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ABSTRACT We show here that the amino acid residues
contributing to the active sites of the vanadate containing
haloperoxidases are conserved within three families of acid
phosphatases; this suggests that the active sites of these
enzymes are very similar. This is confirmed by activity
measurements showing that apochloroperoxidase exhibits
phosphatase activity. These observations not only reveal in-
teresting evolutionary relationships between these groups of
enzymes but may also have important implications for the
research on acid phosphatases, especially glucose-6-
phosphatase—the enzyme affected in von Gierke disease—of
which the predicted membrane topology may have to be
reconsidered.

Haloperoxidases are enzymes catalyzing the two electron
oxidation of a halide (X2) to the corresponding hypohalous
acid according to Eq. 1.

H2O2 1 H1 1 X23 H2O 1 HOX. [1]

HOX may further react with a broad range of nucleophilic
acceptors to form a diversity of halogenated compounds.
These haloperoxidases are named after the most electroneg-
ative halide they are able to oxidize, and thus a chloroperoxi-
dase (CPO) is able to oxidize chloride, bromide, and iodide.
Three classes of haloperoxidases have been identified. One

of these consists of enzymes without a prosthetic group and as
such have been detected in a number of bacteria (1, 2). The
remaining two classes are the so-called heme-containing halo-
peroxidases—exemplified by the CPO from the fungus Cal-
dariomyces fumago (3) or myeloperoxidase which is present in
white blood cells (4)—and the vanadium-containing haloper-
oxidases that bind a vanadate ion (VO432) as a prosthetic
group. Enzymes representing these two classes not only differ
in the nature of their prosthetic group but also in at least two
other aspects: catalytic mechanism and stability. Heme-
containing peroxidases catalyze the formation of the hypoha-
lous acid by a redox mechanism, whereas in vanadate-
containing peroxidases the transition metal does not change its
redox state (5, 6) but may function as a Lewis acid. Vanadate-
containing haloperoxidases not only posses a very high stabil-
ity (7, 8) but they also resist a high concentration of their
substrate (H2O2) (9) and their product (HOX) (7) that would
readily inactivate the heme-containing peroxidases.
Vanadate-containing peroxidases were first discovered in

seaweeds about a decade ago (10, 11); at present they are being
discovered not only in an increasing number of seaweeds (12,
13) but also in fungi (8) and in a lichen (14).

The fungus Curvularia inaequalis has been shown to express
a vanadium-containing CPO (V-CPO) (15), and recently the
gene encoding this enzyme was cloned and sequenced (16).
The V-CPO gene codes for a protein of 609 amino acids with
a calculated molecular mass of 67,488 kDa. Database searches
using the entire V-CPO sequence showed very little sequence
similarity to other known proteins (16). The recent determi-
nation of the crystal structure of this enzyme at 2.1-Å reso-
lution (17) revealed that the protein has an overall cylindrical
shape and measures approximately 50 3 80 Å. The secondary
structure is mainly a-helical with two four-helix bundles as
main structural motifs of the tertiary structure. The vanadium
binding center is located on top of the second four-helix bundle
and the residues binding the prosthetic group span a length of
approximately 150 residues in the primary structure. Themetal
is coordinated to the N«2 of His-496 while five residues
(Lys-353, Arg-360, Ser-402, Gly-403, and Arg-490) donate
hydrogen bonds to the non-protein oxygens of vanadate.
His-404 is proposed to be an acid-base group in catalysis (17).
Alignment of this V-CPO with the partial amino acid sequence
of the vanadium-containing bromoperoxidase (V-BPO) from
the seaweed Ascophyllum nodosum (10), an enzyme of which
the catalytic mechanism is considered to be analogous to that
of the V-CPO (7), revealed three stretches of high similarity in
the regions providing the metal anion binding site, whereas the
similarity turned out to be very low in the intervening regions.
Here we report on a more extensive database search show-

ing that similar stretches are also present in three families of
acid phosphatases which were previously considered unre-
lated. Furthermore, we show that apo-CPO can also function
as an acid-phosphatase, indicating that the active site of
V-CPO is very similar to that of the acid phosphatases. The
implications of these findings are discussed.

MATERIALS AND METHODS

Strains, Medium, and Growth Conditions. Because it is
difficult to obtain pure apo-enzyme in sufficient amounts from
C. inaequalis as needed for our experiments, we decided to use
recombinant enzyme produced from the C. inaequalis V-CPO
gene in a newly developed Saccharomyces cerevisiae expression
system (18). This enabled us to produce large quantities of
recombinant enzyme (r-CPO), which after activation with
vanadate behaves kinetically very similar to the enzyme as
isolated from C. inaequalis.
r-CPO protein was isolated from yeast strain BJ1991 (Mata,

leu2, trp1, ura3-251, prb1-1122, pep4-3) transformed with plas-
mid TNT4 (18) carrying the V-CPO gene under transcriptional
control of the yeast Gal1 promotor.
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To isolate the r-CPO, yeast transformants carrying TNT4
were grown until stationary phase in starter cultures contain-
ing 0.67% yeast nitrogen base without amino acids (YNB-WO
from Difco), 2% (wtyvol) glucose, and 20 mgyml (wtyvol)
uracil. Starter cultures were diluted 1:10 in 1% (wtyvol) yeast
extract (Difco), 1% casein hydrolysate (Difco), and 1% (wty
vol) glucose until the end of the log phase after which the
cultures were induced by the addition of galactose to a final
concentration of 4% (wtyvol) and allowed to grow for another
2 days.
The isolation of the recombinant protein to purity was

performed as described (18) with the addition of a HPLC
MonoQ step (Pharmacia) as described in ref. 16.
Enzymatic Assays. The standard assay for determining CPO

activity of V-CPO is the chlorination of 50 mM monochlo-
rodimedon, which is monitored spectrometrically at 290 nm
under conditions of 1 mM H2O2, 5 mM Cl2, and 100 mM
citrate (pH 5.0). The change in extinction coefficient is 20.0
mM21zcm21.
A standard assay for determining phosphatase activity is

measuring the hydrolysis of para-nitrophenyl phosphate (p-
NPP). After incubation with this substrate reaction mixtures
(see legends) were quenched with NaOH and production of
para-nitrophenol (p-NP) was measured at 410 nm using an
extinction coefficient of 18.3 mM21zcm21 at pH 12. Data were
corrected for nonenzymatic hydrolysis of p-NPP at low pH.
Activation of apo-CPO. Apo-CPO was activated by addition

of 100 mM vanadate in 100 mM TriszSO4 (pH 8.0) as described
for the native protein (8). Excess vanadate was removed by
dialysis against the desired buffer.

RESULTS

The results of our database search are presented in the
alignment of Fig. 1A. Included in this alignment are the acid
phosphatases found in our database search, the partial amino
acid sequence from the V-BPO of A. nodosum, and the
deduced partial amino acid sequence of the V-CPO from the
fungus D. biseptata (P.B. unpublished data). It is clear that in
this alignment nearly all residues coordinating vanadate in
V-CPO are conserved. The only exceptions are residues Gly-76
and Gln-83 of the bcrC gene product aligning to Lys-353 and
Arg-360 of CPO of C. inaequalis, respectively, and residue
Trp-25 of A. nodosum, also aligning to Lys-353. The alignment
strongly suggests that the binding pocket for vanadate in the
peroxidases is similar to the phosphate-binding site in the
aligned acid phosphatases. This is in agreement with the
structural resemblance of vanadate and phosphate, with the
observation that the vanadium-containing haloperoxidases
rapidly loose their activity in phosphate-containing buffers and
that reconstitution of the apo-BPO by vanadate is inhibited in
the presence of phosphate (28). Furthermore, vanadate is
recognized as a potent inhibitor of many different phospha-
tases (29). Fig. 1A also shows the high variability in sequence
and length of the regions (which primarily form loop struc-
tures) connecting the active site residues. It is noteworthy that
according to the dendrogram based on the alignment (Fig. 1B),
the V-BPO of A. nodosum is not more similar to the CPOs as
it is to the acid phosphatases.
The conservation of the active sites among the presented

enzymes, both in structure and residues binding the anions,
prompted us to determine whether the apo-CPO from C.
inaequalis could also act as a phosphatase.
The putative phosphatase activity of apo-r-CPOwas assayed

by measuring the release of p-NP from p-NPP, a commonly
used phosphatase substrate. p-NPP hydrolysis was found to
correlate linearly with the amount of enzyme added (data not
shown), demonstrating that the apo-r-CPO has phosphatase
activity.

The phosphatase activity of apo-r-CPO suggests that vana-
date and p-NPP compete for the same binding site in the
apo-enzyme, implying that phosphatase and peroxidase activ-
ity are mutually exclusive. The results presented in Fig. 2 show
that this is indeed the case. Fully activated r-CPO was incu-
bated in the presence of 0.5 mM p-NPP at pH 5.0. CPO activity
showed a rapid decrease in time, whereas this was not observed
in the absence of p-NPP. This indicates that at this pH vanadate
is easily exchanged for p-NPP. The decrease of CPO activity
could also be prevented by the addition of extra (100 mM)
vanadate, which is in line with the Kd of V-CPO for vanadate
at this pH (7). Incubation of fully activated r-CPO with p-NPP
at pH 7.0 did not result in p-NPP hydrolysis while incubation
at low pH did (results not shown). This is in agreement with
results obtained earlier by our group (30), showing that that
the Kd of V-CPO for vanadate increases strongly at low pH,
thus enabling p-NPP to compete effectively for the binding
site.
Fig. 3 depicts the activity versus the substrate concentration

as determined at pH 5.0, showingMichaelis–Menten behavior.
By nonlinear regression we calculated a KM of 51 mM and a
maximal turnover of 1.7 min21. It is obvious that the active site
of CPO is not optimized for phosphatase activity. For example,
the maximal turnover of p-NPP for various acid phosphatases
is in the order of 102–103 s21 (31–33). However, the KM
compares well to the values (100–200 mM) reported for these
acid phosphatases. We also determined the kinetic parameters
of p-NPP hydrolysis catalyzed by apo-r-CPO as a function of
pH. The Vmax was only affected by a factor of 2 in the pH range
3.7–8.0, having an optimum at pH 5.0 (results not shown). The
KM for p-NPP was unaffected in the pH range 4.5–8.0, but
increased strongly in the pH range 3.7–4.5 (KM 1.9 mM at pH
3.9; results not shown), indicating that protonation of either a
group on the free enzyme or the substrate itself is the cause of
the reduced affinity for p-NPP.
The finding that the apo-CPO of C. inaequalis has phospha-

tase activity raises the interesting question whether the ho-
mologous phosphatases show peroxidase activity. We are
currently designing experiments to answer this.

DISCUSSION

We have presented evidence for the existence of structurally
similar active sites in vanadium-containing peroxidases and
three classes of acid phosphatases. The similarity was deduced
from the alignment of the presented enzymes and confirmed
by the presence of phosphatase activity in apo-CPO.
The common architecture of the active sites of the presented

enzymes may have important implications for research in the
acid phosphatase field. The dendrogram of Fig. 1B shows that
the aligned phosphatases can be divided into two groups. The
first group (marked with an M in the dendrogram) is formed
by membrane-bound enzymes. The most interesting protein
family contained in this group—from an anthropocentric point
of view—is that of mammalian G-6-Pase, a key enzyme in
gluconeogenesis and glucose homeostasis, also known to be
efficiently and competitively inhibited by vanadate (34). G-6-
Pase deficiency is the cause of glycogen storage disease type 1a
(von Gierke disease). Four missense mutations in the gene
encoding human G-6-Pase were recently identified (24). A
subsequent near-saturation mutagenesis study (35) revealed
that Arg-83 (marked with an asterisk in the alignment of Fig.
1A) was absolutely required for enzyme activity. In our
alignment this residue corresponds to Arg-360 of V-CPO, a
residue donating hydrogen bonds to vanadate. Because it is
known that a histidine is the phosphate acceptor during
catalysis of G-6-Pase, the authors (35) also mutated four
conserved histidines predicted to reside on the same (luminal)
side of the endoplasmic receptor membrane as Arg-83. His-119
(also marked with an asterisk in Fig. 1A) turned out to be the
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FIG. 1. (A) Alignment of V-CPO of C. inaequalis with the enzymes proposed to contain a structurally similar active site. Residues identical in 50%
ormore of the sequences are boxed. The residues contributing to the active site of V-CPO are given underneath the alignment together with the secondary
structure elements in which they are present. m, Residue hydrogen-bonded to vanadate in V-CPO; r, histidine proposed to be the acid-base group
of V-CPO. F, histidine covalently linked to vanadate in V-CPO; ✫, residue shown to be essential for glucose-6-phosphatase (G-6-Pase) activity;
( (), a-helix;➪, b-sheet; , loop. (B) A dendrogram based on the alignment. The group of membrane-bound phosphatases is marked
with an M, and the group of soluble phosphatases is marked with an S. pgpB, phosphatidyl glycerophosphate phosphatase B from Escherichia coli
(19) and Haemophillus influenzae (20); bcrC, gene product from Bacillus licheniformis (21); G-6-Pase, glucose-6-phosphatase from mouse (22), rat (23)
and human (24); phoC, phoN, class A bacterial acid phosphatase from Morganella morganii (25), Providencia stuartii (GenBank accession no. X64820),
Salmonella typhimurium (26), and Zymomonas mobilis (27); Apyrase ATP-diphosphohydrolase from Shigella flexneri (GenBank accession no. U04539);
V-BPO partial deduced amino acid sequence from A. nodosum (13); V-CPO partial deduced amino acid sequence from Drechslera biseptata (GenBank
accession no. Y11123) and C. inaequalis (16) (of which the complete sequence is known). The alignment was created after a database search (Swiss-Prot)
with small stretches of amino acid residues from the active site of V-CPO of C. inaequalis using the EMBL BLITZ server. The alignment was created with
the SEQAPP and SEQVU programs, and the dendrogram was created using the TREEVIEW program (from R. D. M. Page, 1996).

Biochemistry: Hemrika et al. Proc. Natl. Acad. Sci. USA 94 (1997) 2147



only histidine absolutely required for phosphatase activity.
This is in agreement with our alignment since His-119 of
G-6-Pase corresponds to His-404 of V-CPO, a residue which
may function as an acid-base group in catalysis (17). His-176
of G-6-Pase was not mutated but we predict that mutation of
this residue will also abolish enzyme activity. His-176 of
G-6-Pase corresponds to His-496 of V-CPO, the residue
covalently linking the metal. It is likely therefore, that in
G-6-Pase His-176, and not His-119 as suggested (35), is the
phosphate acceptor. Consequently, Arg-83, His-119, and His-

176 of G-6-Pase are situated at the same side of the endoplas-
mic receptor membrane, which calls for a reevaluation of the
current topology model of this enzyme (35).
To one protein in the group of the membrane-bound

phosphatases, the bcrC gene product, no function has been
assigned yet (21). bcrC is one of the three B. licheniformis genes
found in an operon conveying resistance toward the antibiotic
bacitracin. One of the genes of this operon, bcrA, was identified
as coding for a soluble ATP-binding protein with similarity to
the so-called ABC transporters. Podlesek et al. (21) established
that all three gene products of the bcr locus are necessary for
bacitracin resistance and proposed that they are components
of an ATP-binding transport system but the precise function of
the hydrophobic bcrB and bcrC gene products was not estab-
lished. Based on our alignment, we predict that bcrC codes for
a membrane-bound phosphatase.
The second group of phosphatases (marked with an S in the

dendrogram of Fig. 1B) is formed by the secreted class A
bacterial acid phosphatases (25), a class of enzymes showing
considerable sequence similarity, including a perfectly con-
served sequenceGSYPSGHT. This is also an important cluster
in the alignment of Fig. 1A because it contains a histidine
aligning to the proposed acid-base group His-404 of V-CPO.
Based on the sequence similarity between the apyrase from
Shigella flexneri and the class A acid phosphatases, we propose
that the apyrase also belongs to this class.
The above-presented data indicate that the vanadium con-

taining haloperoxidases and the presented phosphatases have
divergently evolved from a common ancestor. Strikingly, the
opposite—convergent evolution—also seems to have occurred
since the active site of V-CPO resembles that of another class
of acid phosphatases—the high molecular weight acid phos-
phatases—both in geometry and in residues contributing to
the active site. In this context, however, it is important to stress
that no sequence similarity is found with this class of enzymes.
The resemblance is most evident from the crystal structure of
the active site of rat prostatic acid phosphatase complexed with
vanadate (36) which is bound in the same trigonal bipyramidal
geometry as in V-CPO. This coordination is analogous to the
transition state in the reaction mechanism of several phospha-
tases (37). Furthermore, in rat prostatic acid phosphatase the
vanadate is also covalently linked to a histidine (His-12) while
Arg-11, Arg-15, Arg-79, and His-257 are within hydrogen-
bonding distance. The binding of vanadate to His-12 gives
crystallographic evidence for the proposed role of a histidine
as a nucleophile in the formation of the phosphoryl adduct
(37). Our data suggest that such a role can also be fulfilled by
His-496 in apo-CPO and thus most probably also by the
corresponding histidines of the phosphatases contained in the
alignment.
Using a S. cerevisiae expression system, we are now produc-

ing site-directed mutants for the CPO active-site residues. The
resulting mutants will be analyzed with respect to both per-
oxidase and phosphatase activity. We anticipate that the
results of these studies will give important clues to research in
the peroxidase field as well as to the research in the acid
phosphatase field.
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