY100635 (Wyeth
Research, Berkshire, U.K.).

Results

Effect of 5-HT receptor ligands on the electrically
evoked release of tritium from [*H]-5-HT preloaded
slices of mesencephalic raphe, hippocampus and frontal
cortex

In guinea-pig mesencephalic raphe, hippocampus and frontal
cortex slices, the 5-HT,p;15 receptor agonist, sumatriptan and
5-MeOT, introduced 20 min before S,, inhibited the elec-
trically evoked release of tritium in a concentration-depen-
dent manner (Figures 5, 6, 7). The spontaneous outflow of
radioactivity was not altered with any of the concentrations
used (data not shown). The 5-HT,p;s receptor antagonist
GR127935 (0.3 uM) introduced 20 min before S, significantly
increased [*H}-5-HT release in slices prepared from me-
sencephalic raphe (43%), hippocampus (50%) and frontal
cortex (37%). When introduced 20 min before S;, GR127935
(0.3 uM) did not modify the S,/S, ratio of [*H]-5-HT release
in mesencephalic raphe (S,/S,:1.19+0.09, n=4 versus
1.00+0.06, n=6 in controls), in hippocampus (S,/
S;:1.00+0.10, n=5 versus 1.08 +0.03, »=5 in controls), and
in frontal cortex slices (S,/S;:0.90+0.09, n=5 versus
1.024+0.05, n=7 in controls). The spontaneous outflow of
radioactivity was not altered by 0.3 uM GR127935 but sig-
nificantly enhanced at concentration of 1 uM (data not
shown). Under these conditions, GR127935 (0.3 uM) in-
troduced 20 min before S, and maintained in the superfusion
medium until the end of the experiment prevented the in-
hibition produced by 1 uM sumatriptan and 0.1 uM 5-MeOT
in mesencephalic raphe, hippocampus and frontal cortex sli-
ces (Figures 1, 2, 3). In the mesencephalic raphe slices, when
the 5-HT;, antagonist (+)-WAY100635 (1 uM) was added
20 min before S; and maintained in the superfusion medium
until the end of experiment, the ratio S,/S; was slightly but
significantly increased (S,/S; 1.24+0.06, n=4 versus
1.0340.06, n=10 in controls) without altering the sponta-
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Figure 1 Effect of sumatriptan (a 5-HTp;s receptor agonist), 5-
MeOT (a S-HT, receptor agonist) and CP93129 (a 5-HT,p receptor
agonist) on the electrically evoked release of tritium in mesencephalic
raphe slices preloaded with [PH]-5-HT. The inhibitory effect of
sumatriptan (1 uM) was antagonized by GR127935 (0.3um), a S-
HT;p;us receptor antagonist but not by the 5-HT;5 receptor
antagonist, (+)-WAY100635 (1 uM). The inhibitory effect of 5-MeOT
(0.1 uM) was antagonized by either GR127935 (0.3uM) or (+)-
WAY100635 (1 uM). The antagonists were introduced 20 min before
S; and remained present in the superfusate until the end of the
experiment. The agonists were introduced 20 min before S,. Values
are expressed as means+s.e.mean for which the number of the
experiments per group is given at the bottom of each column.

neous outflow. Under these conditions, (+)-WAY100635
antagonized the inhibitory effect of 0.1 uM 5-MeOT but not
of 1 uM sumatriptan introduced 20 min before S, (Figure 1).
The 5-HT,s receptor agonist, CP93129 (0.1 uMm), introduced
20 min before S,, had no effect on evoked [*H]-5-HT release
in mesencephalic raphe, hippocampus and frontal cortex sli-
ces (Figures 1, 2, 3). At a concentration of 1 uM, CP93129
increased spontaneous tritium outflow in the 3 structures
studied and this effect was not prevented by the SSRI, par-
oxetine (data not shown).

Effect of tetrodotoxin on the modulation of K™ -release
of tritium from [*H]-5-HT preloaded slices of
mesencephalic raphe

When added to the medium superfusing mesencephalic raphe
slices preloaded with [PH]-5-HT, 1 uM sumatriptan inhibited
by 42% the overflow of tritium evoked by 25 mM K™ (Figure
4). This inhibition was significantly smaller than that produced
by the same concentration of sumatriptan on the electrically
evoked release of [*H]-5-HT.
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Figure 2 Effect of sumatriptan (a 5-HTp, g receptor agonist), 5-
MeOT (a S5-HT, receptor agonist) and CP93129 (a 5-HT,;g receptor
agonist) on the electrically evoked release of tritium in hippocampus
slices preloaded with [*H]-5-HT. The inhibitory effect of sumatriptan
(1 uM) and 5-MeOT (0.1 um) was antagonized by GR127935 (0.3 um),
a 5-HTip;s receptor antagonist. The antagonist was introduced
20min before S; and remained present in the superfusate until the
end of the experiment. The agonists were introduced 20 min before
S,. Values are expressed as means +s.e.mean for which the number of
the experiments per group is given at the bottom of each column.
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Figure 3 Effect of sumatriptan (a 5-HT,p;1 receptor agonist), 5-
MeOT (a 5-HT, receptor agonist) and CP93129 (a 5-HT,p receptor
agonist) on the electrically evoked release of tritium in frontal cortex
slices preloaded with [*H]-5-HT. The inhibitory effect of sumatriptan
(1 uM) and 5-MeOT (0.1 uM) was antagonized by GR127935 (0.3 um),
a 5-HTp,p receptor antagonist. The antagonist was introduced
20 min before S; and remained present in the superfusate until the
end of the experiment. The agonists were introduced 20 min before
S,. Values are expressed as means +s.e.mean for which the number of
the experiments per group is given at the bottom of each column.
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To determine whether the inhibitory 5-HT,p receptors are
located on 5-HT neurones, tetrodotoxin (TTX, 1 uM) which
blocks Na. channels (see Starke et al., 1989) was added to the
superfusion medium 20 min before S;. The Sp,/Sp; ratio was
not altered by exposure to TTX, indicating that this drug did
not interfere with the spontaneous tritium outflow. In the
presence of TTX, the inhibitory effect of 1 uM sumatriptan,
introduced 20 min before S,, was not altered (Figure 4), in-
dicating that 5-HT,p are autoreceptors in mesencephalic ra-
phe.

Effect of in vitro N-ethylmaleimide exposure on the
modulation of tritium release by the 5-HT,p
autoreceptor from [*H]-5-HT preloaded slices

An in vitro pretreatment with the alkylating agent, NEM, was
used to assess whether the 5-HT,, autoreceptors are coupled
to G proteins in mesencephalic raphe, hippocampus and
frontal cortex. In these experiments, the slices were incubated
with 30 uM of NEM for 30 min. At this concentration, Blier
(1991) has shown that NEM, which inactivates G proteins
through the alkylation of the sulphydryl group of their «
subunits (Hertting et al., 1988) did not alter the basal outflow
(Sp2/Sp1) nor the function of the 5-HT reuptake carrier, in-
dicating that this concentration produced minimal non-specific
effects. Under these conditions, the fractional release of [*H]-5-
HT induced by electrical stimulation during S; was sig-
nificantly increased in slices prepared from mesencephalic ra-
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Figure 4 Effect of sumatriptan (a 5-HT,p, g receptor agonist) on
the electrically evoked release of tritium in mesencephalic raphe slices
preloaded with [*H]-5-HT. The inhibitory effect of sumatriptan was
not antagonized by tetrodotoxin, a Na® channel blocker, in
mesencephalic raphe. The tetrodotoxin was introduced 20 min before
S, and remained present in the superfusate until the end of the
experiment. The agonist sumatriptan was introduced 20min before
S,. Values are expressed as means +s.e.mean for which the number of
the experiments per group is given at the bottom of each column.

phe (44%), hippocampus (50%) and frontal cortex (39%)
pretreated with NEM, consistent with a negative feedback role
of G protein coupled 5-HT) autoreceptors controlling [*H]-5-
HT release (Table 1).

In order to assess the sensitivity of the 5-HT,p auto-
receptors following a 30 min in vitro treatment with NEM,
concentration-effect curves were constructed with the
5-HT,p;1s agonist, sumatriptan, to inhibit electrically evoked
release of [*H]-5-HT. The inhibitory effect of sumatriptan on
evoked release of [PH]-5-HT was attenuated in NEM-pre-
treated slices from mesencephalic raphe, hippocampus and
frontal cortex (Figure 5). These observations indicate that 5-
HT,p autoreceptors activated by sumatriptan are coupled to G
proteins in the three structures studied.

Given the results of Wilkinson & Middlemiss (1992)
showing the existence of two 5-HT receptors, one activated
by sumatriptan and 5-CT and another by 5-HT, the present
experiments were carried out using 5-MeOT instead of 5-HT
for the reasons cited in Methods. In mesencephalic raphe
and frontal cortex slices pretreated with NEM, there was a
significant attenuation in the inhibitory effect of 5-MeOT on
the electrically evoked release of tritium (Figure 5a, c).
Following such a treatment, however, the effectiveness of 5-
MeOT in decreasing the evoked release of [PH]-5-HT was
unaltered in hippocampal slices (Figure 5b). These results
indicate that 5-HT autoreceptors activated by 5-MeOT are
coupled to G proteins in the mesencephalic raphe and
frontal cortex, but not in the hippocampus.

The coupling of terminal 5-HT,p autoreceptors to G pro-
teins was also assessed using the 5-HT receptor antagonist,
methiothepin, which would be expected to exert a smaller effect
on [*H]-5-HT overflow than in controls, should a pretreatment
reduce the function of the terminal 5-HT autoreceptor. Ex-
posure to 0.3 uM methiothepin, 20 min before S, enhanced the
electrically evoked release of [*H]-5-HT in control slices from
hippocampus (S,/S;:1.44+0.10 versus 1.0140.06 in controls,
n=>5) and frontal cortex (S,/S;:1.4440.06 versus 1.00+0.07
in controls, n=_8), but this effect was no longer present after a
pretreatment with NEM in these two structures (S,/S;: hip-
pocampus 1.09+0.10, n=4; frontal cortex S,/S;=1.1510.09,
n=3).

Effect of long-term paroxetine and befloxatone
administration on the electrically evoked release of
tritium from [*H]-5-HT preloaded slices

The electrically evoked release of [*H]}-5-HT in the absence of
any drug in S; was significantly enhanced following the 3-week
treatment with paroxetine by 17%, 40% and 28% in the me-
sencephalic raphe, hippocampus and frontal cortex slices, re-
spectively, when compared to controls processed in parallel in
the same experiments (Table 1). The spontaneous outflow of
radioactivity in the sample immediately preceding this first

Table 1 Effect of N—ethglmaleimide, long-term paroxetine and befloxatone treatment on the electrically evoked release (S;*) and

spontaneous outflow (Sp;

) of tritium from guinea-pig brain slices preloaded with [*H]-5-HT

Mesencephalic raphe Hippocampus Frontal cortex

S Spy Sy Sp Si Sp:
Control 1.36 £0.16 1.43+0.09 2.01+0.10 1.43+0.08 2.39+0.13 1.08+0.10
N-ethylmaleimide 1.96 £ 0.19* 1.51+£0.10 3.01 £0.26** 2.02£0.09*** 3.32+£0.16*%** 1.62+0.07***
Control 0.98 +0.05 1.30+0.05 1.48 +£0.09 1.12+0.06 2.36+0.20 0.95+0.04
Paroxetine 1.15+£0.06* 1.29+£0.06 2.08 £0.10*** 1.12+0.05 3.03+£0.17* 0.86+0.05
Control 0.90£0.06 1.41+0.08 1.62+0.08 1.25+0.04 1.68+0.10 1.10+£0.04
Befloxatone 1.01+0.07 1.36 £0.04 2.21 £0.12%** 1.31+0.04 2.34£0.10*** 1.24 £0.04*

2 Fraction of the total radioactivity released by 360 pulses (30 mA, 2ms, 3 Hz) in the first period of stimulation before the introduction
of any drug in the superfusate. ®Percentage of total tritium content present in the slices in the 4-min sample of perfusate collected
immediately before the first period of electrical stimulation. The number given in parentheses refers to the number of experiments.

*P<0.05, *P<0.01, ***P<0.001.
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period of stimulation (Sp;) was unaltered in mesencephalic

raphe, hippocampus and frontal cortex slices prepared from\

the paroxetine-treated guinea-pigs as compared to controls
(Table 1).

In the slices prepared from guinea-pigs treated with be-
floxatone for 3 weeks, the electrically evoked release of [*HJ-
5-HT was also significantly enhanced by 36% and 39%
hippocampus and frontal cortex slices, respectively, but not
significantly so in the mesencephalic raphe slices (12%)
when compared with the corresponding control values (Ta-
ble 1). The spontaneous outflow of radioactivity was un-
changed in mesencephalic raphe, hippocampus and frontal
cortex slices prepared from befloxatone-treated guinea-pigs
(Table 1).
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Effect of long-term paroxetine and befloxatone treatment
on the modulation of tritium release by the
somatodendritic and terminal 5-HT;p, autoreceptors from
[’H]-5-HT preloaded slices

In previous studies, the inhibitory effect of 5-methoxy-
tryptamine was attenuated in hippocampus but not in frontal
cortex after a 3-week paroxetine treatment, suggesting that the
terminal 5-HT autoreceptor was only desensitized in hippo-
campus (Blier & Bouchard, 1994; El Mansari et al., 1995).
However, following a 3-week befloxatone treatment, the 5-HT
autoreceptor was not desensitized in the hippocampus nor in
the frontal cortex (Blier & Bouchard, 1994).

In the present study, there was an attenuation of the ca-
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Figure 5 Concentration-effect curves of the 5-HT;p,p receptor agonist, sumatriptan, introduced 20 min before S,, on the release of
tritium elicited by the electrical stimulation of mesencephalic raphe (a), hippocampus (b) and frontal cortex (c) slices treated with
(@) or without (O) NEM. Ordinate scale is the fraction of total tissue radioactivity released by 360 pulses (30 mA, 2ms, 3 Hz for
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pretreated slices is indicated in the graphs (NS: non-significant).
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pacity of sumatriptan to inhibit the electrically evoked release
of tritium from preloaded mesencephalic raphe slices but not
from hippocampus and frontal cortex slices after a 3-week
paroxetine treatment (Figure 6a, b, c). Similarly, 5-CT (a 5-HT

1.2

P<0.01

0.8

0.6

0.4

Fractional release
of tritium (ratio S,/S;)

1.2~

100

08—

0.4

Fractional release
of tritium (ratio Sy/S;)

0.2

10

1.2
NS

06—

0.4

Fractional release
of tritium (ratio S,/S,)

0.2

| ] ] J
0 0.1 0.3 1.0

Sumatriptan (um)

Figure 6 Concentration-effect curves of the 5-HT,p;p receptor
agonist, sumatriptan, introduced 20 min before S,, on the release of
tritium elicited by the electrical stimulation of mesencephalic raphe
(a), hippocampus (b) and frontal cortex (c) slices prepared from
control (O) and treated (@) guinea-pigs with paroxetine for 3 weeks.
Ordinate scale is the fraction of total tissue radioactivity released by
360 pulses (30mA, 2ms, 3 Hz for 2min) expressed as the S,/S, ration.
Each point represents the mean +s.e.mean of at least five experiments
per group in pairs of control and treated guinea-pigs. The level of
statistical significance, calculated by three-factor analysis of variance
between the curves obtained in the control and treated group is
indicated in the graphs (NS: non-significant).

autoreceptor agonist; 3 and 30 nM) added 20 min before S,,
inhibited the electrically evoked overflow of [PH]-5-HT in the
hippocampus of control guinea-pigs (data not shown). In the
latter structure, the effect of 5-CT in the 3-week paroxetine
group was similar to that obtained in the controls.

There was no difference in the inhibitory effect of suma-
triptan in mesencephalic raphe, hippocampus and frontal
cortex in 3-week befloxatone-treated group versus that in the
corresponding control group (Figure 7a, b, c).

Discussion

The present study confirms the presence of functional 5-HTp
autoreceptors within mesencephalic raphe using the 5-HT,p,15
receptor antagonist, GR127935, to attenuate the inhibitory
action of sumatriptan (5-HT,p,p receptor agonist) on elec-
trically evoked release of [*H]-5-HT (Pifieyro et al., 1993;
Starkey & Skingle, 1994; Davidson & Stamford, 1995; Huston
et al., 1995; Skingle et al., 1995; Pifieyro & Blier, 1996). The
effect of 5-MeOT was blocked either by GR127935 or by (+)-
WAY100635 indicating that the effect of 5-MeOT is mediated
by 5-HT,4 and 5-HT,p autoreceptors in mesencephalic raphe.
The observation that S-HT,p receptors control extracellular
somatodendritic availability of 5-HT is also supported by the
results showing the presence of 5-HT,p binding sites and spe-
cific mRNA in mesencephalic raphe nuclei (Bruinvels ef al.,
1994; Neumaier et al., 1994). However, it was reported that
sumatriptan binds with nanomolar affinity for 5-HT,p, sites but
only has a ten fold selectivity for 5-HT,p with respect to 5-
HT,5 and 5-HT,, sites (Hoyer, 1991). The involvement of 5-
HT,p receptors may be ruled out on the basis of the present
results since the 5-HT,p receptor agonist, CP93129 (Koe et al.,
1992), at a concentration (0.1 uM) which does not affect the
basal outflow of tritium, had no effect on the electrically
evoked release of [°’H]-5-HT from mesencephalic raphe as well
as hippocampus and frontal cortex (Figures 1, 2, 3). In iden-
tical experiments in rat mesencephalic raphe slices (Pifieyro et
al., 1995), the inhibitory effect of sumatriptan was also pre-
vented by mianserin, a drug which has high affinity for rat 5-
HT,p but not 5-HT, g receptors (Hamblin ez al., 1992). Though
the 5-HT,, receptors negatively regulate the somatodendritic
release of 5-HT, the role of 5-HT,, in mediating the effect of
sumatriptan can be excluded because the 5-HT,5 receptor
antagonist, (+)-WAY100135, at a concentration which blocks
5-HT, 4 receptors (Fletcher ez al., 1993). did not block the effect
of sumatriptan in the present experiments (Figure 1). This
contention is in keeping with recent results in our laboratory
showing that the inhibitory effect of sumatriptan on [*H]-5-HT
release in rat mesencephalic raphe is not blocked by the 5-
HT, 4 receptor antagonist, (S)-UH-301 (Pifieyro et al., 1995).
Moreover, it was also shown that GR127935 does not block
the inhibitory effect of the 5-HT,, receptor agonist, 8-OH-
DPAT, on the evoked release of [PH]-5-HT from rat me-
sencephalic raphe (Pifieyro et al., 1995). The 5-HT,g subtype is
unlikely to explain the action of sumatriptan and GR127935 in
the present study since their affinity at this site is about two
orders of magnitude lower than for the 5-HT,p receptors (pKi
of sumatriptan for 5-HT,p sites 7.5 and for 5-HT g sites 5.6;
Starkey & Skingle, 1994).

By use of K* stimulation to induce [*H]-5-HT release, it was
shown in the present in vitro experiments that 5-HT,p re-
ceptors are autoreceptors in mesencephalic raphe, as the Na*
channel blocker, TTX, did not prevent the inhibitory effect of
sumatriptan in the mesencephalic raphe slices (Figure 4). These
results are in keeping with those obtained in midbrain raphe of
rat using the same paradigm (Pifieyro & Blier, 1996). This
inhibitory effect of sumatriptan and 5-CT was not reduced by
TTX, thus reinforcing the contention that 5-HT,p receptors,
like 5-HT,4 receptors, are located on 5-HT neurones of rat
mesencephalic raphe. The 5-HT;, and 5-HT,p receptors are
functionally different since 5-HT, 5 autoreceptors control 5-HT
release in mesencephalic raphe 5-HT neurones by regulating
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Figure 7 Concentration-effect curves of the 5-HT;p;p receptor
agonist, sumatriptan introduced 20min before S,, on the release of
tritium elicited by the electrical stimulation of mesencephalic raphe
(a), hippocampus (b) and frontal cortex (c) slices prepared from
control (O) and treated (@) guinea-pigs with befloxatone for 3
weeks. Ordinate scale is the fraction of total tissue radioactivity
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experiments per group in pairs of control and treated guinea-pigs.
The level of statistical significance, calculated by three-factor analysis
of variance between the curves obtained in the control and treated
group is indicated in the graphs (NS: non-significant).

the firing activity, while 5-HT,p autoreceptors control 5-HT
release in a firing-independent manner. Consistent with this,
Craven et al. (1994), using guinea-pig midbrain slices, have
reported that the inhibitory effect of 5-HT, 5-CT and 8-OH-
DPAT on 5-HT neuronal firing activity is antagonized by (+)-
WAY100635 but not by GR127935.

Several studies have suggested that 5-HT,p receptors inhibit
adenylyl cyclase which is G protein coupled (Herrick-Davis &
Titler, 1988; Schoeffter et al., 1988; Waeber et al., 1989). In
keeping with the latter assumption, the present experiments
indicate that 5-HT,p autoreceptors in the guinea-pig me-
sencephalic raphe are also coupled to G proteins, because the
alkylating agent, NEM, attenuated the suppressant effect of
sumatriptan on [H]-5-HT overflow (Figure 5). This effect is
most probably mediated by 5-HT,p but not by 5-HT,; auto-
receptors, as discussed above. However, the reduced efficacy of
the non-specific 5-HT agonist, 5-MeOT to inhibit [*H]-5-HT
release from mesencephalic slices pretreated with NEM could
be explained by its action on 5-HT,, and/or 5-HT,p, because
5-HT,a autoreceptors are coupled to G proteins in mesence-
phalic raphe. Indeed, in in vivo electrophysiological experi-
ments, it was previously reported that an intra-raphe injection
of pertussis toxin (a G, protein inactivator) completely in-
activates 5-HT,, autoreceptors located on 5-HT neurones in
the rat mesencephalic dorsal raphe (Innis & Aghajanian, 1987;
Innis et al., 1988). In addition, an attenuation of the inhibitory
effect of 8-OH-DPAT on electrically evoked release of [*H]J-5-
HT from NEM-pretreated slices of rat mesencephalic raphe
was recently documented (Pifieyro & Blier, 1996).

The inhibition of [*H]-5-HT release observed with suma-
triptan and 5-MeOT in hippocampus and frontal cortex is
consistent with previous findings in several animal species (see
Hoyer & Middlemiss, 1989) and has been attributed to 5-HT,p
autoreceptor activation. Strong support for this view comes
from the present results obtained with GR127935 showing that
the inhibitory effect of sumatriptan and 5-MeOT are antag-
onized. Recently, heterogeneity of 5-HT receptors mediating
inhibition of [*H]-5-HT release in guinea-pig hippocampus was
reported (Wilkinson & Middlemiss, 1992), but not in the
frontal cortex (Wilkinson et al., 1993). Indeed, based upon the
differential potency of methiothepin against 5-HT versus that
against the 5-HT receptor agonists sumatriptan and 5-CT,
Wilkinson & Middlemiss (1992) suggested the existence of two
receptors mediating the inhibition of [*H]-5-HT release in
guinea-pig hippocampus. One would have high affinity for
methiothepin and would be preferentially activated by 5-HT,
and the other would have less affinity for methiothepin and
would be preferentially activated by sumatriptan and 5-CT. In
the present studies, we have used 5-MeOT instead of 5-HT in
an attempt to provide further evidence for the existence of
these two receptors in the absence of an SSRI. Following an
NEM pretreatment of hippocampal slices, the inhibitory effect
of sumatriptan but not that of 5-MeOT on electrically evoked
release of [*H]-5-HT was abolished (Figure 5). This result to-
gether with the fact that the NEM pretreatment prevented the
enhancing effect of methiothepin suggest that the 5-HT,p au-
toreceptor subtype activated by sumatriptan, is coupled to G
proteins in hippocampus, whereas the one activated by 5-
MeOT is not. The possibility that distinct terminal 5S-HT au-
toreceptors might actually exist in hippocampus is compatible
with recent pharmacological studies in guinea-pig (Wilkinson
& Middlemiss, 1992). Our results, together with the latter
observations, suggest that the terminal 5-HT autoreceptor
mediating the inhibition of [*H]-5-HT release in guinea-pig
hippocampus which is less sensitive to methiothepin and pre-
ferentially activated by sumatriptan and 5-CT might corre-
spond to the receptor coupled to G proteins in this study. The
terminal 5-HT receptor which has a high affinity for methio-
thepin and is preferentially activated by 5-HT might corre-
spond to the one which is not coupled to G proteins when
activated by 5-MeOT in the present experiments. However,
these results stand in contrast with data previously reported for
the rat hippocampus showing, in the same paradigm, that these
terminal 5-HT autoreceptors are not coupled to G proteins
when either 5-MeOT or 5-CT are used as agonists (Blier, 1991)
perhaps being attributable to different receptor subtypes (5-
HT, in rat vs 5-HT,p in guinea-pig).

In the case of the frontal cortex, the present results indicated
an attenuation of the inhibitory effect of sumatriptan, 5-MeOT
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and a prevention of the enhancing effect of methiothepin in
NEM-pretreated slices. This suggests that there would be a
single subtype of terminal 5S-HT,p autoreceptors activated by
both sumatriptan and 5-MeOT in this brain region, which
would be coupled to G proteins.

Long-term treatment with paroxetine, but not with be-
floxatone, led to an enhancement of the electrically evoked
release of [*H]-5-HT in mesencephalic raphe. A desensitization
of somatodendritic 5-HT,;, autoreceptors has been reported
following such a treatment and could thus account at least in
part for the enhanced [PH]-5-HT release (Pifieyro & Blier,
1996). In addition, this increase in [’H]-5-HT could also be due
to a desensitization of 5-HT,p autoreceptors in mesencephalic
raphe. This is indicated by a decrease in the effectiveness of
sumatriptan in inhibiting evoked release of [*H]-5-HT follow-
ing long-term treatment with paroxetine (Figure 6a). These
results are in keeping with recent in vitro studies showing a
desensitization of 5-HT,p autoreceptors in rat mesencephalic
raphe after prolonged paroxetine treatment (Pifieyro & Blier,
1996). In the latter study, it has been shown that the me-
sencephalic terminal 5-HT,p autoreceptors are also desensi-
tized after a 3-week befloxatone treatment (Pifieyro & Blier,
1996) in contrast to the results obtained in this study. These
divergent results may stem from the difference in the species
used.

The present results confirm previous data showing en-
hanced [*H]-5-HT release in frontal cortex after 3 and 8 weeks
of paroxetine or 3 weeks of befloxatone treatment (Blier &
Bouchard, 1994; El Mansari et al., 1995). In the absence of
terminal 5-HT,p autoreceptor desensitization in the frontal
cortex after these treatment regimens, it was suggested that this
enhancement presumably resulted from a down-regulation of
the 5-HT transporter in the paroxetine group and a desensi-
tization of a,-adrenoceptors located on 5-HT terminals in the
befloxatone group (Mongeau et al., 1994; Blier & Bouchard,
1994; El Mansari et al., 1995). The 5-HT autoreceptors acti-
vated by sumatriptan and 5-MeOT are not desensitized by 3-
week paroxetine treatment reinforcing the assertion that su-
matriptan and 5-MeOT act at the same receptor in the frontal
cortex.

In hippocampus, long-term 5-HT reuptake blockade and
type A-MAO inhibition lead to enhanced [*H]-5-HT release
despite the absence of a desensitization of the terminal 5-HT
autoreceptors when activated by sumatriptan or 5-CT in this
study. However, we have shown, using 5-MeOT, an attenua-
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