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Abstract
IIAGlc, the glucose-specific phosphocarrier protein of the phosphoenolpyruvate:glycose
phosphotransferase system, is an allosteric inhibitor of Escherichia coli glycerol kinase. A linked-
functions initial-velocity enzyme kinetics approach is used to define the MgATP-IIAGlc heterotropic
allosteric interaction. The interaction is measured by the allosteric coupling constants Q and W, which
describe the mutual effect of the ligands on binding affinity and the effect of the allosteric ligand on
Vmax, respectively. Allosteric interactions between these ligands display K-type activation and V-
type inhibition. The allosteric coupling constant Q is about 3, showing cooperative coupling such
that each ligand increases the affinity for binding of the other. The allosteric coupling constant W is
about 0.1, showing that the allosteric inhibition is partial such that binding of IIAGlc at saturation
does not reduce Vmax to zero. E. coli glycerol kinase is a member of the sugar kinase/heat shock
protein 70/actin superfamily, and an element of the superfamily conserved ATPase catalytic core
was identified as part of the IIAGlc inhibition network because it is required to transplant IIAGlc

allosteric control into a non-allosteric glycerol kinase (Pawlyk, A.C. and Pettigrew, D.W. (2002)
Proc. Natl. Acad. Sci. USA 99:11115-20). Two of the amino acids at this locus of E. coli glycerol
kinase are replaced with those from the non-allosteric enzyme to enable determination of its
contributions to MgATP-IIAGlc allosteric coupling. The substitutions reduce the affinity for IIAGlc

by about 5-fold without changing significantly the allosteric coupling constants Q and W. The
insensitivity of the allosteric coupling constants to the substitutions may indicate that the allosteric
network is robust or the locus is not an element of that network. These possibilities may arise from
differences of E. coli glycerol kinase relative to other superfamily members with respect to oligomeric
structure and location of the allosteric site in a single domain far from the catalytic site.

Allosteric control of enzyme catalysis is a central aspect of regulation in biological systems.
In central metabolic pathways, modulation of catalytic activity coordinates responses to
changing carbon source availability, energy requirements, or needs for specific molecules for
anabolism. Classical descriptions of allostery are based on global conformational change in
response to binding of a regulatory ligand to its allosteric site that results in change in the
conformation and function of the catalytic site [1]. Developing views of allostery differ in
several respects from the classical description. Among the most important of these differences
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is the view that communication between the allosteric and catalytic sites is mediated by
interactions in a sparse network of amino acid residues [2-7]. In this context, identification of
the interacting residues and the roles of each residue in the allosteric communication become
important objectives for experiments [8]. Approaches for identification of these networks
include bioinformatics methods [7,9,10], computational methods [2,4,11-13], and structure-
based experimental methods [5,14-18]. We used an approach that is based on transplanting
allosteric control into a naïve enzyme to identify a locus that is part of an allosteric network
[19] and showed that the locus modulates local motions and binding affinity at the allosteric
site [20]. Here, we evaluate the role of this locus in the coupling between the allosteric and
catalytic sites.

Catalytic activity of Escherichia coli glycerol kinase (EGK)1 is inhibited by the
unphosphorylated form of IIAGlc, the glucose-specific phosphocarrier protein of the E. coli
phosphoenolpyruvate:glycose phosphotransferase system. During steady-state glucose uptake,
IIAGlc is about 95% unphosphorylated in vivo [21] and its inhibition of EGK and membrane
systems for lactose, melibiose, and maltose uptake is believed to be a central mechanism by
which glucose prevents metabolism of other carbon sources [22,23]. The co-crystal structure
of the EGK-IIAGlc complex [24] that is presented in figure 1 shows that EGK is a member of
the sugar kinase/hsp70/actin superfamily [25]. ATPase catalytic activity is a shared function
of superfamily members and the activities of many of the superfamily members are controlled
allosterically. Functional properties of superfamily members can be considered in the context
of a shared conserved structure. The shared structure of superfamily members has two domains,
termed I and II. These domains are divided into subdomains and a conserved ATPase catalytic
core is located in subdomains IA and IIA. The ATPase catalytic site is at the interface between
domains I and II, and the EGK substrates interact with both domains (figure 1). Substrate
binding to superfamily members is associated with closure of the catalytic site cleft [18,24,
26-32] and allosteric control of the ATPase enzyme activity is generally believed to be mediated
by modulation of this conformational change [25,33]. For the superfamily members
glucokinase, actin, and hsp70, crystal structures show that allosteric effectors interact with both
domains and appear to exert direct steric effects on the conformational change [34-41]. The
binding site for IIAGlc is on only domain II of EGK and is 30 Å from the catalytic site [24].
Thus, direct steric effects on the catalytic site closure do not appear to account for IIAGlc

inhibition of EGK.

Crystal structures of EGK do not reveal how binding of IIAGlc far from the catalytic site cleft
results in allosteric inhibition. Comparison of the structures of EGK and the EGK-IIAGlc

complex shows that the IIAGlc-binding site changes conformation but there are no other
differences to show whether or how the catalytic site closure is affected [42]. An approach that
is based on chimeric enzymes was used to identify an additional region of EGK that has a role
in IIAGlc inhibition [19]. This region consists of EGK amino acid residues 427-429 and is
necessary, in addition to the IIAGlc-binding site amino acid residues, to transplant IIAGlc

inhibition into IIAGlc-naïve HGK. These three amino acid residues are located in the conserved
ATPase core of subdomain IIA (figure 1), and this location was termed the coupling locus
because it appears to be necessary to couple the IIAGlc-binding site to the catalytic site. The
coupling locus amino acids affect the affinity for IIAGlc binding in the saturating presence of
MgATP [19] and they modulate the local backbone motions of the IIAGlc-binding site [20].

1Abbreviations used: IIAGlc the glucose-specific phosphocarrier protein of the phosphoenolpyruvate:glycose phosphotransferase system
(TC 4.A.1 (http://www.tcdb.org/)), also known as IIIglc and Crr; EGK, Escherichia coli glycerol kinase (EC 2.7.1.30; ATP:glycerol 3-
phosphotransferase); EGKC, EGK with the amino acid substitution E478C; EGKC-VN, EGKC with the amino acid substitutions T428V
and R429N; EGK-DVN, EGK with the amino acid substitutions G427D, T428V, and R429N; HGK, Haemophilus influenzae glycerol
kinase; HGKII, HGK with IIAGlc-binding site amino acids (II) from EGK; HGKII-G, HGKII with amino acid substitution D427G;
HGKII-GTR, HGKII with the amino acid substitutions D427G, V428T, N429R; hsp70, heat shock protein 70.
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However, the roles of the coupling locus in the allosteric coupling between the IIAGlc-binding
site and the catalytic site are not known.

This allosteric coupling is described in terms of the thermodynamic linkage scheme that is
shown in figure 2, which indicates relations between binding of IIAGlc, the Michaelis constant
for MgATP, and Vmax in the context of the single-substrate, single-modifier case [43] based
on the assumption of rapid equilibrium for binding of substrate [44]. The allosteric coupling
is given by the parameters Q and W, which describe, respectively, the effect of binding of one
ligand on the affinity for the other and the effect of the allosteric ligand on Vmax. These
allosteric coupling parameters are defined by the relations: Q = KA

o/KA
∞ = KII

o/KII
∞; W =

V∞/Vo. The value of Q is >1 for cooperative coupling, <1 for antagonistic coupling, and equals
1 when there is no allosteric coupling. The value of W is >1 if Vmax is increased by the allosteric
effector, <1 if Vmax is decreased by the allosteric effector, and equals 1 when there is no
allosteric effect on Vmax.

The coupling locus was identified as part of the network for allosteric inhibition because it is
required for transplanting IIAGlc inhibition into HGK [19]. Substitution of only the IIAGlc-
binding site amino acids from EGK into HGK to give the chimeric enzyme HGKII is not
sufficient for IIAGlc binding or inhibition, but IIAGlc binding and inhibition are obtained by
additional substitutions with EGK amino acids at the coupling locus. The highest affinity for
IIAGlc binding to a chimeric HGK enzyme requires substitution with all three of the EGK
coupling locus amino acids to give the chimeric enzyme HGKII-GTR. The native coupling
locus sequence for HGK is DVN, and replacement of all three of the EGK coupling locus amino
acids with those from HGK to give the chimeric enzyme EGK-DVN abolishes IIAGlc inhibition
[19]. The single substitution D427G in HGKII to give the chimeric enzyme HGKII-G is
sufficient for IIAGlc inhibition. However, the affinity of HGKII-G for IIAGlc is reduced greatly
relative to that for HGKII-GTR, which shows that the two coupling locus amino acid residues
(TR) increase the affinity for IIAGlc relative to the two native HGK amino acid residues (VN).
Comparison of the allosteric coupling parameters for the chimeric enzymes HGKII-GTR and
HGKII-G should show the roles of these two coupling locus amino acid residues in this
allosteric network, but the IIAGlc-binding affinity of the HGKII-G variant is too low for the
linked-function initial-velocity approach. However, the IIAGlc-binding affinities are
sufficiently high for the corresponding EGK enzymes, which are used here to determine the
role of the coupling locus in allosteric coupling. A thermodynamic linked-functions initial-
velocity enzyme kinetics approach is used to determine the role of the coupling locus in the
allosteric coupling between IIAGlc and MgATP, the common substrate for superfamily
members. The allosteric coupling parameters are not sensitive to substitutions of the coupling
locus amino acids, which indicates that this network is robust or the coupling locus is not an
element of it.

Materials and Methods
Materials

Reagents were purchased from Sigma Chemical Company (St. Louis, MO) unless otherwise
indicated. IIAGlc was prepared as described [45] from the BL21(DE3) strain of E. coli bearing
the pVEX-crr plasmid which was generously provided by Drs. Norman Meadow and Saul
Roseman of the Department of Biology of The Johns Hopkins University, Baltimore, MD. The
concentration of IIAGlc was determined from absorbance at 260 nm by using an extinction
coefficient of 1.6 mM-1cm-1, which was determined by using amino acid analysis to measure
the molar concentration of protein in a sample for which the absorbance at 260 nm was known.
Amino acid analysis was provided by the Protein Chemistry Laboratory of Texas A&M
University. The molar concentration of IIAGlc was determined on the basis of a molecular mass
of 18.1 kDa [46].
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EGKC was prepared as described [20,47]. EGKC-VN was constructed by using the Quick
Change protocol with Pfu Turbo DNA polymerase (Stratagene; La Jolla, CA) to make the site-
directed amino acid substitutions T428V and R429N in the EGKC enzyme. Mutagenic primers
were purchased from Integrated DNA Technologies (Coralville, IA). The entire reading frame
for the variant enzyme was verified by using the Big Dye DNA sequencing protocol.
Electrophoresis of DNA sequencing reactions and Sequencher software for sequence analysis
were provided by the Gene Technologies Laboratory of Texas A&M University. The EGKC-
VN enzyme was purified by using the same protocol as for the EGKC enzyme. Glycerol kinase
concentrations were determined from the absorbance at 280 nm by using an extinction
coefficient of 1.73 (mg/mL)-1cm-1 or 97.2 mM-1(subunits)cm-1 [47].

Enzyme kinetics
Glycerol kinase enzyme activity was measured by using the continuous ADP-coupled
spectrophotometric assay at pH 7.00 at 25°C to determine initial velocities. The assays
contained 50 mM triethanolamine-HCl buffer, 10 mM MgCl2, 20 mM KCl, 2.5 units each of
pyruvate kinase and lactate dehydrogenase, 0.2 mM PEP, 0.2 mM NADH, and 10 mM glycerol
with glycerol kinase, ATP, and IIAGlc concentrations as shown in the figures in a total volume
of 0.5 mL. The pH of a 2X buffer stock containing 100 mM triethanolamine-HCl, 20 mM
MgCl2, and 40 mM KCl was adjusted to pH 7.00 at 25°C in a water-jacketed vessel that was
connected to a circulating water bath. The temperature of the continuously-stirred solution was
measured by using a digital thermometer with a small temperature probe (YSI model 402) that
was standardized versus a National Bureau of Standards mercury thermometer. The pH meter
was standardized to pH 7.01 at ambient temperature by using pH 7.00±0.01 commercial pH
standard and the internal temperature compensator was used for measurements of solution pH
at the temperature of the experiment. This 2X stock was used to prepare enzyme activity assays.
Reactions were initiated by addition of enzyme (usually 0.01 mL) to the assay mixture after
incubation of the remaining components in the temperature-controlled cell positioner to
thermal equilibrium. The temperature of the spectrophotometer cell positioner was controlled
by a refrigerated, circulating water bath which was adjusted to maintain the temperature of the
experiment as determined by using the digital thermometer with the probe placed inside a
water-filled cuvette. The reaction rates were determined from the rates of decrease of
absorbance at 340 nm by using a Beckman-Coulter DU-800 spectrophotometer with a kinetics
software package. For each assay, the observed rate was corrected by subtraction of any rate
that was measured before addition of glycerol kinase. This correction is necessary at higher
concentrations of IIAGlc because of an apparent ATPase activity that is associated with
IIAGlc. One unit of glycerol kinase is defined as the amount of the enzyme that produces 1
μmol of ADP per minute per mL in this assay.

The stated concentrations of ATP are the total concentration of ATP in all forms. ATP
concentrations were determined from absorbance at 259 nm by using an extinction coefficient
of 15.4 mM-1 cm-1 for stock solutions adjusted to pH 7.0. Dilutions were performed by weight
for absorbance measurements and for preparation of stock solutions in milliQ water. Dilutions
were stored at -20°C.

Kinetics Data Analysis
The parameters of the linkage scheme that is shown in figure 2 are determined by using initial-
velocity enzyme kinetics studies varying the concentration of ATP at fixed concentrations of
IIAGlc. To obtain the parameters, the data from the initial-velocity studies are fit to equation 1
[48]
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(1)

by using Enzfitter version 2.0.18.0 (Biosoft) running under Windows XP on a Pentium® 4
processor. The parameter uncertainties are given as the 95% confidence intervals from the fit.

Data from titrations of specific activity with IIAGlc at 2.5 mM ATP were fit to equation 2 by
using Kaleidagraph v. 3.51 (Synergy Software):

(2)

where SAi is the specific activity at the concentration of IIAGlc given by the subscript (0 or
saturating) and K0.5 is equal to the concentration of IIAGlc that gives 50% of the maximum
inhibition. The allosteric coupling parameter W is given by SA∞/SA0. The parameter
uncertainties are shown as standard errors.

Results
The enzymes that are used here have the substitution E478C in the IIAGlc-binding site, which
is denoted by the letter C in the enzyme name. The E478C substitution increases the affinity
for IIAGlc, which facilitates these determinations of the allosteric coupling. The concentration
of IIAGlc that gives half-maximal inhibition of EGK is about 10 μM, which is decreased to
about 1 μM by the addition of ZnCl2 or by the amino acid substitution E478C [47]. The apparent
affinity is increased by Zn(II) because it binds to an intermolecular site that is formed by the
EGK-IIAGlc complex [47,49]. The protein ligands to Zn(II) are H75 and H90 from IIAGlc and
E478 from EGK. While the higher affinity that is seen in the presence of Zn(II) would facilitate
these studies, addition of Zn(II) complicates the analysis due to strong interactions between it
and ATP, which add another simultaneous equilibrium that must be considered [47]. To avoid
these issues but retain the advantages from the higher affinity, the E478C variant of each
enzyme is used.2 The E478C substitution does not change the structure of the complex of EGK
with IIAGlc, except for the side chain differences at the substitution site, and it eliminates the
effect of Zn(II) on the apparent affinity for IIAGlc with only small effects on steady-state
kinetics parameters [47].

The roles of the coupling locus in IIAGlc inhibition of EGK are evaluated by comparing the
allosteric properties of the enzymes EGKC and EGKC-VN. The EGKC enzyme contains the
EGK native coupling locus, while the EGKC-VN enzyme contains site-directed substitutions
T428V and R429N to replace two coupling locus amino acids with those from HGK. Thus,
EGKC-VN corresponds to HGKII-G, the minimal IIAGlc-inhibitable HGK, while EGKC
corresponds to HGKII-GTR. Figure 3 shows IIAGlc inhibition of these enzymes at saturating
concentrations of glycerol and MgATP. The Michaelis constant for glycerol is about 5 μM for
both EGKC and EGK, and IIAGlc decreases it for EGK [47]. Thus, the glycerol concentration
of 10 mM is saturating. Saturation with MgATP is verified by results that are shown below.
The specific activity decreases as the concentration of IIAGlc is increased for both enzymes.

2The IIAGlc binding affinity is increased for the HGKIIC-G chimeric enzyme but is too low for the linked-function initial-velocity
studies.
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These data are fit to equation 2 to obtain estimates of K0.5 and W, which are given in the figure
legend.

The inhibition shows hyperbolic dependence on IIAGlc concentration and is well- described
by equation 2. The parameters K0.5 and W that are determined for EGKC agree with results
from earlier work: K0.5 = 0.6±0.2 μM, W = 0.12±0.04 [47]. Thus, the same parameters are
obtained with different protein preparations and over a long time span. The coupling locus
substitutions in EGKC-VN reduce apparent affinity for IIAGlc by about 5-fold. The reduced
affinity is consistent with the relation between the coupling locus and IIAGlc affinity that is
seen in the studies for transplantation of IIAGlc inhibition into HGK [19]. The same value for
the allosteric coupling parameter W is obtained for EGKC and EGKC-VN, which shows that
it is not changed by the coupling locus substitutions. The linkage scheme in figure 2 shows
that K0.5 that is determined from these data corresponds to KII

∞, the dissociation constant for
IIAGlc binding in the saturating presence of MgATP. These results that are obtained with
saturating MgATP reveal the effect of IIAGlc binding on Vmax but not the allosteric coupling
between the binding of MgATP and IIAGlc.

The approach that is used here to determine the effects of the coupling locus substitutions on
allosteric coupling between binding of MgATP and IIAGlc is linked-functions initial-velocity
enzyme kinetics studies that are treated in the context of the linkage scheme that is shown in
figure 2. Although the apparent affinity for IIAGlc is reduced by the amino acid substitutions
in EGKC-VN, it is sufficiently high for this linked-functions analysis, which is not the case
for the chimeric HGK enzymes from the IIAGlc-inhibition transplantation studies. Figure 4
shows the dependence of the rate of the enzymatic reaction on the concentration of ATP in the
saturating presence of glycerol with different fixed levels of IIAGlc for EGKC and EGKC-VN.
As the concentration of IIAGlc is increased from zero, the initial velocities are decreased
throughout the range of ATP concentrations. These data are fit to equation 1 to obtain the
estimates of the initial-velocity kinetics parameters and allosteric coupling parameters that are
shown in Table 1. Fits of simulated data with varying levels of random error were used to show
that the parameter estimation procedure is very reliable (see Supplementary Information).

The values of the parameters are well-determined as shown by the 95% confidence intervals
and by the agreement between the data and the lines from the fits in figure 4. Neither the
catalytic parameters Vo and KA

o nor the allosteric coupling constants Q and W are changed
significantly by the coupling locus substitutions. The Michaelis constant for MgATP for each
enzyme, KA

o, is 10 μM, showing that the ATP concentration of 2.5 mM that is used for the
experiment in figure 3 is saturating. The allosteric coupling constant Q is about 3 for both
enzymes, showing weak coupling between binding of MgATP and IIAGlc. The dominant effect
of IIAGlc on enzymatic activity is thus reduction of Vmax, i.e. V-type control, shown by the
allosteric coupling parameter W of 0.1. The coupling locus substitutions significantly change
the dissociation constant for IIAGlc binding to the GK-glycerol complex, KII

o, which is
increased about 5-fold for EGKC-VN relative to EGKC.

The linked-functions relations that are given by the linkage scheme can be used to evaluate the
internal consistency of the estimated parameters. The linkage scheme in figure 2 shows KII

∞

is the dissociation constant for binding of IIAGlc to the enzyme-glycerol-MgATP complex.
The constant K0.5 from figure 3 is determined at saturating MgATP; thus, it corresponds to
KII

∞, leading to the expectation that the values of these constants that are obtained from
independent experiments should agree. The definition of the allosteric coupling constant Q
gives KII

∞ as KII
o/Q, thus allowing its calculation to give the values that are shown in Table

1. They agree with the values of K0.5 that are shown in figure 3. For both enzymes, the values
for the allosteric coupling parameter W are the same irrespective of whether ATP or IIAGlc is
the varied ligand. The analyses of the allosteric coupling between MgATP and IIAGlc are thus
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internally consistent with respect to both coupling parameters. The values for KII
o and K0.5

are changed about 5-fold by the substitutions, showing that the value of the allosteric coupling
constant Q is not changed.

The allosteric coupling constant Q is greater than 1 for both enzymes, showing that the coupling
between MgATP and IIAGlc is cooperative. In the context of the scheme in figure 2, the values
of Q show that KII

∞<KII
o and KA

∞<KA
o. These ligands thus mutually increase the apparent

affinity for each other. Cooperative coupling between substrates and allosteric ligands is
associated with activation for classically-studied K-type allosteric enzymes [50-54] but is here
associated with inhibition of catalysis. If the allosteric coupling between IIAGlc and the reaction
products is also cooperative, increased affinity for the products could account for a portion of
the reduction in Vmax by IIAGlc. The coupling free energy between MgATP and IIAGlc binding
is small; its value given by –RTlnQ is about -0.6 kcal/mol.

The allosteric coupling constant W for both enzymes shows that V∞<Vo; hence Vmax is
decreased by binding of IIAGlc, as expected for inhibition. The values for W for both enzymes
are greater than zero, i.e. V∞>0, showing that inhibition is incomplete and enzyme that is
saturated with IIAGlc retains about 10% catalytic activity relative to that in the absence of the
inhibitory ligand. Such partial inhibition is consistent with allosteric inhibition. The increase
of apparent activation energy for the reaction in the saturating presence of IIAGlc given by –
RTlnW is about +1.3 kcal/mol.

Discussion
The objective of these studies is determination of the role of the coupling locus in the allosteric
network that couples the allosteric and catalytic sites, for which measurement of the allosteric
coupling parameters is required. The allosteric parameters that describe the coupling between
binding of IIAGlc and MgATP and the effect of IIAGlc on Vmax for EGKC and EGKC-VN are
determined by using a linked-functions initial-velocity enzyme kinetics approach. Results from
this approach show that substitutions of the coupling locus amino acids change the affinity for
IIAGlc but do not alter either of the quantitative measures of allosteric coupling between the
catalytic and allosteric sites, Q and W. Thus, IIAGlc-binding affinity and MgATP-IIAGlc

allosteric coupling are independent from one another. The linkage scheme in figure 2 shows
no requirement for specific relations between allosteric ligand affinity and allosteric coupling.
Thus, the independence of the affinity and allosteric coupling that is observed here is
unremarkable in the context of a phenomenological treatment of allosteric behavior.
Independence of ligand affinity and allosteric coupling is seen also for bacterial
phosphofructokinase for two different allosteric inhibitors that bind to the same site [54] and
for substitutions of substrate–binding amino acid residues [55].

The catalytic parameters and the allosteric coupling parameters are insensitive to the coupling
locus substitutions. This result may indicate that the catalytic and allosteric networks are robust
or the coupling locus is not an element of these networks. Because the coupling locus is located
in the conserved ATPase core, the insensitivity of the catalytic parameters to the substitutions
may reflect the robustness of the catalytic network. Such robustness is consistent with views
on protein evolution, which consider that amino acid substitutions improve a new function
without being deleterious to an original function [56]. This behavior is the case for
improvement of the affinity for the allosteric inhibitor IIAGlc without affecting the ATPase
catalytic activity. Limited structural information about conformational changes upon binding
of ATP or ADP to sugar kinases shows small, localized changes in domain I but none in domain
II [24,27]. The absence of nucleotide substrate-dependent conformational changes in the region
that contains the coupling locus may indicate that it is not part of the catalytic network.

Pettigrew Page 7

Arch Biochem Biophys. Author manuscript; available in PMC 2010 January 15.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



The ATPase core of the superfamily member DnaK is established as a key element of its
allosteric network [18]. Deuterium exchange/mass spectrometry studies show conformational
changes within the core that mediate communication between the catalytic site and the peptide
substrate binding site. The structure of the yeast hsp70 homologue Sse1 shows that the linker
which connects the nucleotide- and substrate-binding domains binds in the cleft between
domains I and II of the nucleotide-binding domain in the absence of peptides [38]. The
conformational changes within the core upon peptide binding that are measured in the
deuterium exchange/mass spectrometry studies are consistent with displacement of the linker
from its binding site. Thus, allosteric control of the DnaK ATPase activity appears to be
mediated by direct steric effects of linker binding to both domains of the conserved core. Such
direct effects are not the case for IIAGlc allosteric control of EGK because the IIAGlc-binding
site is far from the catalytic cleft and contained in only one domain. Because of the difference
in the relations of the allosteric and catalytic sites of EGK relative to other superfamily
members, structural elements outside the conserved ATPase core may be the principal
mediators of the allosteric network for IIAGlc inhibition. Primary roles for these other elements
in allosteric communication may account for the insensitivity of the allosteric coupling
parameters to the coupling locus substitutions.

The oligomeric structure of EGK differs from that of other superfamily members and may
provide for allosteric communication outside the conserved ATPase core. Other allosteric
superfamily members are monomers in solution but EGK displays a dimer-tetramer
equilibrium [57]. Disruption of tetramer formation abolishes allosteric inhibition by fructose
1,6-bisphosphate but has little effect on IIAGlc inhibition [58,59]. Within the EGK dimer, a
loop from one subunit penetrates deeply into the catalytic cleft of the other subunit. This
interdigitated structure could have roles in the IIAGlc allosteric network providing for
interdomain communication by pathways outside the conserved ATPase core. Alternatively,
allosteric networks may include elements of the conserved ATPase core as well as the elements
of the interdigitated structure. In this case, the more extensive networks could be expected to
show substantial robustness that is seen as the insensitivity of the allosteric coupling parameters
to the coupling locus substitutions.

In its initial formulation, the concept of allostery refered to change in affinity for ligand binding
at one site that is a consequence of ligand binding at a different site and the changed affinity
was attributed to global conformational change associated with altered protein quaternary
structure [1]. Current views consider that changes in protein conformation and/or dynamics in
response to ligand binding, post-translational modification, or amino acid substitutions are
allosteric and may occur within monomeric, single-domain proteins. The changes in protein
conformation and/or dynamics are not global but involve networks of amino acid residues that
transmit allosteric signals within the protein structure. This view of allostery raises important
considerations. A primary issue is identification of the elements of the allosteric network. In
this context, it is important to note that the elements depend on the function that is studied so
that different functions may arise from different networks. A second issue is verification that
network components that are putatively identified on the basis of, for example, structural
considerations are members of the functional network of interest. Verification of network
membership requires application of double-mutant cycles or linked-functions approaches [8].
The importance of these two issues is supported by the results that are presented here. Although
it is clear that there is an allosteric network between the coupling locus and the IIAGlc allosteric
binding site, the results raise questions about whether the coupling locus is an element of a
network between the IIAGlc allosteric site and the catalytic site.

Supplementary Material
Refer to Web version on PubMed Central for supplementary material.
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Figure 1.
Co-crystal structure of EGK-IIAGlc. Ribbon structures of EGK and IIAGlc are shown with
labels for each protein and the domains of EGK. The conserved ATPase cores of subdomains
IA and IIA are colored in magenta and blue, respectively. The coupling locus in subdomain
IIA is colored in cyan and is located at the junction between two layers of the conserved ATPase
core, as indicated by the labeled arrow. The substrates bound at the catalytic site of EGK are
shown as spacefilled models. The figure was constructed by using Deep View/Swiss-
PdbViewer version 3.7 [60] and POV-Ray version 3.1 (www.povray.org) with pdb files 1glc
and 1bo5.
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Figure 2.
Thermodynamic linkage scheme for allosteric coupling between IIAGlc and MgATP. E is the
EGK-glycerol complex, A is MgATP, KA

o is the Michaelis constant for MgATP in the absence
of IIAGlc, KA

∞ is the Michaelis constant for MgATP in the saturating presence of IIAGlc,
KII

o is the dissociation constant for IIAGlc binding in the absence of MgATP, KII
∞ is the

dissociation constant for IIAGlc binding in the saturating presence of MgATP, Vo is Vmax in
the absence of IIAGlc, and V∞ is Vmax in the saturating presence of IIAGlc.
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Figure 3.
IIAGlc inhibition of EGKC and EGKC-VN. Specific activities were measured at 9 nM
(subunits) enzyme with 2.5 mM ATP and IIAGlc concentrations as shown. The points show
the specific activities and the lines show the fits to equation 2 for the parameters given below.
Legend: filled circles, EGKC, K0.5 = 0.5±0.1 μM, W = 0.1±0.01; open circles, EGKC-VN,
K0.5 = 2.7±0.3 μM, W = 0.11±0.02.
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Figure 4.
Effects of IIAGlc on initial velocities for EGKC and EGKC-VN. The points show initial
velocities that are measured at 27 nM (subunits) enzyme and the ATP concentrations that are
shown. The open circles show the initial velocities in the absence of IIAGlc, and the remaining
symbols show the initial velocities when IIAGlc is added to the assay at the concentrations
(μM) indicated below, increasing from the upper curve to the lower curve of each figure. The
lines show the fits of the data to equation 1 yielding the parameters that are shown in Table 1.
(a) EGKC, IIAGlc: 0.11, 0.26, 0.52, 1.0, 2.0, 5.2, 10. (b) EGKC-VN, IIAGlc: 1, 2, 5.2, 10, 20,
40.
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