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Enzymes that catalyze the conversion of organohal-
ogen compounds have been attracting a great deal of
attention, partly because of their possible applications in
environmental technology and the chemical industry.
We have studied the mechanisms of enzymatic degra-
dation of various organic halo acids. In the reaction of
L-2-haloacid dehalogenase and fluoroacetate dehaloge-
nase, the carboxylate group of the catalytic aspartate
residue nucleophilically attacked the �-carbon atom of
the substrates to displace the halogen atom. In the
reaction catalyzed by DL-2-haloacid dehalogenase, a
water molecule directly attacked the substrate to dis-
place the halogen atom. In the course of studies on the
metabolism of 2-chloroacrylate, we discovered two new
enzymes. 2-Haloacrylate reductase catalyzed the asym-
metric reduction of 2-haloacrylate to produce L-2-
haloalkanoic acid in an NADPH-dependent manner.
2-Haloacrylate hydratase catalyzed the hydration of
2-haloacrylate to produce pyruvate. The enzyme is
unique in that it catalyzes the non-redox reaction in an
FADH2-dependent manner.
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Various organohalogen compounds occur in nature.
More than 3,800 organohalogen compounds are known
to be produced biologically or by natural abiogenic
processes such as volcano eruption and forest fire.1) In
addition, organohalogen compounds are produced in
large quantities in the chemical industry because of their
usefulness as solvents, pharmaceuticals, agrochemicals,
synthetic precursors, and so on. Some of these com-
pounds are metabolized by microorganisms and disap-
pear. A variety of enzymes that act on organohalogen
compounds have been discovered.2–5) Some of them,
called dehalogenases, catalyze the removal of a halogen
atom from the substrates. Enzymes that catalyze the
conversion of organohalogen compounds to other
organohalogen compounds are also known. These are
useful in environmental technology to decontaminate

environments polluted with harmful organohalogen
compounds. Some other enzymes are useful in the
production of pharmaceuticals, agrochemicals, and their
synthetic precursors, the synthesis of which involves
regiospecific and/or stereospecific reactions of organo-
halogen compounds. Molecular engineering of these
enzymes would be beneficial to increase their utility, and
mechanistic analysis of these enzymes would serve as
the basis for such engineering. In this review, the
mechanistic analysis of various enzymes that act on
organic haloacids is described.

I. L-2-Haloacid Dehalogenase: A Represen-
tative Enzyme of the Haloacid Dehalogenase
Superfamily

L-2-Haloacid dehalogenase catalyzes the hydrolytic
dehalogenation of L-2-haloalkanoic acids to produce
the corresponding D-2-hydroxyalkanoic acids.6) It is a
representative enzyme of the haloacid dehalogenase
(HAD) superfamily, which includes the P-type ATPases
and other hydrolases.7,8) Structural and mechanistic
analyses of this enzyme have yielded invaluable insights
into the mode of action of HAD superfamily proteins.

L-2-Haloacid dehalogenase from Pseudomonas sp.
YL (L-DEX YL) is one of the best studied enzymes
of the HAD superfamily.6,9–22) Mass spectrometry has
played an important role in analyzing the reaction
mechanism of L-DEX YL. 18O-incorporation experi-
ments were performed to determine the reaction
mechanism and to identify the catalytic residue.14)

When the multiple turnover enzyme reaction was
carried out in H2

18O with L-2-chloropropionate as
substrate, the lactate produced was labeled with 18O.
In contrast, when the single turnover reaction was
carried out in H2

18O using the enzyme in large excess
over the substrate, the product was not labeled with 18O.
Thus, an oxygen atom of the solvent water was assumed
to be first incorporated into the enzyme and then
transferred to the product. To identify the amino acid
residue that incorporates the oxygen atom of a water
molecule during catalysis, the enzyme used for the
multiple turnover reaction in H2

18O was subjected to
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proteolysis, and the molecular masses of the peptide
fragments were analyzed. The peptide containing 18O
was further analyzed by tandem mass spectrometry,
which revealed that Asp10 was labeled with two 18O
atoms. The catalytic importance of Asp10 was also
confirmed by site-directed mutagenesis experiments.13)

These results indicate that Asp10 acts as a nucleophile
to attack the �-carbon of the substrate to form an ester
intermediate, which is hydrolyzed by the attack of an
activated water molecule (Fig. 1). In that two 18O atoms
were incorporated into Asp10, both oxygen atoms of the
carboxylate group of Asp10 can attack the substrate.
The formation of an ester intermediate was confirmed
by paracatalytic inactivation of the enzyme by hydro-
xylamine, which caused modification of Asp10 into an
aspartate �-hydroximate carboxyalkyl ester residue.17)

The essential role of Asp10 in the catalysis is consistent
with the fact that Asp10 is conserved in the proteins of
the HAD superfamily.7)

Structural changes in L-DEX YL during catalysis
were monitored by mass spectrometric analysis of the
enzyme (Fig. 2).20,21) Upon incubation with the substrate
L-2-chloropropionate, the peak corresponding to the
native enzyme disappeared, and a new peak appeared at
26,255Da (Mþ 73), which is considered to be an ester
intermediate. These results not only verified the validity
of the proposed mechanism for L-DEX YL (Fig. 1), but
also demonstrated the effectiveness of mass spectrom-
etry in the mechanistic analysis of enzyme reactions.

X-Ray crystallographic analysis of L-DEX YL pro-
vided further evidence of the formation of an ester
intermediate and information on the functions of active-
site amino acid residues.15,16,18,19) In the crystal struc-
tures of the S175A mutant enzyme complexed with
monochloroacetate, L-2-chlorobutyrate, L-2-chloro-3-
methylbutyrate, L-2-chloro-4-methylvalerate, or L-2-
chloropropionamide, Asp10 was esterified with the
dechlorinated moiety of the substrate.18,19) The substrate
moieties in all but the monochloroacetate intermediate
had a D-configuration at the C2 atom. A water molecule,
which was absent in the substrate-free enzyme, was
present in the vicinities of the carboxyl carbon of Asp10
and the side chains of Asp180, Asn177, and Ala175
in each intermediate. This water molecule most likely
hydrolyzes the ester intermediate. The side chains of
Tyr12, Gln42, Leu45, Phe60, Lys151, Asn177, and
Trp179 primarily compose a hydrophobic pocket around
the alkyl group of the substrate moiety. This pocket
probably plays an important role in stabilizing the alkyl

group of the substrate moiety through hydrophobic
interactions and in determining the stereospecificity of
the enzyme.
The reaction mechanism of L-DEX YL was further

studied by molecular modeling based on structural
information on the enzyme obtained by X-ray crystallo-
graphic analysis.22) The complexes of the wild-type
enzyme and the K151A and D180A mutants with L-2-
chloropropionate were constructed by docking simula-
tion. Subsequently, molecular dynamics were studied
and ab initio fragment orbital calculations on the
complexes were performed. L-2-Chloropropionate was
found to interact strongly with Asp10, Arg41, Lys151,
and Asp180 by calculation of the interfragment inter-
action energy between the fragments in the L-DEX YL
complexed with L-2-chloropropionate and catalytic
water. Arg41 is located near the entrance to the active
site and appears to play roles in regulating active site
access and in stabilizing the chloride ion released in the
first step of the reaction. Lys151 probably stabilizes the
orientation of the substrate and maintains a balance in
the charge around the active site. Asp180 probably
stabilizes the rotation of Asp10, fixes catalytic water
around Asp10, and prevents Lys151 from approaching
Asp10. Asp180 might also activate catalytic water on its
own or with Lys151, Ser175, and Asn177. The involve-
ment of Arg41, Lys151, Ser175, Asn177, and Asp180 in
the catalytic reaction of L-DEX YL was confirmed by
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Fig. 1. Reaction Mechanism of L-DEX YL.
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site-directed mutagenesis experiments in which muta-
tions of these residues caused significant decreases in
activity.13)

II. DL-2-Haloacid Dehalogenase: A Dehalo-
genase with Unique Catalytic Properties

DL-2-Haloacid dehalogenase catalyzes the hydrolytic
dehalogenation of D- and L-2-haloalkanoic acids to
produce the corresponding L- and D-2-hydroxyalkanoic
acids respectively.6,23,24) This enzyme is unique in that it
acts on the chiral carbons of both enantiomers. Race-
mases also act on the chiral carbons of both enantiomers
of substrates, but are different from DL-2-haloacid
dehalogenase in that racemases catalyze the stereo-
chemical but not the chemical conversion of substrates.
DL-2-Haloacid dehalogenase has a sequence similarity
with D-2-haloacid dehalogenase, which specifically acts
on D-2-haloalkanoic acids, but has no sequence sim-
ilarity with L-2-haloacid dehalogenase.25)

The reaction mechanism of DL-2-haloacid dehaloge-
nase of Pseudomonas sp. 113 (DL-DEX 113) was studied
by site-directed mutagenesis and kinetic analysis.25) The
results suggest that the enzyme has a single common
active site for both the D- and the L-enantiomers. The
mechanism was further studied by 18O-incorporation
experiments.26) When a single turnover reaction of
DL-DEX 113 was carried out using a large excess of the
enzyme in H2

18O with a 10-times smaller amount of the
substrate, D- or L-2-chloropropionate, the major product
was found to be 18O-labeled lactate. Mass spectrometric
analysis of the enzyme after a multiple turnover reaction
in H2

18O revealed that 18O was not incorporated into
the enzyme during the reaction. These results indicate
that the solvent water molecule attacks the �-carbon
of the substrate directly to displace the halogen atom
(Fig. 3). Thus enzymatic hydrolytic dehalogenation of
2-haloalkanoic acids proceeds through two different
mechanisms: L-2-haloacid dehalogenase involves the
formation of an ester intermediate, whereas DL-2-
haloacid dehalogenase does not.

Haloalkane dehalogenase, 4-chlorobenzoyl-CoA de-
halogenase, and fluoroacetate dehalogenase (described
in section III below) employ a mechanism similar to that
of L-2-haloacid dehalogenase, in which a nucleophilic
aspartate residue attacks the carbon atom of the substrate
to displace the halogen atom, leading to the formation
of an ester intermediate.27–29) DL-2-Haloacid dehaloge-
nase is unique in that a water molecule attacks the
substrate directly to displace the halogen atom without

the formation of an ester intermediate. Considering the
sequence similarity between DL-2-haloacid dehaloge-
nase and D-2-haloacid dehalogenase, the reaction cata-
lyzed by D-2-haloacid dehalogenase probably proceeds
through the same mechanism as that of DL-2-haloacid
dehalogenase.25,26)

Analysis of solvent deuterium and chlorine kinetic
isotope effects on the reactions catalyzed by DL-DEX
113 for D- and L-2-chloropropionate were also carried
out.30) It was found that a step preceding dehalogenation
is partly rate-limiting in the case of D-2-chloropropio-
nate, and that the overall reaction rates are controlled
by different steps in the catalysis of D- and L-2-
chloropropionate.
The crystal structure of DL-2-haloacid dehalogenase

of Pseudomonas putida strain PP3 (DehI), which shares
40% sequence identity with DL-DEX 113, was deter-
mined by Schmidberger et al.31) The crystallographic
structure of the DehI homodimer was the first reported
structure of DL-2-haloacid dehalogenase. The monomer
was found to be highly �-helical and composed of a
repeated motif. The repeats (residues 1–130 and 166–
296) share only 16% sequence identity, yet can be
superposed with an RMSD of 1.67 Å (116 out of 130 C�
atoms). The repeats form a ‘‘pseudo-dimer’’ from a
single protein chain, each repeat related by pseudo
2-fold symmetry. The structure as a whole may be
considered to be a dimer of pseudo-dimers. Each
monomer of DehI forms a single substrate-binding
cavity within the pseudo-dimer interface. The site is
solvent- and substrate-inaccessible except for a narrow
channel, which is �15 Å in length and extends from the
substrate-binding site to the surface of the molecule.
We mutated each of charged and polar amino acid

residues of DL-DEX that are conserved among DL-DEX
113, DL-2-haloacid dehalogenase of Alcaligenes xylo-
soxidans subsp. xylosoxidans ABIV, and D-2-haloacid
dehalogenase of Pseudomonas putida AJ1 to probe their
roles in catalysis.25) Thr65 (Thr62), Glu69 (Glu66), and
Asp194 (Asp189) were found to be essential for
catalytic activity (the equivalent residue of DehI is
indicated in brackets). Of these residues, only Asp189 is
present in the active-site cavity of DehI.31) The Asp189
side chain occurs at the edge of the cavity and is likely
to be directly involved in the catalytic reaction mech-
anism. The positions of the D- and L-2-chloropropionate
in the active site were predicted by in silico docking.
The �-carbon atom of the substrate, which is attacked by
a water molecule, was placed approximately 4.7 Å from
the O�1 atoms of both Asp189 and Asn114. A water
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molecule was docked into the active site in the absence
of the ligand, and the only binding site for the water was
adjacent to Asp189 and Asn114, positioned appropri-
ately for nucleophilic attack of the �-carbon atom of the
docked substrate. These results suggest that Asp194
(Asp189) is responsible for water activation and is
assisted by Asn117 (Asn114). More detailed insight into
the mechanism of DL-2-haloacid dehalogenase would
probably be obtained by crystallographic analysis of the
enzyme complexed with the substrate. Crystallographic
analysis of DL-2-haloacid dehalogenase of Methylobac-
terium sp. CPA1 is in progress.32)

III. Fluoroacetate Dehalogenase: An Enzyme
That Catalyzes the Cleavage of a Strong
Carbon-Fluorine Bond

Fluoroacetate is a naturally occurring organohalogen
compound produced by an actinomycete, Streptomyces
cattleya, and some plants found in Australia, Africa, and
Central America, such as Dichapetalum cymosum.33,34)

It is highly toxic to mammals and is used as a
rodenticide.35,36) It is metabolized to (2R,3R)-fluoroci-
trate by citrate synthase and further converted to
4-hydroxy-trans-aconitate, a competitive inhibitor of
aconitase, and thereby blocks the citric acid cycle to
exhibit toxicity.37)

Fluoroacetate dehalogenase, produced by bacteria
such as Delftia acidovorans strain B (formerly Morax-
ella sp. strain B) and Burkholderia sp. FA1, catalyzes
the hydrolytic defluorination of fluoroacetate to produce
a fluoride ion and glycolate.38–40) It is unique in that it
catalyzes the cleavage of a strong carbon-fluorine bond
of an aliphatic compound, whose dissociation energy is
among the highest found in natural products.41) Various
dehalogenases, such as L-2-haloacid dehalogenase and
DL-2-haloacid dehalogenase, catalyze the hydrolytic
cleavage of a carbon-halogen bond, but fluoroacetate
dehalogenase is the only example of an enzyme that
catalyzes the hydrolytic cleavage of a carbon-fluorine
bond. Rumen bacteria genetically modified to produce
fluoroacetate dehalogenase have been applied to save
domestic animals from fluoroacetate poisoning caused
by ingestion of plants containing high concentrations of
this compound.42)

Site-directed mutagenesis and mass spectrometric
analysis were carried out to elucidate the reaction

mechanism of fluoroacetate dehalogenase from D. acid-
ovorans strain B (FAc-DEX H1).29,43,44) The studies
revealed that Asp105 serves as a nucleophile to attack
the �-carbon atom of the substrate to displace the
fluorine atom, leading to the formation of an ester
intermediate (Fig. 4). The ester intermediate is subse-
quently hydrolyzed by a water molecule activated by
His272, which yields glycolate and regenerates the
carboxylate group of Asp105. Studies of the chlorine
kinetic isotope effect on the FAc-DEX H1 reaction using
chloroacetate as substrate revealed that the reaction
proceeds through irreversible dehalogenation with no
preceding isotope-insensitive step being partly rate-
determining.45)

Fluoroacetate dehalogenase from Burkholderia sp.
FA1 (FAc-DEX FA1) shows high sequence similarity to
FAc-DEX H1 (61% identity), and Asp105 and His272
of FAc-DEX H1 are conserved as Asp104 and His271
respectively in FAc-DEX FA1.40) Mutation of Asp104
and His271 of FAc-DEX FA1 resulted in a total loss
of the enzyme activity, suggesting that the reaction
mechanism is conserved between these enzymes.46)

To investigate the reaction mechanism of fluoroace-
tate dehalogenase further, the crystal structure of FAc-
DEX FA1 was determined.46) This enzyme belongs to
the �/� hydrolase superfamily and shares three-dimen-
sional structural similarity with epoxide hydrolase and
haloalkane dehalogenase.28) FAc-DEX FA1 exists as a
homodimer, and each subunit consists of core and cap
domains. The catalytic triad Asp104-His271-Asp128
was found in the core domain at the domain interface.
The active site was composed of Phe34, Asp104,
Arg105, Arg108, Asp128, His271, and Phe272 of the
core domain and Tyr147, His149, Trp150, and Tyr212
of the cap domain. The main-chain NH groups of
Arg105 and Phe34 in the core domain form hydrogen
bonds with one of the carboxylate oxygens of Asp104,
and are supposed to act as an oxyanion hole stabilizing
the oxyanion formed during the hydrolysis of the ester
intermediate. In the vicinity of the N"1 atom of Trp150
and the N"2 atom of His149, an electron density peak
corresponding to a chloride ion was found, suggesting
that these are the halide ion acceptors.
The active-site channel is located at the domain

interface. It is characterized by a number of charged
or hydrophilic residues accommodating a hydrophilic
substrate, fluoroacetate. This is in contrast with the
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active-site channel of haloalkane dehalogenases from
Sphingobium japonicum UT26,47) Xanthobacter auto-
trophicus GJ10,27) and Rhodococcus sp.,48) which is
mainly surrounded by hydrophobic residues. The
entrance to the active-site channel of FAc-DEX FA1 is
open, and a substrate can freely gain access to its
binding site through the channel. Upon binding of
the substrate, the conformation around the substrate
entrance may change yielding a closed form preventing
the free access of water molecules to the active site. The
most probable candidate for the door to the entrance is
Trp179, on the extended loop between �-helices 8 and 9,
because this loop is mobile and is directed toward the
solvent side.

Each of the active-site residues of FAc-DEX FA1 was
mutated to investigate the roles of these residues in
catalysis.46) The following mutant enzymes showed no
activity toward fluoroacetate and chloroacetate: F34A,
D104A, R105A, R108A, D128A, Y147A, H149A,
W179A, Y212A, H271A, and F272A. In contrast,
replacement of Trp150 with Ala did not significantly
affect the activity toward chloroacetate, whereas that
toward fluoroacetate was completely lost due to this
mutation. Trp150 was replaced also with Phe, Gln, Lys,
Tyr, and Arg. None of the resulting mutants showed
defluorination activity, whereas they had various
degrees of dechlorination activity. The loss of defluori-
nation activity due to the replacement of Trp150 with
Phe was found not to be due to the loss of fluoroacetate
binding to the active site. Hydrogen-bonding interaction
between Trp150 and the fluorine atom of fluoroacetate is
probably an absolute requirement for reduction of the
activation energy for the cleavage of the rigid carbon-
fluorine bond.

The reaction mechanism of fluoroacetate dehaloge-
nase was further studied using quantum mechanical/
molecular mechanical (QM/MM) calculations for a
whole-enzyme model.49) To build an initial structure for
the QM/MM calculations, the binding mode of fluo-
roacetate in the active site of fluoroacetate dehalogenase
was estimated from the crystal structure of haloalkane
dehalogenase complexed with 1,2-dichloroethane. The
chlorine atom hydrogen-bonded to the halide ion accep-

tors (Trp125 and Trp175) of haloalkane dehalogenase
was replaced by a fluorine atom, and the other chlorine
atom was replaced by a carboxyl oxygen atom.
Figure 5A shows the QM/MM-optimized structure of
fluoroacetate dehalogenase complexed with fluoroace-
tate at pH 9.5, the optimum pH for the enzyme. A
hydrogen-bonding network between the substrate and
the surrounding amino acid residues (Arg105, Arg108,
His149, Trp150, and Tyr212) was assumed to play an
essential role in substrate binding. In addition to Trp150,
which corresponds to Trp175 in haloalkane dehaloge-
nase, His149 and Tyr212 are hydrogen-bonded to the
fluorine atom of the substrate.
The QM/MM-optimized structure of the transition

state for the formation of the ester intermediate is shown
in Fig. 5B. The activation energy for the SN2 reaction, in
which Asp104 attacks the �-carbon of fluoroacetate
displacing a fluoride ion, was calculated to be 2.7
kcalmol�1 (Fig. 6). The hydrogen bonds between the
fluorine atom and His149, Trp150, and Tyr212 are
shortened in the transition state structure (Fig. 5B) as
compared with those in the enzyme-substrate complex
(Fig. 5A). The hydrogen-bonding interactions would
be the main factor that reduces the activation barrier for
the cleavage of the strong C–F bond. Among the three
residues, Tyr212, which forms the shortest hydrogen
bond with the fluorine atom, is probably the most
important residue reducing the barrier.
The QM/MM optimized structure of the ester

intermediate was also obtained (Fig. 5C). The results
showed that the formation of the ester intermediate from
the enzyme-substrate complex is highly exothermic:
the relative energy of the ester intermediate is �19:3
kcalmol�1 (Fig. 6). A water molecule, which is
involved in the hydrolysis of the ester intermediate,
occurs in close contact with the "-nitrogen of His271
and the �-carbon of Asp104.
QM/MM calculations indicated that hydrolysis of the

ester intermediate is facilitated by simultaneous proton
transfer from the water molecule to His271. As a result of
nucleophilic attack of the water molecule on the carbonyl
carbon atom of the ester intermediate, a tetrahedral
intermediate is produced, in which one �-oxygen atom of
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Asp104 is negatively charged (Fig. 6). The negative
charge is stabilized by hydrogen-bonding interaction
with the oxyanion hole composed of the main-chain NH
groups from Phe34 and Arg105. Asp128, a residue in the
catalytic triad, stabilizes the tetrahedral intermediate
through electrostatic interaction with the protonated
His271. Subsequent proton transfer from His271 to the
�-oxygen of Asp104, the one that is not hydrogen-bonded
to the oxyanion hole, occurs simultaneously with
heterolytic cleavage of the bond between the �-oxygen
and the �-carbon of Asp104 (Fig. 6).

The energy diagram of the overall reaction suggests
that the nucleophilic attack of the water molecule on the
carbonyl carbon of the ester intermediate is the rate-
determining step in the fluoroacetate dehalogenase
reaction (Fig. 6).

IV. 2-Haloacrylate Reductase: Catalyst for
Asymmetric Reduction of an Unsaturated
Organohalogen Compound

L-2-Haloacid dehalogenase, DL-2-haloacid dehaloge-
nase, and fluoroacetate dehalogenase, described above,
catalyze the removal of a halogen atom from an sp3-
hybridized carbon atom of saturated organohalogen
compounds, but do not act on unsaturated organo-
halogen compounds with a halogen atom bound to an
sp2-hybridized carbon atom. Other dehalogenases, such
as corrinoid/iron-sulfur cluster-containing reductive
dehalogenases5,50) and cis- and trans-3-chloroacrylic
acid dehalogenases,51,52) are known to act on unsaturated
organohalogen compounds, but information on the
mechanism of enzymatic degradation of such com-
pounds is limited. To get insight into the enzymatic
dehalogenation of unsaturated organohalogen com-
pounds, we searched for microorganisms that grow on

2-chloroacrylate (2-CAA) as sole source of carbon and
energy.9) 2-CAA is a bacterial metabolite of 2-chlor-
oallylalcohol, an intermediate or by-product in industrial
herbicide synthesis.53) Rats excrete 2-CAA when they
ingest herbicides containing a haloallyl substituent.54)

Red algae produce various halogenated haloacrylate.55)

By screening soil samples, we isolated three 2-CAA-
utilizable bacterial strains: Burkholderia sp. WS
(formerly Pseudomonas sp. WS), Pseudomonas sp.
YL, and Pseudomonas sp. WL.
When 2-CAA was incubated with the cell-free extract

of 2-CAA-grown Burkholderia sp. WS in the presence
of NADPH, 2-chloropropionate was produced from 2-
CAA, suggesting that an NADPH-dependent reductase
acting on 2-CAA occurs in the 2-CAA-grown cells.56,57)

NADH did not replace NADPH. 2-Chloropropionate
was not produced when cell-free extract from the
lactate-grown cells was used. Thus the enzyme catalyz-
ing the reduction of 2-CAA is inducibly synthesized
when cells are grown on 2-CAA.
To identify the 2-CAA-inducible proteins involved in

the reduction of 2-CAA, proteins from 2-CAA-grown
cells and lactate-grown cells were compared by two-
dimensional polyacrylamide gel electrophoresis (PAGE)
(Fig. 7).57) Two major 2-CAA-inducible proteins,
named CAA43 and CAA67, were identified. Their
genes were found to be located next to each other on
the genomic DNA (GenBank accession no. AB196962).
The CAA43 gene was located downstream of the
CAA67 gene. The CAA43 gene contained an open
reading frame of 1,002 nucleotides coding for 333
amino acid residues (Mr 35,788), and the CAA67 gene
contained an open reading frame of 1,644 nucleotides
coding for 547 amino acid residues (Mr 58,684).
CAA43 has a nucleotide-binding motif, AXXGXXG,

in the region from 153 to 159 and 38.2% amino acid
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sequence identity with NADPH-dependent quinone
oxidoreductase of Escherichia coli (NCBI accession
no. P28304), which catalyzes the NADPH-dependent
reduction of various quinones.58,59) Polar and positively
charged residues of the quinone oxidoreductase sur-
rounding the 20-phosphate group of NADPH are con-
served in CAA43, suggesting that it is an NADPH-
dependent enzyme.

CAA67 has a nucleotide-binding motif, VXGXGXX-
GXXXA, in the region from 11 to 22, and weak but
significant sequence similarity with FAD enzymes such
as L-aspartate oxidase of E. coli (NCBI accession
no. 1CHU A) (17.6% identity)60) and fumarate reductase
(subunit A) of Wolinella succinogenes (NCBI accession
no. P17412) (17.2% identity).61) Thus FAD probably
binds to CAA67.

Amino acid sequence analyses have suggested that
CAA43 is involved in the reduction of 2-CAA, because
NADPH was required for the reduction of 2-CAA by an
extract of the 2-CAA-grown cells, as described above.
We constructed a recombinant E. coli strain that produces
CAA43 and purified the protein.57) The purified CAA43
was found to catalyze the conversion of 2-CAA into
2-chloropropionate in an NADPH-dependent manner.
The configuration of the 2-chloropropionate produced
was (S), indicating that CAA43 catalyzes the asymmet-
ric reduction of 2-CAA (Fig. 7). 2-Bromoacrylate also
served as substrate, whereas 2-haloacrylate analogs such
as acrylate and methacrylate did not. The inducible
nature and the substrate specificity suggest that 2-
haloacrylate is a physiological substrate of CAA43.
Hence we named this novel enzyme 2-haloacrylate
reductase. In Burkholderia sp. WS grown on 2-CAA,
L-2-chloropropionate produced by 2-haloacrylate reduc-
tase is probably further metabolized to D-lactate by L-2-
haloacid dehalogenase (Fig. 7).

The function of CAA67 of Burkholderia sp. WS is yet
to be determined because of difficulty in its purification
from this strain and in the construction of an expression
system with recombinant E. coli. Hence we purified
and characterized a homolog of CAA67 from another
2-CAA-utilizable bacterium, Pseudomonas sp. YL, as
described in section V below.62)

2-Haloacrylate reductase is useful in the production of
L-2-chloropropionate, a building block in the synthesis
of aryloxyphenoxypropionate herbicides.63) It catalyzes
the asymmetric reduction of a carbon-carbon double
bond of 2-CAA, producing L-2-chloropropionate. We
constructed a system for the production of L-2-chlor-
opropionate with recombinant E. coli cells producing
2-haloacrylate reductase from Burkholderia sp. WS for
the reduction of 2-CAA and glucose dehydrogenase
from Bacillus subtilis for the regeneration of NADPH.64)

The system provided 37.4 g/L (346mM) of L-2-chlor-
opropionate from 385mM 2-CAA at more than
99.9% e.e. The conversion yield was 90%, much higher
than that obtained by the conventional method employ-
ing optical resolution of a racemic mixture of 2-
chloropropionate (<50%).

V. 2-Haloacrylate Hydratase: A Unique
Flavoenzyme That Catalyzes a Non-Redox
Reaction

As described in the preceding section, Pseudomonas
sp. YL was isolated from soil as a 2-CAA-utilizable
bacterium.9) It grows on 2-CAA and lactate as sole
source of carbon and energy. By comparison between
proteins from 2-CAA- and lactate-grown cells by two-
dimensional PAGE, a major 2-CAA-inducible protein,
named CAA67 YL, was identified (Fig. 8).62) Its indu-
cible nature suggests its involvement in the metabolism
of 2-CAA.
The caa67 YL gene coded for a protein of 547 amino

acid residues with a predicted molecular weight of
59,301.62) A homology search revealed that CAA67 YL
shares 84.6% sequence identity with CAA67 from
another 2-CAA-utilizable bacterium, Burkholderia sp.
WS (referred to as CAA67 WS in this section to avoid
confusion).57) CAA67 YL and CAA67 WS have a
nucleotide-binding motif (VXGXGXXGXXXA) in the
region from position 11 to position 22, and showed weak
but significant sequence similarity to several flavopro-
teins, including L-aspartate oxidase (e.g., NCBI acces-
sion no. YP 783305), the succinate dehydrogenase
flavoprotein subunit (e.g., NCBI accession no.
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AAB85977),65) and thiol:fumarate reductase subunit A
(e.g., NCBI accession no. CAA04398).66) Sequence
similarity to various flavoproteins and the occurrence
of a nucleotide-binding motif suggest that CAA67 YL
and CAA67 WS require FAD to function.

CAA67 YL was purified from recombinant E. coli
cells.62) The purified protein was found to catalyze the
conversion of 2-CAA into pyruvate in the presence of a
reduced form of FAD (Fig. 8). The purified protein
contained an oxidized form of FAD, the molar ratio
of which to the protein was 0.25. The ratio increased
to 0.91 after incubation with externally added FAD.
However, the protein did not show activity toward
2-CAA without reduction of FAD. The apoenzyme
showed no activity, and FMNH2 did not replace FADH2.
Thus the catalytic action of CAA67 YL depends on a
reduced form of FAD.

CAA67 YL also catalyzes the conversion of 2-
bromoacrylate into pyruvate, whereas the following
compounds did not serve as substrates: 2-fluoroacrylate,
methacrylate, acrylate, 3-chloroacrylonitrile, 2-chloro-1-
propene, fumarate, phosphoenolpyruvate, D- and L-2-
chloropropionate, and D- and L-lactate.

An 18O incorporation experiment using H2
18O indi-

cated that an oxygen atom of a water molecule is
introduced into the substrate. 2-Chloro-2-hydroxypropi-
onate, a chemically unstable geminal halohydrin, is
probably produced by the hydration of 2-CAA, and
probably spontaneously decomposes into pyruvate upon
the removal of HCl (Fig. 8). Since CAA67 YL acts
specifically on 2-CAA and 2-bromoacrylate, it was
named 2-haloacrylate hydratase.

For the catalytic activity of 2-haloacrylate hydratase,
FAD in the reaction mixture must be reduced. A high
concentration of NADH, NADPH, or sodium dithionite
can be used for the reduction of FAD. We found that
NADH used for the reduction of FAD does not decrease
stoichiometrically for the hydratase reaction. FADH2,
once produced by a reductant such as NADH, is
probably regenerated in the catalytic cycle and not
consumed during the reaction.

The requirement of FADH2 for hydration of the
substrate is notable because most flavoenzymes cata-

lyze net redox reactions, such as oxidation, reduction,
oxygenation, and electron transfer. CAA67 YL requires
FADH2 for its catalytic action, but the reaction does
not involve a net change in the redox state of the
coenzyme or the substrate. A possible explanation for
the FADH2 requirement is that it functions as a general
acid-base catalyst. Type-2 isopentenyl diphosphate
isomerase was recently found to catalyze the reaction
in an FMNH2-dependent manner; the coenzyme plays
a general acid-base role.67,68) FADH2 in the 2-haloa-
crylate hydratase reaction is possibly involved in
protonation of the C-3 position of 2-CAA or in
activation of a water molecule that attacks the C-2
position of 2-CAA. Another possible mechanism is that
FADH2 acts as a radical catalyst. One electron transfer
from FADH2 to 2-CAA and protonation at the C-3
position would produce a 2-chloropropionate radical,
which might subsequently be hydroxylated to produce
2-chloro-2-hydroxypropionate. Such a free-radical
mechanism has been reported for other flavoenzymes,
such as chorismate synthase.69,70) Further studies are in
progress to elucidate the mechanism of this very unusual
flavoenzyme.
CAA67 WS of Burkholderia sp. WS shows high

sequence similarity to CAA67 YL, and probably cata-
lyzes the same reaction as CAA67 YL. As described
in section IV above, Burkholderia sp. WS produces
2-haloacrylate reductase (CAA43) in addition to
CAA67 WS as a 2-CAA-inducible protein.57) 2-Haloa-
crylate reductase catalyzes the reduction of 2-CAA,
producing L-2-chloropropionate, which is assumed to be
dehalogenated, producing D-lactate by L-2-haloacid
dehalogenase. Thus the bacterium has two metabolic
pathways for the dissimilation of 2-CAA. Genetic
analysis is required to reveal which pathway plays the
principal role in the metabolism of 2-CAA in Burkhol-
deria sp. WS. In contrast to Burkholderia sp. WS,
Pseudomonas sp. YL apparently does not have 2-
haloacrylate reductase, as judged by the results of two-
dimensional PAGE analysis of the proteins and genomic
DNA analysis.62) Thus 2-haloacrylate hydratase prob-
ably plays a major role in the metabolism of 2-CAA in
Pseudomonas sp. YL.
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2-Haloacrylate hydratase resembles cis- and trans-3-
chloroacrylic acid dehalogenases51,52) in that it catalyzes
the dehalogenation of the substrate by the addition of
a water molecule to the carbon-carbon double bond,
but it is significantly different from 3-chloroacrylic acid
dehalogenases not only in its substrate specificity and
primary structure but also in its cofactor requirement.
No cofactor is required for 3-chloroacrylic acid deha-
logenases, whereas FADH2 is an absolute requirement
for the 2-haloacrylate hydratase reaction. Thus 2-
haloacrylate hydratase is a new class of dehalogenases
that degrades unsaturated aliphatic organohalogen com-
pounds.

VI. Conclusions and Perspectives

The reaction mechanisms of hydrolytic dehalogenases
(L-2-haloacid dehalogenase, DL-2-haloacid dehaloge-
nase, and fluoroacetate dehalogenase) have been studied
by mass spectrometry, crystallography, site-directed
mutagenesis, computational analysis, and other methods.
These dehalogenases employ two distinct mechanisms.
In the reactions of L-2-haloacid dehalogenase and
fluoroacetate dehalogenase, the carboxylate group of
Asp nucleophilically attacks the �-carbon atom of the
substrate, displacing the halogen atom and producing
an ester intermediate in which the Asp residue is
covalently bound to the substrate. The ester intermedi-
ate is subsequently hydrolyzed to produce 2-hydro-
xyalkanoic acid and regenerate the catalytic Asp
residue. Computational analyses have been performed
based on the three-dimensional structures of these
enzymes, and the roles of the amino acid residues
involved in catalysis, such as those facilitating cleavage
of the carbon-halogen bond, have been elucidated. In
the reaction of DL-2-haloacid dehalogenase, a water
molecule activated by the enzyme directly attacks the
substrate to displace the halogen atom. The mechanism
is distinct from that of L-2-haloacid dehalogenase and
fluoroacetate dehalogenase in that it does not involve
the formation of a covalent intermediate. The amino
acid residue responsible for activation of the water
molecule that attacks the substrate was predicted by
crystallographic analysis of DL-2-haloacid dehaloge-
nase. These mechanistic studies of dehalogenases
should provide insight into rational protein engineering
to modify the stability, activity, and substrate specific-
ity of the enzymes for their use in the chemical industry
and in environmental technology.

By studying the metabolism of 2-CAA in soil
bacteria, two novel enzymes acting on unsaturated
organohalogen compounds were discovered. 2-Haloa-
crylate reductase catalyzes the reduction of 2-haloacry-
late in an NADPH-dependent manner. 2-Haloacrylate
hydratase catalyzes the addition of a water molecule to
the carbon-carbon double bond of 2-haloacrylate in an
FADH2-dependent manner. In the pathway in which
2-haloacrylate reductase is involved, 2-CAA is first
converted to L-2-chloropropionate, which is subsequent-
ly dehalogenated by L-2-haloacid dehalogenase. In the
pathway in which 2-haloacrylate hydratase is involved,
2-CAA is hydrated to produce 2-chloro-2-hydroxypro-
pionic acid, a chemically unstable geminal halohydrin,
which is spontaneously degraded to produce pyruvate.

The occurrence of 2-haloacrylate hydratase is remark-
able because it catalyzes a non-redox reaction in an
FADH2-dependent manner. Mechanistic analysis of this
enzyme should reveal a new catalytic function of flavin
coenzymes.

Acknowledgments

I wish to express my sincere gratitude to Dr.
Nobuyoshi Esaki, Professor of Kyoto University, and
to Dr. Kenji Soda, Professor Emeritus of Kyoto
University, for their kind guidance and courteous
encouragement throughout this study. I am also grateful
to all my collaborators for their support and for helpful
discussion. This work was supported in part by Grants-
in-Aid for Scientific Research from the Ministry of
Education, Culture, Sports, Science, and Technology of
Japan and Japan Society for the Promotion of Science
and by research grants from the Association for the
Progress of New Chemistry, the Nippon Life Insurance
Foundation, the Novo Nordisk Fund, and the Japan
Science and Technology Agency.

References

1) Gribble GW, Chemosphere, 52, 289–297 (2003).

2) Janssen DB, Oppentocht JE, and Poelarends GJ, Curr. Opin.

Biotechnol., 12, 254–258 (2001).

3) Janssen DB, Dinkla IJ, Poelarends GJ, and Terpstra P, Environ.

Microbiol., 7, 1868–1882 (2005).

4) Nagata Y, Endo R, Ito M, Ohtsubo Y, and Tsuda M, Appl.

Microbiol. Biotechnol., 76, 741–752 (2007).

5) Futagami T, Goto M, and Furukawa K, Chem. Rec., 8, 1–12

(2008).

6) Liu JQ, Kurihara T, Hasan AK, Nardi-Dei V, Koshikawa H,

Esaki N, and Soda K, Appl. Environ. Microbiol., 60, 2389–2393

(1994).

7) Aravind L, Galperin MY, and Koonin EV, Trends Biochem.

Sci., 23, 127–129 (1998).

8) Toyoshima C, Nakasako M, Nomura H, and Ogawa H, Nature,

405, 647–655 (2000).

9) Hasan AKMQ, Takada H, Koshikawa H, Liu JQ, Kurihara T,

Esaki N, and Soda K, Biosci. Biotechnol. Biochem., 58, 1599–

1602 (1994).

10) Nardi-Dei V, Kurihara T, Okamura T, Liu JQ, Koshikawa H,

Ozaki H, Terashima Y, Esaki N, and Soda K, Appl. Environ.

Microbiol., 60, 3375–3380 (1994).

11) Liu JQ, Kurihara T, Esaki N, and Soda K, J. Biochem., 116,

248–249 (1994).

12) Liu JQ, Kurihara T, Nardi-Dei V, Okamura T, Esaki N, and

Soda K, Biodegradation, 6, 223–227 (1995).

13) Kurihara T, Liu JQ, Nardi-Dei V, Koshikawa H, Esaki N, and

Soda K, J. Biochem., 117, 1317–1322 (1995).

14) Liu JQ, Kurihara T, Miyagi M, Esaki N, and Soda K, J. Biol.

Chem., 270, 18309–18312 (1995).

15) Hisano T, Hata Y, Fujii T, Liu JQ, Kurihara T, Esaki N, and

Soda K, Proteins, 24, 520–522 (1996).

16) Hisano T, Hata Y, Fujii T, Liu JQ, Kurihara T, Esaki N, and

Soda K, J. Biol. Chem., 271, 20322–20330 (1996).

17) Liu JQ, Kurihara T, Miyagi M, Tsunasawa S, Nishihara M,

Esaki N, and Soda K, J. Biol. Chem., 272, 3363–3368 (1997).

18) Li YF, Hata Y, Fujii T, Hisano T, Nishihara M, Kurihara T, and

Esaki N, J. Biol. Chem., 273, 15035–15044 (1998).

19) Li YF, Hata Y, Fujii T, Kurihara T, and Esaki N, J. Biochem.,

124, 20–22 (1998).

20) Ichiyama S, Kurihara T, Li YF, Kogure Y, Tsunasawa S, and

Esaki N, J. Biol. Chem., 275, 40804–40809 (2000).

21) Li YF, Kurihara T, Ichiyama S, Miyagi M, Tsunasawa S, and

Esaki N, J. Mol. Cat. B: Enzymatic, 23, 337–345 (2003).

22) Nakamura T, Yamaguchi A, Kondo H, Watanabe H, Kurihara

Enzymatic Degradation of Organohalogen Compounds 197



T, Esaki N, Hirono S, and Tanaka S, J. Comput. Chem., 30,

2625–2634 (2009).

23) Motosugi K, Esaki N, and Soda K, J. Bacteriol., 150, 522–527

(1982).

24) Park C, Kurihara T, Yoshimura T, Soda K, and Esaki N, J. Mol.

Cat. B: Enzymatic, 23, 329–336 (2003).

25) Nardi-Dei V, Kurihara T, Park C, Esaki N, and Soda K,

J. Bacteriol., 179, 4232–4238 (1997).

26) Nardi-Dei V, Kurihara T, Park C, Miyagi M, Tsunasawa S,

Soda K, and Esaki N, J. Biol. Chem., 274, 20977–20981 (1999).

27) Verschueren KH, Seljee F, Rozeboom HJ, Kalk KH, and

Dijkstra BW, Nature, 363, 693–698 (1993).

28) de Jong RM and Dijkstra BW, Curr. Opin. Struct. Biol., 13,

722–730 (2003).

29) Liu JQ, Kurihara T, Ichiyama S, Miyagi M, Tsunasawa S,

Kawasaki H, Soda K, and Esaki N, J. Biol. Chem., 273, 30897–

30902 (1998).

30) Papajak E, Kwiecien RA, Rudzinski J, Sicinska D, Kaminski R,

Szatkowski L, Kurihara T, Esaki N, and Paneth P, Biochemistry,

45, 6012–6017 (2006).

31) Schmidberger JW, Wilce JA, Weightman AJ, Whisstock JC,

and Wilce MC, J. Mol. Biol., 378, 284–294 (2008).

32) Omi R, Jitsumori K, Yamauchi T, Ichiyama S, Kurihara T,

Esaki N, Kamiya N, Hirotsu K, and Miyahara I, Acta

Crystallogr. F Struct. Biol. Cryst. Commun., 63, 586–589

(2007).

33) Murphy CD, Schaffrath C, and O’Hagan D, Chemosphere, 52,

455–461 (2003).

34) Baron ML, Bothroyd CM, Rogers GI, Staffa A, and Rae ID,

Phytochemistry, 26, 2293–2295 (1987).

35) Peters RA, Adv. Enzymol., 18, 113–159 (1957).

36) Proudfoot AT, Bradberry SM, and Vale JA, Toxicol. Rev., 25,

213–219 (2006).

37) Lauble H, Kennedy MC, Emptage MH, Beinert H, and Stout

CD, Proc. Natl. Acad. Sci. USA, 93, 13699–13703 (1996).

38) Kawasaki H, Tone N, and Tonomura K, Agric. Biol. Chem., 45,

29–34 (1992).

39) Kawasaki H, Tsuda K, Matsushita I, and Tonomura K, J. Gen.

Microbiol., 138, 1317–1323 (1992).

40) Kurihara T, Yamauchi T, Ichiyama S, Takahata H, and Esaki N,

J. Mol. Cat. B: Enzymatic, 23, 347–355 (2003).

41) Goldman P, Science, 164, 1123–1130 (1969).

42) Gregg K, Hamdorf B, Henderson K, Kopecny J, and Wong C,

Appl. Environ. Microbiol., 64, 3496–3498 (1998).

43) Ichiyama S, Kurihara T, Miyagi M, Galkin A, Tsunasawa S,

Kawasaki H, and Esaki N, J. Biochem., 131, 671–677 (2002).

44) Ichiyama S, Kurihara T, Kogure Y, Tsunasawa S, Kawasaki H,

and Esaki N, Biochim. Biophys. Acta, 1698, 27–36 (2004).

45) Lewandowicz A, Sicinska D, Rudzinski J, Ichiyama S, Kurihara

T, Esaki N, and Paneth P, J. Am. Chem. Soc., 123, 9192–9193

(2001).

46) Jitsumori K, Omi R, Kurihara T, Kurata A, Mihara H, Miyahara

I, Hirotsu K, and Esaki N, J. Bacteriol., 191, 2630–2637

(2009).

47) Marek J, Vevodova J, Smatanova IK, Nagata Y, Svensson LA,

Newman J, Takagi M, and Damborsky J, Biochemistry, 39,

14082–14086 (2000).

48) Newman J, Peat TS, Richard R, Kan L, Swanson PE, Affholter

JA, Holmes IH, Schindler JF, Unkefer CJ, and Terwilliger TC,

Biochemistry, 38, 16105–16114 (1999).

49) Kamachi T, Nakayama T, Shitamichi O, Jitsumori K, Kurihara

T, Esaki N, and Yoshizawa K, Chemistry, 15, 7394–7403

(2009).

50) Banerjee R and Ragsdale SW, Annu. Rev. Biochem., 72, 209–

247 (2003).

51) Poelarends GJ and Whitman CP, Bioorg. Chem., 32, 376–392

(2004).

52) de Jong RM, Bazzacco P, Poelarends GJ, Johnson WHJr, Kim

YJ, Burks EA, Serrano H, Thunnissen AM, Whitman CP, and

Dijkstra BW, J. Biol. Chem., 282, 2440–2449 (2007).

53) van der Waarde JJ, Kok R, and Janssen DB, Appl. Environ.

Microbiol., 59, 528–535 (1993).

54) Marsden PJ and Casida JE, J. Agric. Food Chem., 30, 627–631

(1982).

55) Woolard FX, Moore RE, and Roller PP, Phytochemistry, 18,

617–620 (1979).

56) Kurata A, Kurihara T, Kamachi H, and Esaki N, Tetrahedron-

Asymmetry, 15, 2837–2839 (2004).

57) Kurata A, Kurihara T, Kamachi H, and Esaki N, J. Biol. Chem.,

280, 20286–20291 (2005).

58) Thorn JM, Barton JD, Dixon NE, Ollis DL, and Edwards KJ,

J. Mol. Biol., 249, 785–799 (1995).

59) Edwards KJ, Barton JD, Rossjohn J, Thorn JM, Taylor GL, and

Ollis DL, Arch. Biochem. Biophys., 328, 173–183 (1996).

60) Bossi RT, Negri A, Tedeschi G, and Mattevi A, Biochemistry,

41, 3018–3024 (2002).

61) Lancaster CR, Kroger A, Auer M, and Michel H, Nature, 402,

377–385 (1999).

62) Mowafy AM, Kurihara T, Kurata A, Uemura T, and Esaki N,

Appl. Environ. Microbiol., 76, 6032–6037 (2010).

63) Haga T, Crosby KE, Schussler JR, Palmer CJ, Yoshii H,

and Kimura F, ‘‘Aryloxyphenoxypropanoate Herbicides,’’ eds.

Kurihara N and Miyamoto J, John Wiley & Sons Ltd.,

Chichester, West Sussex, pp. 175–197 (1998).

64) Kurata A, Fujita M, Mowafy AM, Kamachi H, Kurihara T, and

Esaki N, J. Biosci. Bioeng., 105, 429–431 (2008).

65) Smith DR, Doucette-Stamm LA, Deloughery C, Lee H, Dubois

J, Aldredge T, Bashirzadeh R, Blakely D, Cook R, Gilbert K,

Harrison D, Hoang L, Keagle P, Lumm W, Pothier B, Qiu D,

Spadafora R, Vicaire R, Wang Y, Wierzbowski J, Gibson R,

Jiwani N, Caruso A, Bush D, Safer H, Patwell D, Prabhakar S,

Mcdougall S, Shimer G, Goyal A, Pietrokovski S, Church GM,

Daniels CJ, Mao J, Rice P, Nölling J, and Reeve JN,
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