
ABBREVIATIONS: GTP[S], guanosine 5’-O-(3-thiotriphosphate); tbOCFLFLF, tert-butyloxycarbonyl-Phe-Leu-Phe-Leu-Phe; 5PEP, CHO-Met-Leu-
Phe-Phe-Lys-fluorescein; LA, ligand-receptor; G, guanine nucleotide binding protein.
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SUMMARY

Fluorescent formyl peptides have made it possible to study
ligand-receptor-G protein (ternary complex) dynamics in real-
time, but limitations to sample mixing and delivery in flow cytom-
etry have interfered with continuous observation. We have taken
advantage of the quenching of a fluoresceinated N-formyl pen-
tapeptide upon binding to its receptor on permeabilized neutro-
phils to extend the analysis of the ternary complex dynamics to
the second time scale. The association and dissociation of ligand
in the presence and absence of saturating concentrations of
GTP[S] were examined continuously and the results were found
to be in agreement with results predicted previously from flow
cytometry. We observe comparable initial rates for the formation
of ligand-receptor (LR) binary complexes and ligand-receptor
guanine nucleotide binding protein (LAG) ternary complexes,
dissociation rates differing by two orders of magnitude, and slow
interconversions between LR and LRG in the absence of guanine

nucleotide. When fit by the ternary complex model, at least three
sides of the model are required and the fit is improved if a
significant fraction of receptors (AG) are allowed to be precou-
pled to G protein. One of the limitations of the analysis is that
data fits are insensitive to additional parameters in the calculation
which would permit analysis of all four sides of the ternary
complex model. Experiments performed with subsaturating
GTP[SJ identified coexisting classes of LA and LAG and allowed
analysis of the altered distribution between coupled and uncou-
pled receptors. At saturating nucleotide levels, the binding of
GTP[S] and the breakup of the ternary complex occur on a
subsecond time frame. This result is consistent with the idea
that inside a neutrophil where GTP levels are several hundred
�tM, once ternary complex forms, ternary complex decomposition
is rapid. Taken together, the observed rapid assembly and
disassembly of ternary complex account for subsecond cell
responses to ligand.

The binding of ligands to cell surface receptors initiates

signals for cell activation. In neutrophils, cellular activation

occurs via a sequence of interactions among chemoattractant
ligand-receptor complexes and guanine nucleotide-binding pro-

teins and cell responses are detected within seconds of exposure

to the ligand (1). Evidence from several cell types suggest that
in G protein-containing systems, there are at least three distinct

ligand-receptor complexes (2-5) which we refer to in the neu-
trophil as LR, LRG, and LRX (a desensitized form of the

receptor whose formation may be dependent upon phosphor-
ylation; 6, 7). While radioligand techniques have been used to

study the interactions of ligands, receptors, and G proteins (8,

9), the time resolution of the assays is limited to filtration

times. Data in these systems are analyzed by a ternary complex

formalism (10) shown in Fig. 1 as a cycle of stepwise interac-

tions between L, R, and G. Limitations of the formalism, such

as undefined stoichiometry of the components, have been
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pointed out (11). Because the dissociation rate constant for LR
is often 0. 1/sec, direct measurement of LR in radioligand assays

may be impractical. In some systems it has only been possible

to study LR dynamics in competitive assays in which a high

affinity radiolabeled receptor antagonist is employed.

Recently we employed flow cytometry to examine L, R, and

G interactions in permeabilized neutrophils (12). Flow cytom-

etry intrinsically resolves free from bound ligand and the use

of permeabilized neutrophils permits the detection of LRG and

LR states (5). Equilibrium binding studies performed by cytom-

etry indicated that the affinity of LRG for ligand is about two
orders of magnitude greater than that of LR. In the absence of
guanine nucleotide, a second class of receptors with affinity

characteristics similar to LR was detected (12). This suggests

that some fraction of LR sites remains uncoupled from G in

the absence of guanine nucleotide or couple slowly, as has been
indicated in other systems (13, 14). The kinetic studies per-

formed by cytometry (12) revealed that the differences in

affinity between LRG and LR were due primarily to differences

in the dissociation rate constants (-1-2 x i0� sec’ and -�-10’
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sec’, respectively), while the association rate constants for
LRG and LR (�-.-2-3 x i0� sec’ M’) were statistically indistin-

guishable. When the kinetic data for ligand binding to receptor

were fit, large systematic errors were observed when simple
one- or two-step models were used to analyze the data. The
simplest model consistent with the data required at least three

sides of the ternary complex model (Fig. 1) because fits using

only sides 1 and 2 or sides 1 and 3 returned dissociation rates
inconsistent with direct measurements and large systematic

errors. The fits were improved by allowing the fraction of R

and RG to be parameters (12). Sample delivery limitations

made it impractical to measure association and dissociation
kinetics with the same sample and limited the information

about forward steps and rapid transitions.

In this study, we have described a new fluorimetric method
that takes advantage of quenching via protonation in the re-

ceptor-binding pocket (15) to study the binding of a fluores-
ceinated pentapeptide (5PEP) to its receptor on permeabilized

human neutrophils. The specifity of the ligand-receptor inter-
action is high and nonspecific interaction of the ligand with
the membrane at nM ligand concentrations is not detectable

(16). Whereas flow cytometry was limited by the sample deliv-

TERNARY COMPLEX MODEL

k.,.1

L+R � LA

k �

k.,.1

K2t �k�2k�4 ifk�4

L+RG�_�LRG

k3

Fig. 1. The ternary complex formalism. Four sides ofthe temary complex
model are shown. The rate constant represent: k+1 and k_1 , the forward
and reverse constant for binary complex formation; k+2 and k_2 the
forward and reverse rate constant for ternary complex formation from
LA and G; k+3 and k.3, the forward and reverse rate constant for the
formation of ternary complex from L and precoupled AG. k+4 and k_4
refer to coupling and upcoupling of A and 0 in the absence of ligand. In
our analysis we have been unable to determine values for k54, and these
two parameters have been set equal to 0. This model has five species
(L, A, LAG, AG, and A) and two conservation laws. It thus requires three
sets of differential equations to fully descibe the system. The differential
equations that describe this model are:

d[LA]/dt = k+1 [L] [A] - k_1 [LAI - k+2 [LA] + k_2 [LAG]

d[LAG]/dt = k+2 [LA] - k_2 [LAG] - k.3 [LRG] + k+1 [L] [AG]

d[RG]/dt = k_3 [LAG] - k+1 [U [AG] + k+4 [A] - k_4 [AG]

The conservation laws are:

A = A1 - [LA] - [LAG] - [AG]

L = LT [LA] - [LAG]

where AT and LT are the total receptor and ligand concentrations. Note
that this formalism does not involve nucleotide and that [G] is included
implicitly in k+2 and k+4 (in which case it assumed that G � A). It is not
necessary to assume that L is in excess as the conservation laws
account for changes in L.

ery time of 5 sec, cuvette analysis allows for sample delivery

and mixing within -�-1 sec but requires an order of magnitude-

increased cell density. The quenching provides better signal to
noise than fluorescence polarization (17) and, unlike the meth-

ods using fluorescein antibodies (5, 6, 18), it allows measure-

ment of both the forward and reverse steps in ligand binding.

With stopped-flow mixing, resolution to 100 msec can be

achieved (19). Here, we use the continuous cuvette methods to
confirm and extend the flow cytometric analysis.

Materials and Methods

Neutrophils and permeabilized neutrophils. Human neutro-
phils were prepared by the elutriation method of Tolley et al. (20) and

permeabilized as described previously (5, 21). Briefly, stock solutions
of digitonin (1 mg/ml in the intracellular buffer described below) were

prepared daily. Neutrophils were suspended at 2 x 107/ml in the same

buffer and incubated for 30 mm at 37’ with 15 �ig/ml digitonin.
Permeabilization was confirmed by the ability of guanine nucleotide to

release bound fluorescent ligand (see below). In general, cell prepara-

tions were discarded when more than -15% of the receptors were

insensitive to guanine nucleotide, indicative of incomplete permeabili-

zation. Alkylation of the permeabilized cells was accomplished by

treating the cells with N-ethylmalemide at a concentration of 0.1 mM

for 10 mm at 37’.

Reagents. The pentapeptide 5PEP, a gift from Dr. Richard Freer,

was prepared by the rapid mixed anhydride procedure (22), as described

in detail by Sklar et al. (16). The polyclonal antibody to fluorescein
was prepared (18) and its high affinity binding quantitated as described

previously (23). The formyl peptide antagonist tboc-phe-leu-phe-leu-
phe was obtained from Vega Biochemicals (Thcson, AZ). GTP[S] was
obtained from Sigma (St. Louis, MO). Fluorescent beads used as

calibration standards were obtained from Flow Cytometry Standards

Corp. (Research Triangle, NC).
Buffers. The intracellular buffer described by Smolen et aL (21)

(100 mM KC1, 20 mM NaCl, 1 ms� EGTA, and 30 mM Hepes; pH 7.3)

was supplemented with 0.1% bovine serum albumin, and 1 mM phenyl-

methylsulfonyl fluoride to stabilize the peptide fluorescence and 5 mM

MgC12. We refer to this buffer as intracellular binding buffer. In earlier
studies we used an extracellular buffer (30 mM Hepes, pH 7.0, 110 mM

NaCl, 10 mM KC1, 1 mM MgC12, and 10 mM glucose with 0.1% bovine

serum albumin to stabilize the peptide against hydrophopic interaction

with the cuvettes and transfer pipettes) as a dilution buffer when

transferring reagents.

Fluorescence measurements. Fluorescence was examined in pho-
ton-counting mode in an SLM-Aminco 8000 or 8000C spectrofluoro-
meter (Urbana, IL) outfitted with a cylindrical cuvette adapter (16),

cylindrical glass cuvette (Sienco, Morrison, CO), and a 2 x 5-mm

stirbar (Bel-Art, Pequannock, NJ). The excitation was 490 nm and
stray light was reduced with a 490 nm, 10 nm bandpass interference
filter (Corion, Holliston, MA). The emission signal was monitored

through a 520 nm, 10 nm bandpass interference filter (Corion) and a

3-70 OG Corning glass filter (Kopp, Pittsburgh, PA).

Calibration of fluorescent peptides. The concentrations of pep-
tide solutions were determined as in Fay et al. (12). Briefly, we used

fluorescent bead standards (Flow Cytometry Standards Corp.) that
were quantitated according to peptide fluorescein equivalents per par-
tide. Based on 2.33 x 106 particles/ml and 2.3 x 106 equivalents per

bead, the fluorescein equivalent concentration was calculated to be 8.78
nM (12). The peptide fluorescence was determined to be 0.8 fluorescein

equivalents per fluorescein 5’isothiocyanate-peptide. Typically, 1 nM

free peptide provided --25,000 photons per half-second interval.
Analysis of fractional receptor occupancy and quenching

upon binding. Permeabilized cells were suspended at 107/ml in intra-
cellular binding buffer (pH 7.3) and 200-�tl aliquots were placed in the

stirred cylindrical cuvette of an SLM 8000 or 8000C. The fluorescence
was monitored continuously after the addition of fluorescent peptide
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(Fig. 2). The antibody to fluorescein is used in the evaluation of the

relative intensities of the free and the bound ligand, as well as the mole
fraction of the bound ligand. As illustrated in Fig. 2A, when excess

nonfluorescent ligand is added before the addition of5PEP, the relative

fluorescence of the free ligand is given by A. Antibody binds and

quenches the free fluorescent peptide within 1 sec at a rate constant of
-i0� M’ sec’. The addition of antibody to fluorescein quenches the

fluorescence of the free 5PEP rapidly to D. In contrast, antibody fails

to recognizes the receptor-bound pentapeptides. Upon binding to the

receptor, the fluorescence of the 5PEP is partially quenched (B). Upon

the addition of antibody to fluorescein, the fluorescence of the free

peptide is rapidly quenched (C) while the fluorescein on the receptor

bound peptides is protected in the binding pocket of the cell surface

receptor (16). The fluorescence values A, B, C, and D can be related to

the mole fractions of the fluorescent bound ligand according to the

following scheme. I, is the intensity ofthe free peptide, lb is the intensity

of the cell-bound peptide, L is the intensity of antibody-bound peptide,

and X,, is the mole fraction of cell-bound peptide. Then A represents
free ligand with intensity I�; B represents a combination of free ligand

and quenched bound ligand where the intensity is given by I�(1 - Xb)

+ IbXb; C represents a combination of receptor-bound ligand and

antibody-bound ligand, the intensity given by ‘�,Xb + I�(1 - Xb); and D

represents the ligand bound to antibody where the intensity is I,.

Rearranging gives the residual fluorescence of the bound ligand ‘b/If =

[(B - A)(A - D)/A(A - B + C - D)] + 1, and the mole fraction bound

X,, 1 - [(B - C)/(A - D)] (12, 16). The mole fraction of ligand

bound at any point (f) along curve (indicated as “bound” in Fig. 2A) is

given by Xb(t) = [(A - f)/(A - B)] [1 - (B - C)/(A - D)]. Thus if the

concentration of ligand total is (L’,-), the concentration of bound ligand
as a function of time is simply Xb(t)[L,.].

Kinetic fluorometric analysis of ligand binding. Kinetic meas-
urements of ligand binding to the neutrophil formyl peptide receptor

using spectrofluorometric techniques were performed using the quench-

ing that accompanies the binding of5PEP (16) as a means to determine

the amount of ligand bound as a function of time. Cell suspensions,
equilibrated at 37’, were exposed to a calibrated solution of peptide (2
�l peptide to 200 �zl i0� cells/ml). Binding data were acquired at 1-sec

intervals on an SLM 8000 spectrofluorometer with a sample compart-

ment modified to permit use of small volumes and facilitate rapid

mixing. Individual concentrations of ligand were repeated in duplicate

or triplicate in the presence and absence of varying concentrations of
guanine nucleotide (as required by the experiment). Typically three

concentrations of ligand were tested in a single experiment. Kinetic

measurements of the dissociation of bound ligand from its receptor

were performed by the addition of a large excess (2 x i0� M) of

antagonist (tbocFLFLF). The absence of appreciable nonspecific bind-

ing was verified by two independent methods. The first involved a
quantitative comparison of nonbinding (“blocked”) samples in which

cells were present (Fig. 2A, solid line) or absent; the second involved

quantitative recovery of the peptide from the supernatant of nonbind-

ing (blocked) cell suspensions.

Concentrations of fluorescent peptides were measured daily by com-

parison to the fluorescence of beads suspended at nominal concentra-

tions =1 nM. The concentration of free ligand and the ratio of the

relative fluorescence of bound ligand to that of free ligand in solution
were determined by the antibody to fluorescein and quenching as

described above (12, 18). In most experiments, dilutions of 1% each

were required during addition of GTP[S] and tbocFLFLF. Under
conditions in which the net quenching upon binding is 20-30% of the
total intensity, the dilution effect contributes to an apparent irrevers-

ibility in binding representing 6-10% of the bound ligand. This irre-
versible component was not corrected for in the data but was included

as a parameter in the data analysis. Ligand concentrations are meas-

ured directly and are estimated to be reliable to -10%; the determina-

tion of the LR concentration depends upon the value of quenching at

pH 7.0 (-0.5), which is estimated to be reliable to �-10%.

Analysis of kinetic binding data. We analyzed kinetic experi-

ments performed in the presence or absence of guanine nucleotide

according to models related to the ternary complex (12). The best fits

of the data were obtained when rate constants for three sides of the
complete ternary complex model were used and the proportion of R

and RG was allowed to vary. The coupled differential equations which

describe ligand binding (Fig. 1) were solved numerically by Gears’

method using the Los Alamos National Mathematics Library routine

SDRVB. Parameter estimates were obtained using the International
Mathematics and Statistics Library routine ZXSSQ based on the finite

difference Levenberg-Marquardt algorithm for solving nonlinear least

squares problems. The analysis was performed on a Cray YMP super-
computer at Los Alamos National Laboratory.

The modeling involves relatively large numbers of parameters, which
are to a considerable extent constrained through the following consid-

erations: 1) prior direct and independent measurements of forward and
reverse rate constants by flow cytometry (12); 2) direct measurements
of dissociation by the fluorescence method described in Fig. 2; and 3)

the requirement that several experimental data sets be fit simultane-

ously (a) to association and dissociation kinetics, (b) to several ligand

concentrations, and (c) in the presence and absence nucleotide. In

general, unique fits were generated; in the cases in which individual

parameters are not uniquely fit, they are indicated.

Results

Fluorescence quenching upon binding to the receptor.
We have previously measured the quenching of pentapeptide

fluorescence upon binding to the receptor by both cytometric
and fluorometric methods. The intensity of bound ligand rela-
tive to free ligand is � at pH 7.0 (12). The observed quench-
ing of 5PEP fluorescence upon binding to its receptor allowed

us to measure the time course of peptide binding with second

time resolution (Fig. 2B). Dissociation can be induced by the

addition of receptor antagonist (tbocFLFLF) and is observed

as an increase in fluorescence intensity. The rate of dissociation

is increased by two orders of magnitude upon the addition of

saturating (10� M) GTP[S] (12). The association kinetics for
ligand binding in the presence of saturating guanine nucleotide
is fit to a single step (Fig. 2C, curve a). In contrast, ligand

binding in the absence of guanine nucleotide is complex (Fig.
2C, curve b). The dissociation of L from cells exposed to

saturating guanine nucleotide is fast and single step, while

dissociation of L from cells that are not exposed to nucleotide

is slow and complex (Fig. 2D). The sensitivity of binding to the
presence of nucleotide, the complexity in the dissociation, and
the slow approach to equilibration of the forward reaction in

the absence of nucleotide all are consistent with a requirement

for a ternary complex formalism for fitting the data (sides 1, 2,

and 3 in contrast to sides 1 and 2 or 1 and 3).

To determine the rate constants for ligand-receptor interac-
tion, we systematically examined ternary complex formation

and dissociation as a function of ligand concentration (Fig. 3).
Data points were collected within 1 sec after the addition of
ligand and at 1-sec intervals. The time courses of binding from

a single experiment repeated three times are shown in Fig. 3.

The approach to equilibrium in the absence of nucleotide is
slow (Fig. 3A), and dependent upon the ligand concentration.

In the presence of saturating nucleotide (Fig. 3B), binding
plateaus rapidiy. Dissociation is induced by the addition of a

large excess of ligand antagonist (tbocFLFLF). The behavior

of ligand binding in permeabilized cells treated with N-ethyl-

maleimide was essentially identical to permeabilized cells ex-

posed to saturating GTP[S].

To fit the binding data, we simultaneously fit the association
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and dissociation experiments from three different ligand con-

centrations, both in the presence and absence of GTP[S] (Fig.

3). The experiments in which cells are exposed to saturating

nucleotide are accounted for by a single-step process (Fig. 1,
side 1). For the experiments in which guanine nucleotide is

absent, we find that the association and dissociation behavior

of ligand requires at least three sides of the complete cyclic

ternary model (sides 1, 2, and 3 in Fig. 1). For the purpose of

simplicity in this calculation, we take the concentration of G

protein to be constant and in excess (see Discussion) and hence

the concentration of G proteins enters only implicitly as a

contribution to k..2. With this model, the on-rate and the off-

rate constants (k+1, k_1) of �-2 x iO� M’ sec’ and =0.1 sec’,

respectively, are in close agreement with the values determined

previously (with the same analysis) when the experiments were

done by flow cytometry. Furthermore, the Kd calculated from

the kinetic analysis (for the formation of LR in presence of

nucleotide), =5 nM (at 37#{176}),compares well with the Kd of 2.6

nM (at RT) based on previous equilibrium measurements made

cytometrically (12). Thus the fluorescent and cytometric ap-

proaches give similar data and appear to be equivalent.

The model used to fit the data in Fig. 3 (Fig. 1, sides 1, 2,

and 3) allows for precoupling of receptors to G proteins but

does not permit an independent kinetic analysis of side 4.

(Allowing k±4 to be parameters gives no improvement in the

fit). The variables include the total receptor concentration, the

rate constants, and the fraction of precoupled receptors, RG.

The values of the variables for simultaneous fits to all data sets

shown in Fig. 3 (see Table 1) are: the total receptor concentra-

tion (0.90 nM in absence of guanine nucleotide, 0.80 nM in

presence of guanine nucleotide); the fraction of RG (47% in

absence of guanine nucleotide); the rates at which ligand binds

to R or RG (k#{247}1� ‘-2.2 x iO� M’ sec’) and dissociate from

each (k_1 =1 x 1O-� sec’ for LR, k_3 -1 x iO� sec’ for LRG).
The data require an interconversion step between LR and LRG.

If the interconversion step is missing (k�2 = 0), large systematic

errors appear in the data. The parameters k#{247}2and k_2 were fit
as 0.02 sec’ and 1 X iO� sec_i, respectively (see Discussion).

In addition, there is a small fraction (=14%) of slowly disso-

ciating sites even in the presence of saturating nucleotide (for

the sake of simplicity, these sites are fit as a second class of

receptors with k0� = k+1 and k0ff = k_3).

Dissociation kinetics as a function of (GTP[SJ). We

Fig. 2. Spectrofluorometnc analysis of ligand-receptor interactions at
370 �S shown as fluorescence versus time. A, Quantitation of free and
bound ligand. To permeabilized cells (1 07/ml) was added 1 n� 5PEP (t

= 20 sec), and antibody to fluorescein (t = 140 sec). The curve through
AD traces a sample in which binding to the receptor is blocked by 1O�
M tbocFLFLF; the curve through BC represents binding to receptors; the
addition of GTP(S) (t = 200 sec) reveals the proportion of receptors
sensitive to nucleotide (i.e., LAG). B, Forward and reverse binding
kinetics. In the presence (upper trace) or absence (lower trace) of 1O�
M GTP[S], 1 nM 5PEP was added to permeabilized cells (1 07/ml) at t =

20 sec to reveal forward kinetics of LAG and LA, respectively; 1O� M
tbOCFLFLF was added at t = 1 20 sec to reveal reverse kinetics; 10� M

GTP[S] was added to the lower curve at t = 800 sec to show that
receptors remained sensitive to nucleotide. C, 5PEP (1 nM) was added
to permeabilized cells (1 O7/mI) at t = 0 sec. Shown is 1000-sec associ-
ation kinetics to demonstrate forward binding reaction in the presence
or absence of GTP(S). D, Permeabilized cells (1 07/ml) were preincubated
with 1 nM 5PEP in presence or absence of 10� PA GTP[S]. tbOCFLFLF
(1 0� M) was added (t = 0) to initiate dissociation of bound 5PEP. Six

600 hundred-sec dissociation kinetics show single exponential dissociation
in the presence of GTP(S) and complex dissociation in its absence.
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have examined the kinetics of ternary complex disassembly
(Fig. 4). In these experiments, LRG is formed in the absence
of guanine nucleotide, saturating antagonist is added to com-

pete residual LR, then GTP[S] or other nucleotide is added
(Fig. 4A). The rate of dissociation as a function of nucleotide
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0 45 90 135 180

Time (s)

Fig. 3. Kinetic analysis of 5PEP binding and dissociation to permeabilized
neutrophils at 37#{176}.Data were obtained as in experiments illustrated in
Fig. 2. The fluorescence intensity data were converted to concentration
as described in Materials and Methods and are displayed after addition
of 5PEP to cells (1 O7cells/ml) at t = 0. Triplicate experiments for each
ligand concentration were averaged in the (A) absence or (B) presence
of GTP[S]. Dissociation was initiated by addition of a large excess of
antagonist (tbOCFLFLF) at t = 240 s (A) or at t = 120 sec (B). As
described in the text, the data in (A) are modeled according to the
scheme in Fig. 1 , while the data in (B) are modeled as single-step
reactions (represented by side 1 , Fig. 1) with an allowance for a small
fraction of slowly dissociating or nucleotide-insensitive receptors (treated
as a second class of receptors with k� =k_3, side 3, Fig. 1). The final
concentrations of 5PEP are shown on the figure. The computerfit fraction
of nucleotide-insensitive receptors was 14%. This compares with a
nominal value of -1 5% measured at the time of permeabilization. The
values for the rate constants are summarized in Table 1.

TABLE 1
Summary of the rate constants used to fit the data in Fig. 3
The parameters refer to the model in Fig. 1 and compared with previously published
values by flow cytometry (12). ‘ The calculations are relatively insensitive to values
below 1 x i0-� sec-’

fluorometry Row cylometry(12)

k+1..3 2.2 x 10� M1 sec1 2.7 x 10� M’ sec1
k_1 1.1 x 10_i 5ec1 1.7 x 10_i sec1
k+2 2.1 x 10_2 sec1 0.2-1 x 10_2 �

k_2 9.7 x iO� sec1’ ‘

k_3 1 .3 x 10� sec1 1 .0 x 1 0� sec�’
AG(0)/A1 0.47 0.52

Time (s)

Fig. 4. Kinetics of ternary complex dissociation as a function of GTP[S]
concentration. A, 5PEP (1 nM) was added at t = 20 sec to permeabilized
cells (1 07/ml). At t = 1 20 sec (first arrow), tbOCFLFLF (10 M) was added
to compete with LA (at which time the residual receptors with bound
ligand are LAG); GTP(S) was added at t = I 80 sec (second arrow). (The
data illustrated are for 0 (bottom curve), 1 0_i M (middle curve), and 10�
M (top curve) GTP[SJ). At t = 930 sec, 10� PA GTP [5] is added to the
lower two curves. Inset: The dissociation of 5PEP from permeabilized
neutrophils after the addition of indicated concentrations of GTP[S]. The
data are normalized to reflect the disappearance of occupied receptors
and shown with t = 0 as the time at which guanine nucleotide is added.
The concentrations of GTP[S] are: 0 (0), 10� (A), 3 x 10� (x), 10� (0),
3 x 10_i (+), 1� (itt), and 10� (#{149})M. B, The data from (A) are plotted
as the initial rate of nucleotide-induced dissociation of LAG upon the
addition of GTP[S] versus nucleotide concentration. The initial rate of
dissociation for nucleotide-induced LAG interconversion to LA is deter-
mined by subtracting the initial rate of dissociation of LAG for the case
[GTP[S]] = 0 from each data set. (The rate of interconversion or
nucleotide-induced dissociation in absence of GTP[S] is zero.) The solid
curve represents a fit of the data to Eq. 3 as discussed in the text.

concentration is shown in the inset and the calculated initial
rates are shown in Fig. 4B. The rate is half-maximal near i0�
M and saturates above 10_6 M. The potency of GTP is reduced
by approximately one order of magnitude in concentration (not

shown). The potency of GDP is reduced by -‘-3 orders of

magnitude (not shown).
We have approached the data by considering that the steps

involved in the dissociation of LR represent the interconversion
of LRG to LR through an intermediate requiring the binding

of nucleotide to LRG according to the scheme (19)’ in Eq. 1.

1 Published experiments (19) suggest that the delay between nucleotide binding

and ternary complex disassembly is less than 500 msec; recent unpublished
experiments limit the delay to < 100 msec. Because the delay is at least an order
of magnitude slower than LR dissociation, the events appear to be essentially

concerted on the time frame reported here.
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LRG + GTP[S] � LRG-GTP[S] -�+ LR + G*�GTP[SJ � L + R

11

L + RG

where G* is the activated form of the G protein and hence in
the presence of GTP[S] is irreversibly formed. With GTP[S]

concentrations above ��‘10_6 M, the dissociation of ligand is

essentially as rapid as it was from LR. This indicates that at

high concentrations of guanine nucleotide, the nucleotide-de-

pendent ligand dissociation from LRG is no slower than from
preformed LR; that is, there is negligible delay (steps 2 and 3
are fast) between the time nucleotide binds and the time ternary

complex decomposes into rapidly dissociating LR (‘�.0.1 sec’).
Since step 3 is independent of the concentration of guanine

nucleotide, the rate constant for step 3 must be >>0.2s’.

We have simulated the net interconversion of LRG to LR as
a single step (Eq. 2) in which the initial rate is ka X [GTP(S)].
This method yields ka 5 X iO� M’ sec’ (not shown).

k+ k+b
LRG + GTP[S] -* LR + G*�GTP[S] �± L + R

k-b

We have also treated the data in Michaelis-Menten form using

a quasi-steady state approximation (24) in which the initial
rate (v) of dissociation is given by:

V = k+b(LRG(0))(GTP[S] (0))/(GTP[S] (0) + k+b/k+a)

where LRG(0) and GTP(0) are the initial concentrations of
LRG and GTP, respectively.

The maximum value for the initial rate is thus k+b (LRG(0))

and the concentration of GTP[S] at V��/2 �5 (k_0 + k+b)/k+a.

Because antagonist is added, k_b = 0. The reverse step k_a in
neglected because GTP(S) is regarded as an irreversible acti-
vator.

Fitting the data in Fig. 4B to Eq. 3, we estimate that k+b

=0.1 sec’ and that the value of (k+b)/k+a “4 X i0� M. Hence

in this approach we conclude that the value for k+, is -2.5 x
105M’ sec’ (i.e., the forward rate for step 2 (Eq. 1) is no less
than 2.5 x iO� M’ sec’).

Distribution of LR and LRG in the presence of subsa-
turating (GTP[S]). As suggested above, there may be a frac-
tion of R and G that is precoupled and GTP[S] is able to

uncouple LRG. We therefore examined the effect of the avail-

ability of GTP[S] on the formation of ternary complex by
varying GTP[S] before addition of ligand, as shown in Fig. 5.
Intermediate concentrations of GTP[S] are observed to alter

the extent ofbinding; that this altered binding reflects a change
in distribution between LRG and LR can be seen in the

dissociation behavior. As the concentration of GTP[S] in-
creases, the behavior of the forward and reverse reactions
increasingly takes on a character resembling LR. The data
could be fit simply when the intermediate curves were repre-
sented as linear combinations of the curves obtained in the

presence or absence of nucleotide (not shown) consistent with
the idea of a redistribution between R and RG.

More rigorous fitting schemes were used to relate the behav-

ior to ternary complex model. In the first scheme, the data for

all the nucleotide concentrations were simultaneously fit to the
model in Fig. 1 using the same variables described in modeling

Fig. 3, but allowing the fraction of R and RG to be a function

of the nucleotide concentration. When this was done, the
following values for the rate constants were obtained: k+1 =2 x
io� M’ sec’, k_1 --0.1 s-i, k_3 =0.002 sec’. If one uses small

0 60 120 180 240

Fig. 5. Coexisting receptor states identified in the kinetics of 5PEP
binding and dissociation to permeabilized neutrophils in presence of
subsaturating concentrations of GTP[S]. Cells were preincubated with
indicated concentrations of GTP[S] before the addition of peptide. Data
display begins upon addition of pentapeptide to cells (1 0’cells/mI) at t =

0. Dissociation was initiated by addition of a large excess of antagonist
(1 0� M tbOCFLFLF) at t = 120 sec. Duplicate determinations were
averaged for each nucleotide concentration and fit as described in the
text. The final concentration of the pentapeptide was 1 .0 n�.i. The
concentrations of GTP[S] are as indicated.

values for k+2 and k_2 (<10_2 or -�iO� sec’, respectively), the

data sets in Fig. 5 can be accounted for by allowing the fraction
of receptor sites that are precoupled to vary, the values decreas-

ing as the concentration of guanine nucleotide was increased.

In this scheme, the fitted values for [RG]/R’ro�j at time t = 0

are 0.69, 0.61, 0.38, 0.23, 0.10, and 0.0 for GTP[S] concentra-
tions of 0, 10_8, 3 x 10_8, 5 x 10_8, i0�, and 10� M, respectively.

In the second scheme, we allowed k_2 (Fig. 1), the rate of
nucleotide-dependent ternary complex disassembly (see below),

to vary for each nucleotide concentration. This approach in-

volves allowing LRG to break up after it forms at a rate
dependent upon nucleotide concentration (a reasonable ap-
proach since k_2 implicitly contains the concentration of nu-

cleotide). In this scheme the ratio of RG/R�-0�1 (initial) is a
parameter but is assumed to be the same for all GTP[S]
concentrations. The errors in the fits to this model were only

slightly greater than for scheme 1.

The first model allows nucleotide to affect side 4, redistri-
buting R and RG in the absence of ligand. The second model

allows nucleotide to affect side 2, redistributing LRG to LR. In
an effort to distinguish between these models, we have per-

formed additional experiments to determine whether preaddi-

tion of guanine nucleotide could redistribute RG. In these

experiments (not shown), subsaturating GTP(S) (10�, 3 x
i0_�, or 10_8 M) was allowed to equilibrate for 0 sec, 10 sec, or

10 mm with receptors before addition of ligand. These concen-

trations were low enough that their binding should have half-
times between 30 sec and several minutes (see Fig. 4). No

significant difference in the kinetics of ligand binding or dis-

sociation was observed whether the nucleotide was added long

before or just before ligand addition.

Discussion

The permeabilized neutrophil as model system for ter-
nary complex interactions. The neutrophil formyl peptide
receptor is a member of the family of seven transmembrane
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domain receptors and the neutrophil G protein, G12, is a member
of the family of heterotrimeric nucleotide-binding proteins.

Like the a- and fl-adrenergic receptors and the muscarinic and
dopamine receptors, the neutrophil receptors form a high affin-

ity ternary complex (LRG) when nucleotide is absent and a
low affinity LR complex when nucleotide is present (25, 26).

As described previously, the digitonin permeabilized neutrophil

retains these characteristics and appears to be a useful system

for examining detailed interactions between receptors and G

proteins.

The biochemistry of the ternary complex (25) assuming
mobile receptors has the following elements: 1) in the absence

of ligand, receptors and G proteins are dissociated; 2) G proteins

normally exist as stable heterotrimers with bound GDP (we

will use the notation G� and G to indicate occupied and empty

G proteins); 3) upon ligand binding to the receptor, a short-

lived quaternary complex forms (LRG�); 4) the GDP is released

from the quaternary complex after ligand binding to the recep-

tor forming a high affinity ternary complex (LRG); 5) GTP

binds to an empty ternary complex; and 6) GTP binding is

followed by a concerted dissociation of the activated G protein

from the receptor and a dissociation of the a-subunit of the G

protein from the heterotrimer. Cell activation mediated through
receptor-G protein interactions can occur on a subsecond time

frame. The most notable example is the response of the rod

outer segment to photons via rhodopsin (27). In the neutrophil,

the generation of second messengers, such as Ca2�, as well as

oxidant responses, begins within a second or two after exposure
to ligand (1). The experiments presented here address the

kinetics of several of the steps of the model directly and
contribute insight into several others.

Kinetic analysis of ternary complex assembly and di-
sassembly. We reported previously a quantitative character-
ization of the formyl peptide receptor in the permeabilized

human neutrophil using flow cytometry to discriminate free

and bound ligand. In the absence of guanine nucleotide, disso-

ciation of fluorescent formyl peptide from its receptor was slow
(k0ff 10 sec_i). When nucleotide was added at saturating

concentration, a rapid release (k0ff =10W’ sec’) of ligand from
85% or more of the receptors was observed. These results are

confirmed using the fluorescence method (Figs. 2 and 3). In the

presence of guanine nucleotide, the receptors were detected as

a population of sites with Kd =2-5 nM. In the absence of guanine
nucleotide, a major population of high affinity sites (Kd =0.04

nM) coexists with a second site at equilibrium (12). Rapidly
dissociating receptors with identical off-rates have also been

detected when the cells were ribosylated with pertussis toxin

or alkylated with N-ethylmaleimide (data not shown).2 As in

other systems and in previous biochemical measurements in

intact neutrophils (6), the high affinity (slowly dissociating)

binding was attributed to the ternary complex LRG and the

low affinity (rapidly dissociating) binding to the binary complex
LR.

The experiments in Fig. 3 compare the concentration de-

pendence of ligand binding and dissociation with saturating

GTP[S] or in the absence of guanine nucleotide. The data are
similar to previous cytometric results, that is, the data can be

fit with the same model (12) and validate the new methodology.

2 Treatment of permeabilized neutrophils with N-ethylmaleimide elevates the

cellular autofluorescence to levels that hinder cytometric analysis yet do not

interfere with the spectrofluorometric analysis.

In the presence of saturating guanine nucleotide or N-ethyl-

maleimide (not shown), the binding interaction behaves ap-

proximately as a single-step reversible reaction (Fig. 1, side 1)

in which on- and off-rates are consistent with the equilibrium

constant. The off-rate constants derived from simultaneously

fitting the association and dissociation measurements (Fig. 3)

are in agreement with direct measurement of the dissociation

as analyzed by previous methods (6).

The experiments performed in the absence of nucleotide

require complex models related to ternary complex formation

(Fig. 1). In our analysis, we simultaneously fit the experiments

performed in the presence of saturating nucleotide to the single-
step model (using side 1 to represent the majority of the
receptor and side 3 to account for the small fraction of nucleo-

tide-insensitive receptors),3 while the experiments performed

in the absence of nucleotide are fit to more complex models. As

can be seen from Fig. 1, we allow the rate constant (k,.1) for

the binding of L to R and RG to be identical because the initial

rates are experimentally identical (Figs. 2B, 2C, and 5). By

fitting the two types of experiments (with and without nucleo-

tide) simultaneously (to different models which have common

parameters), we are able to restrict the parameters to values

that are consistent with both types of experiments. We have

used this approach to test a number of models with this data.
The minimal ternary complex analysis of the present spec-

trofluorometric data and the earlier cytometric data ( 12) re-
quires three sides of the model (Fig. 1) when nucleotide is

absent, as well as a large fraction of the receptors to be precou-
pled to G. This is the equivalent of allowing all four sides of

the ternary complex model with the fourth side (representing

the interconversion of R and RG) occuring at a slow rate.

Single-site, independent two-site, and interconverting two-site

(two sides) models are unable to account for all the features of

the data (Fig. 2). Only more complex interconverting models

incorporating receptor heterogeneity can fit the data. In the

ternary complex analysis, this heterogeneity takes the form of

“coupled” (represented as RG or RG�) and “uncoupled” recep-

tors (represented as R). In the formal ternary complex model,

RG complexes are physically precoupled and the uncoupled

receptors gain access to G proteins more slowly (with a half-

time =minutes) or not at all. The binding of ligand to coupled

receptors (typically determined to be 40-50% of the total)

occurs at a rate indistinguishable from the rate at which L
binds to R. Computationally, one could not expect to distin-

guish unambiguously rapid coupling (half-times less than a
second) from precoupling of receptors and G proteins. The fact

that LR and LRG assemble with a very similar rate constant

which approaches the diffusion limit for ligand binding to

surfaces implies that ternary complex formation does not delay

signal transduction. The stability of the ternary complex im-

plies that nucleotide is absent from the complex (LRG), since
adding nucleotide destabilizes the complex.

Simplifying assumptions in the analysis. 1) Because the
number of parameters in the model in Fig. 1 is too large to

permit unique fits to the data, we have previously evaluated

increasingly complex versions of the ternary complex model,

evaluating the improvements in fits by adding parameters from

3 Preliminary experiments performed with new fluorescent formyl peptides

revealed that a lower affinity ligand exhibited fewer nucleotide-insensitive recep-
tore, a situation possibly related to the proposal of Samama et aL. (28) of G
protein-independent high affinity receptors.
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additional sides of the model, restricting parameters by making
independent measurements of the individual sides or rates

where possible, and fitting multiple data sets and experimental
conditions where appropriate (12). Our analysis suggests that
when using the ternary complex formalism, all four sides of the

model (Fig. 1) are required, although we have been unable to
obtain values for k�4 as the addition of these two parameters

does not improve the quality of the fit. Rather we have included
side 4 in the initial conditions (the concentrations of R and

RG at t = 0; see part 3 below). The inclusion of all four sides
of the model means that at least some fraction of receptors is
able to find G protein in the absence of ligand.

2) The relative R and G stoichiometry may regulate access
of receptors and G proteins. In several nonphotoreceptor sys-

tems (29-31) there appears to be a 10- to 100-fold excess of G

proteins; nonetheless, it is common for receptors to have incom-
plete access to G proteins, some receptors forming ternary

complex inefficiently. Since neutrophils may express 10,000-
100,000 copies of 10 receptor types that couple to pertussis
toxin-sensitive G proteins (32), the reduced access may involve

competition or compartmentation of the components. Explic-

itly including the G protein concentration (Fig. 1, side 2) did

not improve the fit to the data.

3) We include side 4 by allowing RG/R’ro�i at t = 0 to be a

parameter. This is equivalent to assuming that the equilibration
between R+G and RG is slow (<10_2 sec’)4 or that there are

two pools, one in which the equilibration is fast compared with
ligand binding (side 1) and the other in which it is slow
compared with side 3. We do not discriminate pools of G

directly because the experiment in effect begins upon the ad-

dition of L. Allowing these rates to be included explicitly did
not improve the fit. Analysis of side 4 equilibrium constant

from the ratio of (RG) to (R’ro�i)(G) is precluded in the absence
of knowledge of the effective (G).

4) The rate of ligand dissociation from LRG is =2 x 10�
sec’. We are unable to distinguish whether LRG disassembles

through paths associated with sides 2 or 3 (i.e., according to k_2

or k_3). Thus the value of k_2 is not uniquely determined and

the values of k_2 and k_3 are correlated in this fitting scheme.

Both parameters must be less than or equal to =i0� sec’, and

at least one of the parameters must be =i0� sec’.

The kinetics of neutrophil signal transduction. The
experiments of Figs. 4 and 5 suggest a time frame for ternary

complex steps. While Figs. 3 and 5 require the rapid formation
of LRG, Fig. 4 requires that once formed, the breakup of the

ternary complex depends upon the availability of guanine nu-
cleotide. The analysis of Fig. 4 shows that the rate of formation

of LR from LRG increases with the nucleotide concentration

and saturates at high nucleotide concentration. The rate of
binding of GTP[S] is estimated to be no less that 2 x i0� M’

sec�’, a rate one to two orders of magnitude slower than the

fastest rates of nucleotide binding to purified G protein (33,

34)#{149}5

4 Simulations reveal only subtle differences in ligand-binding kinetics when
equilibration rates between R and RG exceed 10_2 �

6 It is worth noting that: 1) the highest rates of nucleotide binding to purified
G proteins are approximately two orders of magnitude less than the diffusion
limit; and 2) the binding of small molecules to membrane receptors is reduced
one to two orders of magnitude from the diffusion limit. Our rate constant
represents a minimal value for nucleotide binding to a membrane-bound G
protein. The value would be increased by reverse reactions in Eq. 2 and by the
presence of other nucleotide-binding sites in the preparation.

The rate of interconversion from LRG to LR saturates at

about 10_6 M GTP[S] or i0� M GTP (not shown). The overall

rate of interconversion between LRG and LR at physiological
concentrations of GTP (35) is as fast as that shown here for

saturating GTP[S]. Detection limits in these experiment re-
quire interconversion rates to be >> 0.2 sec’, whereas stopped-

flow experiments (19) imply interconversion rates to be >>2

sec’. With concerted G protein activation and ternary complex
disassembly, G protein activation in the intact cell is predicted
to be occurring in a time frame of no greater than a few hundred
msec after the binding of the ligand to the receptor. Therefore,

the data presented here indicate that the kinetics of formation

and decomposition of ternary complex for a full agonist are
appropriate to transduction in the subsecond time frame in the
neutrophil. It is possible that activation by partial agonists may

be delayed by less efficient ternary complex dynamics (36).
The rapid formation of ternary complex (LRG) could in

principle arise in several ways. The conventional explanation

is that LR complexation with G is diffusion-limited and is

followed by the rapid release of GDP to form a stable LRG.

The analysis ofFig. 3 and Fay et aL (12) provide two alternative
routes which should be considered: 1) precoupled RG� com-

plexes lose GDP rapidly upon ligand binding, or 2) precoupled

RG complexes bind ligand directly. Because G proteins are
isolated with bound GDP, empty G proteins are found in cells

only if endogenous GDP is released by ligand and receptor.

Because GTP[S] activates heterotrimeric G protein in broken
cells including the neutrophil, it is possible that RG complexes

are activated directly in the absence of ligand. We attempted
to obtain evidence for such a path by making nucleotide binding

the rate-limiting step in ternary complex disassembly (not

shown), then assaying LR/LRG distribution. Since the distri-

bution between LR and LRG was apparently insensitive to the

length of incubation with GTP[S], we have not obtained new
evidence for the interaction of GTP[S] with RG in the absence
of ligand. These experiments have proven to be technically
difficult because of the relatively slow rates of ligand binding
achieved with the reagent concentrations used here.

Comparison between cytometric and spectrofluoro-
metric approaches to ternary complex analysis. Since

cellular transduction events such as ligand binding, receptor-G
protein coupling and uncoupling, and second messenger gen-

eration can all occur in a subsecond time frame, there is a clear

need for real-time assays of ligand binding. We have previously

used a commercial flow cytometer with a sample transit time

of =5 sec where the ability to examine forward and reverse

processes was limited by the difficulty of on-line sample ma-

nipulation (12). The spectrofluorometric assay considerably
improves the time resolution and ease of introduction of re-

agents into the sample, permitting continuous observation to

examine the dynamics of ternary complex formation and

breakup in real-time. On the other hand, the spectrofluorome-
tric approach requires that a significant fraction of the ligand

present must be bound, and the signal to background fluores-

cence ratio deteriorates as excess ligand increases. Direct bind-
ing measurements in the presence of nucleotide require =nM R

(i.e., =10� neutrophils/ml) and the range of ligand concentra-

tion is limited. The cytometric assay is optimally performed at

cell densities of =106 neutrophils/ml. Since the cytometric

assay intrinsically discriminates bound ligand in a sea of free

ligand, it permits a much greater range of ligand concentration.
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While the spectrofluorometer presently provides better time
resolution and is suited to stopped-flow analysis (19), recent
hardware and software developments suggest that it should

ultimately be possible to have comparable intrinsic time reso-

lution in the two methods. Because the spectrofluorometric and

cytometric assays require cell concentrations that differ by an

order of magnitude, a direct comparison of raw ligand binding

data is not possible. By showing that the fluorometric data

(Fig. 3) are best fit to the same model (with similar parameters)
as the previous cytometric data (12), we have demonstrated the
equivalency of the two methods.

In summary, we have introduced a real-time assay of ligand-
receptor interactions suitable for the formyl peptide receptor.
We have shown that the method provides results essentially

identical to an earlier cytometric method but offers improved

time resolution. Finally, we have applied the method to several
dynamic aspects of the ternary complex model which have not

been evaluated previously.
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