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Abstract

The in~uence of an acute dose "1 mg:kg^ i[v[^ infused over 09 min# of 2\3!methylenedioxymethamphetamine "MDMA^ Ecstasy#
on the brain serotonin synthesis in the dog was assessed using að00CŁmethyl!L!tryptophan and positron emission tomography[ The
rate of serotonin synthesis measured 0 h after injection of MDMA was six times greater than the base line "before MDMA# synthesis[
Five hours after the MDMA injection\ serotonin synthesis was about one half that at the base line\ and about one thirteenth of the
synthesis at 0 h after MDMA[ A large increase seen 0 h after MDMA probably relates to the large release of serotonin by MDMA
and re~ects an attempt of the serotonergic system to replenish released serotonin[ This probably correlates with the mood changes
reported by humans after MDMA intake[ Decrease observed 4 h after MDMA\ in part\ probably relates to the inhibitory e}ects of
the released serotonin\ which could act on the activity of tryptophan hydroxylase directly or indirectly via other monoaminergic
systems "e[g[ dopaminergic#[ Þ 0888 Published by Elsevier Science Ltd[ All rights reserved[

0[ Introduction

MDMA "2\3!methylenedioxymethamphetamine\
Ecstasy# has been shown to deplete brain serotonin
"4!HT# and its metabolite 4!hydroxyindolacetic acid
"4!HIAA# in a dose related manner "Stone et al[\ 0885#\
and reduces the number of 4!HT transporter sites "De
Souza et al[\ 0889#[ Some of these e}ects occur soon after
the drug is taken and could last for a rather long period
of time[ It has also been shown that MDMA increases
dopamine synthesis "Nash\ 0889#\ releases dopamine
from its storage "Koch and Gallaway\ 0886#\ and after
depletion of dopamine in the rat brain before MDMA
injection\ there is a reduction in the MDMA serotonergic
neurotoxicity "Brodkin et al[\ 0882#[ In the neuronal tis!
sue culture of human serotonergic cells MDMA pro!
duced programmed death "Simantov and Tauber\ 0886#[
In addition\ it was shown that neurotoxicity in rats where
only terminals are destroyed\ is somewhat di}erent from
that in non!human primates since in the latter cell bodies
are also a}ected "Ricaurte et al[\ 0877#[ These dis!
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crepancies are probably\ at least in part\ related to a
di}erent metabolic disposition of this drug in di}erent
species "Caldwell et al[\ 0865#[

MDMA is an amphetamine analog often used as a
recreational drug "Peroutka\ 0889#\ despite substantial
evidence of its neurotoxicity in rodents "Ricaurte et al[\
0874^ Commins et al[\ 0876^ O|Hearn et al[\ 0877# and
non!human primates "Ricaurte et al[\ 0877^ Insel et al[\
0878#\ and recently an indirect evidence showing possible
toxicity in humans "McCann and Ricaurte\ 0882#[ The
exact mechanism"s# of this neurotoxicity has"have# not
been established as yet\ but the possible involvement of
several monoaminergic systems has been proposed[
MDMA acutely induces release of serotonin from its
vesicular and cytosolic storage sites\ possibly by a direct
interaction with vesicular and neuronal uptake sites
"Gudelsky and Nash\ 0885^ Rudnick and Wall\ 0881#[ It
seems that the release of dopamine is somehow linked to
the neurotoxicity of MDMA "Nash et al[\ 0889^ Lew
et al[\ 0885#[ Methylamphetamine "MDA#\ an in vivo
metabolite of MDMA "Lim and Foltz\ 0878\ 0880#\ has
been shown to produce in rat caudate nucleus 5!hyd!
roxydopamine "Seiden and Vosmer\ 0873#\ a well known
neurotoxic dopamine derivative[

The main aim of the present study was to investigate
the e}ects of MDMA on brain 4!HT synthesis 0 and 4 h
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after i[v[ injection of MDMA[ The importance of the
synthesis stems from the fact that altered synthesis would
result in di}erent amounts of 4!HT available for release[
To obtain proper dynamic information of the MDMA
e}ects\ measurements were done at di}erent times after
MDMA injection in the same dog utilizing positron emis!
sion tomography "PET#\ and 00C!labelled analog of tryp!
tophan\ a!methyl�L!tryptophan "a!MTrp#[ Labelled a!
MTrp was recently shown to be a good tracer for the
brain serotonergic system "Diksic et al[\ 0889\ 0880^
Cohen et al[\ 0884^ Mu�ck!S
eler et al[\ 0885# as well as the
measurements of the regional brian 4!HT synthesis in
humans "Nishizawa et al[\ 0886\ 0887^ Muzik et al[\ 0886^
Chugani et al[\ 0887^ Okazawa and Diksic\ 0887#[

1[ Materials and methods

Experiments described here were approved by the Insti!
tutional Animal Care Committee and conformed to the
Guide to the Care and Use of Experimental Animals
"Canadian Council on Animal Care\ 0882#[

MDMA used in the study was obtained from the Drug
Directorate of the Government of Canada as a racemic
mixture[ The drug was administered at a dose of 1 mg:kg
"i[v[#[ The dog was obtained through the McGill Uni!
versity Animal Resources Centre[ The dog was selected
as an experimental animal because it is probably the
smallest animal for which we can obtain good PET
images of the brain with the scanner used[ The dog was
intubated about 0 h before surgical implantation of
arterial "femoral# and two venous "femoral vein on each
side# catheters\ and pretreated with atropine "9[93 mg:kg^
i[m[ and 0 ml:8 kg^ i[m[# and was on an animal respirator
using halothane anesthesia with periodic adjustments of
the rate of breathing\ assessment of the heart beat\ and
periodic analysis of blood gases[ If needed anesthesia was
supplemented with Nembutal "59 mg#[ At the end of the
experiment the dog was killed by an i[v[ injection of 199
ml of potassium chloride solution[

The dog was positioned in the PET scanner "Scan!
ditronix# to insure imaging of the entire brain[ The dog
was positioned in such a way that the top slice was imaged
in the front of the dog brain[ The body temperature was
monitored with a rectal probe connected to an auto!
matically controlled heating blanket[ Respiration rate
was adjusted\ when needed\ to keep blood gases within
the physiological range[ a!ð00CŁMethyl!L!tryptophan "a!
ð00CŁMTrp# was prepared by the method described pre!
viously "Mzengeza et al[\ 0884#\ and had a speci_c activity
above 099 Ci:mmol at the time of injection[ About 09
mCi of a!ð00CŁMTrp was injected and the scanning was
started at the beginning of tracer injection[ The tracer
was injected over a 1!min period and the arterial blood
samples were taken at progressively increasing time per!
iods "Diksic et al[\ 0880#[ The blood samples were cen!

trifuged as soon as possible at 01\499 g for 1 min in a
refrigerated centrifuge "4>C#\ and the radioactivity of the
plasma was measured with a NaI"Tl# well detector con!
nected to a multichannel analyzer[ After correction for
decay and the scanner!NaI"Tl# detector cross calibration
e.ciency coe.cient\ the plasma samples were used as the
plasma input function in the calculation of the 4!HT
synthesis rates "see below#[ Additional plasma samples
were taken for the measurement of plasma concentrations
of total and free tryptophan "Trp#[ Free Trp was mea!
sured in the ultra_ltrate of plasma obtained by _ltering
plasma through a Millipore membrane with 09\999 MW
cut!o}[ Plasma total Trp was measured in the depro!
teinized plasma ðplasma!trichloroacetic acid "19)# 0 ] 0Ł[
Plasma amino acids were measured by HPLC using
reverse!phase column and a post!column derivatization
with o!phthalaldehyde "Takada et al[\ 0882#[

Images were reconstructed using 7 mm _lter\ and were
corrected for attenuation by using transmission scan
obtained by a rotating 57GeÐ57Ga source[ Image acqui!
sition time was 9[4 min for the _rst 2 min\ then 0 min
until 09 min\ 1 min until 19 min\ and 4 min after to the
end of scanning which lasted 59 min[ The MDMA "1
mg:kg# was administered at the end of the _rst "base line#
scan by i[v[ injection over 09 min[ The second scan was
done 0 h after the MDMA injection and lasted 59 min[
The third scan was done 4 h after the MDMA injection\
and also lasted 59 min[ The brain time radioactivity
curves were obtained from the serial images on at least
three di}erent levels and were used for the rate of sero!
tonin synthesis calculation[ The time radioactivity curves
were _tted to the theoretical tissue time radioactivity
curve "Eq[ 0# represented by an equation derived from
the three!compartment model "Diksic et al[\ 0880#[

C�T"T#�K� = g
T

9

C�P"t# dt¦V g
T

9

eV1C�P"t# =dt "0#

Here K� "ml:g:min# is the plasma to brain clearance con!
stant which represents the rate at which the trace is trap!
ped in the unit volume of the brain irreversible
compartment\ C�P"t# ðnCi:mlŁ is the plasma tracer radio!
activity concentration as a function of time from the time
of the tracer injection\ V1 is a variable representing the
sum of the _rst order rate constants for the transfer of
tracer from tissue back to plasma "k�1^ min−0# and from
the tissue precursor pool to the tissue irreversible com!
partment "k�2^ min−0#\ and V is variable consisting of the
model rate constants "Diksic et al[\ 0880#[ Using SAAM
II "SAAM Institute\ University of Washington\ Seattle\
WA# the tissue time radioactivity curves were _tted to
obtain blood to tissue net clearance K� "ml:g:min#\ which
was used in the calculation of brain serotonin synthesis[
Brain 4!HT synthesis rates were calculated as]
R�K�CTrp

p :LC "nmol:g:min#[ CTrp
p is the plasma free Trp

concentration "nmol:ml# and LC is the lumped constant[
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We used LC�9[31\ the value measured in vivo in the rat
brain "Vanier et al[\ 0884#[ The use of the plasma free Trp
in this equation has been justi_ed before "Diksic et al[\
0889\ 0880\ 0884^ Nagahiro et al[\ 0889#[ Images of the
synthesis rates shown in Fig[ 3 were calculated as the
slope of the linear portion of the tissue volume of dis!
tribution as a function of exposure time "Nishizawa et
al[\ 0886^ Okazawa and Diksic\ 0887# by using images
acquired after 19 min on the pixel!by!pixel bases[ Using
these values of K� and the intercepts obtained in the
linear _t\ the synthesis images were calculated according
to the above!mentioned equation[ This approximation
was used to avoid instability of the exponential _ts done
pixel!by!pixel using Eq[ 0 "Okazawa and Diksic\ 0887#[
Using this approximation rather than full operational
equation is also justi_ed by reports that there is no large
di}erence between K�!s calculated by this approach and
those obtained by the _t to Eq[ 0 "Nishizawa et al[\ 0887^
Okazawa and Diksic\ 0887#[

Statistical comparison was done using ANOVA with
Bonferroni correction when applicable[

2[ Results

There was no signi_cant "P× 9[94^ ANOVA# change
in the plasma concentration of amino acids known to
compete with Trp for blood!brain barrier transport\ and
the values were within physiological levels[ There was no
signi_cant "P× 9[94^ ANOVA with Bonferroni cor!
rection# change in the plasma total Trp "Table 0#\ between
three experiments\ or plasma free Trp between the _rst
and second experiment\ but there was a signi_cant
"P³ 9[94^ ANOVA with Bonferroni correction# increase
in the plasma free Trp in the study done 4 h after MDMA
"third study#[

The plasma time!radioactivity curves obtained in the
dog before MDMA\ and 0 and 4 h after the MDMA

Table 0
Rates of serotonin synthesis measured in dog brain and the plasma tryptophan concentrations\
before and at di}erent times after MDMA "1 mg:kg^ i[v[^ over 09 min# injection[ The rates are given
as mean2standard deviation

Experiment "time Plasma Trp0 "nmol:ml#
after MDMA#
Experiment Free Total3 Serotonin synthesis

rate "pmol:g:min#1

0 "pre!MDMA# 05[920[7 3520[4 3122
1 "0 h after MDMA# 01[629[2 3720[7 13724
2 "4 h after MDMA# 19[129[12 3421[6 07[623[8

0 The mean of at least three measurements[
1 The mean of at least three slices taken through dog brain at di}erent levels[
2 Signi_cantly "P ³ 9[94^ ANOVA with Bonferroni correction# di}erent from the _rst "pre!

MDMA# and second "0 h after MDMA# studies[
3 No signi_cant di}erence in the concentration between di}erent studies "ANOVA#[

injection are shown in Fig[ 0A[ It should be noted that
the plasma time radioactivity curves after the MDMA
injection are very similar in shape to those after the
MDMA injection[ It seems that there was no in~uence
of the MDMA on the total body clearance and:or the
rate of the body a!ð00CŁMTrp distribution[ In contrast\ a
visual examination of the brain time radioactivity curves
"Fig[ 0B# suggests a major in~uence of MDMA on the
shape of the brain time radioactivity curves[ A small
plasma time radioactivity curve time shift of 9[04 min
was used to correct for a di}erence in the arrival of the
bolus to the brain and the point of blood sampling[ Fit!
ting of the experimental data to the model operational
equation "Eqn 0# to obtain the brain uptake constant K�
"ml:g:min# produced excellent agreement between _tted
and experimental curves "Fig[ 0B#[ A set of PET images
obtained in dog brain between 0 and 1 h after the injection
of MDMA is shown in Fig[ 1[ In the insert in Fig[ 1\ a
plot of the volume of distribution "y!axis# as a function
of exposure time "x!axis# is given[ From the shape of the
graph in the insert it seems that an apparent steady state
has been achieved approximately 14Ð29 min "clock time#
after tracer injection[ The PET images representing the
rates of serotonin synthesis obtained in the dog brain
before\ 0 and 4 h after the MDMA injection are presented
in Fig[ 2[ Since all the images are shown with the same
scale\ visual examination provides a feeling for the syn!
thesis range in the di}erent experiments[

The calculated brain serotonin synthesis rates at
di}erent stages after the MDMA injection are given in
Table 0[ The rate of 4!HT synthesis was about six times
greater 0 h after the MDMA injection as compared to
the rate before the MDMA injection[ Five hours after
MDMA injection\ the 4!HT synthesis rate was about
two times lower than at the baseline "before MDMA
injection# or 02 times lower than at 0 h after MDMA
injection[ MDMA did not have any in~uence on the
plasma total Trp "Table 0#\ but it seems to have had some
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Fig[ 0[ "A# Plasma time radioactivity curves in a dog before the MDMA injection\ and 0 and 4 h after the MDMA injection[ Individual plasma
radioactivities are shown as symbols "see graph legend for identi_cation#\ and lines represent a least!squares _t to the experimental points^ "B# a set
of brain tissue time radioactivity curves obtained after an injection of about 09 mCi of a!ð00CŁmethyl!L!tryptophan[ The tissue time radioactivity
curves are obtained before "ž#\ 0 "Ž#\ and 4 "T# h after the MDMA injection[ The model _tted curves are shown as solid lines[

Fig[ 1[ A set of PET images obtained at di}erent times after tracer injection[ Images were obtained with di}erent time durations "see Material and
methods# for 59 min from the time of tracer injection[ Tracer was injected 0 h after MDMA injection[ In the insert a plot of the tissue distribution
volume "ml:g^ y!axis# is plotted as a function of the exposure time "min^ x!axis#[ These images were used to obtain time!radioactivity curve shown in
Fig[ 0B[

e}ect on plasma free Trp[ Plasma free Trp was decreased
0 h after MDMA\ and increased 4 h after MDMA
"Table 0#\ as compared to the baseline[

3[ Discussion

This report represents the _rst study of MDMA on brain
4!HT synthesis in a living brain[ PET measurements have

great advantages in comparison to the measurements by
autoradiography or immunocytochemistry\ because they
permit repeated measurements in the same animal reduc!
ing subject!to!subject variability[ The present results
demonstrate a direct in~uence of MDMA on brain 4!HT
synthesis rates in a living dog using PET and a!ð00CŁMTrp
as the tracer[ Because MDMA produces e}ects soon after
it is taken in humans\ it is important to understand drug
e}ect"s# on the brain serotonergic system soon after
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Fig[ 2[ Images of the serotonin synthesis rates obtained in dog brain before\ 0 and 4 h after MDMA injection shown at two di}erent levels[ Note a
large increase in 4!HT synthesis at an early time after MDMA\ and a large decrease at a later time\ in comparison to the synthesis before MDMA
injection[

MDMA is taken\ as well as several hours later[ It has
been reported that humans require a {booster| dose
approximately 3Ð5 h after the _rst dose "Downing\ 0875^
Green and Tolbert\ 0875^ Leister et al[\ 0881^ Eisner\
0878^ Steel et al[\ 0883#[ The results presented here clearly
show that MDMA produces a large increase in brain
4!HT synthesis 0 h after treatment\ which is probably
related to the euphoric feelings reported by human
abusers[ Elevation of 4!HT synthesis are likely to result
in large amounts of 4!HT release because MDMA
releases and also prevents reuptake of 4!HT into vesicular
storage[ The high concentration of 4!HT present in the
extravesicular pool "both intra! and extra!neuronal#
seems to result in a profound inhibitory e}ect on 4!HT
synthesis observed 4 h later[ However\ there is also the
possibility that MDMA\ and:or its metabolite\ acts as an
inhibitor of TPH^ this would be in agreement with a
reduction of TPH activity measured ex vivo "Schmidt
and Taylor\ 0876#[

Five hours after the MDMA injection\ 4!HT synthesis
is reduced to about one half of the synthesis before the
MDMA injection\ and to one thirteenth of the synthesis
0 h after the MDMA injection[ Since in the third study
"4 h after MDMA#\ the plasma concentration of free
Trp was signi_cantly greater than those measured at
the base line and 0 h after MDMA\ the decrease in the
4!HT synthesis observed in the third study is probably
attenuated by a signi_cant increase in the plasma free
Trp "Table 0#[ This notion stems from the fact that the

plasma free Trp has been related to brain 4!HT synthesis
"Salter et al[\ 0878^ Bloxam and Curzon\ 0867^ Takada
et al[\ 0882#[ The reason for this increase in the plasma
free Trp is not obvious\ but it could be due to the
inhibition of the liver tryptophan pyrrolase\ an enzyme
known to regulate the plasma balance between free and
bound Trp "Salter et al[\ 0878^ Badawy et al[\ 0885#[
An alternative explanation could be that a release of
corticosterone and other steroid hormones by 4!HT
could displace Trp from the albumin binding sites[
Actions of MDMA have been shown to occur via the
release of 4!HT from vesicular storage\ and prevention
of its uptake by binding to the 4!HT transporter sites\
as well as by replacing 4!HT inside vesicles "Rudnick
and Wall\ 0881^ Schuldiner et al[\ 0882#[ A large increase
in the synthesis observed 0 h after MDMA is probably
related to an acute attempt of neurons to replenish
vesicular 4!HT\ especially that of the 4!HT readily
releasable pool[ A similar observation was obtained in
acute experiments in rats given fen~uramine "Mu�ck!
S
eler and Diksic\ 0885# and ~uoxetine "Mu�ck!S
eler et
al[\ 0885#[ Even though the mechanism"s# of these drugs
are not exactly the same as those of MDMA\ 4!HT
release and interference with 4!HT uptake are common
modes of action of all these drugs[ Since the activities
of the brain serotonergic system have been related to
the mood and depression\ the reduction in the 4!HT
synthesis several hours after MDMA could correlate
with the observation in abusers of this drug that express



S[ Nishisawa et al[:Neurochemistry International 23 "0888# 22Ð3927

a need for a {booster| dose 4Ð5 h after the _rst dose of
MDMA "Downing\ 0875^ Green and Tolbert\ 0875^
Leister et al[\ 0881^ Eisner\ 0878^ Steele et al[\ 0883#[
The reduction in 4!HT synthesis found 4 h after MDMA
to about half of that determined at baseline is in
agreement with a reduction of about the same mag!
nitude found by in vitro measurements of TPH activity
from rat brain treated with MDMA "19 mg:kg^ Schmidt
and Taylor\ 0876#[ However\ the increase seen in our
experiments 0 h after MDMA\ was missed because of
the experimental design of Schmidt and Taylor "0876#[
In reality it would be hard to design ex vivo experiments
which could mimic the in vivo design used in the
present investigation[

Many investigators have described interactions
between serotonergic and dopaminergic systems in the
brain "Stone et al[\ 0877^ Yamamoto et al[\ 0884^ Simon!
tov and Tomhen\ 0886#[ Results have also been presented
suggesting an increase in dopamine by MDMA "Stone et
al[\ 0877^ Koch and Galloway\ 0886# and formation of
4\5!dihydroxytryptamine "Commins et al[\ 0876# and 5!
hydroxydopamine "Seiden and Vosmer\ 0873# known
neurotoxins for serotonergic and dopaminergic neurons\
respectively[ On the bases of these investigations and
results reported here\ it is possible that MDMA induced
neurotoxicity\ is at least in part\ induced by acutely
increased 4!HT synthesis[

Since the most common route of the MDMA admin!
istration in humans is oral\ and intraperitoneal or sub!
cutaneous in laboratory animals\ the use of intravenous
injection needs to be emphasized[ We used a dose of 1
mg:kg of the racemic mixture of MDMA\ which cor!
responds to about 0 mg:kg of the more potent ster!
eoisomer "S#!MDMA[ Doses used in other laboratory
animals and non!human primates of the racemic MDMA
varied between 1[4 and 39 mg:kg given s[c[ or i[p[ The
biological e}ects of MDMA are related to the integral of
the plasma concentration of the drug\ which could be
in~uenced di}erently by the liver enzymes in di}erent
species "Steele et al[\ 0883^ Colado et al[\ 0884^ Tucker et
al[\ 0883#[ We injected MDMA over a 09 min period "9[1
mg:min# into the femoral vein[ Assuming a blood ~ow in
the femoral vein of about 149 ml:min\ the concentration
of MDMA in the plasma was about 9[7 mg:ml\ and this
is approximately one half "Chu et al[\ 0885# of the con!
centration of MDMA in the plasma of a rat after injection
of 19 mg:kg "s[c[#[

In summary\ we have shown for the _rst time in a
living brain that shortly after MDMA injection there is
a large increase in brain 4!HT synthesis\ which could be
related to the feelings described by the recreational uses
of this drug[ In addition\ we have shown that several
hours after MDMA\ the rate of 4!HT synthesis falls
far below the synthesis rate pre!MDMA "baseline#[ The
latter _nding can explain reports of abusers needing a
{booster| dose[ The _ndings reported here could help to

better understand the MDMA in~uence on behavior\ and
possibly provide some biological information regarding
the euphoric e}ects reported by users[
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