
� LABORATORY INVESTIGATIONS
Anesthesiology 2003; 98:364–72 © 2003 American Society of Anesthesiologists, Inc. Lippincott Williams & Wilkins, Inc.

Effects of Isoflurane and Propofol on Glutamate and GABA
Transporters in Isolated Cortical Nerve Terminals
Robert I. Westphalen, Ph.D.,* Hugh C. Hemmings, Jr., M.D., Ph.D.†

Background: Depression of glutamate-mediated excitatory
transmission and potentiation of �-aminobutyric acid (GABA)–
mediated inhibitory transmission appear to be primary mech-
anisms by which general anesthetics produce anesthesia. Since
effects on transmitter transport have been implicated in anes-
thetic actions, the authors examined the sensitivity of presyn-
aptic glutamate and GABA transporters to the effects of a repre-
sentative volatile (isoflurane) and a representative intravenous
(propofol) anesthetic.

Methods: A dual-isotope (L-[3H]glutamate and [14C]GABA) ap-
proach allowed simultaneous comparisons of anesthetic effects
on three independent assays of glutamate and GABA transport-
ers in adult rat cerebral cortex: transmitter uptake into isolated
nerve terminals (synaptosomes), transmitter binding to lysed
and washed synaptosomes (synaptic membranes), and carrier-
mediated release (reverse transport) of transmitter from pre-
loaded synaptosomes using a modified superfusion system.

Results: Isoflurane produced small but statistically significant
inhibition of L-[3H]glutamate and [14C]GABA uptake, while
propofol had no effect. Inhibition of uptake by isoflurane was
noncompetitive, an outcome that was mimicked by indirectly
affecting transporter function through synaptosomal depolar-
ization. Neither isoflurane nor propofol affected L-[3H]glutamate
or [14C]GABA binding to synaptic membranes or Ca2�-indepen-
dent carrier-mediated L-[3H]glutamate or [14C]GABA release (re-
verse transport).

Conclusions: These findings suggest that isoflurane and
propofol at clinical concentrations do not affect excitatory glu-
tamatergic transmission or inhibitory GABAergic transmission
directly via effects on their presynaptic neuronal transporters.

GENERAL anesthetics have profound effects on synaptic
transmission in the central nervous system.1 Recent work
has focused on assessing the role of presynaptic versus
postsynaptic actions in the depression of excitatory trans-
mission and potentiation of inhibitory transmission by an-
esthetics. Potentiation of postsynaptic �-aminobutyric acid
(GABA)A receptors has been described for many anesthet-
ics.2 In contrast, the presynaptic mechanisms underlying
anesthetic actions on glutamatergic and GABAergic synap-
tic transmission are less well characterized.

The concentration and rate of clearance of transmitters
from the synaptic cleft are important determinants of

synaptic function. The presynaptic processes of trans-
mitter release and reuptake are therefore critical in mod-
ulating neurotransmission. Clearance of glutamate and
GABA relies on passive diffusion and reuptake into glia
and neurons by transporters rather than on enzymatic
inactivation.3,4 A role for transporters in controlling the
amplitude of excitatory postsynaptic currents has been
demonstrated in cultured rat hippocampal neurons.5,6

Similarly, GABA uptake blockade prolongs inhibitory
postsynaptic currents and inhibitory postsynaptic poten-
tials in rat hippocampal slices.7

The results of previous studies of the effects of general
anesthetics on amino acid neurotransmitter systems are
inconsistent. Evidence exists for inhibition of GABA up-
take8–11 and potentiation of glutamate uptake12,13 by
anesthetics. However, anesthetics have also been re-
ported to inhibit glutamate uptake10,11 or have no effect
on either glutamate or GABA uptake.8,9,11,13–19 In an
attempt to clarify the effects of general anesthetics on
amino acid transporters, we investigated the effects of
the widely used volatile anesthetic isoflurane and intra-
venous anesthetic propofol on neuronal glutamate and
GABA transporters in isolated nerve terminals from rat
cerebral cortex simultaneously using double-isotope
methods. Three independent assays were used to assess
anesthetic interactions with transporters: Na�-depen-
dent uptake into isolated nerve terminals (synapto-
somes), Na�-dependent transmitter binding to synaptic
membranes, and carrier-mediated transmitter release (re-
verse transport).

Materials and Methods

Drugs
Isoflurane was obtained from Abbott Laboratories

(North Chicago, IL), and propofol was obtained from
Aldrich Chemical (St. Louis, MO). Dihydrokainic acid
(DHK) and SKF89776A were from Tocris (Bristol, United
Kingdom); nipecotic acid, NO-711, tetrodotoxin, and
L-trans-pyrrolidine-2,4-dicarboxylic acid (t-PDC) were
from Sigma Chemical Co. (St. Louis, MO); L-[3H]gluta-
mate was from Amersham Radiochemical Center (42
Ci/mmol; Buckinghamshire, United Kingdom); and
[14C]GABA was from PerkinElmer Inc. (0.24 Ci/mmol;
Boston, MA).

Synaptosome and Synaptic Membrane Preparation
Experiments were performed in accordance with the
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Use of Laboratory Animals and approved by the Weill
Medical College of Cornell University Institutional Ani-
mal Care and Use Committee (New York, New York).
Male Sprague-Dawley rats (weight, 250–350 g) were
anesthetized with 80% CO2–20% O2 and sacrificed by
cervical dislocation. The whole brain was rapidly re-
moved and placed on ice. The cerebral cortex was dis-
sected out and homogenized in 10 volumes of ice-cold
0.32 M sucrose with a motor-driven (500 rpm) Teflon–
glass homogenizer (Thomas Scientific, Swedesboro, NJ),
and the homogenate was centrifuged for 2 min at
4,000g. Crude synaptosomes (supernatant) were demy-
elinated by centrifugation though 0.8 M sucrose (10 ml
S1 layered onto 10 ml sucrose, 0.8 M) for 30 min at
36,000g.20 The pellet was either resuspended in ice-cold
0.32 M sucrose for use within 5 h (for intact synapto-
somes that sequester transmitter by active transport) or
lysed in 10 volumes of ice-cold 5 mM 2-amino-2-hydroxy-
methyl-propane-1,3-diol (Tris)-HCl, pH 7.4 (for synaptic
membranes that contain neuronal transporters with
functional transmitter binding sites). Synaptosomes re-
suspended in hypoosmotic buffer were allowed to lyse
for 30 min on ice before centrifugation at 20,000g for
15 min. The resulting pellet was resuspended in two
volumes of 5 mM Tris-HCl, pH 7.4, and frozen at �70°C
until use (within 6 weeks). Protein concentrations were
determined by the method of Bradford using bovine
serum albumin as a standard.21

Glutamate and GABA Uptake
Na�-dependent uptake of glutamate and GABA was

determined by incubating synaptosomes (40–90 �g pro-
tein) with 200 nM L-[3H]glutamate and 50 nM [14C]GABA
with a range of concentrations of propofol (0.3–100 �M

in 5-ml glass tubes), isoflurane (0.2–1.7 mM in closed
1.5 ml polyethylene microcentrifuge tubes; final concen-
trations determined by gas chromatography), tetrodo-
toxin (0.5–2 �M), unlabeled L-glutamate (0.3–1,000 �M),
and/or unlabeled GABA (0.1–300 �M). Incubation was
for 1.5–2 min at 37°C in 0.5 ml Krebs–HEPES buffer
(composition: 140 mM NaCl, 5 mM KCl, 20 mM HEPES–
NaOH, 1 mM MgCl2, 1.2 mM Na2HPO4, 5 mM NaHCO3,
and 10 mM D-glucose, pH 7.4). Isoflurane was added to
the assay tubes by appropriate dilution of saturated so-
lutions of isoflurane (in assay buffer; 10–12 mM) pre-
pared 12–24 h prior to experimentation. Propofol was
added from concentrated solutions prepared in dimethyl
sulfoxide and then diluted in assay buffer in glass tubes
prior to addition to assay tubes (maximum dimethyl
sulfoxide concentration � 0.5% [v/v] in assay). In some
experiments, NaCl was replaced with choline chloride
(ChCl) to determine the level of Na�-dependent uptake,
glutamate (t-PDC) and GABA (nipecotic acid and NO-
711) uptake blockers were used to inhibit uptake di-
rectly, or the Na� channel blocker tetrodotoxin was
used to alter the Na� gradient that can influence amino

acid uptake. Synaptosomes (containing transported ra-
diolabeled transmitter) were separated from the external
medium by vacuum filtration through Whatman GF/C
glass fiber filters (Maidstone, United Kingdom) and
washed twice with 5 ml ice-cold NaCl, 0.9%. Filter ra-
dioactivity was quantified by liquid scintillation spec-
trometry using BioSafe II scintillation cocktail (RPI, Mt.
Prospect, IL) and a liquid scintillation spectrometer
(Beckman Coulter LS 6000IC, Fullerton, CA) with dual-
isotope quench correction.

Glutamate and GABA Transporter Binding
Na�-dependent binding of L-[3H]glutamate and

[14C]GABA to their transporters on synaptic membranes
was determined using a modification of previous meth-
ods.22–25 Synaptic membrane preparations were thawed,
washed with 2 � 20 volumes of 5 mM Tris-HCl, pH 7.4,
to remove endogenous transmitter, and incubated
(17–45 �g protein) with 200 nM L-[3H]glutamate and
250 nM [14C]GABA in 0.5 ml assay buffer (120 mM NaCl
and 50 mM Tris-HCl, pH 7.4) in 1.5-ml polyethylene
microcentrifuge tubes. In some experiments, NaCl was
replaced with ChCl to determine the level of Na�-depen-
dent binding. Binding was measured at 20–22°C24 in the
presence of a range of unlabeled L-glutamate (0.01–
100 �M) and GABA (0.01–100 �M). Drugs listed above
(Methods: Glutamate and GABA Uptake section) were
added in a parallel set of tubes. After a 20-min incuba-
tion, which allowed binding to reach equilibrium (data
not shown), radioactivity bound to synaptic membranes
was separated from supernatant (free radioactivity) by
centrifugation (5 min at 15,000g, 4°C). The surface of
the resulting pellet and the inside of the tube were
washed with 2 � 1.8 ml ice-cold assay buffer, and the
residue was analyzed for radioactivity as above (Meth-
ods: Glutamate and GABA Uptake section). Separate ex-
periments showed no significant change in isoflurane
concentration during the incubation and centrifugation
steps of the assay (data not shown).

Glutamate and GABA Release
Demyelinated rat cerebrocortical synaptosomes were

preloaded with 8 nM L-[3H]glutamate and 440 nM

[14C]GABA for 15 min at 30°C in Krebs–HEPES buffer,
centrifuged (10 min at 20,000g, at 4°C), and resus-
pended in ice-cold 0.32 M sucrose. Synaptosomes were
confined by Whatman GF/B glass fiber filter disks and
superfused at 0.5 ml/min with Ca2�-free Krebs–HEPES
buffer containing 0.1 mM EGTA (initially bubbled with
95% O2–5% CO2 for 10 min) at 36°C using a customized
Brandel SF12 superfusion apparatus (Gaithersburg, MD).
Release was induced by pulses of 30 mM K� (with KCl
replacing equivalent NaCl) for 3 min, and fractions were
collected every minute. At the end of each experiment,
synaptosomes were lysed with 0.2 M perchloric acid, and
the radioactivity in the synaptosomes and fractions was
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determined as described above (Methods: Glutamate and
GABA Uptake section). Release was expressed as a frac-
tion of synaptosomal content of transmitter prior to each
fraction collected (fractional release). Release pulse mag-
nitude was determined by subtracting baseline release
from cumulative fractional release during stimulation.
Isoflurane or propofol were introduced 3 min prior to
and during stimulation through polytetrafluoroethylene
tubing from glass syringes (closed system) or glass tubes
(open system), respectively. Blockers of glutamate
(DHK)26,27 and GABA (SKF89776A)28,29 uptake were intro-
duced using the closed-system procedure. These inhibitors
do not stimulate release because they are not substrates
for their respective transporters,26,30 and they do not
promote heteroexchange,26,31 potentiate depolarization
(as does NO-711),32 or activate GABAA-like ion channels (as
does nipecotic acid).33,34 In parallel experiments, isoflu-
rane and propofol concentrations in the superfusate were
determined by gas chromatography35 or high-performance
liquid chromatography,36 respectively.

Data Analysis
Maximum binding (Bmax) and apparent affinity (Kd) of

L-[3H]glutamate or [14C]GABA binding to rat cortical syn-
aptic membranes were determined from radioligand
binding assays using equations 1 and 2:

Bmax � �KdL

�L�
� 1� � B (1)

KdI �
IC50

1 �
�L�

KdL

(2)

A constant radioligand concentration ([L]) was dis-
placed by a range of concentrations of the unlabeled
amino acid equivalent ([I]). The displacement data es-
tablished B (amount of radioligand bound at concentra-
tion L in the absence of displacer) and IC50 (relative to
[L]), which were estimated from linear curves created by
plotting logit-converted B against log [I] and fitted using
a least-squares curve fitting program (MKMODEL; Bio-
soft, Cambridge, United Kingdom). The program estab-
lished the binding parameters Bmax (maximum binding
at ~[L]), KdL (dissociation constant of L), and KdI (disso-
ciation constant of displacer) according to equations 1
and 2,37 where KdL was fixed to equal KdI (radioligand �
displacer).

Curve fitting used a one-site model, thereby analyzing
only the parameters of the high-affinity binding site as
the influence of the low-affinity binding site was re-
moved by incorporating it into nonspecific binding. Any
apparent experimental effect on Bmax or Kd was reana-
lyzed with Kd or Bmax, respectively, fixed to the control

value. This procedure eliminated potential influences of
each parameter on the other due to their mathematical
interrelation.38 Kinetic parameters (Vmax and Km) for
accumulation of L-[3H]glutamate or [14C]GABA into rat
cortical synaptosomes were estimated by the same
method.

Inhibition data were analyzed using Prism version 3.02
(GraphPad Software, San Diego, CA) to estimate Emax,
IC50, and Hill slope. Unpaired t tests were used to test for
significant differences between control Kd and Km values
and between control and experimental data from carrier-
mediated transport experiments. Uptake inhibitors and
binding displacers were tested for significant effects us-
ing one-way analysis of variance followed by the Dunnett
multiple comparison test. The Vmax or Km values deter-
mined from uptake kinetic experiments, performed in
the presence or absence of isoflurane, were tested for
significant differences using paired t tests. Since the
means of data sets in this study were obtained from in
vitro studies, which display experimental rather than
biologic variance, the SEM is reported.

Results

Glutamate and GABA Uptake
Uptake of L-[3H]glutamate and [14C]GABA into rat cor-

tical synaptosomes was largely Na�-dependent; uptake
in the absence of Na� was 16 � 5 and 5 � 0.4% of total
uptake in the presence of Na�. These values are consis-
tent with maximum inhibition of L-[3H]glutamate by
1 mM unlabeled L-glutamate (93 � 2% of total uptake) or
[14C]GABA uptake by 300 �M unlabeled GABA (94 � 1%
of total uptake) in the presence of Na� (data not shown).

Kinetic parameters for L-[3H]glutamate and [14C]GABA
uptake (table 1) are consistent with previous reports of
high-affinity excitatory amino acid transport4,26,39–42

and GABA transport43 in isolated nerve terminals. The
transport assay parameters of Vmax and Km determined in
the presence of both inhibiting amino acids did not
differ significantly from those determined in parallel as-
says using each amino acid alone (table 1). This verified
the accuracy of the dual-label assay in detecting changes
in the transport of one amino acid independently of the
other. Na�-dependent L-[3H]glutamate uptake was inhib-
ited by increasing concentrations of unlabeled L-gluta-
mate, DHK, and isoflurane but not by unlabeled GABA,
NO-711, or propofol (fig. 1A). [14C]GABA uptake was
inhibited by unlabeled GABA, NO-711, SKF89976A, or
isoflurane but not by unlabeled L-glutamate, DHK,
or propofol (fig. 1B). Although isoflurane-induced
[14C]GABA uptake inhibition was not statistically signif-
icant, the data fitted to a sigmoidal inhibition curve. This
effect was found to be significant by kinetic analysis
using varying ligand concentrations (see below; Results:
Glutamate and GABA Uptake section). Tetrodotoxin en-
hanced both L-[3H]glutamate and [14C]GABA uptake
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(figs. 1A and B). This may result from an increase in the
[Na�]o/[Na�]i ratio, which is a factor in driving the
uptake of transmitters coupled to the cotransport of
Na�.29,44–47

Inhibition by isoflurane of L-[3H]glutamate uptake
(IC50 � 0.74 � 0.03 mM; Imax � 40 � 2%) and [14C]GABA
uptake (IC50 � 0.78 � 0.02 mM; Imax � 17 � 2%)
occurred at concentrations twofold higher than the clin-
ically effective concentration (minimum alveolar con-
centration [MAC] � 0.35 mM in rat).48

L-[3H]glutamate
uptake inhibition data yielded a Hill slope of �5 for
isoflurane, compared to �1 for L-glutamate. Similarly,
[14C]GABA uptake inhibited by isoflurane or GABA pro-
duced Hill slope values of �8 and �1, respectively. This
indicates a qualitative difference between the inhibition
of uptake mediated by isoflurane and substrate.

Kinetic analysis was consistent with noncompetitive
inhibition by isoflurane (0.7 mM) of L-[3H]glutamate (fig.
2A) and [14C]GABA (fig. 2B) uptake; this is demonstrated
by a reduced Vmax (y-intercept) with an unchanged Km

(slope). In contrast to the linear regression approach
used in Eadie-Hofstee analysis, nonlinear curve fitting
yields improved estimates of the parameters and avoids
the inaccuracies of graphical methods.49,50 Analysis by
least-squares curve fitting confirmed that uptake inhibi-
tion by isoflurane was associated with significant reduc-
tion in Vmax, with unchanged Km (table 2). Uptake of
both glutamate and, to a lesser degree, GABA was inhib-
ited significantly by 0.7 mM isoflurane (table 2). In the
concentration–effect assays (fig. 1), only inhibition of
glutamate uptake was statistically significant, probably
due to greater variance within these data and the smaller
effect on [14C]GABA uptake compared with L-[3H]gluta-
mate uptake.

Since a change in Km can influence Vmax because of
their mathematical interrelation, Vmax was reanalyzed
with Km held constant at the control value. This showed
that the noncompetitive inhibition of L-[3H]glutamate or
[14C]GABA uptake by isoflurane was not due to
changes in Km (table 2). Partial depolarization by in-

Table 1. Kinetic Parameters of L-�3H�Glutamate and �14C�GABA Uptake and Binding

Amino Acid

Kinetic Parameters

Uptake Binding

Vmax, nmol � min�1 � mg�1 Km, �M Bmax, nmol � min�1 � mg�1 Kd, �M

Glutamate 2.5 � 0.4 14 � 1.4 3.2 � 0.6 2.3 � 0.5*
(116 � 11%) (100 � 21%) (100 � 0.9%) (95 � 5%)

GABA 1.2 � 0.2 4.6 � 0.5 0.2 � 0.1 1.4 � 0.2*
(94 � 5%) (96 � 6%) (103 � 2%) (87 � 13%)

Results obtained from least-squares curve fitting analysis of uptake and binding data using a dual-label approach, in which single and dual inhibitor/displacer
assays were performed in parallel. Parameters maximum velocity (Vmax; nmol � min�1 � mg protein�1), Michaelis-Menten constant (Km; �M), maximum binding
(Bmax; nmol � min�1 � mg protein�1), and dissociation constant (Kd; �M) are reported as mean � SEM (n � 9–16). Differences between Km and Kd values were
analyzed using the t test analysis. Results are compared to those obtained using a single inhibitor/displacer (in parentheses), presented as a percentage of
intraassay (paired) value from “single” assay and tested using paired t test analysis (n � 3–5).

* P � 0.001.

GABA � �-aminobutyric acid.

Fig. 1. Effects of anesthetics and other drugs on the uptake of
L-[3H]glutamate (A) and [14C]GABA (B) into rat cortical synapto-
somes. *P < 0.05, **P < 0.01 versus control (n � 4–7).
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creasing extracellular K� also produced noncompetitive
inhibition (figs. 2A and B). In comparison, DHK (fig. 2A)
or NO-711 (fig. 2B) competitively and selectively inhib-
ited L-[3H]glutamate or [14C]GABA uptake, respectively.

Glutamate and GABA Transporter Binding
Maximal inhibition of L-[3H]glutamate and [14C]GABA

binding by L-glutamate or GABA, respectively, matched
the level of Na�-dependent binding (fig. 3). Conversely,
Na�-independent binding equaled nonspecific binding
(fig. 3). [14C]GABA binding showed more nonspecific
binding compared to L-[3H]glutamate binding.

Na�-dependent L-[3H]glutamate and [14C]GABA bind-
ing to cortical synaptic membranes was displaced by
their respective unlabeled amino acids with kinetic pa-
rameters (table 1) consistent with published values.25,41

Using a paired t test analysis, Bmax and Kd values deter-
mined in dual-label, dual-inhibitor assays did not differ
significantly from those determined from dual-label, sin-
gle-inhibitor assays performed in parallel (table 1).

L-glutamate and t-PDC but not GABA, propofol, isoflu-
rane, or tetrodotoxin displaced L-[3H]glutamate binding
(fig. 4A). [14C]GABA binding was displaced partially by
unlabeled GABA and nipecotate but not by glutamate,
t-PDC, propofol, isoflurane, or tetrodotoxin (fig. 4B).

Glutamate and GABA Reverse Transport
In the absence of Ca2�, K�-induced release of

L-[3H]glutamate and [14C]GABA from preloaded synapto-
somes occurs primarily by carrier-mediated reverse
transport of cytoplasmic transmitter.51 Addition of Ca2�

(2 mM) triggers vesicular release,52 such that total release
increased significantly (fig. 5). As positive controls,
50 �M DHK and 0.5 �M SKF89976A selectively inhibited
Ca2�-independent release of L-[3H]glutamate and
[14C]GABA, respectively (fig. 5). Ca2�-independent re-
lease of L-[3H]glutamate and [14C]GABA induced by K�

was unaffected by 1 mM isoflurane or 15 �M propofol
(fig. 5).

Discussion

Changes in transporter uptake activity influence trans-
mitter levels in the synaptic cleft and thereby affect
synaptic transmission.6,45 Since general anesthetic action
is associated with prominent depressant effects on exci-
tatory transmission and enhancement of inhibitory neu-
rotransmission,1 we investigated the actions of represen-
tative anesthetics on presynaptic transporter-mediated
uptake of the major excitatory (glutamate) and inhibi-
tory (GABA) amino acid neurotransmitters by their na-
tive neuronal transporters.

The results of previous studies of the presynaptic ac-
tions of general anesthetics on amino acid neurotrans-
mitter uptake have been inconsistent. Evidence has been
provided for inhibition of GABA uptake by intrave-
nous8,9 but not by volatile8,13,15,19 anesthetics. Volatile
anesthetics have been reported to potentiate,12,13 inhib-
it,10,11 or have no effect on14–18 glutamate uptake. Intra-
venous anesthetics have been reported to inhibit53 or
have no effect on11,14,16,17 glutamate uptake.

Fig. 2. Eadie-Hofstee plots of synaptosomal uptake of L-[3H]glu-
tamate (A) and [14C]GABA (B) expressed as percentage of control
axis intercepts and fitted by linear regression. L-[3H]glutamate
uptake was inhibited noncompetitively by 0.7 mM isoflurane or
15 mM KCl and inhibited competitively by 50 �M DHK. Control:
Vmax � 1.8 � 0.5 nmol · min�1 · mg protein�1; Km � 26 � 4 �M.
[14C]GABA uptake was inhibited noncompetitively by 0.7 mM

isoflurane or 15 mM KCl and inhibited competitively by 0.2 �M

NO-711. Control: Vmax � 0.7 � 0.3 nmol · min�1 · mg protein�1;
Km � 7 � 0.7 �M (n � 3–5).
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These conflicting results may be a consequence of
varying experimental approaches. Isolated nerve termi-
nals,8,11,12,17–19 rather than intact brain tissue prepara-
tions,10,14,16 provide a superior experimental system for
investigating presynaptic mechanisms of general anes-
thetic effects on synaptic transmission in isolation of
indirect effects inherent in intact neural networks. Use
of a dual-label experimental approach to compare effects
under identical conditions and three independent assays
of presynaptic transporters confers significant advan-
tages in determining whether anesthetics directly affect
glutamate or GABA uptake. An important consideration
in transmitter uptake assays is incubation time. In this
study, uptake was linear with time up to 1.5–2 min at
37°C (data not shown), which is consistent with other
studies.17 Pharmacological elimination of transporters
on otherwise intact synaptosomes yields initial uptake
rates that are proportional to transporter density but that
are dissociated from transporter density when the pla-
teau phase is reached.54 Use of incubation times within
the linear phase of initial uptake rate17 yield more accu-
rate transporter activity data compared to studies that
introduce8,11–13,19 or use18 the plateau phase.

Apart from the known blockers of Na�-dependent
uptake of L-[3H]glutamate (DHK) and [14C]GABA (NO-
711 and SKF8977A), only isoflurane produced significant
inhibition. However, the efficacy of isoflurane was low
(40% and 17% inhibition at 1.2 mM, respectively), con-
sistent with relatively small and probably pharmacolog-
ically insignificant effects at clinical concentrations.
Propofol had no significant effects at 15 �M, compared to
an approximate free EC50 for anesthesia of 2.2 �M.55

Kinetic analysis revealed that uptake inhibition was non-
competitive, suggesting that isoflurane did not compete
with substrate. Moreover, isoflurane did not affect
L-[3H]glutamate or [14C]GABA binding to transporters in
synaptic membranes, further supporting the notion that
the anesthetic did not affect substrate binding. Noncom-

petitive uptake inhibition was also produced by partial
depolarization, a manipulation that indirectly affects
membrane potential–dependent uptake of glutamate
and GABA.46 Inhibition of uptake with unaltered presyn-
aptic transporter binding is consistent with an indirect
effect of isoflurane on transporter function, possibly due
to anesthetic-induced depolarization of glutamatergic
and GABAergic nerve terminals.

In the presence of Na�, L-[3H]glutamate22 and
[14C]GABA25 binding to synaptic membranes is primarily
to their respective transporters, although it has been
argued that Na�-dependent “binding” of excitatory
amino acids is largely due to uptake into membrane-
bound saccules.56 Nevertheless, the binding assay, un-
like the uptake assay, was not influenced by conditions
that alter membrane potential and/or ion fluxes, as ex-
emplified by the differing effects of tetrodotoxin on each
assay. Also, the significant difference between Kd and Km

for glutamate (P � 0.01) and GABA (P � 0.001) reflect a
clear distinction between the dynamics of transmitter
uptake and binding.

Depolarization in the absence of extracellular Ca2�

induces reverse operation of presynaptic glutamate27,51

and GABA29,31,33 transporters. This nonvesicular release of
cytoplasmic transmitter is Na�-dependent and is blocked
by transporter antagonists. Concentrations of DHK (50 �M)
and SKF89976A (0.5 �M) that blocked the uptake of their
respective amino acid to approximately the same extent as
1 mM isoflurane significantly inhibited Ca2�-independent
release of L-[3H]glutamate or [14C]GABA, respectively. This
demonstrates that partial blockade of glutamate or GABA
uptake significantly inhibits carrier-mediated transmitter
release. However, neither isoflurane (1 mM) nor propofol
(15 �M) affected Ca2�-independent carrier-mediated re-
lease. Previous studies also found minimal effects of anes-
thetics on Ca2�-independent glutamate release.57 Our re-
sults further support the suggestion that direct presynaptic

Table 2. Kinetic Parameters of l-�3H�Glutamate and �14C�GABA Uptake

Kinetic Parameters

Eadie–Hofstee Linear Fit Least-Squares Curve Fit

Vmax, nmol � min�1 � mg�1 Km, �M Vmax, nmol � min�1 � mg�1 Km, �M

�3H�Glutamate
Control 3.0 � 0.2 32 � 3 4.1 � 0.2 18 � 2.5
0.7 mm isoflurane 2.1 � 0.1† 26 � 1 3.4 � 0.3*

(3.4 � 0.2*)
17 � 0.9

�14C�GABA
Control 0.94 � 0.06 7.2 � 0.4 1.15 � 0.02 4.8 � 0.7
0.7 mm isoflurane 0.83 � 0.04 6.1 � 0.3 1.06 � 0.02*

(1.05 � 0.02*)
5.9 � 0.5

The results from two methods of analysis are shown. Analysis using least-squares curve fit included the determination of maximum velocity (Vmax) in the presence
of isoflurane while fixing the Michaelis-Menten constant (Km) to control values (results in parentheses). Statistical significance between control and isoflurane
parameters of Vmax (nmol � min�1 � mg protein�1) and Km (�M) was tested by paired t tests.

* P � 0.05]; † P � 0.02 versus control (n � 4).
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transporter modulation is not involved in the actions of
these anesthetics.

Currently, five mammalian glutamate (EAAT1-5)58 and
four GABA (GAT1-3 and betaine GAT [BGT]-1)3 trans-
porters have been described. These transporter subtypes
have distinct cellular (neurons, glia) and regional (cor-
tex, cerebellum, etc.) distributions. By using the radiola-
beled substrates L-[3H]glutamate and [14C]GABA, all as-

sociated transporter subtypes are utilized in uptake,
binding, and release assays of transporter function. The
homogenization procedure used to isolate nerve endings
also produces glial fragments with densities and sedi-
mentation properties similar to synaptosomes.59 The
steps taken to enrich synaptosomes do not altogether
remove glial membranes from the preparation.20 Never-
theless, glial membranes are incapable of sequestering
radiolabeled substrates to the same extent as active
transport, rendering synaptosomal uptake an exclusive
measure of neuronal transporter activity. However, the
binding sites available to L-[3H]glutamate and [14C]GABA
in synaptic membrane preparations, although mainly
neuronal, contain both neuronal and glial amino acid

Fig. 4. Effects of anesthetics and other drugs on the binding of
L-[3H]glutamate (A) and [14C]GABA (B) to rat cortical synaptic
membranes. *P < 0.05, **P < 0.01 versus control (n � 3–7).

Fig. 3. Binding of L-[3H]glutamate (A) and [14C]GABA (B) to rat
cortical synaptic membranes expressed as percentage of �Na�

control. Binding was displaced by varying concentrations of
unlabeled amino acids in the presence (120 mM NaCl) or ab-
sence (120 mM ChCl) of Na�. Control binding in the absence of
Na� (----) was not significantly displaced by unlabeled amino
acids (n � 4).
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transporter subtypes. The radiolabeled amino acids are
common substrates for their respective transporter sub-
types and are therefore available for displacement by
potentially selective and nonselective competitors. Since
direct effects of anesthetics were not found for any
parameter of transporter function in cerebral cortex,
investigation of possible regional variations in effects
was not undertaken.

Given the lack of direct effects of isoflurane and propo-
fol on transporter function observed in this study, it is
unlikely that the presynaptic effects of these anesthetics
on glutamate release from rat cerebrocortical synapto-
somes57 are due to effects on transport, as suggested
previously.12 This does not rule out a possible role for
anesthetic actions on transport in glia13 in mediating the
effects of anesthetics on transmitter efflux from brain
slices,10,12 which is the sum of multiple direct and indi-
rect synaptic and nonsynaptic actions.60

A direct transporter interaction cannot be inferred
merely from inhibition of transport. In this study, trans-
port inhibition was demonstrated both directly (by sub-
strate and nonsubstrate competition) and indirectly (by
partial depolarization), hindering an accurate determina-
tion of the site of action from a finding of transport
inhibition alone. Isoflurane inhibited glutamate and
GABA uptake by a noncompetitive mechanism, as did
partial depolarization, which suggests an indirect effect
by isoflurane on ion gradients that power glutamate
uptake. The consequences of transporter inhibition for

synaptic transmission are difficult to infer since alter-
ations in transporter function may not correlate directly
with strength of synaptic transmission. The effects of
transporter activity on low-frequency excitatory postsyn-
aptic potentials or inhibitory postsynaptic potentials de-
pend on the density, location, and affinity of the carriers,
as well as factors related to the sites and amount of
transmitter release.61 For example, glutamate pyruvate
transaminase used to mimic increased glutamate uptake
and reduce the amount of glutamate within the synaptic
cleft increased synaptic strength.62

In summary, neither isoflurane nor propofol, at clini-
cally relevant concentrations, had substantial effects on
synaptosomal uptake, synaptic membrane binding, or
Ca2�-independent reverse transport of L-[3H]glutamate
or [14C]GABA. Thus, it is unlikely that presynaptic neu-
ronal transporters of the principle excitatory and inhib-
itory central nervous system transmitters represent im-
portant anesthetic targets.

References

1. MacIver MB: General anesthetic actions on transmission at glutamate and
GABA synapses, Anesthesia: Biological Foundations. Edited by Biebuyck JF,
Lynch C III, Maze M, Saidman LJ, Yaksh TL, Zapol WM. New York, Lippincott–
Raven, 1997, pp 277–86

2. Franks NP, Lieb WR: Molecular and cellular mechanisms of general anes-
thesia. Nature 1994; 367:607–13

3. Kwan P, Sills GJ, Brodie MJ: The mechanisms of action of commonly used
antiepileptic drugs. Pharm Ther 2001; 90:21–34

4. Robinson MB, Hunter-Ensor M, Sinor J: Pharmacologically distinct sodium-
dependent L-[3H]glutamate transport processes in rat brain. Brain Res 1991;
544:196–202

5. Diamond JS, Jahr CE: Transporters buffer synaptically released glutamate on
a submillisecond time scale. J Neurosci 1997; 17:4672–87

6. Tong G, Jahr CE: Block of glutamate transporters potentiates postsynaptic
excitation. Neuron 1994; 13:1195–203

7. Roepstorff A, Lambert JDC: Comparison of the effect of the GABA uptake
blockers, tiagabine and nipecotic acid, on inhibitory synaptic efficacy in hip-
pocampal CA1 neurones. Neurosci Lett 1992; 146:131–4

8. Mantz J, Lecharny JB, Laudenbach V, Henel D, Peytavin G, Desmonts JM:
Anesthetics affect the uptake but not the depolarization-evoked release of GABA
in rat striatal synaptosomes. ANESTHESIOLOGY 1995; 82:502–11

9. Cutler RW, Dudzinski DS: Effect of pentobarbital on uptake and release of
[3H]GABA and [14C]glutamate by brain slices. Brain Res 1974; 67:546–8

10. Liachenko S, Tang P, Somogyi G, Xu Y: Concentration-dependent isoflu-
rane effects on depolarization-evoked glutamate and GABA outflows from mouse
brain slices. Br J Pharmacol 1999; 127:131–8

11. Sugimura M, Kitayama S, Morita K, Irifune M, Takarada T, Kawahara M,
Dohi T: Effects of volatile and intravenous anesthetics on the uptake of GABA,
glutamate and dopamine by their transporters heterologously expressed in COS
cells and in rat brain synaptosomes. Tox Lett 2001; 123:69–76

12. Larsen M, Hegstad E, Berg-Johnsen J, Langmoen IA: Isoflurane increases
the uptake of glutamate in synaptosomes from rat cerebral cortex. Br J Anaesth
1997; 78:55–9

13. Miyazaki H, Nakamura Y, Arai T, Kataoka K: Increase of glutamate uptake
in astrocytes. ANESTHESIOLOGY 1997; 86:1359–66

14. Minchin MC: The effect of anesthetics on the uptake and release of
gamma-aminobutyrate and D-aspartate in rat brain slices. Br J Pharmacol 1981;
73:681–9

15. Berl S, Getzow JJ, Nicklas WJ, Mahendran C: Effect of halogenated hydro-
carbons on synaptosomal uptake and release of neurotransmitters. Prog Clin Biol
Res 1979; 27:135–49

16. Kendall TJ, Minchin MC: The effects of anesthetics on the uptake and
release of amino acid neurotransmitters in thalmic slices. Br J Pharmacol 1982;
75:219–27

17. Nicol BN, Rowbotham DJ, Lambert DG: Glutamate uptake is not a major
target site for anaesthetic agents. Br J Anaesth 1995; 75:61–5

18. Vinje ML, Moe MC, Val ET, Berg-Johnsen J: The effect of sevoflurane on
glutamate release and uptake in rat cerebrocortical presynaptic terminals. Acta
Anesthesiol Scand 2002; 46:103–8

19. Larsen M, Haugstad TS, Berg-Johnsen J, Langmoen IA: Effect of isoflurane

Fig. 5. Carrier-mediated release of L-[3H]glutamate and
[14C]GABA from superfused synaptosomes. Release was induced
by depolarization with a 3-min pulse of 30 mM KCl in the
absence of extracellular Ca2�. Calcium-independent release of
L-[3H]glutamate and [14C]GABA was performed in the absence
(control) and presence of 1 mM isoflurane, 15 �M propofol, 50 �M

DHK, or 0.5 �M SKF89776A (SKF). *P < 0.05, **P < 0.01 versus
control (n � 4–27).

371ANESTHETICS AND AMINO ACID TRANSPORTERS

Anesthesiology, V 98, No 2, Feb 2003

D
ow

nloaded from
 http://asa2.silverchair.com

/anesthesiology/article-pdf/98/2/364/653209/0000542-200302000-00016.pdf by guest on 20 M
arch 2024



on release and uptake of �-aminobutyric acid from cortical synaptosomes. Br J
Anaesth 1998; 80:634–8

20. Dodd PR, Hardy JA, Oakley AE, Edwardson JA, Perry EK, Delaunoy J-P: A
rapid method for preparing synaptosomes: Comparison, with alternative proce-
dures. Brain Res 1981; 226:107–18

21. Bradford MM: A rapid and sensitive method for the quantitation of micro-
gram quantities of protein utilizing the principle of protein-dye binding. Anal
Biochem 1976; 72:248–54

22. Anderson KJ, Monaghan DT, Bridges RJ, Tavoularis AL, Cotman CW:
Autoradiographic characterization of putative excitatory amino acid transporter
sites. Neurosci 1990; 38:311–22

23. Emanuelli T, Antunes VF, Souza DOG: Characterization of L-[3H]glutamate
binding to fresh and frozen crude plasma membranes isolated from cerebral
cortex of adult rats. Biochem Mol Biol Int 1998; 44:1265–72

24. Scott HL, Tannenberg AE, Dodd PR: Variant forms of neuronal glutamate
transporter sites in Alzheimer’s disease cerebral cortex. J Neurochem 1995;
64:2193–202

25. Seidman BC, Olsen RW, Verity MA: Triethyllead inhibits �-aminobutyric
acid binding to uptake sites in synaptosomal membranes. J Neurochem 1987;
49:415–20

26. Koch HP, Kavanaugh MP, Esslinger CS, Zerangue N, Humphrey JM, Amara
SG, Chamberlin AR, Bridges RJ: Differentiation of substrate and nonsubstrate
inhibitors of the high affinity, sodium-dependent glutamate transporters. Mol
Pharmacol 1999; 56:1095–104

27. Li S, Mealing GAR, Morley P, Stys PK: Novel injury mechanism in anoxia
and trauma of spinal cord white matter: Glutamate release via reverse Na�-
dependent glutamate transport. J Neurosci 1999; 19:RC16

28. Belhage B, Hansen GH, Schousboe A: Depolarization by K� and glutamate
activates different neurotransmitter release mechanisms in GABAergic neurons:
Vesicular versus non-vesicular release of GABA. Neuroscience 1993; 54:1019–34

29. Gaspary HL, Wang W, Richerson GB: Carrier-mediated GABA release acti-
vates GABA receptors on hippocampal neurons. J Neurophysiol 1998;
80:270–81

30. Larsson OM, Falch E, Schousboe A, Krogsgaard-Larsen P: GABA uptake
inhibitors: Kinetics and molecular pharmacology. Adv Biosci 1991; 82:197–200

31. Taylor J, Gordon-Weeks PR: Calcium-independent �-aminobutyric acid
release from growth cones: Role of �-aminobutyric acid transport. J Neurochem
1991; 56:273–80

32. Davies JA, Shakesby A: Blockade of GABA uptake potentiates GABA-
induced depolarizations in adult mouse cortical slices. Neurosci Lett 1999;
266:201–4

33. Bernath S, Zigmand MJ: Characterization of [3H]GABA release from striatal
slices: Evidence for a calcium-independent process via the GABA uptake system.
Neuroscience 1988; 27:563–70

34. Barrett-Jolly R: Nipecotic acid directly activates GABAA-like ion channels.
Br J Pharmacol 2001; 133:673–8

35. Ratnakumari L, Hemmings HCJ: Inhibition of presynaptic sodium channels
by halothane. ANESTHESIOLOGY 1998; 88:1043–54

36. Lingamaneni R, Krasowski MD, Jenkins AJ, Truong T, Giunta AL, Blackbeer
J, MacIver MB, Harrison NL, Hemmings HC Jr: Anesthetic properties of 4-iodo-
propofol. ANESTHESIOLOGY 2001; 94:1050–7

37. Cheng Y-C, Prusoff WH: Relationship between the inhibitionconstant (Ki)
and the concentration of inhibitor which causes 50 per cent inhibition (I50) of an
enzymatic reaction. Biochem Pharmacol 1973; 22:3099–108

38. Holford HG, Sheiner LB: Understanding the dose-effect relationship: Clin-
ical application of pharmacokinetic-pharmacodynamic models. Clin Pharmacoki-
net 1981; 6:429–53

39. Flynn J, McBean GJ: Kinetic and pharmacological analysis of L-[35S]cystine
transport into rat brain synaptosomes. Neurochem Int 2000; 36:513–21

40. Pisano P, Samuel D, Nieoullon A, Kerkerian-Le Goff L: Activation of the
adenylate cyclase-dependent protein kinase pathway increases high affinity glu-
tamate uptake into rat striatal synaptosomes. Neuropharmacology 1996; 35:
541–7

41. Porciúncula LO, Dal-Pizzol A Jr, Coitinho AS, Emanuelli T, Souza DO,
Wajner M: Inhibition of synaptosomal [3H]glutamate uptake and [3H]glutamate
binding to plasma membranes from brain of young rats by glutaric acid in vitro.
J Neurobiol Sci 2000; 173:93–6

42. Zhu BG, Chen YZ, Xing BR: Effect of calcium on the uptake of glutamate
by synaptosomes: Possible involvement of two different mechanisms. J Neural
Transm 1999; 106:257–64

43. Keita H, Lasocki S, Henzel-Rouelle D, Desmonts J-M, Mantz J: Aging
decreases the sensitivity of the GABA carrier to propofol and etomidate. Br J
Anaesth 1998; 81:249–50

44. Shui PC, Elliot KAC: Binding and uptake of amino acids by brain tissue. Can
J Biochem 1972; 51:121–8

45. Eckstein-Ludwig U, Fei J, Schwartz W: Inhibition of uptake, steady-state
currents, and transient charge movements generated by the neuronal GABA
transporter by various anticonvulsant drugs. Br J Pharmacol 1999; 128:92–102

46. Lester HA, Mager S, Quick MW, Corey JL: Permeation properties of neu-
rotransmitter transporters. Annu Rev Pharmacol Toxicol 1994; 34:219–49

47. Taylor CA, Tsai C, Lehmann J: Sodium fluxes modulating neuronal gluta-
mate uptake: Differential effects of local anesthetic and anticonvulsant drugs.
JPET 1988; 244:666–73

48. Taheri S, Halsey MJ, Liu J, Eger EI, Koblin DD, Laster MJ: What solvent best
represents the site of action on inhaled anesthetics in humans, rats, and dogs.
Anesth Analg 1991; 72:627–34

49. Munson PJ, Rodbard D: LIGAND: A versatile computer approach for
characterization of ligand-binding systems. Ann Biochem 1980; 107:220–39

50. Bürgisser E: Radioligand-receptor binding studies: What’s wrong with the
Scatchard analysis. Trends Pharmacol Sci 1984; 5:142–4

51. Attwell D, Barbour B, Szatkowski M: Nonvesicular release of neurotrans-
mitter. Neuron 1993; 11:401–7

52. Südhof TC: The synaptic vesicle cycle: a cascade of protein-protein inter-
actions. Nature 1995; 375:645–53

53. Bianchi M, Battistin T, Galzigna L: 2,6-Diisopropylphenol, a general anes-
thetic, inhibits glutamate action on rat synaptosomes. Neurochem Res 1991;
16:443–6

54. Westphalen RI, Dodd PR: The nature of d,l-fenfluramine-induced 5-HT
reuptake transporter loss in rats. Mol Neurobiology 1995; 11:165–75

55. Tonner PH, Poppers DM, Miller KW: The general anesthetic potency of
propofol and its dependence on hydrostatic pressure. ANESTHESIOLOGY 1992; 77:
926–31

56. Danbolt NC, Storm-Mathisen J: Na�-dependent “binding” of D-aspartate in
brain membranes is largely due to uptake into membrane-bounded saccules.
J Neurochem 1986; 47:819–24

57. Schlame M, Hemmings HJ: Inhibition by volatile anesthetics of endoge-
nous glutamate release from synaptosomes by a presynaptic mechanism. ANES-
THESIOLOGY 1995; 82:1406–16

58. Robinson MB: The family of sodium-dependent glutamate transporters: A
focus on the GLT-1/EEAAT2 subtype. Neurochem Int 1999; 33:479–91

59. Cotman C, Herschman H, Taylor D: Subcellular fractionation of cultured
glial cells. J Neurobiol 1971; 2:169–80

60. Nicholls DG: The glutamatergic nerve terminal. Eur J Biochem 1993;
212:613–31

61. Trussell L: Control of time course of glutamate synaptic currents. Prog
Brain Res 1998; 116:59–69

62. Turecek R, Trussell LO: Control of synaptic depression by glutamate
transporters. J Neurosci 2000; 20:2054–63

372 R. I. WESTPHALEN AND H. C. HEMMINGS, JR.

Anesthesiology, V 98, No 2, Feb 2003

D
ow

nloaded from
 http://asa2.silverchair.com

/anesthesiology/article-pdf/98/2/364/653209/0000542-200302000-00016.pdf by guest on 20 M
arch 2024


