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Abstract
Here we present a study of the conformational changes of the quaternary structure of E. coli aspartate
transcarbamoylase (ATCase), as monitored by time-resolved small-angle X-ray scattering (TR-
SAXS), upon combining with substrates, substrate analogs, and nucleotide effectors at temperatures
between 5 – 22 °C, obviating the need for ethylene glycol. TR-SAXS time courses tracking the T →
R structural change after mixing with substrates or substrate analogs appeared to be a single phase
under some conditions and biphasic under other conditions, which we ascribe to multiple ligation
states producing a time course composed of multiple rates. Increasing the concentration of substrates
up to a certain point increased the T → R transition rate, with no further increase in rate beyond that
point. Most strikingly after addition of PALA to the enzyme the transition rate was over one order
of magnitude slower than with the natural substrates. These results on the homotropic mechanism
are consistent with a concerted transition between structural and functional states of either low-
affinity low-activity or high-affinity high-activity for aspartate. Addition of ATP along with the
substrates increased the rate of the transition from the T to the R state and also decreased the duration
of the R-state steady-state phase. Addition of CTP or the combination of CTP/UTP to the substrates
significantly decreased the rate of the T → R transition and caused a shift in the enzyme population
towards the T state even at saturating substrate concentrations. These results on the heterotropic
mechanism suggest a destabilization of the T state by ATP and a destabilization of the R state by
CTP and CTP/UTP, consistent with the T and R state crystallographic structures of ATCase in the
presence of the heterotropic effectors.
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Introduction
Aspartate transcarbamoylase (E.C.2.1.3.2, ATCase) catalyzes one of the first steps in
pyrimidine nucleotide biosynthesis, the reaction of carbamoyl phosphate (CP), with L-aspartate
(Asp) to form N-carbamoyl-L-aspartate and inorganic phosphate (Pi).1 In many prokaryotes
such as Escherichia coli this reaction is the committed step in pyrimidine nucleotide
biosynthesis. E. coli ATCase is composed of two types of subunits. The two larger or catalytic
subunits are each composed of three identical polypeptide chains (Mr 34,000), while the three
smaller or regulatory subunits are each composed of two identical polypeptide chains (Mr
17,000). Each of the six active sites is located at the interface between two adjacent catalytic
chains, and side chains required for catalysis are recruited to the active site from both chains.
2 The enzyme demonstrates homotropic cooperativity for the substrate Asp and is
heterotropically regulated by the effectors ATP, CTP,3 and UTP in the presence of CTP.4

The structures of the low-activity T state (in the absence of substrates)5,6 and high-activity R
state (in the presence of substrates or substrate analogues such as N-phosphonacetyl-L-
aspartate, PALA)7–9 have been determined by X-ray crystallography. A comparison of the T
and R structures reveals that during the T → R transition, the two catalytic trimers increase
their separation along the 3-fold axis by about 11 Å and rotate about 5° around the same axis,
while the regulatory dimers rotate about 15° around their respective 2-fold axes.10 The 11 Å
expansion of the enzyme observed during the T → R transition is easily monitored by small-
angle X-ray scattering (SAXS).11 Thus, the SAXS pattern is a sensitive and specific probe to
study the quaternary conformational changes of the enzyme.

By using SAXS as a structural probe in stopped-flow experiments, the time-evolution of the
quaternary conformational changes of ATCase have been monitored.12,13 These studies
showed that the enzyme when mixed with substrates is very quickly converted from the T to
the R state, the enzyme remains in the R state until substrates are exhausted, and then the
enzyme reverts back to the T state. These early studies required integration of the signal over
time intervals of 100 – 200 ms and averaging over many runs to improve the signal to noise
ratio.12,13 Because of the relatively long time window for each point it was necessary to slow
the reaction rate, which was done by performing the reaction at −5° C in a buffer containing
20% ethylene glycol.

Dreyfus et al.14 showed that a variety of alcohols such as methanol, ethanol, 1-propanol, 2-
propanol, 1-butanol, and 2-methyl-2-propanol have a significant influence on the activity and
homotropic cooperativity of ATCase. For example, 20% methanol or ethanol reduced the
activity of ATCase by approximately 90%. Additional studies with 15% ethanol showed a shift
in the pH optimum of the reaction and an alteration in the Hill coefficient. Their interpretation
of these solvent effects was that the cosolvent preferentially stabilized the T or R state of the
enzyme depending upon the relative concentration and polarity of the cosolvent. For the simple
alcohols, the primary effect was stabilization of the T state. Although ethylene glycol was not
investigated by Dreyfus et al.,14 one would predict that ethylene glycol with its two hydroxyl
groups would behave similarly to methanol and ethanol.

Here we reinvestigate the time-evolution of the quaternary conformational changes of ATCase
in the absence of ethylene glycol. This was made possible by significant instrumental
developments including a fast CCD X-ray detector and a high-flux X-ray beam via a multilayer
monochromator15, with an increase in beam brightness due to the update of the synchrotron
storage ring at Stanford Synchrotron Radiation Laboratory (SSRL) to SPEAR3, a third
generation source. These improvements allowed the collection of time-resolved SAXS data at
a time resolution as short as 5 ms. Using this system we were able to study the quaternary
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conformational changes of ATCase in the temperature range of 5–22 °C in the absence of
ethylene glycol.

Results
Kinetics of the ATCase reaction in the presence of ethylene glycol

Since previous TR-SAXS experiments were performed in the presence of 20% ethylene glycol,
12,13 and Dreyfus et al.14 showed that a variety of alcohols at concentrations of 20% or less
can dramatically alter the catalytic turnover rate and cooperativity of ATCase, kinetic assays
were performed in the presence of ethylene glycol to determine if it had any influence on the
ATCase reaction. As shown in Figure 1(a), ethylene glycol dramatically reduced the activity
of ATCase at 5 °C. In the presence of 20% ethylene glycol the activity of the enzyme was
reduced by 75%. In addition to reducing the activity of the enzyme, ethylene glycol had a small
influence on homotropic cooperativity (data not shown).

Ethylene glycol also has a significant influence on the ability of the heterotropic effectors to
modulate enzyme activity. As shown in Figure 1 (b) at 5 °C the presence of 20% ethylene
glycol increased the activation of the enzyme by ATP, while reducing the inhibition by CTP.
The maximal activation by ATP increased from 220% to 274% in the presence of 20% ethylene
glycol. The residual activity at a saturating concentration of CTP was 29% as compared to 48%
in the presence of ethylene glycol. The value of KATP (K is the nucleotide concentration
required at 50% maximal activation or inhibition of the enzyme) increased from 0.47 mM to
0.72 mM in the presence of 20% ethylene glycol. The value of KCTP increased from 7.8 µM
to 14.5 µM in the presence of 20% ethylene glycol.

The ability of UTP to act as a synergistic inhibitor of ATCase in the presence of CTP4 was
also tested at 5°C in the absence and presence of 20% ethylene glycol. In the absence of ethylene
glycol the combination of 4 mM CTP and 4 mM UTP (CTP/UTP) yielded a residual activity
of the enzyme of 22%, whereas in the presence of ethylene glycol the combination of CTP/
UTP yielded a residual activity of the enzyme of 28%.

Kinetics of the ATCase reaction at 5 °C
Because the TR-SAXS experiments reported here were performed at temperatures as low as 5
°C, the kinetic properties of ATCase were fully characterized at 5 °C in the same buffers used
for the TR-SAXS experiments (Figure 2). As shown in Table 1, many aspects of catalysis at
25 °C are not only quantitatively different at 5 °C, but in some cases qualitatively different.
As would be expected, the maximal observed velocity was reduced by nearly 5-fold. This
reduction in velocity was accompanied by an almost 3-fold decrease in the concentration of
Asp required for half-maximal activity ([Asp]0.5), and a decease in the Hill coefficient (nH)
from 2.6 to 2.0. The observed changes in [Asp]0.5 and nH are similar to the changes observed
when Asp saturating curves are determined in the presence of ATP, suggesting that, like ATP,
lower temperatures shift the equilibrium towards the R state. This phenomenon was
demonstrated in a previous SAXS study by the shift in the structural equilibrium of the mutant
D236A enzyme in the direction of the R state with decreasing temperature.16 At 5 °C the
[Asp]0.5 decreased nearly 2-fold in the presence of ATP; increased 20% in the presence of
UTP; increased over 2-fold in the presence of CTP; and increased by a factor of 2.5 in the
presence of CTP/UTP. A similar trend was also observed at 25 °C. The [Asp]0.5 decreased
over 2-fold in the presence of ATP; increased 10% in the presence of UTP; increased nearly
2-fold in the presence of CTP; and increased by 2.3-fold in the presence of CTP/UTP.

The kinetic data at 5 °C was plotted as v/Vmax vs. [Asp] as shown in Figure 3 and fitted by the
theoretical curve of Y ̅Asp (fraction of active sites occupied by Asp) vs. αKR(Asp), which is
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derived from the equations of the theoretical two-state allosteric transition model proposed by
Monod et al.17,18

where α = [Asp] / KR(Asp), L’ is the allosteric equilibrium constant in the presence of saturating
CP, and cAsp = KR(Asp) / KT(Asp). KT(Asp) and KR(Asp) are the dissociation constants of Asp
for the T and R allosteric states, respectively. A value of L’ = 10 was obtained from the static
SAXS data shown in Figure 4, according to the methods of Tsuruta et al.13 The starting point
used for KR(Asp) was the [Asp]0.5 = 5.1 mM value obtained from the kinetic data. After
obtaining a suitable fit for the data the values of KR(Asp) = 3.5 ± 0.5 mM and KT(Asp) = 40 ±
10 mM were derived.

Time-Resolved X-ray Scattering: Effect of substrates and substrate analogues
TR-SAXS was used to monitor the quaternary conformational changes that ATCase undergoes
when the enzyme is mixed with substrates. Using the high beam flux obtained by the multilayer
monochromator and fast CCD detector at SSRL, practical time resolution of the TR-SAXS
data collection was improved from 100 – 200 ms19 to as low as 5 ms in a single mixing event.
However, the rate constants for the T → R transition presented here were obtained from 19 ms
collection rate data, because at this rate the signal to noise ratio was significantly better and
fast enough to record much of the transition. This improvement in detection allowed reactions
to be monitored in the temperature range between 5 °C and 22 °C, rather than at −5 °C as
previously reported.19

Shown in Figure 5 (a) are a series of SAXS patterns recorded upon mixing 1.5 mM ATCase
(in active sites) plus 50 mM CP in one syringe with 100 mM Asp plus 50 mM CP in the second
syringe at 5 °C. Immediately after mixing the enzyme concentration was 0.75 mM in active
sites (37.5 mg/ml), while the CP and Asp concentrations were each 50 mM. The SAXS patterns
shown in Figure 5 (a) are at 38 ms, 380 ms, and 3800 ms. The scattering pattern at 38 ms does
not correspond to either the T or R states as the enzyme population is in the process of
undergoing the quaternary conformational change. The pattern at 380 ms is essentially identical
to the curve of the enzyme in the presence of PALA (R state), while the curve at 3800 ms is
essentially the same as that observed in the presence of D-Asp and CP (T state). To determine
if the curve at 38 ms corresponded to the formation of a transient intermediate on the pathway
between the T and R states, a curve was generated from a sum of fractions of the T (33%) and
R (67%) state curves corresponding to a value of L = 0.5.13 This generated curve is a near
match to the X-ray scattering curve recorded at t = 38 ms after mixing the enzyme with
substrates.

In order to help visualize the time course of structural change, the area under the curves between
s = 0.085 Å−1 and s = 0.152 Å−1 was integrated and plotted as a function of time. This
integration converts observed scattering intensity to relative concentration of the enzyme
species on the basis that solution scattering intensity reflects relative concentration of each
species linearly, in the absence of oligomeric state changes. Figure 5 (b) shows the time-
dependent change in the integrated intensity of the SAXS pattern for this experiment. At t ≅
5 – 10 ms, (t = 0 as shown on the plot. The dead time of the stopped-flow mixer is approximately
5 – 10 ms) the enzyme population is nearly a equal mixture of T and R state molecules. Between
t = 100 ms and t = 1500 ms 95% of the enzyme population is in the R-state as the enzyme
catalyzes the reaction converting Asp and CP into carbamoyl aspartate and Pi. After t = 1500
ms the enzyme population is returning to the T state as the substrates are depleted, and after

West et al. Page 4

J Mol Biol. Author manuscript; available in PMC 2009 December 5.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



3000 ms virtually the entire enzyme population is back in the T state. At 5 °C the turnover rate
at maximal velocity of the holoenzyme is 350 ± 40 s −1. At a substrate concentration of 50 mM
and an active site concentration of 0.75 mM the substrate:holoenzyme ratio is 400, so it should
take 1 – 1.3 seconds to consume the substrate. The R-state plateau, defined here as the region
of >95% of the peak amplitude of the integrated scattering curve, has a total duration of 1.4
seconds, which demonstrates that enzyme quickly reverts to the T state after depleting the
substrates.

When ATCase is mixed with D-Asp and CP, (final concentrations 0.75 mM active sites, [D-
Asp] = [CP] = 50 mM) the TR-SAXS curve showed virtually no change (see Figure 5 and
Figure 6). The use of D-Asp thus provides a control for the L-Asp experiments with a compound
with equal scattering potential or electron density, and as a control for the T-state scattering
curve as previously described.19 The integrated intensity at the end of experiment when L-
Asp and CP are mixed was practically identical to that observed when D-Asp and CP are mixed
with enzyme. Because the TR-SAXS curve returns to the level observed in the presence of D-
Asp and CP, it is clear that virtually the entire enzyme population has reverted back to the T
state after the substrates have been depleted.

The initial time-course of the structural change after combining the enzyme with substrates or
substrate analogs appeared to fit to either a single or double exponential depending upon the
experimental conditions. Therefore each set of data was fit to both exponential fits and the
number of rate constants (represented as kT→R(1) for the first or fast phase and kT→R(2) for the
second or slow phase, where applicable) reported reflects which fit was superior. As
demonstrated by the rate constant data for the quaternary structural change in Table 2,
increasing the substrate concentration from 25 mM to 50 mM and doubling the enzyme
concentration increased the rate of the fast phase of the transition from 18.3 s−1 to 51 s−1. In
this experiment it was necessary to use a lower enzyme concentration at the lower substrate
concentration in order to observe the full T to R conversion of the enzyme population before
significant depletion of the substrates. Lowering the enzyme concentration by one half, to 18
mg/ml, and half again to, 9 mg/ml, while keeping the substrate concentration at 50 mM did
not change the rate of the fast or slow phase, within error, of the T → R transition (data not
shown). Therefore an enzyme concentration of 37.5 mg/ml was used for all experiments, with
the previous exception, for a superior signal to noise ratio for the scattering data. Increasing
the substrate concentration further to 100 mM while maintaining the same enzyme
concentration (37.5 mg/ml) did not change the rate of transition for the fast or slow phases, as
might be expected since this concentration was much higher than the [Asp]0.5 value of 5.1 mM.

In order to establish the value for the integrated intensity and scattering pattern of the R-state
structure of ATCase in a TR-SAXS experiment, PALA was mixed with enzyme and CP (final
concentrations 0.75 mM active sites, 5 mM PALA, 50 mM CP). As seen in Figure 6, the
integrated intensity observed immediately after mixing was shifted towards the R-state value.
The rate constants for the fast and slow phases after mixing with PALA were both more than
an order of magnitude slower than the corresponding T → R transition rate constants observed
in the presence of a saturating concentration of the natural substrates, L-Asp and CP. The single
fast phase rate constant for the structural change with 50 mM succinate and 50 mM CP was
38 s−1, similar to the rate of the fast phase with the natural substrates at a saturating
concentration.

Effect of Nucleotides
The time-course of the quaternary structural change in the presence of ATP is shown in Figure
7 and is similar to that observed in the absence of nucleotides. However, in the presence of
ATP, the duration that the enzyme remains in the R-state plateau is shorter than in the absence
of nucleotides and the kT→R(1) increased from 51 s−1 to 89 s−1. The time-course of the structural
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change for ATCase in the presence of the nucleotide inhibitors are shown in Figure 8. The rate
of T → R transition in the presence CTP and CTP/UTP decreased significantly, to 12 s−1 and
10.3 s−1 respectively. The integrated scattering intensity of the R-state plateau in the presence
of CTP and CTP/UTP is lower than that observed in the absence of nucleotides, and the duration
of the plateau in the presence of CTP and CTP/UTP is much shorter than in the absence of
nucleotides.

The results with UTP alone were unexpected. The rate of the fast phase of the T → R transition
in the presence of UTP was identical to that in the absence of nucleotides. The integrated
scattering intensity of the R-state plateau in the presence of UTP is also the same as in the
absence of nucleotides. However, the duration of the R-state plateau phase in the presence of
UTP is only half of that observed in the absence of nucleotides, suggesting a slight
destabilization of the R state by UTP.

Determination of the Activation Energy of ATCase
The kinetics of the quaternary structural change were observed at a series of temperatures
between 5 °C and 22 °C in order to calculate the activation energy of the quaternary
conformational changes of ATCase both from the T to the R state and from the R to the T state.
Unfortunately, above 10 °C the T → R transition rate is so fast that our instrumentation was
unable to follow it. However, the rate constants for the R0 → T0 (unliganded states) transition
after the substrates were exhausted were obtained by fitting the lower half of the return phase
to a single exponential fit. The rate constants for the R0 → T0 transition (kR→T) at 5, 10, 16,
and 22 °C were 2.08 ± 0.03, 3.7 ± 0.1, 5.1 ± 0.1, and 8.3 ± 0.1 s−1 respectively. An Arhennius
plot of these data is shown in Figure 9, which yielded an activation energy for the R0 → T0
transition of 13.0 ± 0.4 kcal/mol.

DISCUSSION
TR-SAXS experiments investigating the time-evolution of the quaternary structural change of
ATCase induced by the binding of the natural substrates CP and L-Asp were performed here
in the absence of ethylene glycol. In previous studies19 20% ethylene glycol was added to all
solutions to allow the experiment to be performed at −5 °C. Here we demonstrate that ethylene
glycol dramatically alters the homotropic and heterotropic kinetics of the enzyme, as is the
case with many other alcohols.14 Therefore these new studies were important not only in
monitoring the quaternary structural change at temperatures closer to physiological, but also
because ethylene glycol was eliminated from the reaction.

In order to better correlate the time-resolved structural results reported here at 5 °C to the
functional characteristics of ATCase at this temperature, a complete kinetic characterization
of the enzyme was performed at 5 °C. As would be expected, the maximal velocity of the
enzyme at 5 °C in the absence and presence of the nucleotide effectors was reduced nearly
five-fold as compared to the maximal velocity at 25 °C. The [Asp]0.5 at 5°C in the absence of
nucleotides was also reduced nearly 3-fold, with a concomitant reduction in the cooperativity
for Asp (see Table 1). Similarly in the presence of nucleotides at 5°C, the [Asp]0.5 was reduced
but with no change in cooperativity, except when CTP was present, where the cooperativity
increased. The results of these kinetic experiments suggest that the structural results obtained
from the TR-SAXS experiments performed at 5 °C should strongly correlate with the structure
and function of the enzyme at higher temperatures.

In agreement with previous results,19 when ATCase is mixed with its natural substrates, CP
and L-Asp, there is a rapid structural transition of the enzyme from the T to the R state. The
preponderance of the enzyme population remains in the R state as the enzyme reacts with the
substrates, and then reverts to the T state when the substrates are exhausted (see Figure 5 (b)).
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This clearly demonstrates that the allosteric transition is not the rate-limiting step in catalysis,
as has been previously suggested.20 Therefore, under conditions of saturating substrates the
enzyme remains in the R-quaternary structure until the substrates are essentially exhausted and
then reverts to the T-quaternary structure.

As shown in the inset to Figure 5 (b), the T → R structural transition upon addition of the
natural substrates to the enzyme appears to be a biphasic exponential process, with a fast and
slow phase. In this particular case the fast phase accounts for approximately 75% of the total
amplitude of the curve, representing the change in integrated intensity between the mixture of
T and R states at the first recorded time point and R state at the curve plateau. Considering the
evidence against the formation of a structural intermediate as demonstrated in Figure 5 (a),
along with the structural transition being a single-phase exponential process in the presence of
allosteric inhibitors, as shown in Figure 8, we determined that the curve monitoring the
structural change may represent a composite of T-state species with different ligation states,
each with its own particular rate of transition to the R state, as has been previously suggested
in studies of the rate of the structural change in aspartate transcarbamoylase.13,21 In the case
of the allosteric protein hemoglobin, it is well documented that not only different ligation states
but also configurational isomers, or asymmetric ligation states, exhibit a wide range of
structural transition rates that originate from different activation energies for the structural
change.22,23 When all the CP binding sites of T-state ATCase are saturated, as they are under
our experimental conditions, there are thirteen possible species or ligation states with aspartate
bound in the six binding sites when taking into account the T-state interactions between the
C1 and C4 chains on opposing catalytic trimers. Therefore the two rates we observe are the
composites of up to thirteen or more individual rates for the T → R transition when accounting
for these configurational isomers. The observed rate of the T → R transition increases about
3-fold when doubling the aspartate concentration from 25 mM, a concentration well in excess
of the KR(Asp) value of 3.5 ± 0.5 mM, to 50 mM, while also doubling the enzyme concentration.
Therefore, we are confident that the structural transition is triggered by aspartate binding to
the T state, and is not a simple shift in the preexisting equilibrium between the T and R states
towards the R state caused by aspartate binding only to that state and “locking” it into that
state. If the structural transition were simply a population shift to the R state, then the rate
would not change or change very little when increasing the aspartate concentration from 25
mM to 50 mM as both concentrations are well in excess of KR(Asp). This can be accounted for
using a kinetic version of the two-state model, which would suggest 14 individual rates for the
allosteric transition, defining the T to R equilibrium constants at the 7 ligation states.24 In order
to approximate the average number of aspartate molecules bound to the T state during the
structural transition, we used the equation derived for the two-state allosteric model of Monod
et al., simplified by assuming a saturating concentration of CP in the manner previously
described to fit our aspartate saturation data at 5 °C.17,18 After obtaining a reasonable fit of
the data and extracting the appropriate parameters, we obtained a KT(Asp) value of 40 ± 10
mM. With an active site concentration of 0.75 mM and an aspartate concentration of 25 mM
an average of 33 – 46% of the active sites are ligated with aspartate (2 – 2.5 per holoenzyme).
Similarly, at an aspartate concentration of 50 mM an average of 50 – 67% of the active sites
are ligated with aspartate (3 – 4 per holoenzyme) and at an aspartate concentration of 100 mM
an average of 67 – 77% of the active sites are ligated with aspartate (4 – 4.6 per holoenzyme).
These observations compare favorably with the previous SAXS studies of Fetler et al.25 that
two PALA molecules per ATCase holoenzyme molecule are necessary to shift the T to R
equilibrium in favor of the R state, and four PALA molecules are necessary to shift the entire
enzyme population to the R state. Macol et al.26 demonstrated that the binding of one PALA
molecule could shift the entire holoenzyme population to the R state, however, the holoenzyme
was comprised of five chains with the R105A mutation. In either case the enzyme clearly does
not need to be saturated with substrate analogs or presumably substrates, in order to shift the
equilibrium towards the R state. Our findings suggest that the faster observed rate is the
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composite of rates of the structural transition for the highly liganded species, with three or
more active sites filled. Likewise, the slower observed rate may be the composite of structural
transition rates of the least liganded species, with two or fewer active sites filled. At an aspartate
concentration of 25 mM we observe only one exponential fit to the data, which according to
our model would be the composites of rates of the least liganded species along with the rates
of the highly liganded species containing three or more aspartate present as a small fraction of
the mixed population. Increasing the aspartate concentration from 50 mM to 100 mM yielded
identical rates for both observed phases, suggesting that once three or more aspartate molecules
are bound to the holoenzyme the rate for the structural transition is near a maximum, or that
highly liganded T-state molecules bound with four or more aspartate are present as only a small
fraction of the population even at high aspartate concentrations. Further evidence for this model
is provided by comparison of the ratio of the fast phase amplitude to the slow phase amplitude
at 50 mM aspartate and 100 mM aspartate concentrations; at the higher aspartate concentration
the ratio is higher, suggesting a shift in population towards the highly liganded molecules.

There are some substantial qualitative differences between these TR-SAXS results and the data
obtained previously in the presence of ethylene glycol,19 such as the time-course of the TR-
SAXS pattern of the enzyme in the presence of ATP, shown in Figure 7. We observed that the
R-state plateau region in the presence of ATP, during which most of the substrates are being
converted to products, is shorter than in the absence of ATP. This was not unexpected since
ATP, an activator of the enzyme, at 5 °C increased the Vmax value from 4.2 mmol•h−1•mg−1

to 5.4 mmol•h−1•mg−1 (Table 1) and also the apparent binding affinity of L-Asp, as the
[Asp]0.5 value decreased from 5.1 mM to 2.9 mM. However, in the presence of 20% ethylene
glycol, a longer R-state plateau was observed in the presence of ATP than in its absence.19 To
explain this it was proposed that ATP, in addition to being an activator may possibly become
an inhibitor by “increasing the chance of making L-Asp bind to the active site before Pi leaves
and locking the active site into an unproductive cycle with no alteration of the quaternary
structure”.19 In that experiment the activity of enzyme was dramatically reduced not only by
the presence of 20% ethylene glycol, which as demonstrated in Figure 1(a) reduces the activity
by 75%, but also by performing the TR-SAXS at −5 °C. The similar phenomenon of “substrate
inhibition” has been observed for the isolated catalytic subunit and for the incomplete
complexes C6R4 and C3R6, as well as for the holoenzyme C6R6

,27–29 where a high aspartate
concentration ostensibly acts as an inhibitor by binding to the CP binding site.

As detailed in Table 2, ATP increased the rate of the T → R transition, specifically the rate of
the fast phase, by approximately 75%. It should be noted that in the presence of ATP the
allosteric transition is so rapid that with the current instrumentation the experimental error is
somewhat large. As discussed previously, saturating the enzyme with aspartate beyond a
concentration of 50 mM did not increase the rate of the structural transition. Therefore one
possible interpretation is that ATP increases the on rate of aspartate to the T state,20 suggesting
that aspartate binding is a rate-limiting step in the allosteric transition. However, a more elegant
explanation, which is in accord with the data from the inhibitors CTP and CTP/UTP and
numerous studies on the effects of the heterotropic nucleotides,30–32 can be derived using
some aspects of the two-state model of Monod et al.17,18 At pH 7.0 Howlett et al.17,31
observed that ATP increases the stability of the R state relative to the T state by 0.8 kcal and
reduces the T to R equilibrium constant from 250 to 7 in the absence of substrates. The R to T
transition rate with ATP was reduced by only approximately 15% (Figure 7), suggesting a
slight stabilization of the R state, so therefore the large increase in the T → R rate would suggest
a significant T state destabilization by ATP. Here the two-state model suggests that ATP binds
more tightly to the R state and therefore shifts the structural equilibrium in favor of the R state.
17,31 However, our observation of a possibly different mechanism for ATP was suggested by
the crystal structures of the T and R states of the enzyme in the presence of ATP; the T state
structure showed a slight shift towards the R state with ATP present,5 whereas globally the R
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state structure was unchanged in the presence of ATP.33 It should be noted that under these
conditions with ATP the Vmax did increase even though the structural state at saturating
substrate levels appears to be the same R state as with no ATP present, with the caveat that the
Vmax value is difficult to obtain precisely from steady-state kinetics curves which exhibit
substrate inhibition. This suggests that the previously observed increase in the Asp to CA
exchange rate with ATP may influence the catalytic mechanism to a modest degree.20 However
our time-resolved structural study indicates that perturbation of T to R equilibrium specifically
via T-state destabilization may be the most significant mechanism of ATP activation of
ATCase.

The time-courses of the quaternary structural change in the presence of CTP or CTP/UTP are
similar in the presence and absence of ethylene glycol (see Figure 8). For both cases, in the
presence of CTP or CTP/UTP the duration of the R-state shifted plateau is shorter and the
integrated intensity of the plateau is lower than in the absence of nucleotides, and the observed
return to the T-state quaternary structure is a slow exponential decline as the remaining
substrates are consumed as the enzyme population shifts towards the T state. The integrated
intensity of the peak with CTP present and with CTP/UTP present was approximately 80%
and 75% respectively of that when no nucleotides were present, indicative that the percent of
high-activity R-state molecules at a saturating substrate concentration was reduced to a likewise
value. This is in excellent agreement with the enzymatic kinetic data, in which the Vmax was,
within error, reduced by the same amount as the integrated scattering peak in the presence of
CTP and CTP/UTP as compared to when no nucleotides were present. These allosteric
inhibitors also reduced the rate of the structural transition by over 4-fold. Similar to the
condition when no nucleotides were present and the substrate concentration was 25 mM, the
initial time-course of the structural change fits to a single exponential. This suggests that the
least liganded species have a rate that is so reduced that we do not observe them before the
shortened plateau starts its reversion towards the T state, or that the R → T rate for these species
is nearly equal to the T → R transition rate. As with the case of ATP, our experimental
observations are not in complete agreement with some of the tenets of the two-state model; the
much reduced T → R transition rate suggests the nucleotide inhibitors stabilize the T state, and
the incomplete conversion of the enzyme population to the R state at a saturating substrate
concentration and shift in equilibrium towards the T state long before the substrates are
exhausted caused by the collective R → T rates becoming greater than the T → R rates suggest
that they destabilize the R state. Using the two-state model as a theoretical framework, Howlett
et al.17,31 observed that CTP increases the stability of the T state relative to the R state by 0.9
kcal and increases the T to R equilibrium constant from 250 to 1250 in the absence of substrates.
In addition, the two-state model suggests that CTP (and UTP) exert their influence by binding
more tightly to the T state and shifting the structural equilibrium in favor of the T state.
However, again as with ATP our observations are somewhat at variance with this model, but
are supported by the crystal structures of the T and R states of the enzyme in the presence of
CTP; the T state structure globally was unchanged in the presence of CTP,5 and R state structure
was shifted slightly in the direction of the T state with CTP present.33

In the case of UTP, by itself it had no influence on the kinetics of the enzyme with the exception
of raising the [Asp]0.5 slightly. It also had no influence on the kinetics of the T → R transition,
except for increasing the rate of the slow phase for reasons that are unclear. However, UTP
did have a noticeable effect on the length of time the enzyme spent in the R-state plateau region,
causing the enzyme population to begin reverting to the T state before the substrates were
exhausted. This indicates that UTP may slightly destabilize the R state, but otherwise does not
have an appreciable effect on the allosteric behavior of ATCase under these conditions.

The activation energy of the R → T transition was determined by fitting the bottom half of the
return curve, after the enzyme had exhausted the substrates, to a single exponential rate, as
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opposed to the upper half of the curve where presumably not all enzyme molecules have
completely exhausted the substrate bound to the active sites. By fitting the bottom half of the
return curve mainly the rate of R0 → T0 should be observed, which is supported by the very
low error in the kR→T values obtained. As shown in Figure 9, the EaR→T was calculated to be
13.0 ± 1.4 kcal/mol from the slope of the Arrhenius plot. At temperatures above 10 °C the T
→ R rate was so rapid that the data could not give rates with a reasonable error. Moreover these
rates are composites of the multiple species with different ligation states, making interpretation
of a single activation energy value problematic. However by making some assumptions, an
approximate value for the T → R activation energy was derived for the unliganded T and R
states. Assuming that the respective transition states in both the T → R transition and R → T
transition are the same, and the free energy difference between the T and R states is 3.3 kcal/
mol,17,31 then the activation energy for the T → R transition should be in the range of 15–18
kcal/mol. The charged-charged hydrogen bonds between Glu239 and Lys164 and non-charged
hydrogen bonds between Glu239 and Tyr165 are critical for the stabilization of both the T and
R state conformations of the enzyme, which are interchain in the T state and intrachain in the
R state.7 Sakash et al.34 showed that three of the six stabilizing interactions between catalytic
chains on opposing subunits involving Glu239 are sufficient to stabilize the enzyme in the T
state conformation. Thus at least three of the hydrogen bonds involving Glu239 must be broken
during the allosteric transition. Considering a typical charged-charged hydrogen bond energy
is approximately 4 kcal/mol and a non-charged hydrogen bond energy is approximately 0.5 –
1.5 kcal/mol,35,36 the minimal energy required for the allosteric transition of the enzyme is
13.5 – 16.5 kcal/mol. The results reported here are consistent with these calculations.

The rate of the allosteric transition was also measured when ATCase is mixed with two
substrate analogs; succinate, an aspartate analog that promotes the T → R state transition when
combined with CP, and PALA, a bisubstrate analog that binds at nanomolar affinity and also
causes the T → R state transition. The structural transition rate with succinate and CP at a
concentration of 50 mM each was slightly lower than the rate with the natural substrates at
equivalent concentration and was observed to be a single exponential process. This may be
because succinate binds approximately one order of magnitude more tightly than
aspartate17,37,38 and therefore the bulk of the T state molecules should be highly liganded
during the transition to the R state. However the structural transition rate with PALA was over
one order of magnitude slower than with the natural substrates. The kinetics of the interaction
of PALA with the isolated catalytic subunit at pH 7.0 and 25 °C has been studied using stopped
flow kinetics and 31P saturation transfer NMR by Cohen and Schachman.39 They observed a
rapid binding of PALA followed by a much slower isomerization of the complex with a forward
rate constant of 0.18 s−1, similar to the rate constant of the slow phase we observed by TR-
SAXS of 0.31 s−1. However, the catalytic subunit by itself does not undergo a T → R transition
so it is unclear whether the similarity of these values implies a similar mechanism between the
change in the tertiary structure following PALA binding to the catalytic subunit and change in
quaternary structure following PALA binding to the holoenzyme. The rate constant data and
integrated scattering intensity presented here were obtained after mixing PALA with enzyme
premixed with CP, to be consistent with the other experimental conditions. In addition
experiments were performed where PALA was mixed with only the enzyme and the rate
constants for the T → R transition were essentially identical (data not shown), which suggests
the slow allosteric transition after PALA binding is not caused by having to displace CP from
the active site. Because PALA combines elements of both substrates into one covalently linked
bisubstrate analog, when the CP moiety of PALA initially binds the aspartate moiety may not
be able to bind well to the aspartate binding site with the domains open, as they are in the T
state. Subsequently the enzyme may undergo a slow conformational change in order for the
aspartate moiety to bind tightly and then complete the T → R structural conversion. In this
regard PALA appears to fit in the category of a slow tight-binding inhibitor.40 However the
phenomenon of PALA being a very tight binding bisubstrate analog that causes an initial
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conformational change followed by a much slower conformational change needs further
investigation to be better understood.

In summary, our data showed ethylene glycol had a profound influence on the kinetics and
behavior of ATCase, so therefore the time-evolution of the allosteric transition of ATCase was
reinvestigated in the absence of ethylene glycol by SAXS revealing several important new
insights. Experimentally, these studies demonstrate that SAXS is now capable of monitoring
relatively rapid structural changes at temperatures approaching physiological. The allosteric
transition is not the rate-limiting step in ATCase catalysis, and the rate of allosteric transition
is increased with increasing substrate concentration up to 50 mM. ATP appears to destabilize
the T state and have little effect on the R state. CTP and the combination of CTP/UTP appear
to destabilize the R state and stabilize the T state. PALA causes a very slow conformational
change as compared to the natural substrates. In the future, novel TR-SAXS experiments could
be performed with hybrid ATCase molecules that bind one, two, three, four, or five aspartate
molecules to determine the individual rate constants and activation energies for each one of
these species. Such studies will be facilitated by further instrumental upgrades that are being
made to improve time-resolution. We believe we have begun to arrive at a clear understanding
of the allosteric mechanism of ATCase, and further studies into its dynamic behavior utilizing
such time-resolved techniques as employed here will be invaluable in this.

EXPERIMENTAL PROCEDURES
Materials

ATP, CTP, UTP, carbamoyl phosphate (CP), L-aspartate, D-aspartate, N-carbamoyl-L-
aspartate, potassium dihydrogen phosphate, sodium azide, succinate and uracil were obtained
from Sigma Chemical Co. (St. Louis, Missouri). Ammonium sulfate, electrophoresis grade
acrylamide and trishydroxymethylaminomethane (Tris) were purchased from ICN (Costa
Mesa, California). N-phosphonacetyl-L-aspartate (PALA) was obtained from the NCI,
National Institutes of Heath. All commercially available starting materials and solvents were
reagent grade or better and used without further purification. Carbamoyl phosphate dilithium
salt, was purified before use by precipitation from 50% (v/v) ethanol and was stored desiccated
at −20°C.

Enzyme preparation
The E. coli ATCase was overexpressed utilizing E. colistrain EK110441 containing plasmid
pEK152.42 The isolation and purification were as described previously.41 The purity of the
enzyme was checked by SDS-PAGE43 and nondenaturing PAGE.44,45 The concentration of
wild-type enzyme was determined by absorbance measurements at 280 nm with an extinction
coefficient of 0.59 cm2/mg.46

The purified enzyme was dialyzed into a buffer solution containing 50 mM Tris, 2 mM DTT
pH 8.3 and concentrated to approximately 75 mg/ml. The pH of the buffer solution was
readjusted to be approximately 8.3 at 5 °C.

Enzyme Kinetics
The activity of the enzyme was measured by the colorimetric47 method at either 5 °C or 25 °
C. Colorimetric assays were performed at a pH of 8.3, in 50 mM Tris acetate buffer. All of the
saturation kinetics were performed in duplicate, and the data points shown are the average
values. Data analysis for the steady-state kinetics was carried out as previously described.48
The experimental data was fit to theoretical equations using non-linear regression. When
significant substrate inhibition was present the data was analyzed using an extension of the

West et al. Page 11

J Mol Biol. Author manuscript; available in PMC 2009 December 5.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Hill equation that includes a term for substrate inhibition 28. The nucleotide saturation curves
were fit to a hyperbolic binding isotherm by non-linear regression.

Small-Angle X-ray Scattering
Time-resolved X-ray scattering experiments were performed on Beam Line 4-2 at Stanford
Synchrotron Radiation Laboratory, Menlo Park, CA. Synchrotron radiation from a 20-pole 2
Tesla wiggler was focused by a bent cylinder mirror and monochromatized (X-ray wavelength
1.38 Å) by a pair of synthetic W/B4C multi-layer diffraction elements15. A stopped-flow mixer
injected 0.1 ml of enzyme solution and an equal volume of another solution, typically
containing substrates or substrate analogs, into an observation cell via a mixing chamber. The
observation cell was kept at a constant temperature within an error of ± 0.5 °C. The dead time
of our stopped-flow apparatus for X-ray scattering is approximately 5 – 10 ms, which is the
earliest time-point that one can obtain after initiation of the enzyme reaction. All stopped-flow
experiments were performed at a pH of 8.3, in 50 mM Tris acetate buffer containing 2 mM
DTT. The time-resolved measurements were done by mixing solutions from two syringes; one
syringe containing the substrate CP, nucleotides where applicable, and enzyme; the second
syringe contained the substrates CP and L-Asp (or substrate analogs where applicable) and
nucleotides where applicable. D-Asp was substituted for L-Asp for recording the T-state
scattering curves without enzyme catalysis as well as for the background correction with
identical electron density contrast.

A series of successive measurements of 2D scattering data and corresponding beam intensities
were synchronized with the completion of sample mixing. The data sampling rate for all
experiments was 19 ms with the exception of the curves displayed in Figure 5, in which the
rate was 36 ms. The scattering data were recorded by an image-intensified interline CCD X-
ray detector system (Hamamatsu Photonics C4880-80-14A & V5445P),49 located at ~85 cm
from the observation cell. The beam intensities incident on the sample were integrated during
a series of CCD exposures by the EMBL data collection system.49 The detector channel
numbers were converted to s = 2sinθ/λ, where 2θ is the scattering angle and λ is the X-ray
wavelength (1.38 Å), by recording the position of the (100) and related reflections of a
cholesterol myristate powder sample placed at the sample position. Image distortion correction
of 2D data was performed using the program Fit2D.50 Radial integration, intensity scaling,
background subtraction and correction for non-uniformity of detector response were done by
MarParse, developed at SSRL.51

Each reported set of T → R rate constants was obtained from averaging three individual runs
under the same conditions, with each run inspected for consistency and any experimental
anomalies. The time-courses of the initial quaternary structural change were subject to both
one exponential curve fits and two exponential curve fits with terms for separate amplitudes
and time constants. The number of reported rate constants reflect which least squares fit yielded
the highest R value (correlation coefficient) or goodness of fit under each experimental
condition. The time-evolution of the structural change displayed in the Figure 4, Figure 5,
Figure 6, and Figure 7 are from individual single-mixing runs and the reported R → T rate
constants were obtained from the same individual runs.

Abbreviations used
ATCase, aspartate transcarbamoylase (EC 2.1.3.2, aspartate carbamoyltransferase); CA,
carbamoyl aspartate; CP, carbamoyl phosphate; PALA, N-phosphonacetyl-L-aspartate; TR-
SAXS, time-resolved small-angle X-ray scattering; 80’s loop, a loop in the catalytic chain of
aspartate transcarbamoylase comprised of residues 73–88; 240’s loop, a loop in the catalytic
chain of aspartate transcarbamoylase comprised of residues 230–245.
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Figure 1.
(a) The dependence of activity of ATCase on the concentration of ethylene glycol. All
measurements were made at 5° C in the presence of 50 mM Tris, 2 mM DTT, pH 8.3. (b)
Influence of the nucleotide effectors ATP and CTP on the activity of ATCase in the presence
and absence of 20% ethylene glycol. Colorimetric assays were performed at 5° C in 50 mM
Tris acetate buffer (pH 8.3) at a subsaturating concentration of L-Asp (2.4 mM) and saturating
CP concentration (4.8 mM), in the presence of ATP and 20% ethylene glycol (v/v) (○), in the
presence of ATP and in the absence of ethylene glycol (●), in the presence of CTP and 20%
ethylene glycol (v/v) (□), in the presence of CTP and in the absence of ethylene glycol (v/v)
(■).
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Figure 2.
L-Asp saturation kinetics in the absence and presence of the nucleotide effectors at (a) 5° C
and (b) 25 °C. Reactions were carried out in 50 mM Tris buffer, pH 8.3. The kinetic curves
were determined in the presence of 5 mM ATP (Δ), 4 mM CTP (□), 4 mM UTP (■), 4 mM
CTP and 4mM UTP (▲) as compared to the saturation kinetics in the absence of nucleotide
(●). Specific activity is reported in units of mmoles of carbamoyl aspartate formed per mg per
hr.
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Figure 3.
L-Asp saturation kinetics at 5° C fitted by a theoretical curve calculated from a modified Monod
et al. equation and using parameters listed in the text. Reactions were carried out in 50 mM
Tris buffer, pH 8.3.
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Figure 4.
Steady-state SAXS patterns of ATCase without ligands (○), with 50mM CP (●), and with 5mM
PALA (□). The allosteric equilibrium constant was calculated from these curves as L’ = 10.
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Figure 5.
(a) A time series of SAXS patterns of 0.75 mM ATCase (in active sites) mixed with 50 mM
substrates (CP and L-Asp), and 50 mM CP plus 50 mM D-Asp as a T state control, at 5 °C.
The SAXS patterns of the enzyme with the substrates are shown for 38 ms (○), 380 ms (□),
and 3800 ms (●) after mixing. The SAXS pattern of the enzyme with CP and D-asp is shown
for 3800 ms (Δ, short dashed curve) after mixing. The long dashed curve (■) is calculated for
an L = 0.5, from the sum of 0.33 × (T state curve) and 0.67 × (R state curve). (b) Time-courses
of the quaternary structure change after mixing with substrates (solid line) and 50 mM CP plus
50 mM D-Asp (short dashed line), as monitored by the scattering intensity integrated over the

West et al. Page 20

J Mol Biol. Author manuscript; available in PMC 2009 December 5.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



s-range 0.085–0.152 Å−1. Inset: First 300 ms of the structural change after mixing with
substrates shown along with the curve fit (two exponential) to the data.
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Figure 6.
Time-course of the quaternary structure change of 0.75 mM ATCase (in active sites) as
monitored by the scattering intensity integrated over the s-range 0.085–0.152 Å−1. The final
substrate or substrate analog concentrations after mixing were [CP] = [L-Asp] = 50 mM (○),
[CP] = 50 mM and [PALA] = 5 mM (●), and [CP] = [D-Asp] = 50 mM (□). Data displayed
are from a 36 ms collection rate. Inset: First 1000 ms of the structural change after mixing with
substrates or substrate analogs. Data displayed are from a 19 ms collection rate.
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Figure 7.
Time evolution of the quaternary structure change of 0.75 mM ATCase (in active sites) as
monitored by the scattering intensity integrated over the s-range 0.085–0.152 Å−1 after mixing
with 50 mM substrates (Asp and CP) and without nucleotides (○) and with [ATP] = 5 mM (●).
Inset: First 300 ms of the structural change after mixing with substrates shown along with the
curve fits (two exponential) to the data.
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Figure 8.
Time evolution of the quaternary structure change of 0.75 mM ATCase (in active sites) as
monitored by the scattering intensity integrated over the s-range 0.085–0.152 Å−1 after mixing
with 50 mM substrates (Asp and CP) and without nucleotides (○), with [CTP] = 4 mM (◊),
with [UTP] = 4 mM (□, dashed curve), and with [CTP] = [UTP] = 4 mM (■, dashed curve).
Inset: First 500ms of the structural change shown after mixing with substrates along with the
curve fits to the data for without nucleotides (○,two exponential) and with CTP and UTP (■,
one exponential).
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Figure 9.
Arrhenius plot of the temperature dependence of the R → T transition. The rate constants for
the R to T transition (kR→T) at 5, 10, 16, and 22 °C were 2.08 ± 0.03, 3.7 ± 0.1, 5.1 ± 0.1, and
8.3 ± 0.1 s−1, respectively.
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Table 2
Kinetic parameters for the T to R allosteric transition of ATCase at 5 °C

Conditionsa kT→R1
b(s−1) kT→R2

c(s−1)

25 mM substratesd 18.3 ± 0.6

50 mM substrates 51 ± 4 7.6 ± 1

100 mM substrates 51 ± 5 6.3 ± 0.9

50 mM substrates + 5 mM ATP 89 ± 20 7.9 ± 1

50 mM substrates + 4 mM UTP 52 ± 8 14.8 ± 1.8

50 mM substrates + 4 mM CTP 12 ± 0.3

50 mM substrates + 4 mM CTP / 4 mM UTP 10.3 ± 0.3

50 mM succinate + 50 mM CP 38 ± 1

5 mM PALA + 50 mM CP 1.53 ± 0.19 0.31 ± 0.05

a
These experiments were performed in 50 mM Tris acetate buffer (pH 8.3), final enzyme concentration of 37.5 mg/ml after mixing, equal concentrations

of substrates ([L-Asp] = [CP]) unless otherwise stated, and data points recorded at 19ms intervals

b
Rate constant of fast phase or first phase of two-exponential fit

c
Rate constant of slow phase or second phase of two-exponential fit, where applicable

d
Final enzyme concentration used was 18.75 mg/ml because at this low substrate concentration (and a relatively high enzyme concentration) the substrates

were exhausted before the enzyme fully attained the R state
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