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ABSTRACT: The underlying enzyme kinetics behind the regioselective promiscuity shown by epoxide
hydrolases toward certain epoxides has been studied. The effects of temperature and pH on regioselectivity
were investigated by analyzing the stereochemistry of hydrolysis products of (1R,2R)-trans-2-methylstyrene
oxide between 14—46 °C and pH 6.0—9.0, either catalyzed by the potato epoxide hydrolase StEH1 or in the
absence of enzyme. In the enzyme-catalyzed reaction, a switch of preferred epoxide carbon that is subjected to
nucleophilic attack is observed at pH values above 8. The enzyme also displays cooperativity in substrate
saturation plots when assayed at temperatures <30 °C and at intermediate pH. The cooperativity is lost at
higher assay temperatures. Cooperativity can originate from a kinetic mechanism involving hysteresis and will
be dependent on the relationship between k., and the rate of interconversion between two different Michaelis
complexes. In the case of the studied reactions, the proposed different Michaelis complexes are enzyme—sub-
strate complexes in which the epoxide substrate is bound in different binding modes, allowing for separate
pathways toward product formation. The assumption of separated, but interacting, reaction pathways is
supported by that formation of the two product enantiomers also displays distinct pH dependencies of k,/
Ky. The thermodynamic parameters describing the differences in activation enthalpy and entropy suggest
that (1) regioselectivity is primarily dictated by differences in activation entropy with positive values of both
AAH* and AAS* and (2) the hysteretic behavior is linked to an interconversion between Michaelis complexes
with rates increasing with temperature. From the collected data, we propose that hysteresis, regioselectivity,
and, when applicable, hysteretic cooperativity are closely linked properties, explained by the kinetic
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mechanism earlier introduced by our group.

Epoxides are important compounds in the synthesis of fine
chemicals and pharmaceutical intermediates (/). Epoxide hydro-
lases facilitate ring-opening reactions of the epoxide ring struc-
ture, incorporating a water to yield a vicinal diol. The soluble
epoxide hydrolase (EC 3.3.2.10) from Solanum tuberosum,
StEH1, belongs to the structural family of a/f-hydrolase fold
enzymes (2). The chemical mechanism of a/f-hydrolase fold
epoxide hydrolases involves the formation of a covalent alkyl
enzyme intermediate resulting from a nucleophilic attack by an
Asp carboxylate on one of the oxirane carbons, facilitated by
tyrosine phenols hydrogen-bonded to the epoxide oxygen. The
reaction is concluded by a base-catalyzed hydrolysis of the alkyl
enzyme intermediate into the vicinal diol product (3—6). The
extent of selectivity shown by epoxide hydrolases for different
epoxide substrate stereoisomers is dependent on (1) the enantios-
electivity and (2) the regioselectivity shown in the initial nucleo-
philic attack on the oxirane ring (Figure 1).

The regioselectivity toward a specific epoxide is influenced by
the epoxide hydrolase catalyst and by intrinsic properties of the
substrates (7—29). 1,1-Disubstituted aliphatic epoxides are pri-
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marily attacked at the least hindered carbon while the regios-
electivity for mono- or 1,2-disubstituted aliphatic substrates may
differ between substrate enantiomers (29). The selectivity of the
reactions with phenyl-substituted epoxides are more complicated
to predict due to the ability of the phenyl ring to stabilize a
carbocation-like reaction intermediate (15, 30, 31). StEH1 dis-
plays a relatively broad substrate specificity range but with a
preference for aliphatic and aromatic rans-substituted epoxi-
des (3, 12, 32—37). While the enzyme shows a high degree of
regioselectivity with most compounds, it displays promiscuous
behavior in the hydrolysis of certain aryl epoxides. In the present
context, promiscuity implies that the enzyme may catalyze attack
at either electrophilic carbon of the epoxide ring. A clear-cut
example is the transformation of styrene oxide, where the (S)-
enantiomer is attacked at the more stabilized benzylic carbon
whereas the (R)-isomer is almost exclusively reacting at the
sterically least hindered aliphatic carbon (37). With trans-2-
methylstyrene oxide (2-MeSO), the (1S,2S)-enantiomer (1) is
exclusively attacked at the benzylic carbon while the (1R,2R)-
enantiomer (2) is opened at either carbon (Figure 1) (12). A
similar promiscuity with the 2-MeSO epoxide is also observed in
reactions catalyzed by a cress epoxide hydrolase (AtEH) and by
other isoenzymes (7, 11, 13, 38, 39). Notably, in the AtEH-
catalyzed reaction the enantiospecificity is reversed as compared
to the StEH1 reaction; 2 is exclusively reacting at the benzylic

Published on Web 02/10/2010 pubs.acs.org/Biochemistry



2298  Biochemistry, Vol. 49, No. 10, 2010

(1R2R) (1S,2R)
co H 3 OH
(18,25) (1R25)

cH

Ph... 403 WH ) H
’ H\

HT | YoH c-1 4 OH

FiGuRe 1: Stereoselective outcome of StEH1-catalyzed reaction of
the two enantiomers of trans-2-MeSO. The StEHI regioselectivity
toward 11s >98% in preference of C-1, while for enantiomer 2 the
enzyme shows regioselective promiscuity and prefers C-1 to C-2 with
a factor of 2:1 at pH 7.5, 30 °C.
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epoxide carbon whereas 1 is attacked at either carbon with low
preference (13, 38). Theoretical investigations on the reaction
with 2-MeSO catalyzed by the murine soluble epoxide hydrolase
suggest that regioselectivity is dependent on a hydrogen bond
between one of the active site tyrosines with the substrate epoxide
oxygen (13, 40). The results from the molecular dynamics
simulations by Scheitt and Bruice proposed that the rigidness
of the active site is important in determining the degree of
regioselectivity, with a tight active site conformation favoring a
higher degree of regioselectivity (40).

A kinetic mechanism explaining the formation of both the
(1S,2R), 3, and (1R,2S), 4, diols produced in StEH1-catalyzed
transformation of 2 is shown in Scheme 1. The model includes
different interconverting forms of the substrate-free enzyme as
well as the Michaelis complexes. The distinct alkyl enzyme
intermediates, resulting from attack at either C-1 or C-2, are
subsequently hydrolyzed into the different diol products.

The enzyme displays a hysteretic behavior with both enantio-
mers of 2-MeSO, as seen in the pre-steady-state measurements,
which indicates the existence of different enzyme forms (/2). The
conformational changes coupled to the hysteretic behavior are
supported by theoretical studies on the murine EH; MD simula-
tions of a 4 ns time span following formation of the Michaelis
complex show anticorrelated motion of the lid and core domains
across the active site during catalysis (41).

Regio- and enantioselectivity are closely linked components of
epoxide hydrolase catalysis, both influencing the stereochemical
purity of the product. Substrate selectivity in enzyme catalysis, be
it structural or enantio- or regioselectivity, is determined by
interplaying factors intrinsic to the reacting system. The enan-
tioselectivity is also affected by external conditions such as
temperature, pH, pressure, and composition of the reaction
medium (42, 43). In this work, we have studied the regioselectivity
of StEHI in greater detail by examining how regioselectivity is
affected by changes in temperature and pH. Kinetic studies in the
steady-state and the pre-steady-state phases, in combination with
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quantitative measurements of product diol ratios, have allowed
us to extract kinetic parameters for formation of the individual
product enantiomers starting from the same substrate enantio-
mer. The study also aimed at investigating possible linkages
between conformational changes in the enzyme, hysteresis, and
degree of regioselectivity.

EXPERIMENTAL PROCEDURES

Chemicals, Reagents, and General Procedures. 2-MeSO
and other chemicals were purchased from Aldrich at the highest
available purity. The StEHI enzyme was overexpressed in
Escherichia coli XL1 Blue cells (Stratagene) and purified accord-
ing to a previously described protocol (3). Once purified, the
proteins retained full activity upon storage at 4 °C over the time
period of analysis. In the HPLC measurements, separation of
analytes was performed over a Daicel Chiralpak AD-H (250 x
4.6 mmi.d.) using a Shimadzu LC10 pump. Substrates were injected
with a Shimadzu SIL-10AF autosampler, and peaks were detected
at 220 nm using a Shimadzu SPDM20A diode array detector.

The change in the molar absorbance resulting from hydrolysis of
2-MeSO to diols was determined by subtracting the UV spectrum
of the formed diol, at equilibrium, from that of the epoxide,
obtaining a molar extinction coefficient of A¢ = —4.3mM ™~ 'em ™.
The equilibrium absorbance of the diol was achieved by hydrolyz-
ing 0.2 mM 1 to completion in the presence of 0.4 uM StEHI in
0.1 M sodium phosphate, pH 7.5. Buffer pH was adjusted by
adding either NaOH or H3POy, to the sodium phosphate solution.
All curve fitting and data statistic analyses were performed with
programs MMFIT, INRATE, RFFIT, LINFIT, or QNFIT in the
SIMFIT package (http://www.simfit.man.ac.uk).

Steady-State Kinetics. The activity during the steady state
was measured spectrophotometrically in 0.1 M sodium phosphate
buffer, pH 7.5, at substrate concentrations ranging from 20 to
250 uM at 22, 30, 38, and 46 °C. A decrease in activity at high
temperatures is expected to be linked to kinetics only, and not to
stability issues, as the #;, at 45 °Cis > 500 min. The substrate was
dissolved in acetonitrile and added to the buffer at a final con-
centration of 1% (v/v) acetonitrile. Enzyme was diluted in 0.1 M
sodium phosphate, pH 7.5, and was added to the reaction mixture
at a final concentration of 400 nM. The rate of uncatalyzed
epoxide hydrolysis was below the detection limit during the assays.

Kinetic parameters k., and Ky were extracted after fitting the
Michaelis—Menten equation by nonlinear regression (MMFIT)
to the experimental data. For the parameters k.., Ko s, and ny
(the Hill coefficient) a rational function with a floating exponent
was fitted to the initial rate data determined at 22 and 30 °C for 2
using INRATE.

The derived steady-state rate law for formation of the sum of
diol products, following the mechanism in Scheme 1, is described
by a second-order expression in the form of eq 1 (44).

i[S)’ +[S]

Tk [Pt mS] 0

An evaluation of the individual parameters of eq 1 is presented in
the Supporting Information.

Steady-State Parameters for Formation of Individual
Diols. The steady-state kinetics of StEH I-catalyzed hydrolysis of
2 was followed at 22 and 38 °C, pH of 7.5, in the presence of
135—760 uM epoxide. The concentration for the sum of diols
formed was first determined spectrophotometrically, in triplicate.
Reactions were terminated with the addition of methanol to a
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Table 1: Steady-State and Pre-Steady-State Parameters for StEH1-Catalyzed Hydrolysis of 2 at pH 7.5

MM equation Hill equation pre steady state
T (OC) kcut (Sil) KM (ll’lM) kcat/KM (Sil mel) kcut (sil) KOAS (lnM)H kcut/KO.S (571 mel) ng kS + k—5 (Sil)
22 69+3 1.6+0.8 4343 1.4+0.2 0.17+£0.03 82+2 1.7£0.2 6.7+0.8
30 47+£0.7 0.49+0.1 9.7+2 3.0£0.6 0.22+0.08 14+6 1.2£02 12£2
38 48 £1 0.61+0.2 7943 (1) 5143
46 10£5 1.2+ 0.6 83+6 (1) 66+ 5

“The substrate concentration resulting in vy = Vinay/2. Ko.s = Ky if n = 1. PHill coefficient.

final concentration of 50%, whereafter solvent was evaporated.
After resolvation of the residue in a 80/20 hexane/2-propanol
mixture, the ratio of each diol was obtained by chiral HPLC, in
duplicate measurements. The total concentration of diols to-
gether with the molar ratios allowed for calculations of the
absolute concentrations of the individual diols at each time point.
Steady-state kinetic parameters were determined by fitting the
Michaelis—Menten equation to the data.

Pre-Steady-State Kinetics. Data were collected with an
Applied Photophysics SX.20MV sequential stopped-flow spec-
trophotometer at different temperatures (22, 30, 38, or 46 °C) ina
0.1 M sodium phosphate solution at pH 7.5. The concentration of
2 was varied between 85 and 750 uM, with an StEH1 concentra-
tion of 10 uM. The substrate was dissolved in acetonitrile before
being added to the reaction mixture, resulting in a final acetoni-
trile concentration of 1% (v/v). The catalyzed reaction was
followed as a decay in the intrinsic tryptophan fluorescence,
excitation 4 290 nm, collecting the emitted light after passage
through a 320 nm cutoff filter. Pre-steady-state kinetic para-
meters were determined from multiple-turnover experiments
under pseudo-first-order conditions, with a minimum of two
repetitions of eight fluorescence traces being collected, all of
which were averaged for the different substrate concentrations.
The apparent rates, ko, were determined by fitting a single
exponential function with a floating end point, /' = A4 exp(—kopst)
+ C, where f'is the averaged fluorescent trace, A the amplitude,
t the time, and C the floating end point. Values of the rate sum
(ks 4+ k_s) (Scheme 1) were obtained after fitting experimental
values to eq SI-1 (see Supporting Information) (12, 45, 46).

Regioselectivity. The distribution of diol products was
analyzed by chiral HPLC. Hydrolysis of 2 was conducted at
different temperatures (14, 22, 30, 38, or 46 °C) in 50 mM sodium
phosphate buffer adjusted to pH values ranging from pH 6.0 to
pH 9.0. The reaction mixtures contained a final concentration of
1% (v/v) acetonitrile in a total volume of 1 mL. In the enzyme-
catalyzed reactions a concentration of 0.1 uM StEH1 was used,
with a concentration of 2 of (0.185 mM. Reactions were termi-
nated by adding methanol to a final concentration of 50% (v/v).
In all enzymatic reactions, at all temperatures and pH values, the
products from the nonenzymatic reactions constituted less than
1% of the total product yield. The nonenzymatic reactions were
conducted with 14.5mM 2 in a 50 mM sodium phosphate buffer
and 3% (v/v) acetonitrile. The reactions were terminated at a time
period suitable for determination of the quantitative relationship
of both diols (24—48 h). Following hydrolysis, water was
evaporated from the reaction mixture. The residue was dissolved
in 200 uL of hexane/2-propanol (85/15). The diols, dissolved in
organic solvent, were separated by chiral HPLC. The enzymatic
reactions were performed in duplicate while the nonenzymatic
reactions were performed once. The HPLC analyses were re-
peated twice for all reactions.
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FIGURE 2: Initial steady-state velocities as a function of varying
concentrations of epoxide 2 in StEHI-catalyzed hydrolysis at
22 °C, pH 7.5. The Michaelis—Menten equation (dashed line) and
a Hill equation (solid line), with a Hill coefficient of 1.7, were fitted to
the data. Error bars represent standard deviations, n > 3.

Difference in Enthalpic and Entropic Contributions to
the Activation Energy. The difference in activation enthalpy
and entropy of the different transition states of the two pathways
leading to the formation of the two product enantiomers was
calculated from

AAG* = AG*3—AGy =—RTIE (2)

where AAG* is the free energy of activation, R the universal gas
constant, 7 the absolute temperature, and

AAG* = AAH* — TAAS? (3)

Combining (2) and (3) allows for extraction of the equation
In((kea/Kn)*/(kea/ Kni)®) = —(Ba—4AH?)/(RT) + Ay_AS*/R
(4)

where A3_4AH is defined as the difference in activation enthalpy
and A;_4AS the difference in activation entropy for the product
enantiomers.

RESULTS AND DISCUSSION

Hysteretic Cooperativity. Steady-state kinetics of the cata-
lyzed hydrolysis of 2 (Figure 1) was analyzed at temperatures
ranging from 22 to 46 °C, at pH 7.5. The reaction product is the
sum of diols formed following attack at either of the epoxide
carbons and, thus, does not resolve the individual rates of
formation of the different enantiomers. At 22 and 30 °C the
substrate dependence of the initial velocities showed poor fits to
the Michaelis—Menten model, instead displaying a cooperative
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F1GURE 3: Ratio of the phenylpropyl-1,2-diols 3 and 4 as a function of temperature and pH, expressed in (A) [3]/[4] after the noncatalyzed
reactions and (B) the ratio of the specificity constants, (kea/Knm)*/(keat/ Kn)*, of StEH-catalyzed hydrolysis of 2.

behavior (Figure 2, Table 1). As a result, the Michaelis constants
could not be determined accurately and were replaced by an
arbitrary constant, K; s, defined as the substrate concentration at
Vimax/2- At 30 °C, cooperativity was less pronounced. At the
higher temperatures, cooperativity was completely absent, and
the reactions were well modeled by the Michaelis—Menten
equation, with Ky 5 = Ky. The values of the individual kinetic
parameters k., and K, s increased in a compensatory manner
with increasing temperature, resulting in essentially unaltered
catalytic efficiencies (Table 1).

Cooperativity is linked to changes in enzyme structure and is
common in allosterically regulated enzymes. There has been no
earlier report on observed cooperative behavior among epoxide
hydrolases, however, although authors have reported on devia-
tions from Michaelis—Menten kinetics in steady-state measure-
ments (25). Cooperativity in monomeric enzymes may arise from
the presence of slow reaction steps on the reaction pathway. In
this context “slow” means “on the same time scale as k,;”. On the
basis of results from pre-steady-state kinetic analysis of catalyzed
hydrolysis of the two enantiomers of trans-2-MeSO we pre-
viously proposed that StEHI undergoes slow conformational
changes induced by the substrate (Scheme 1). The link between
cooperativity in monomeric enzymes and the concept of hystere-
tic enzymes with slow conformational changes has been estab-
lished. The term hysteretic cooperativity has been coined to
distinguish this from cooperativity resulting from changes in the
quaternary structure of multimeric allosteric enzymes. Requiring
the presence of the two states of free enzyme or enzyme—ligand
complexes, as depicted in Scheme 1, cooperativity arises as a
result of a shift of the dominant pathway with increasing
substrate concentrations. The presence of both hysteretic and
cooperative behavior is not necessarily linked and depends on the
actual values of the rate constants (47, 48).

From the derived rate law for Scheme 1 (eq 1), it can be
deduced that if the value of k_s increases to a large value, the
steady-state rate equation is simplified to become

__ ISP
N TSP+ ms] G
Le.
i[S]
" I[S]+m (6)

Dividing numerator and denominator by / results in the
Michaelis—Menten equation with ke, defined by i// and Ky, by
m/l. The dependence, in terms of the individual microscopic rate

constants in Scheme 1, of each parameter in eqs 5 and 6 is
provided in the Supporting Information.

This behavior is in correspondence to our experimental results.
One of the prerequisites for hysteretic cooperativity, as defined by
Neet and Ainslie, is that the slow transition must be of a rate
lower or as low as the maximum velocity of the system (47). As
the Hill coefficient decreases from a maximum value of 1.7 at
22°C(pH 7.5) to no observable cooperativity at 38 °C, the sum of
rate constants for interconversion between the ES and E'S
complexes (ks + k_s) seen from the pre-steady-state measure-
ments increases with increasing temperature (Table 1). We
propose that this gradually lesser contribution of the rates
between the Michaelis complexes ES and E'S (ks + k_s) to key
with increasing temperatures is the reason why hysteretic co-
operativity is lost with increasing temperatures. At lower tem-
peratures, the value of ks 4 k_5is comparable to the value of k.,;
i.e., at this temperature either ks or k_s can potentially constitute
a rate-limiting step for one pathway leading to a specific product
diol. As the sum of ks + k_s increases with temperature, these
rates would become less influential on the resulting kcq;.

Catalytic Efficiency and Regioselectivity. The initial rates
of formation of the individual product diols from hydrolysis of 2
were determined. Measurements were performed in the presence
or absence of StEHI (Supporting Information Tables SI-1 and
SI-2) in a pH range of 6.0—9.0, within a temperature interval of
14—46 °C.

In the nonenzymatic hydrolysis the ratios of diols were
compared over the pH and temperature interval (Figure 3A). If
assuming an inversion of configuration takes place as a conse-
quence of an Sn2-type reaction, the general trend is an increased
preference for ring opening at the aliphatic carbon (30, 49). Ata
low pH and higher temperature this results in an essentially
racemic mixture of products. Higher pH values and lower
temperatures direct ring opening toward the benzylic carbon;
at pH 9.0 and 14 °C the enantiomeric excess of 3 is 86%,
corresponding to a molar ratio of 13:1. This is in accordance
with results from other groups, at intermediate temperatures (28
and 30 °C), both in a buffered solution and in water (23, 37).

For the enzymatic reactions the dependence on pH and
temperature is considerably different. The ratios of the specificity
constants for each diol, (kea/Kn)*/(keas/Kn)*, under these con-
ditions are shown in Figure 3B. In general, the overall sensitivity
to changes in pH and temperature is less pronounced as
compared to the nonenzymatic reaction. Neutral pH conditions
and higher temperatures favor ring opening at the benzylic C-1,
whereas at a pH >8.5 C-2 is preferentially attacked.
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To further resolve the individual contributions of the pathways
leading to each of the diol products, the kinetics of formation of
the individual diol enantiomers were followed for a chosen set of
temperatures at pH 7.5. A comparison of the k., values for
formation of each individual diol product (Table 2) with those
determined for the combined formation of both diols (Table 1)
reveals that, at this pH, the factors contributing to increased
selectivity for C-1, to produce diol 3, result in a lowered Ky value
at the higher assay temperatures. This results in an overall higher
value of k.,/ Ky for formation of that diol (Table 2).

pH Dependence in Regioselectivity. Plots of the extracted
kea/ Ky values against pH (Figure 4) show that the enzyme-
facilitated ring opening at C-1 is dependent on titration of both a
base and an acid, with apparent pK, values of approximately 6.7
for the conjugate acid of the catalytic base, and 8.2, respectively,
at all temperatures (Table 3). The ring opening at C-2, on the
other hand, is solely dependent on the titration of a catalytic base
to reach maximum activity, with an apparent pK, value of
approximately 6.5 of its conjugate acid. The presence of an acid
titrating with a pK, > 10 would escape detection in this study and

Table2: Steady-State Kinetic Parameters for StEH1-Catalyzed Formation
of 3and 4 at pH 7.5

keat 57 Ky (mM) kea Kng (7' mM ™)
T (°C) diol 3 diol 4 diol 3 diol 4 diol 3 diol 4
22 32404 >0.7 15402 >0.5 2.1+£0.1 0.89+0.04
38 28403 >08Y 0.52+0.1 >0.5 55+1 1.1+£0.6

“No substrate saturation kinetics within the concentration range used.

Table 3: Apparent pK, Values of k¢,/ Ky for Formation of Diols 3 and 4 in
StEH 1-Catalyzed Hydrolysis of 2 at Different Temperatures

3 4
T(OC) pKal pKz\2 pK\
14 7.0+ 0.3 8.1£0.3 6.4+0.2
22 6.8 £0.04 82+0.2 6.6£0.1
30 6.7+0.3 8.1+0.4 6.5+0.2
38 6.4+0.2 8.6+0.2 6.6+0.2
46 6.5+0.3 82+04 6.0+0.2
09
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cannot be excluded at this point. The absence of an acid titration
can also be an effect of that the acid-dependent reaction step in
the pathway leading to diol 3 is not rate limiting for k¢,./ K}, in the
reaction leading to diol 4.

We propose that in the two pathways leading to the formation
of diols 3 and 4, the substrate is positioned in two different
binding modes. Theoretical calculations support the supposedly
different binding modes on the related human soluble epoxide
hydrolase (HssEH). The largest structural differences found
between the potato and human enzymes are located in the lid
domains. The two active sites differ somewhat in size and shape
of the cavities in the vicinity of the respective Asp nucleophiles,
but the differences are mainly found at the outer margins of these
cavities (50). When Hopmann and Himo positioned the 2-MeSO
substrate in the active site of HssEH, aiming to create a local
energy minimum to facilitate nucleophilic attack at C-2 in the
initial alkyl enzyme forming step, this required a rearrangement
of the substrate pose in the active site cavity as compared to a
reaction involving attack at C-1. Furthermore, a 180° reposition-
ing of the substrate phenyl group to facilitate attack at either
carbon was almost identical in energy as compared to the original
binding model (5 /). The same possibility to bind in two opposite
angles in the active site cavity was also observed using the same
substrate in theoretical studies with the murine epoxide hydro-
lase (49).

The possibility of perturbed pK, values of catalytic acids has
been addressed in theoretical studies on HssEH and StEHI. The
results proposed that the acid titrated in the basic limb of the pH
profile is the imidazolium form of His300 (StEH1 numbering),
which also serves as the general base of the catalytic triad in its
deprotonated form (57, 52). These investigations give at hand
that the dissociation of the tetrahedral intermediate formed
during hydrolysis of the alkyl enzyme is dependent on a concerted
protonation of the leaving group oxyanion by His300 in its
imidazolium state. Furthermore, based on the kinetic behavior of
an active site mutant enzyme and computer simulations, Tho-
macus et al. suggest that these perturbations in pK, of His300
result from electrostatic changes in the active site microenviron-
ment over the catalytic cycle (52). Assuming that epoxide 2 can be
positioned in two different positions within the active site, this
can be expected to influence the electrostatics in a analogous way
as a consequence to differences in interaction patterns within the
active site in the different pathways leading to the two product

05
A O
03}
z a2
E 0.1
2 A
<
-0.1
&
~
8
X<
o 03 [0 46°C
2 A38°C
05 A30°C
®22°C
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FiGURE 4: Effect of pH on ke,/Ky for StEH1-catalyzed formation of 3 (A) or 4 (B) from epoxide 2, at different temperatures. Fitted lines

correspond to titrations involving two (A) or one (B) ionization event.
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FIGURE 5: Differences in activation enthalpy, activation entropy,
and Gibbs free energy in the reaction pathways leading to formation
of the different diol enantiomers 3 or 4. Inset: Linear correlation of
the difference in activation enthalpy versus activation entropy, R> =
0.95.

enantiomers. These differences in binding modes are supported
by the simulations with the HssEH where the altered positions of
the substrate resulted in a different hydrogen-bonding pattern
between substrate and enzyme (51).

The slight depression in the ratio of k¢,/ Ky values seen at pH
7.0, as compared to neighboring pH values (Figure 3B), cannot
presently be simply explained. The matrix of experimental values
of kear/ Ky for each product enantiomer (spanning pH 6.0—9.0 in
one dimension and 14—46 °C in the other) has been repeated with
350 uM 2, yielding the same experimental pattern (data not
shown).

Thermodynamics in Regioselectivity. Differences in acti-
vation enthalpy, A3_4AH¢ , and activation entropy, A3_4AS¢ ,
derived from the ratios of the kinetic constant (keu/Kn)*/(kcat/
Kn)*, provide information on differences in catalytic steps and/or
binding events. As stated before, StEH1 preferentially promotes
attack at C-1 at pH values below 8.5, with activation entropy
being the main contributor to the difference in activation energy
(Figure 5). The enthalpy penalty is compensated by a positive
entropy change (inset in Figure 5) which correlates linearly with
an R* value of 0.95. The temperature dependences of activation
enthalpy and entropy are similar but work in opposite directions.
This causes a shift in preference toward attack at C-2 at pH >8.5,
as the difference in activation enthalpy becomes the main
contributor to the free energy differences. The temperature where
the enzyme shows no selectivity, defined as the “reversal”
temperature 7, is obtained by dividing the activation enthalpy,
A3_4AH3F , with the activation entropy, A3_4AS$ (33). T, increases
with increasing pH (Supporting Information Table SI-5) in the
StEH1-catalyzed hydrolysis of 2. There are no simple relation-
ships between low T values (at low pH) and high regioselectivity,
confirming that regioselectivity is a complex function influenced
by many factors.

In the noncatalyzed hydrolysis reactions the differences in
activation enthalpy and entropy contributions in the transition
states of the different reaction pathways differ from the enzyme-
catalyzed reactions. A modified Eyring plot of In([3]/[4]) versus
1/T results in a very small favorable negative difference in
activation enthalpy over the whole pH range, accompanied by
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an increase in difference in activation entropy contribution with
increasing pH (data not shown). This results in free energies of
activation, AAG”, ranging from —0.8 kJ mol ™" at pH 6.0 to —6 kJ
mol ™" at pH 9.0. Hence, for the noncatalyzed reaction, the
increased ratio of formation of 3 is primarily dependent on
entropic factors favoring formation of the corresponding transi-
tion states.

The large errors associated with the thermodynamic para-
meters at pH <7.0 are caused by a nonlinear behavior in the
Eyring plot (Supporting Information Figure SI-2) of In ((kca/
Kn)*/(kea/Kn)?) versus 1/T . Below 30 °C the slope of the line
corresponds to an activation enthalpy of —10 £ 3 kJ mol ™",
accompanied by a large negative activation entropy value of
—25+10J K~ "-mol~". Above 30 °C the slope of the line of the
least-squares fit is inversed, with the activation enthalpy changing
sign to reach a value of 13 + 2 kJ mol " while the entropy
contribution is positive with a value of 50 + 6 J K~'-mol " The
resulting free energies of activation at 30 °C are negative with
values corresponding to —2.4 and —1.8 kJ mol ™", respectively. It
has been suggested by Cainelli et al. that nonlinear Eyring plots of
In £ vs 1/T can result from two different substrate—solvent
clusters (54). As a structural shift between clusters takes place, the
plots are inversed. In the present case T;,, takes place at 30 °C.
Since the Eyring plots for the noncatalyzed reactions do not show
this behavior, it may suggest that temperature-dependent con-
formational changes in the enzyme are the underlying cause for
the nonlinearity.

Hysteresis, Cooperativity, and Promiscuous Regioselec-
tivity. The rate-limiting step in StEH1-catalyzed hydrolysis of
epoxides is in almost all examined cases alkyl enzyme hydro-
lysis (3, 12). However, with epoxide 2 as substrate this has not
been firmly established as the slow structural interconversions
between E and E" and/or ES and E'S (Scheme 1) are rate-limiting
for alkyl enzyme formation (/2). There are still no available
experimentally determined structures with substrates bound in
the active site, and none of the available crystal structures
supports the presence of conformational changes affecting cata-
lysis in epoxide hydrolases. However, Mowbray et al. reported
on an adaptation of two segments at the “outside” of the active
site cavity between different StEHI proteins in the same unit cell
resulting from binding of different ligands to the active sites (50).
The segments involved in StEH1 overlap with the structural parts
proposed by Sheitt to be in motion during catalysis of 1 in the
murine epoxide hydrolase (4/). Based on our presented results
and the work by Sheitt and Mowbray et al., it is tempting to
ponder on a linkage between regioselective promiscuity and slow
conformational changes seen by the hysteretic kinetic behavior.
The presence of conformational changes is supported by the fact
that the differences in activation enthalpies are positive at all pH,
as would be expected if the highest energy barrier would
constitute a conformational step slower than all other steps in
the catalytic cycle, i.e., hysteresis (47). We propose that these
conformational changes are coupled to alternative binding
modes of the epoxide substrate within the active site.

In our present working model of the kinetic mechanism we
propose that free StEHI exists in two different conformers in
solution, interconverting with an equilibrium distribution de-
pending on the values of ky and k_,. The existence of both
conformers will be observed in the pre-steady-state kinetics if the
substrate can bind productively to both conformers and the
subsequent reaction steps proceed through both pathways and
are being diverged from ES to E’S (or the other way around) with
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rate(s) (k—s and/or ks) lower or close to k., values. Regioselective
promiscuity is a direct result of a conversion of a substrate into
two product diols, as seen with epoxide 2, but it does not
necessarily need to be linked to hysteresis. However, from the
negative substrate dependence observed in the pre-steady-state
measurements with 2 it can be concluded that, in this case,
hysteresis and regioselective promiscuity appear linked. Further-
more, if the sum of k_s and ks is lower or equal to ke, it is likely
that substrates traversing through E'S == ES will show hysteretic
cooperativity in steady-state measurements.

CONCLUSIONS

We have shown that in promiscuous regioselectivity the pre-
ference of which carbon to attack can be manipulated more than
5-fold by altering the temperature and pH. A straightforward test
of the temperature dependence on the product outcome, at two
different pH values, provides a simple method to optimize
reaction conditions in order to reach maximal product purity.

From the different pH dependencies seen in formation of diols
3 and 4 we propose that the causes for a high degree of
regioselectivity are dependent on the positioning of the substrate
within the active site cavity and that isomerization between these
different conformers involves a conformational change in the
enzyme. This proposal is supported by results from earlier
simulation work (/3, 40) and the thermodynamic data presented
here, with a positive activation enthalpy coupled to the formation
of both enantiomers. Also, lower temperatures lead to relative
increases in formation of diol 4 as compared to higher tempera-
tures. During the later years there has been a growing awareness
about the importance of dynamics in enzymatic catalysis, sup-
ported by both experiments and theoretical studies (55—60). The
presence of conformational changes during the formation of the
diols would suggest that dynamic properties of the enzyme can
play an important role in enzyme-catalyzed hydrolysis of certain
epoxides and contribute to the degree of regioselectivity.

In an earlier study on the hydrolysis of epoxide 2 we proposed
a kinetic mechanism (Scheme 1) explaining epoxide hydrolase
catalyzed hydrolysis of all substrates. The deviance from earlier
models is mainly based on the hydrolysis of epoxide 2 forming
both diol products 3 and 4 in a reaction where a hysteretic
behavior was observed in the pre-steady-state kinetics. With this
work we show that the same model includes the explanation of
the promiscuous regioselectivity and hysteretic cooperativity.
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