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SUMMARY

OLSEN, R. W., M. 0. BERGMAN, P. C. VAN NESS, S. C. LUMMIS, A. E. WATKINS, C.

NAPIAS, AND D. V. GREENLEE. -y-Ammobutyric acid receptor binding in mammalian
brain: heterogeneity of binding sites. Mol. Pharmacol. 19:217-227 (1981).

The binding of radioactive -y-aminobutyric acid (GABA) to receptor-like sites in mam-
malian brain membranes was analyzed by computer for comparison with models which
might explain the observed apparent heterogeneity of ligand binding. The best fit was
obtained with two independent binding sites. Binding was measured by centrifugation,
using thoroughly washed, frozen, and thawed membranes without detergent treatment.

Assays were carried out at 0#{176}under sodium ion-free conditions which have previously

been shown to allow detection only of those binding sites having the chemical specificity
and other properties expected of receptor sites for the neurotransmitter GABA. Quanti-
tative analysis of binding curves for several brain regions, subcellular fractions, and
species revealed the general presence of two affinity classes for GABA receptors, one
with K1 Of 13 ± 6 nM (Bmax 0.33 pmole/mg of protein in bovine cortex) and the other
with K,., of 300 ± 150 nM (Bmax 1.8 pmole/mg of protein in bovine cortex). The two-site

model fit the data better than did models with one site, three sites, or negative coopera-
tivity, but the fit to the mobile receptor-effector coupling hypothesis was almost as good
as that of the two-site model. Consistent with the heterogeneity in equilibrium binding
data, heterogeneity was also observed for association and dissociation rates of ligand
binding and for rates of thermal inactivation of binding activity. The rate of heat
denaturation was biphasic, with earlier times corresponding to selective loss of one of the
two binding affinity subpopulations. Kinetics studies revealed two subpopulations of
binding sites with respect to on- and off-rates. A slow component with k+, = 1.9 x 10’M’
min�, and k_, = 0.2 min’, lCD = 11 nM, and low Bmax corresponded to the high-affinity
component of the equilibrium binding curve, and a rapidly dissociating population with

lower affinity and higher Bmax corresponded to the lower-affinity component of the
equilibrium binding curve. Independent ICw values for the high-affinity and low-GABA
site were determined for a series of analogues. All analogues tested were more effective
inhibitors of the high-affinity GABA sites, and a marked similarity in the relative drug

potency for the two sites was observed. Thus the heterogeneity of GABA binding would
appear to involve two discrete populations of receptors on the grounds of nonintercon-
vertible heterogeneity under the conditions tested, whereas the similarity in the drug

specificity of the two populations would be more consistent with a model involving

multiple coupled or conformational states of a single receptor.

INTRODUCTION been implicated in numerous normal and abnormal as-

GABA’ meets many criteria for classification as the pects of brain function (1). One approach to the study of
major inhibitory neurotransmitter in the CNS and has neurotransmitter function involves assay in vitro of post-

. . . synaptic receptor sites by suitable radioactive ligand
This work was supported by National Science Foundation Grant 77- . . . .

24414, National Institutes of Health Grants NS-12422 and RR-09070 bmdrng. GABA synapses have been studied m this man-
and by the Huntington’s Chorea Foundation. Some of these results ner With bmding assays employing radioactive GABA (2-
have appeared in abstract form [Fed. Proc. 39:1009 (1980)]. 11) or muscimol (12-14). Binding of GABA to well-

I The abbreviations used are: GABA, y-aminobutyric acid; CNS, washed membranes under Na�-free conditions [to mini-
central nervous system. mize association with nonreceptor uptake sites (2-4)] has
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been demonstrated to meet many criteria of receptor
specificity, including tissue localization and displacement
by appropriate analogues (2-11, 15). The physiological
response to GABA involves an increase in postsynaptic
membrane permeability to chloride ions (16). This GABA
receptor-chloride ion channel complex appears to be the
site of action of various CNS excitatory drugs such as
picrotoxin, which blocks GABAergic synapses (1, 4, 17-
19), and depressant drugs, such as barbiturates and ben-
zodiazepines, which enhance GABAergic transmission
(19-21).

An important question that might be answered by
radioactive ligand-binding studies is, how many distinct

types of GABA receptors exist in the CNS? At this time
the evidence is not clear whether more than one class of

GABA receptors exists. The object of this study is to
examine quantitatively the GABA receptor binding to
brain membranes from a variety of mammalian species,
brain regions, and subcellular fractions in order to deter-

mine whether apparent heterogeneity of GABA binding
sites is a general property of the mammalian CNS, and
whether this property represents distinct subtypes of

GABA receptors.

MATERIALS AND METHODS

Membrane preparation. Mammalian brain mem-
branes were prepared and assayed for GABA receptor

binding as previously described (6, 22). Various brain
regions from rat (freshly prepared) or from cow (frozen

in 0.32 M sucrose for up to 6 months) were homogenized
in 10 volumes of 0.32 M sucrose at 0#{176}by eight passes of
a motor-driven Teflon pestle (800 rpm) in a glass homog-

enizer tube (Thomas). The homogenate was centrifuged
for 10 mm at 2,000 rpm (1,000 x g) in Beckman rotor
JA17 to yield a crude nuclear pellet which was discarded.
The supernatant was centrifuged for 60 mm at 150,000
x g (Beckman rotor 60 Ti, 45,000 rpm) to collect the
crude mitochondrial, synaptosomal, and microsomal
membranes, and the supernatant was discarded. In some
cases separated synaptosomal or microsomal fractions
were prepared by sucrose gradient centrifugation (6).
Membrane fractions were twice disrupted with a tissuem-

izer (Ultra-Turrax, Tekmar Company, Cincinnati, Ohio)
in 20 volumes of distified water (osmotic shock) and
centrifuged at 150,000 x g for 30 mm. The resulting pellet

was rehomogenized in buffer (0.05 M Tris adjusted to pH

7.1 with sodium-free citric acid) and frozen at _200.

These samples were thawed and centrifuged, and the
pellets were homogenized, centrifuged, homogenized, and
frozen again. On the day of assay the samples were
thawed and centrifuged, the pellets were homogenized in
the buffer to be used for assays, centrifuged once more,
and homogenized for assay.

GABA receptor binding was measured by centrifuga-
tion (4-7) at 0-4#{176}in Na�-free buffer. [1H]GABA (54-66
Ci/mmole; Amersham/Searle Corporation, Arlington
Heights, Ill.) was included generally at 4 nM (approxi-

mately 175,000 cpm), with or without 0.1 mr�i nonradio-
active GABA, to estimate nondisplaceable binding. Trip-
licate samples of approximately 1 mg of protein in an

assay volume of 1 ml were incubated for 15 mm at 0-4#{176}
followed by centrifugation (10 mm at 50,000 x g, Beck-

man rotor JA2O.1, 20,000 rpm). The supernatants were

discarded and the pellets were twice rinsed superficially
(without disruption) with 3 ml of cold buffer to remove
unbound ligand from the sides of the tube. Rinsed pellets
were solubiized overnight in 0.20 ml of Soluene-3S0
(Packard). Radioactivity was counted (Beckman LS-
3155T) in 3 ml of toluene containing 0.5% (w/v) 2,5-
diphenyloxazole (efficiency 33%). Protein was measured
according to the method of Lowry et al. (23).

Data analysis. Binding data were analyzed by a non-
linear regression program, using an HP3000 computer.

The essentials of the program are described as follows:

the expression for ligand binding is given by

S

B = Bmax ‘ KD + S

where B is the total amount of ligand bound at a free

ligand concentration S, KD is the dissociation equilibrium
constant, and Bmax is the total number of binding sites.

Let us denote by B1 the experimental value for B at a
ligand concentration of S1 . We further denote by a1 the

experimental error in B1 (a, is the standard deviation of
replicate measurements of B1 ). This procedure gives
more weight to the more accurate data points. The

difference between the experimental values and theoret-
ical values as defined by the equation above can be
described by

D�(Bi_Bmax � KD+sE) � � (,z-2)

where n is the number of data points (total number of
ligand concentrations 5, at which binding B1 has been

measured). D, in analogy to linear regression analysis, is
a measure of the goodness of fit of the data to a given set
of parameters KD and Bmax . The computer will calculate
these parameters for minimizing D.

Likewise, the expression for binding to two indepen-
dent populations of binding sites is given by

S S
BBm1 . K1+S+Bm2 � K2+S

where Bmi and Bm2 are the Bmax (number of sites) values

for two sites having dissociation constants K1 and K2,
respectively. Then

D=�(Bi_ [Bmi . K1+S,]

I Si 1\2 i ______LBm2.KSj) a,�(n-4)

can be used to calculate the goodness of fit of the data to
the equation for a given set of parameters K1 , 1(2 , Bmi,

and Bm2. B1 is linear in Bmi and Bm2, and the computer
program will calculate the values of Bmi and Bm2 for

various values of K1 and K2 , using the data B1 , S1 , and a,.
Likewise, similar equations have been applied for three
independent populations of binding sites. The set of
parameters which minimize D is the best fit of the data

to these models.
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This model describes the following reactions involving
the receptor (R), effector (E ), and ligand (S):

K1 = [S][R]/[RS]
K2 = [RS][E]/[RSE]
K3 = [R][E]/[RE]
K4 = [S][RE]/[RSE]

The expression for binding with negative cooperativity
is given by

B- S(K2+2S).R�
- K1 . K2 + S(K2 +5)

where

R + S �:; RS, with K1 = � and

[RS][S]
RS + S ±:; RS2 , with K2 =_____

�RS2]

and RT is the total number ofreceptor sites. An analogous
expression for three or four binding sites can be derived
readily, and also the equations for calculating D values,

the difference between the experimental data and the
theoretical values defined by these equations. The com-

puter then finds the values of K and Rr which minimize
the D value.

Another model fit to the binding data was the mobile
receptor-effector coupling model (24). In this model a
single binding species (receptor, R) exists in multiple
states which can bind ligand with different affinities (lCD)

owing to the coupling of the receptor to other molecular
complexes (E ) which could be involved in carrying out
the function of the receptor upon ligand binding, i.e., an
effector, such as an ion channel or adenylate cyclase.
This model differs from the multiple independent site
example in that the different states of the receptor are in
equilibrium, i.e., slowly interconvertible under the con-
ditions of the assay. A limiting case of this model is the
one in which no such interconversion occurs, in which

case it is equivalent to the multiple independent sites
model.

where K1 , K2 , K3, and 1(4 are the equilibrium dissociation
constants for the reactions; they are related by K1 . K2
= K3 . K4 . Note that K1 and K2 are ligand-binding

reactions.
The parameters to be fit in this case are the equilibrium

constants (three are independent), and the values for the
total number of receptors RT and the total number of
effectors ET. In a manner similar to that described above,
one can compute values which will minimize D.

Since D is a function of the differences between the

experimental data and the theoretical model, the smallest
D value will result when the theoretical binding values
(nonlinear regressions) show the smallest deviations from
the experimental values for the various ligand concentra-
tions; the deviations should fluctuate randomly in the
positive and negative directions. The best fits (param-
eters giving minimal D value) for each model can then
be compared with each other to determine the model
with minimum D value (best fit model), and plotted for
visual comparison with each other and with the experi-
mental data.

RESULTS

The binding of [3H]GABA as a function of free ligand
concentration to cow cerebral cortex membranes at 0#{176}is
shown in Fig. 1. The membranes, consisting of a crude

mitochondrial plus microsomal fraction, were prepared

by the osmotic shock, multiple freeze-thaw, and buffer
wash procedure which we have demonstrated to result in
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FIG. 1. GABA receptor binding curve for bovine cortex: log concentration plot

A. Binding data (#{149})with theoretical curve for one mass-action site (-) B. Same binding data with theoretical curve for two independent

sites (-). Membrane preparation, binding assay, and data analysis are described under MateriaLs and Methods. Results of this experiment,

with 20 points in triplicate, are typical of numerous similar results (Table 1). Binding was measured by centrifugation, with protein at 1.0 mg/nil,

in 50 mM Tris-citrate, pH 7.1, at 0#{176}.Background was determined with 0.1 m�i nonradioactive GABA. The concentration of [3H]GABA, 66 Ci/

mmole, was varied from 0.25-20 nM, and then a diluted stock solution of [3H]GABA at 3.3 Ci/mmole was varied from 30 nM-3 �tM. The signal to

noise ratios at representative ligand concentrations were 300:130 cpm (0.25 nM), 8000:2000 cpm (10 riM), and 2000:8000 cpm (1 tiM).
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FIG. 2. GABA receptor binding curve for bovine cortex: Scatchard plot.

A. Same data as in Fig. 1. The solid upper line represents the theoretical curve for summation of the computer best-fit two-site model, with

the two individual binding components represented by the lower two lines, including a higher-affmity component (ICy = 7 nM, Bm�,, 0.35 pmole/

mg) and a lower-affinity component (lCD = 100 nM, Bm,,�, 2.2 pmoles/mg).

B. Same data with computer fits for negative cooperativity (two sites, -, or three sites, - - - ) and for mobile receptor-effector coupling

model (- . - . �) (see Materials and Methods). Each function plotted was the best fit for that model (minimal D value as defined in the text). The

parameters for the receptor-effector coupling model were K, = 6 nM, K2 = 0.46 flM, K3 = 0.017 nM, K4 = 150 nM, R7 = 2.53 pmoles/mg, and Er

= 2.35 pmoles/mg.
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stable, reproducible binding and removal of endogenous
tissue inhibitors of GABA binding (6, 22). GABA binding

was measured under Na�-free conditions by a centrifu-

gation assay.
Figure 1A and B compares typically observed GABA

receptor binding as a function of concentration data (#{149})
with a computer-fitted theoretical curve (-) for either
a single population of noncooperative binding sites (Fig.
1A) or with the equation for the summation of two
independent classes of noncooperative and noninteract-
ing sites (Fig. 1B). Under Materials and Methods, equa-
tions are described for various models of ligand binding
for which computer programs were applied. The two-site
model (Fig. 1B), in this and dozens of similar experi-

ments, showed a better fit to the data than did the single-
site model. A better fit of the data was also obtained for
the two-site model than for a three-independent site
model (not shown).

Further suggestion of apparent heterogeneity in GABA
binding is provided by a Hill plot of the data, which
yielded a slope of 0.86 ± 0.08 (mean ± standard error of

the mean of four experiments). A Scatchard plot (Fig.
2A) of the data was curvilinear. The lower two straight
lines depict the two individual binding curves whose sum

produces the theoretical curve (upper solid line) in the
two-site model, which shows an excellent fit with the
data (#{149}).The two binding sites thus described include a
high-affinity site (Km 7 nM, Bmi 0.35 pmole/mg of
protein) and a lower affinity site (K� = 100 n�, Bm2

2.2 pmole/mg).
The binding data were also compared with a model for

negative cooperativity and a model involving two inter-

convertible states of a mobile single receptor-effector
coupling model (24), as is shown in the Scatchard plot of
Fig. 2B. The two-site negative cooperativity model (Fig.

70

60

2B, -) gave a much worse and the three-site negative
cooperativity (- - -) a slightly worse fit than the inde-
pendent two-site model.

The mobile receptor-effector model, (Fig. 2B, - . _ .

gave a reasonable fit to the data, but the best fits yielded
equilibrium constants (see Materials and Methods) in
which K1 and lC� >> 1(2 and K3 ; that is, there was very
little conversion between coupled and uncoupled states.
Thus there is no advantage of this model over that with
a fixed ratio of two independent populations. However,
further information is needed to distinguish between

these two models.
We have observed a similar heterogeneity of binding

sites not only in bovine cortex, but also in several other
regions of cow (19), rat (6), and human (25, 26) brain,
prepared and assayed under these conditions. Computer
analysis of sodium-independent GABA binding at 0#{176}to
well-washed membranes from all these tissues gave a
best fit with the two-site model. Whereas Bmax values
varied considerably between brain areas as expected, the
two apparent binding constants (KD) were consistently
in the range of 5-20 nr�i (KD1 ) and 100-400 nisi (Km).
Table 1 includes these parameters for cow cortex (A),

substantia nigra (F) and cerebellum (E), rat cortex (G),
and human cortex (J). Likewise, neonatal rat brain bind-
ing (not shown) was similar to that of adult rat, and when
rat cortex was fractionated by sucrose gradient centrifu-
gation into separate synaptosomal (I) and microsomal
(H) fractions, GABA binding was also best described by

the two-site fit. The ratios of high- to low-affinity popu-
lations were similar but not identical in these various
tissues; e.g., cerebellum had a slightly higher percentage
of high-affinity sites than did cortex.

The variation in Bmax and KD values for a given tissue

was considerable (Table 1, A) for different membrane
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TABLE 1

GABA receptor binding in mammalian brain

Membranes were prepared as described under Materials and Methods, and consisted of well-washed, frozen, and thawed tissues, fraction P2
+ P3, except where rat cortex was subfractionated by sucrose gradient centrifugation (6). Sodium-independent GABA binding was measured by

centrifugation, as described under Materials and Methods, which also includes description of the computer data analysis. The binding parameters

were derived from computer fits of binding curves involving triplicate measurements at 13-20 ligand concentrations, with the number of

experiments ( n ) in parentheses. The GABA concentration was varied either by varying the amount of two stock solutions at 66 Ci/mmole and 3.3

Ci/mmole (Fig. 1), or by varying the concentration of undiluted [‘HIGABA from 0.25 nr�i to 4 nM, then varying the concentration of nonradioactive

GABA at constant 4 nM [H]GABA. Background was determined with 0.1 m�i nonradioactive GABA.

Tissue K, Bmi K2 Bm2

nM pmoles/mg protein nM pmoles/mg protein

A. Bovine cortex (n = 26) 10.2 ± 8.5 0.33 ± 0.17 300 ± 160 1.77 ± 0.60

B. Bovine cortex (n = 7)” 5.4 ± 3.9 0.36 ± 0.1 279 ± 151 1.63 ± 0.57

C. Bovine cortex (n = 3)� 11.3 ± 1.5 0.57 ± 0.03 400 ± 0 2.66 ± 0.5
D. Bovine cortex (n = 3)� 17 ± 0 0.30 ± 0.03 375 ± 25 1.72 ± 0.05

E. Bovine cerebeElum (n = 7) 13.6 ± 7.0 0.73 ± 0.12 371 ± 182 2.2 ± 0.8

F. Bovine substantia nigra (n = 2) 6 0.04 400 0.35

G. Rat cortex (n = 5) 25 ± 5 0.7 ± 0.3 212 ± 90 2.5 ± 0.9

H. Rat cortex, microsomes (n = 4) 18 ± 5 0.25 ± 0.05 186 ± 122 1.63 ± 0.9

I. Rat cortex, synaptosomes (n = 2) 9 0.22 286 3.2

J. Human cortex (n = 13) 14 ± 5 0.35 ± 0.04 260 ± 50 1.45 ± 0.2

(IA single membrane preparation was assayed seven times over a period of 4 weeks.

S One preparation was assayed on 3 consecutive days.

( One preparation was assayed three times on the same day.

preparations (perhaps related to efficiency of removal of

endogenous inhibitors of binding (4, 6, 22, 26-28) as well
as receptor protein stability), and for preparations with
varying times of freezer storage. However, a given mem-
brane preparation gave very reproducible binding curves
over a period of at least several weeks, e.g., Table 1, B, C,

and D.
The apparent heterogeneity of GABA binding sites in

various mammalian brain species, regions, ages, and frac-
tions is best fit by a model with two discrete binding
sites, but other models might be applicable if an inter-
conversion between different states could be observed
under other assay conditions. Figure 3A shows the GABA

binding activity as a function of pH, between 5.8 and 9.0,
measured at one ligand concentration (4 nM). An opti-

mum at pH 7.4-8.0 was observed, with almost twice as
much binding at pH 7.5 as at pH 6.0 or 9.0. Figure 3B
shows the variation of GABA binding with ionic strength,
again measured at one GABA concentration (4 nM). This
curve shows optimal binding at low ionic strengths (0.01-
-0.1), with a plateau of somewhat lower activity at higher
ionic strengths (0.1-0.3). Note that the “standard” assay
conditions of SO mi�i Tris-citrate, pH 7.1 (ionic strength
= 0.09) are not optimal, neither with respect to pH nor

to ionic strength.
GABA binding versus concentration was measured for

cow cortex at pH 6.0 and in high salt (0.3 M KC1) for

comparison to the curve obtained under the standard

conditions. Whereas these extreme conditions could af-
fect the binding affinities slightly, decreases in the levels
of binding (Brnax values) made it impossible to determine
whether interconversion of populations was occurring.
Binding curves measured at more optimal assay condi-
tions (not shown) did not show significant variations in
KD or Bmax as compared with the standard conditions. No
significant interconversion of high- and low-affinity bind-
ing site subpopulations was observed for the few condi-

tions tested thus far, but obviously all possible conditions
have not been tried.

Heat denaturation studies can often determine
whether more than one protein contributes to a given
activhy. Bovine cortex membranes were incubated for

various times at 55#{176},then assayed at 0-4#{176}for GABA
binding. Figure 4 shows that the GABA binding activity

was not lost with a single exponential decay rate, but
with heterogeneous kinetics, reasonably well described

by two rate processes. Approximately one-half of the
binding activity seen under these assay conditions (10 nM

[3H]GABA, 0-4#{176},SO mM Tris-citrate, pH 7.1) was lost at
55#{176}with a half-life of approximately 7 mm; the remainder

was more stable, with a heat inactivation half-time of
approximately 60 mm.

Binding curves measured on samples pretreated at 55#{176}
for 20 mm revealed a loss of binding sites without major
changes in K� . The ratio of high- to low-affinity sites did

not remain the same, however. The low-affmity popula-
tion (KD 1O0ni�) was selectively more diminished by
the heat treatment (Bmax decreasing 76% from 2.2 to 0.5
pmole/mg) than was the high (KD = 15 ni�i)-affinity

population (Bmax decreasing only 43% from 0.35 to 0.2
pmole/mg). In four experiments, binding curves per-

formed on heat-treated membranes revealed a 75 ± 20%
decrease in Bmax2 (low-affinity sites) and a 30 ± 15%

decrease in Bmaxi (high-affinity sites). This is consistent
with the differential heat sensitivity of the two popula-

tions implied by Fig. 4, with the low-affinity subpopula-
tion apparently more easily denatured, and conversion of
high affinity to low affinity not occurring. The biphasic
curve for thermal inactivation rate is therefore consistent
with the existence of two discrete noninterconvertible
populations.

The apparent heterogeneity in equilibrium binding
constants suggests that heterogeneity in association and
dissociation rate kinetics for [3H]GABA binding should
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FIG. 3. GABA receptor binding in bovine cortex at varyingpH (A)

and Ionic Strength (B)

Membranes were prepared and assayed as described under Materials

and Methods, with triplicate samples incubated with 4 nM [3H]GABA

(66 Ci/mmole) and background estimated with 0.1 mi�i nonradioactive

GABA. The points represent the average of two experiments in each of

two different buffer systems, in which the variation between the means

was less than 10%.

A. Tris (50 mM) buffered at 0#{176}to various pH values with sodium-

free citric acid (ionic strength � 0.09), or 50 mM KC1 buffered to various

pH values with 20 mM KH2PO4-K2HPO4 (ionic strength � 0.10).

B. Tris-citrate at pH 7.1 was employed at different concentrations

(0.01-0.1 M), or 20 mM KH2PO4-K2HPO4 (pH 7.1) was augmented with

varying concentrations (0-0.3 M) of KC1. The 100% maximal binding

was taken as the 10 mM Tris-citrate point.

also be present. Figure 5 demonstrates that this is indeed
the case. The association rate for GABA binding could
not be described by a single kinetic process (Fig. 5A). In
12 experiments, there was a slow component (minute
time scale) of binding which did not extrapolate back to
the origin; that is, there was a rapid component(s) of the

binding reaction as well as a measurable slow component,
indicating heterogeneous association kinetics.

Likewise, the dissociation of bound [3H]GABA did not
follow a single rate process (Fig. 5B). When excess (0.1
mM) nonradioactive GABA was added to membranes

previously equilibrated for 30 miii at 0-4#{176} with
[3h]GABA (5-25 nM), approximately one-half of the
bound GABA had dissociated within a few seconds, with

a rate(s) too rapid to measure with the centrifugation
assay. (Filtration assays were not suitable since washing
the filters resulted in the loss of this rapidly dissociating
component of the bound ligand.) The remaining portion

of bound ligand dissociated with a much slower rate

(half-life of 3.5 mm, k_1 = 0.20 ± 0.02 min’, mean ±
standard error of the mean of 10 experiments).

The rapid (seconds or faster time scale) “on” rate(s)
for GABA binding could not be determined accurately,
but the rate constant for the slowly dissociating compo-
nent could be measured. Two methods of estimating k+1
were applied, both utilizing the slope (kapp) of the loga-

rithmic plot (Fig. 5A). Given the condition where the
concentration of ligand greatly exceeds that of the recep-

tor binding sites, then kapp k+1 [SI + k_1 (ref. 29). Since
kapp 0.395 Ir:un�i (Fig. 5A), then k+1 = 1.3 x 107M_imin_i
(assuming k_1 for the slow “on”-rate reaction to be that
measured in Fig. 5B for the slow “off”-rate reaction, 0.2

min’ ). Then KD k_1/k+1 = 15 nM, very close to the
equilibrium dissociation constant for the high affinity
component.

The second method (ref 30) of estimating k+1 uses the
equation

1� app
Ft+i - -�;-� .

&� .Dmax

By measuring kapp at three concentrations of [3H]GABA,
5 nM, 15 nM, and 25 n.� (three experiments each), we
obtain average values of kapp for each ligand concentra-

tion. Assuming that the slow association involves the
high-affinity component of the equilibrium binding curve,
B and Bmax values for the high-affinity subpopulation are
employed to yield k+1 = 2.5 ± 0.8 x 10 M1 min� (mean

100

80

#{128}0

50

40

Time (Mm)

FIG. 4. Thermal denaturation rate for GABA receptor binding

Cortex membranes were prepared and assayed as described under

Materials and Methods. Samples were pretreated at 55#{176}for the times

indicated, followed by equilibration to 0#{176},homogenization, and assay

at 0#{176}as usual. The points are the average of triplicates (variation 3%)

and the experiment is typical of five.
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ligand at higher GABA concentrations and for tissue
with a relatively higher ratio of low-affinity sites Bm2/

Bmi , e.g., cortex > cerebellum (data not shown). This is
consistent with the identification of high-affinity sites
with the slow “on”- and “off”-rate populations.

This conclusion is further demonstrated by the follow-

ing approach. By extrapolating the slow dissociation rate
curve in experiments such as that shown in Fig. 5B back
to zero time, one can estimate the fraction of total (equi-
librium) moles of bound ligand associated with this slow

off-rate population. One can approximate this measure-
ment by adding excess nonradioactive GABA to equii-

brated samples and centrifuging as rapidly as possible

(within 10 sec), since there is a negligible perturbation of
the equilibrium for this slow off-rate population, but
virtually complete loss of the rapidly dissociating popu-

I 2 3 4 5 6 7 lation. By varying the initial concentration of [3H]GABA,
the binding curve for the slow off-rate population of
binding sites can be determined directly. The binding
parameters of the fast off-rate subpopulation can be

calculated by subtraction from the total binding (mea-
sured as usual at equilibrium). Figure 6 shows the Scat-
chard plots for a typical experiment measuring bovine

cerebellum total binding (A) and slow off-rate sites (B).
The equilibrium data gave the usual two-site fit, with

KD1 13 n�i (Bmax 0.7 pmole/mg) and K�2 = 350 nM

(Bmax 2.1 pmole/mg). The slow off-rate binding gave a

best fit of one site, KD = 13 nM, Bmax 0.8 pmole/mg
(Fig. GB), in close agreement with the properties of the
high-affinity site calculated from the equilibrium binding
data. By subtraction of those data from the total binding

(Fig. 6A), the computer analysis of the fast off-rate
binding gave a best fit of one site with KD = 200 nM, �
= 2.4 pmoles/mg. In three experiments, the KD value for

the slowly dissociating subpopulation was 18 ± 10 nr�i

(mean ± standard error of the mean); the Bmax for this

population was always 100 ± 25% of the Bmaxi value for

the high-affinity population seen in equilibrium binding

curves for the membrane preparation employed. Thus
the kinetic hetergeneity indicates two populations of

binding sites with properties showing excellent agree-

ment with those described by the computer analyses of
the equilibrium data, namely, a slower dissociating pop-
ulation with higher affinity and a faster dissociating
population of lower affinity.

By using the centrifugation assay, we have previously
measured (7, 19, 31) the IC�o values for inhibition of

GABA receptor binding by numerous analogues. For
example, the ICro values for nonradioactive GABA and
muscimol displacement of [3H]GABA binding were 200

flM and 30 nM, respectively, measured with 20 nri�t
[3H]GABA, conditions under which a considerable frac-
tion of labeled ligand would be bound to both high- and
low-affinity subpopulations. With the technique de-
scribed above for equilibrating samples with 2.5 nM

[3H]GABA, then adding 0.1 nr�i nonradioactive GABA

and centrifuging immediately, the independent displace-

ment of fast and slow off-rate sites by varying concentra-

tions of GABA analogues could be determined. The IC�o
values for all of the ligands were lower (higher affinity)
for the slow off-rate sites than for the equilibrium binding
(mixture of sites), e.g., 15 ± 2 and 5 ± 1 nM for GABA
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I I I I I I I

0 I 2 3 4 5 6 7

TIME (MIN)

FIG. 5. Kinetics of GABA receptor binding

A. Association rate. Membranes were prepared as described above.

Following incubation at 0#{176}for the times indicated, membranes (1 .0 mg/

ml) in 50 mM Tris-citrate, pH 7.1, with 15 nM [3H]GABA (66 Ci/

mmole), were centrifuged for 3 mm at 12,800 x g in Eppendorl micro-

centrifuge model 5412.

B. Dissociation rate. Following equilibration for at least 15 min at 0#{176}

with [‘H] GABA at 15 nr�i, samples were made 0.1 mM in nonradioactive

GABA (lOjtl aliquots in 1-mi assays) and centrifuged at the times

indicated. Background was determined at equilibrium (>15 min) with

0.1 mM nonradioactive GABA. The bulk ofthe membranes was pelleted

within a few seconds, so that the accuracy of time scale (X axis) was

± 15 sec. This variability, being the same for all points, would not alter

the slope of the plot. Each point is the average of four experiments

(variation <5%) and the plot is similar to that observed at other

concentrations of GABA (see text). The pellets were superficially

rinsed, solubiized, and counted as described under Materials and

Methods. The binding parameters for the membrane preparation em-

ployed were K, = 7 flM, Bmi 0.3 pmole/mg, K2 = 200 sat, B,,,2 = 2.0

pmoles/mg, B, (15 nM) � 0.3 pmole/mg, and B2 (15 nM) � 0.3 pmole/

mg.

± standard error of the mean of nine experiments). Then
KD k1/k+i = 8 nM for the slow component of GABA

binding, again in agreement with the high-affinity equi-
librium dissociation constant.

The ratio of the slow to fast component in kinetic
experiments (Y intercepts in Fig. 5A and B) varied
slightly with GABA concentration, giving a relatively
greater percentage of rapidly associating and dissociating
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GABA BOUND (pmol/mg)

FIG. 6. Scatchard plots of GABA receptor binding to cow cerebellum

A. Total equilibrium. B. Slow off-rate binding only. Membranes were prepared and assayed as described under Materials and Methods. The

data in B were obtained by adding 0.1 m�i nonradioactive GABA to membranes previously equilibrated at 0#{176}with various concentrations of

[3H]GABA and centrifuging immediately to give 10- to 15-sec time points. As is seen in Fig. 5B, the addition of excess nonradioactive GABA

affects binding to the slowly dissociating component negligibly during the first 30 sec, and therefore this component can be considered to be still

in equilibrium with the [3H]GABA. By centrifuging the sample and quenching the reaction within 30 sec, the amount of ligand still bound at this

point could be defined as slowly dissociating, and that fraction of the total was measured as a function of GABA concentration. #{149},The data; 0,

The computer fit (two-site model for A, one-site for B).

and muscimol under these conditions. Furthermore, all
of the ICr,o values for the slow off-rate sites were lower
than those for the fast off-rate sites. A comparison of
these independent IC�o values for 15 compounds gave a
straight line (Fig. 7) (correlation, 0.965). The slope of this

line was 1.02 (p = 0.5 as compared with a slope of 1.0),
indicating that the same relative affinity was shown for
these compounds to displace GABA from the rapidly

dissociating populations as from the slowly dissociating
subpopulations, with an average 5-fold higher concentra-
tion required for binding to the former (rapid, low-affin-
ity) sites.

All of these data show that sodium-independent GABA

receptor binding sites in mammalian brain involve more
than one population (probably two). These two popula-

tions are not interconvertible under one set of thoroughly
studied assay conditions, but may be related to each
other by virtue of remarkably similar drug specificity.

DISCUSSION

GABA binding to brain homogenates might be ex-
pected to involve several classes of sites of which some,

but certainly not all, classes may represent postsynaptic

receptor sites. Other GABA binding proteins, including
perhaps neuronal and glial transport recognition sites
and enzymes, could contribute to such binding. In the
absence of sodium ions, GABA binding to brain mem-
branes, which have been thoroughly disrupted to destroy
membrane integrity, does not appear to involve any
association with the sodium ion-dependent uptake sys-
tems for GABA, and is restricted to a small quantity of
high-affinity binding sites with receptor-like specificity
(2-i 1, 15). One can also attempt (with some degree of
success) to define specific receptor binding as that frac-
tion of total GABA binding which is displaceable by

pharmacological concentrations of receptor-specific
GABA analogues, such as muscimol, 3-aminopropane

sulfonic acid, or perhaps bicucuffine, imidazole-acetic
acid, or 1-aminocyclopentane-3-carboxylic acid (2, 4, 5, 7,
14, 15). Alternatively, one can attempt to measure spe-

cific receptor sites by using a receptor-specific radioactive

ligand such as muscimol (12-14) or bicuculline (32).

However, even when studying receptor-specific bind-

ing with radioactive muscimol (12-14, 31), bicuculline
(32), or the relatively well-characterized sodium-indepen-

dent GABA binding (6, 10, 19, 22, 25, 26, 28, 33), more
than one class of binding affinity has been observed
under certain conditions of membrane preparation and
assay. In particular, curvilinear slopes (apparent multi-
pie-binding affinities) were seen for Scatchard plots of
muscimol binding (12, 13, 31) and for GABA binding to
Triton X-100-treated membranes (10, 28, 33). We ob-

served that crude mitochondrial plus microsomal mem-
branes from rat brain showed at least two binding affin-
ities for GABA in well-washed membranes, even without
detergent treatment (6, 19, 22, 25, 26, 31); observation of
a very high-affinity binding site (KD � 15 ni�i) was facii-
tated by using high specific radioactivity GABA and by
thorough membrane washing to remove endogenous in-
hibitors of GABA binding present in the brain mem-
branes (4, 6). These inhibitors, primarily tissue GABA
itself (22, 26) but possibly including phosphoiipids (27)
and/or protein (28) as well, probably account for some
problems of reproducibility between different batches of
membranes prepared from a given tissue.

In this study, we examined whether this observation
of two or more classes of receptor-like GABA binding

sites was consistently seen in brain membranes from
numerous sources. The conclusion obtained is that two
or more distinct classes of receptor-like GABA binding
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FIG. 7. Comparison of independent GABA analogue affinities for

high. and low-affinity receptor sites

Membrane GABA binding was measured as described in legend for

Fig. 6B by microcentrifugation, using 2.5 nM [3H]GABA and 0.1 nr,i

nonradioactive GABA for background. The extent of inhibition by

various concentrations of analogues was measured in quadruplicate

both at true equilibrium and 10-15 sec after the addition of 0.1 nr�i

nonradioactive GABA, conditions under which the ligand bound to the

rapidly dissociating subpopulation is essentially totally gone, and the

ligand bound to the slowly dissociating subpopulation is essentially

totally undisturbed (Fig. SB). The extent of inhibition of the rapidly

dissociating subpopulation was determined by subtracting the amount

inhibited for the slowly dissociating sites from the amount inhibited for

the total binding. ICro values are an average of at least two determi-

nations and are plotted as the negative log of the IC�,o values (p IC�,o).
, Computer-derived linear regression. The compounds are as fol-

lows: 1, GABA; 2, muscimol; 3, 3-amino-propane sulfonate; 4, isoguva-

cine; 5, piperidine-4-sulfonate; 6, THIP (4,S,6,7-tetrahydroisoxazolo[5,4-

c]pyridin-3-ol); 7, (D)-/3-hydroxy-GABA; 8, (L)-$-hydroxy-GABA; 9,

trans-3-aminocyclopentane-1-carboxylate; JO, cis-3-aminocyclopen-

tane-1-carboxylate; 11, imidazole acetate; 12, bicuculline; 13, $-alanine;

14, taurine; 15, benzyl penicillin. Compounds 2, 4, 5, and 6 were gifts of

Dr. P. Krogsgaard-Larsen, Copenhagen, Denmark; compounds 3, 9, and

10 were gifts of Dr. G. A. R. Johnston, Sydney, Australia; and com-

pounds 7 and 8 were gifts of Dr. D. Krause, Duarte, Calif.

sites are a general property of the mammalian CNS and
that these sites are not interconverted in vitro under the

conditions of assay and therefore could represent distinct

entities. With the use of throughly washed membranes,
computer analyses reveal two binding affinities as the

best fit of sodium-independent GABA binding versus
concentration curves for several species, ages, regions,
and subcellular fractions of mammalian brain. Mem-

branes from all of these sources consistently show one
component of GABA binding with KD = 13 ± 6 nM and

a second component with lCD = 300 ± 150 n�i. Less
satisfactory computer fits were obtained for equations
describing one or three sites or negative cooperativity,

and no better fit was found for models involving two
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slowly interconvertible states of a single receptor. The

two apparent populations of binding sites do not seem to
be interconvertibie under the assay conditions used, as
shown not only by the equilibrium binding curves but
also by heterogeneity in both the rates of thermal mac-
tivation and in the binding kinetics. Both the association

and dissociation rates were heterogeneous with a rapid
component(s) difficult to measure and a slow component
with k+1 = 1.9 x 10’M’ min� and k_1 = 0.20 min’ (KD
= 1 1 nM, average of nine experiments for bovine cortex).

A similar KD of 13 ni�i was measured for that fraction of
the total GABA binding which had the slow dissociation
rate. The binding of GABA to this slowly dissociating
component could be measured independently of the

faster binding sites by measuring the binding within 15

sec of the addition of excess nonradioactive GABA to

previously equilibrated binding assays. During the first
few seconds the radioactive ligand bound to rapidly dis-

sociating sites is completely lost, whereas that bound to
the slowly dissociating site is only negligibly dissociated

I I and can be considered to be still at equilibrium. A similar

7 8 9 method of characterizing high-affinity components of
heterogeneous binding sites after first washing away the
rapidly dissociating low-affinity components has been

applied to kainic acid binding (34).
The same kinetic method was employed to measure

the inhibition by GABA analogues of the high- and low-
affinity GABA binding site populations independently.
The slow off-rate population has the higher affinity for
muscimol and several other GABA analogues. Interest-
ingly, a marked correlation was seen in the potency of 15

compounds for inhibition of GABA binding to the high-
and low-affinity subpopulations with an average 5-fold
higher concentration needed for inhibition of rapidly

dissociating, low-affinity sites.
The close similarity in relative chemical specificity

suggests that the two populations might be closely re-
lated. This provides support for models explaining ap-

parent heterogeneity of binding in terms of a single

receptor existing in multiple states, such as coupled or
uncoupled to effector systems (24, 35, 36). Such models
are suggested for other receptor systems by evidence
which includes (a) mass-action (homogeneous) binding

curves for antagonist ligancls combined with heteroge-
neous binding curves for agonist ligands; (b) perturbation
of agonist binding curves by effectors such as guanine

nucleotides, ions, or other unusual assay conditions; or

(c) biochemical evidence for a single species of binding

protein (24, 35, 36).
These three lines of evidence are much more scarce in

the case of GABA receptors. For example, there are no
antagonists available, with the possible exception of bi-

cuculline, which also gives possibly heterogeneous bind-
ing (7, 10, 32). Differential effects of salts and detergents

on GABA and bicuculline binding (10, 32), and nonlinear
interactions between these two ligands (7, 19, 32), are
most consistent with the presence of more than one class
of sites. As yet no biochemical evidence for separation of

multiple GABA binding proteins has been obtained. We
obtained solubiized GABA receptor binding activity
from bovine brain (31), which gave a binding curve for
[3H]muscimol with a best fit for one class of sites and
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only one peak of activity on column chromatography.

However, the yield of �50% membrane-binding activity

solubilized left open the possibility of selective solubii-
zation of one of two GABA binding components. A few
experiments with varying assay conditions (ionic strength
and pH) did not perturb the distribution of high- and
low-affinity GABA binding sites. Futhermore, with the
well-washed membranes in Tris-citrate buffer, pH 7.1, at
0-4#{176}, we have not seen a perturbation of the binding
curve by drugs such as picrotoxinin, barbiturates, or
benzodiazepines, compounds known to affect postsyn-

aptic GABA responses at sites distinct from, but coupled
to, the GABA recognition sites (receptors) (17, 19, 21).

GABA and GABAergic agonists have been observed to

enhance benzodiazepine binding to brain membranes in

vitro (e.g., as reported in ref. 21). Although the concen-
trations of GABA agonists required for such an effect are

higher than those required to inhibit sodium-indepen-
dent GABA binding sites (either class) discussed in this
paper, the rank order of activity is the same for GABA
binding sites as for enhancement of benzodiazepine bind-
ing (or antagonism thereof) (21). Therefore, no unusual
class of GABA receptor need be postulated to explain

this action, although the difference in apparent binding
affinities is unexplained. Another lower-affinity confor-

mational state of the same receptor could be involved.
Neurophysiological evidence available does not prove,

nor does it rule out, the possibility of multiple GABA
receptors (37). These might be found on different cellular
sites, such as synaptic and extrasynaptic membranes, or
on synapses involved in presynaptic and postsynaptic

GABAergic inhibition, or on distinct cell types. Our ob-

servation of only high-affinity sites on one line of cloned

neuronal tumor cells (38) supports this hypothesis, but
others have found both classes of GABA binding sites on
a single cloned cell line (39).

If two or more distinct types of GABA binding sites
existed, one might expect a variation in their ratio be-
tween different brain regions and fractions; we have
observed a small variation. One might also expect differ-

ences, perhaps small, in the capacity of analogues to
inhibit such GABA binding in different regions and frac-
tions and under different assay conditions. Small regional

variations in both ligand specificity (ICso values) and in
sensitivity to detergents have been seen in human brain
(11). This would be consistent with variable ratios of
high- to low-affinity GABA binding sites differing in

other properties as well. Other studies supporting the
idea of distinct receptors include unpublished observa-
tions of only one class of sites in discrete microdissections

of brain,2 only one class of sites in certain highly purified
subcellular fractions,3 or alterations in only one class of
sites following lesions (40).

One could argue that the high-affinity site has too slow
a dissociation rate (t1,2 = 3.5 mm) to match the observed
rapid decay of the GABA-stimulated chloride conduct-

2 Candy, J. M., and I. L. Martin, First International Colloquium on

Receptors: Neurotransmitters and Peptide Hormones, Capri, May 1979,

Abstracts p. 123.

3 Maths, A. I., and D. Wilkinson, First International Colloquium on

Receptors: Neurotransmitters and Peptide Hormones, Capri, May 1979,

Abstracts p. 101.

ance increase in the postsynaptic membrane, as deter-
mined by neurophysiological “noise” analysis in mam-
malian neurons (16). The low-affinity site might possess
a rate sufficiently rapid to correspond to the mfflisecond

responses to GABA (16). However, it is quite likely that

homogenization and washing of membranes and/or the
low temperature or low NaCl concentrations lead to
changes in the properties of the receptor molecules.

Measurement of binding kinetics under more physiolog-
ical conditions ought to be more relevant to the question
of the functional consequences of receptor ligand binding.

Interestingly, an excellent correlation has been found
for the specificity of the GABA binding sites described
here (both classes) and the lifetime of Cl channels on
cultured mouse spinal cord neurons opened by receptors
activated by GABA analogues (noise analysis) (41). How-
ever, much lower concentrations by orders of magnitude

were needed for binding displacement than for biological
activity; thus this correlation in chemical specificity

might be considered as further evidence for multiple-
affinity states of a single GABA receptor. Of course, there
is also an excellent possibility of multiple classes of

GABA receptors as well as multiple states for each class,

but for the moment there appear to be two important
classes of receptor-like [3H]GABA binding sites.
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