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The dye-decolorizing peroxidases (DyPs) were first recog-
nized a mere decade ago when DyPDec1 was isolated from

the fungus Thanatephorus cucumeris Dec1 for their ability to
degrade anthraquinones (AQs), a class of dyes that are widely
used by the textile industry.1 Genomic analyses have since
revealed that DyPs occur in a wide range of fungi and bacteria.2

Similar to plant-type peroxidases, DyPs contain a heme prosthe-
tic group. However, structural analyses have revealed that DyPs
have a ferredoxin-like fold similar to that of chlorite dismutase
and thus belong to a different superfamily than the plant-type
peroxidases.3 Phylogenetic analyses have led to the classification
of DyPs into four subfamilies (A�D).4 In addition to AQ dyes,
these enzymes exhibit peroxidase activity toward carotenoids,
methoxylated aromatics such as veratryl alcohol, lignin model
compounds, and more typical peroxidase substrates such as 2,20-
azinobis(3-ethylbenzthiazoline-6-sulfonic acid) (ABTS).5�9

The physiological role of DyPs remains unclear. Consistent
with their peroxidase activity, DyPs have been thought to be
part of the bacterial oxidative stress response based on the

co-induction of a DyP with structural components of gas vesicles
during oxidative stress.10 Similarly, DyPs have been proposed to
act as virulence factors in plant pathogens on the basis of their
ability to kill plant cells and to wilt seedlings.11 However, recent
molecular genetic evidence suggests that in Escherichia coli,
A-type DyPs assist in capturing iron from heme while keeping
the tetrapyrrole skeleton intact.12 Intriguingly, some B-type
DyPs occur within icosohedral shells formed by encapsulin, a
protein that is also predicted to compartmentalize some bacterial
ferritin-like proteins.13 It is possible that the different subfamilies
of DyPs have different physiological roles.

The catalytic mechanism of DyPs has been proposed to be
similar to that of plant-type peroxidases.2,3 Accordingly, the ferric
enzyme reacts with H2O2 to yield compound I, a high-valent
intermediate designated [FeIVdO Por•]þ that is two reducing
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ABSTRACT:The soil bacterium Rhodococcus jostiiRHA1 contains two dye-decolorizing
peroxidases (DyPs) named according to the subfamily they represent: DypA, predicted
to be periplasmic, and DypB, implicated in lignin degradation. Steady-state kinetic
studies of these enzymes revealed that they have much lower peroxidase activities than
C- and D-type DyPs. Nevertheless, DypA showed 6-fold greater apparent specificity for
the anthraquinone dye Reactive Blue 4 (kcat/Km = 12800 ( 600 M�1 s�1) than either
ABTS or pyrogallol, consistent with previously characterized DyPs. By contrast, DypB
showed the greatest apparent specificity for ABTS (kcat/Km = 2000( 100M�1 s�1) and
also oxidized MnII (kcat/Km = 25.1 ( 0.1 M�1 s�1). Further differences were detected
using electron paramagnetic resonance (EPR) spectroscopy: while both DyPs contained
high-spin (S = 5/2) FeIII in the resting state, DypA had a rhombic high-spin signal
(gy = 6.32, gx = 5.45, and gz = 1.97) while DypB had a predominantly axial signal
(gy = 6.09, gx = 5.45, and gz = 1.99). Moreover, DypA reacted with H2O2 to generate an
intermediate with features of compound II (FeIVdO). By contrast, DypB reacted with H2O2 with a second-order rate constant of
(1.79 ( 0.06) � 105 M�1 s�1 to generate a relatively stable green-colored intermediate (t1/2 ∼ 9 min). While the electron
absorption spectrum of this intermediate was similar to that of compound I of plant-type peroxidases, its EPR spectrum was more
consistent with a poorly coupled protein-based radical than with an [FeIVdO Por•]þ species. The X-ray crystal structure of DypB,
determined to 1.4 Å resolution, revealed a hexacoordinated heme iron with histidine and a solvent species occupying axial positions.
A solvent channel potentially provides access to the distal face of the heme for H2O2. A shallow pocket exposes heme propionates to
the solvent and contains a cluster of acidic residues that potentially bind MnII. Insight into the structure and function of DypB
facilitates its engineering for the improved degradation of lignocellulose.
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equivalents more oxidized than the resting ferric enzyme. Com-
pound I reacts with 1 equiv of the reducing substrate to yield an
[FeIVdO] intermediate called compound II. Reaction with a
second equivalent of the reducing substrate yields the resting-
state FeIII peroxidase. Nevertheless, the few mechanistic and
structural studies of DyPs indicate important differences with the
plant-type peroxidases. For example, the reaction of DyPDec1
with H2O2 yielded a species with a half-life of ∼9 min that was
assigned as an unusually stable [FeIVdO Por•]þ and slowly
decays to the ferric enzyme with no detectable compound II-type
intermediate.2,3,14,15 Moreover, although the heme is ligated by a
proximal histidine that forms a hydrogen bond with a conserved
acidic residue in both classes of peroxidases, the residues on the
distal face of the heme differ.3,16 Thus, DyPs have a conserved
aspartate and arginine on the distal face. The former replaces the
catalytic histidine of plant-type peroxidases and, on the basis of
the reduced reactivity of the D171N variant of DyPDec1 toward
H2O2,

3 has been proposed to shuttle a proton in the formation of
compound I from H2O2, analogous to the distal glutamate of
chloroperoxidase (CPO). For its part, the arginine has been
proposed to stabilize the negative charge on the distal oxygen of
the Fe-bound peroxide during O�O bond cleavage,2 as pro-
posed by Poulos and Kraut.17 However, this role has not
been substantiated experimentally. More extensive structure�
function studies of DyPs, particularly involving electron para-
magnetic resonance (EPR) and stopped-flow absorption spec-
troscopies, are required to investigate their catalytic mechanism
and to elucidate the roles of active site residues.

Rhodococcus is a genus of catabolically versatile soil bacteria
that belong to a mycolic acid-containing suborder of actino-
bacteria.18 The ability of rhodococci to transform a wide range of
organic compounds and pollutants, combined with their robust
growth and exceptional stress tolerance, has led to their use in awide
range of biotechnological applications.19 Rhodococcus jostii RHA1
was isolated from lindane-contaminated soil and was initially
characterized for its potent PCB (polychlorinated biphenyl)-
degrading properties.20 Subsequent genomic studies of RHA1 have
provided important insights into the physiology and catabolic
versatility of rhodococci and related actinobacteria.21Most recently,
we demonstrated that RHA1 can degrade lignin and lignocellulose,
producing a number of monocyclic phenolic compounds.22 This is
consistent with RHA1’s ability to degrade a wide range of such
aromatic compounds.18,21 Molecular genetic and biochemical stud-
ies have demonstrated that this ability to degrade lignin depends on
DypB, one of two DyPs that RHA1 harbors (DOI 10.1021/
bi101892z). A second DyP, DypA, is predicted to occur in the
periplasm and is a homologue of EfeB, which has been implicated in
iron uptake in E. coli.12 Like efeB, dypA occurs in an operon with
other genes predicted to be involved in iron uptake intact.

Herein, we describe the biochemical characterization of the
two RHA1 DyPs. We investigated the specificity of these
enzymes for a range of organic substrates as well as the enzymes’
reactivities with H2O2. The ferric-heme environment in the two
enzymes was characterized using EPR spectroscopy, which was
further used in combination with stopped-flow absorption
spectroscopy to investigate the catalytic intermediates in DypB.
We further provide kinetic and spectroscopic evidence of man-
ganese peroxidase activity in DypB. Finally, the X-ray crystal
structure of DypB was determined, providing insight into sub-
strate access and putative active site residues. The results are
discussed with respect to the reactivity and catalytic mechanism
of DyPs and plant-type peroxidases.

’MATERIALS AND METHODS

Reagents and Chemicals. HPLC-grade DMSO was from
Alfa Aesar. All other reagents and chemicals were purchased from
SIGMA-Aldrich, ACROS, MP Biomedicals, or Fisher and were
used without further purification. Water was purified using a
Barnstead NANOpure UV apparatus (Barnstead International,
Dubuque, IA) to a resistivity of greater than 17 MΩ cm.
Protein Analysis. Protein concentrations were measured

using the Micro BCA assay (Thermo Scientific). The heme
concentration was determined using a pyridine hemochromogen
assay.23

Spectroscopy. A Cary 5000 spectrophotometer (Varian)
equipped with a thermostated cuvette holder maintained at
25.0 ( 0.5 �C was used to record electronic absorption spectra
and to monitor steady-state kinetics. The 9 GHz EPR spectra
were recorded using a Bruker ER500 spectrometer equipped
with a standard TE102 cavity, a liquid helium cryostat (Oxford
Instruments), and a microwave frequency counter (Bruker
ER049X). EPR spectra representing four scans were recorded
for 200 μL solutions of 0.1 mM ferric DyP in 20 mMMOPS and
80 mM NaCl (pH 7.5) contained in a 4 mm diameter EPR tube.
Samples were frozen in liquid N2. After spectra of ferric DypB had
been recorded, the sample was thawed, mixed on ice with 2 μL of
2 mM H2O2 (∼2 s), and rapidly immersed in liquid N2. The
spectra of the ferric enzyme and the sample containing DypB
reacted with H2O2 were recorded at 5 K using a 5 G modulation
amplitude, a 1 mWmicrowave power, and a 100 kHz modulation
frequency. The temperature dependence of the radical was
similarly measured except that the temperature was varied from
5 to 20 K and two scans were taken at each temperature. For the
spectrumof the radical centered at g= 2, recorded at 40K, six scans
were taken using a 0.5 G modulation amplitude, a 0.1 mW
microwave power, and a 100 kHz modulation frequency.
Steady-State Kinetic Analysis. Steady-state reaction kinetics

were monitored spectrophotometrically. The standard assay was
performed in 1 mL of 50 mM sodium acetate (pH 4.5) at 25.0(
0.5 �C containing 10 mM ABTS, 1.0 mM H2O2, and the
appropriate amount of DyP. Reactions were initiated with the
addition of H2O2, and initial rates were monitored at 414 nm
(ε414 = 36.6 mM�1 cm�124).
Apparent steady-state kinetic parameters were evaluated for

ABTS, pyrogallol (1,2,3-trihydroxybenzene), Reactive Blue 4
(RB4), and MnSO4 using 1.0 mM H2O2 and the following
wavelengths for each of the last three reductants: 430 nm (ε430 =
2.47 mM�1 cm�125), 610 nm (ε610 = 4.2 mM�1 cm�126), and
270 nm (ε270 = 11.59 mM�1 cm�127). Reactions with ABTS
(1.0�40 mM), pyrogallol (0.1�20 mM), and RB4 (0.1�0.6 mM)
were performed using 50 mM sodium acetate (pH 4.5). Reactions
with 1�20 mM MnSO4 were performed using 50 mM sodium
malonate (pH 4.5) as described previously.27 Kinetic parameters
were evaluated forH2O2 at 10mMABTS, 20mMpyrogallol, 5mM
RB4, and 17.5 mMMnSO4. Steady-state kinetic equations were fit
to the data using LEONORA.28

Stopped-Flow Kinetics. Transient-state kinetics were per-
formed using an SX18 stopped-flow spectrophotometer
(Applied PhotoPhysics Ltd.) equipped with a diode array
detector and a monochromator. A circulating water bath was
used to maintain the temperature of the reactant syringes and the
mixing cell at 25 �C. Typically, 10 μMenzyme (heme) wasmixed
with an equal volume of H2O2 at various concentrations at
pH 4.5 and 7.5. Multiwavelength data were analyzed using
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singular-value decomposition (SVD) with Pro-K.2000 Global
Analysis (Applied PhotoPhysics) to obtain the transition rates
(kn) between intermediates. Reactions were then monitored at
selected single wavelengths to follow the formation and decay of
intermediates, and the data were fitted using multiple-exponen-
tial equations to obtain pseudo-first-order rate constants (kobs).
Second-order rate constants for the formation of compound I
were evaluated from plots of kobs versus H2O2 concentration.
Determination of DypB Structure. Selenomethionine-

labeled DypB was prepared as previously described29 and
purified as described for the unlabeled protein (DOI 10.1021/
bi101892z). Heme-bound DypB crystals were grown by hanging
drop vapor diffusion at room temperature. Drops were made
from 2 μL of an 18 mg/mL protein solution in 20 mM MOPS
(pH 7.5), 80 mM NaCl, and 2 μL of well solution. The well
solution for the selenomethionine-labeled and native primitive
trigonal (P3221) crystal form contained 3.5 M sodium formate
(pH 7.5), and crystals formed overnight. The well solution for
the native rhombohedral (R32) crystal form contained 1.26 M
ammonium sulfate and 0.1 MHEPES (pH 7.5) and crystals grew
over the course of 3 months. To prepare crystals for mounting,
they were briefly soaked in well solution supplemented with 16%
glycerol and then flash-frozen by immersion in liquid nitrogen.
X-ray diffraction data of the P3221 crystal forms were collected

at the Canadian Light Source on beamline 08ID-1. Multiple-
wavelength anomalous diffraction data from selenomethionine-
labeled DypB were collected at wavelengths of 0.97882 (peak),
0.97904 (inflection), and 0.97692 Å (remote). Native diffraction
data were collected at a wavelength of 0.97955 Å. Data were
processed using XDS30 and scaled using Scala.31 Solve32 and
Resolve33,34 were used to obtain phases from the 15 identified
selenium sites and to build a preliminary model. The phase
solution had an initial figure of merit of 0.66 that was improved to
0.74 by density modification. The structure was manually edited
using Coot35 and refined using translation libration screw (TLS)
parameters36 with Refmac537 from the CCP4 program suite.38

The native structure was refined to 2.1 Å resolution and
contained three DypB molecules in the asymmetric unit.

Diffraction data for the R32 crystal form were collected at the
Stanford Synchrotron Radiation Laboratory on beamline 7-1 at a
wavelength of 1.0000 Å. Data were processed and scaled using
Mosflm39 and Scala,31 respectively. The structure was deter-
mined by molecular replacement using a single protein chain
from the P3221 structure as a search model in MolRep.40 The
structure was edited using Coot35 and refined as the equivalent
space group H32 with Refmac5.37 The structure was refined to
1.4 Å resolution and contained one DypB molecule in the
asymmetric unit. The final model includes one DypB protamer
(residues 6�313), two molecules of glycerol, two molecules of

Figure 1. Electronic absorption spectra of DypA (A) and DypB (B). The samples contained 10 μM ferric enzyme (—) or the same sample with 10 μM
H2O2 ( 3 3 3 ) in 20 mM MOPS and 80 mM NaCl (pH 7.5, 25 �C).

Figure 2. EPR spectra of DypA and DypB. Samples contained 0.1 M
(A) ferric DypA, (B) ferric DypB, or (C) DypB incubated for∼2 s in the
presence of 2 mM H2O2 [20 mM MOPS and 80 mM NaCl (pH 7.5)].
Spectra were recorded at 5 K using a 9 GHz spectrometer.
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sulfate, and 409 water molecules. Relative to the peptide
sequence,21 the crystal structure is missing 5 and 37 residues at
the N- and C-termini, respectively. More than 92.1% of the φ and
ψ angles fall within the most favorable regions of Ramachandran
plots, and none are in the disallowed regions. Data collection and
refinement statistics are listed in Table 1. Structure figures were
generated with PYMOL (DeLano Scientific, San Carlos, CA).
The native P3221 and R32 structures were considered identical
with a root-mean-square deviation (rmsd) of superimposed CR
atoms of 0.24 Å and a TM score of 1. All analysis and figures were
generated from the coordinates derived from the higher-resolu-
tion R32 space group.

’RESULTS

Electronic Structure of Ferric DypA and DypB. As noted in
the preceding paper (DOI 10.1021/bi101892z), neither recom-
binant DyP contained detectable amounts of heme when purified
from E. coli. However, both could be stably reconstituted with
heme. The electronic structures of ferric DypA and DypB were
analyzed using electronic absorption and EPR spectroscopies.
The electronic absorption spectra of ferric DypA (Figure 1A,
solid line) and DypB (Figure 1B, solid line) showed distinct
spectral features. In DypA, these features were sharper, with a
Soret band at 408 nm and charge transfer bands, CT1 and CT2,
at 632 and 502 nm, respectively. By contrast, the Soret band of
DypB was at 404 nm with a shoulder at ∼360 nm and visible
features at 634 and 503 nm. Using a pyridine�hemochrome
assay, the molar absorption coefficients of reconstituted DypA
and DypB were 126 mM�1 cm�1 (ε408) and 84 mM�1 cm�1

(ε404) (Figure S1 of the Supporting Information). The Rz values
of DypA and DypB were 2.7 and 2.9, respectively. These values
did not change significantly upon storage of protein solutions for
up to 6 months at �80 �C or for 24 h at 4 �C
EPR spectroscopy of the ferric enzymes provided further

insight into the heme microenvironment of DypA and DypB.
At 5 K, the 9 GHz EPR spectrum of ferric DypA (Figure 2A)
predominantly comprised a rhombically distorted (gx 6¼ gy) axial
resonance at g^ ≈ 6 (gy = 6.32, gx = 5.45, and gz = 1.97). The
resonance between g = 3 and g = 2 further suggests the presence
of a significant proportion of low-spin heme in the reconstituted
protein. For DypB (Figure 2B), the major resonance was axial at
g^ ≈ 6 with a slightly resolved rhombic feature (gy = 6.09, and
gx = 5.45) and g ) = 1.97. The absolute difference in g values (Δg =
gy � gx) at g = 6 was used to calculate the percentage of
rhombicity, R (R =Δg/16� 100%), in the major DyP species.41

TheΔg values for DypA andDypBwere calculated to be 0.87 and

0.65, respectively, yielding R values of 5.44% for DypA and 4.06%
for DypB. Overall, the spectra indicate that both DypA andDypB
predominantly contain high-spin FeIII, although the differences
in the spectra suggest different coordination microenvironments
for the heme iron in the two paralogues.
Apparent Substrate Specificities of DyPs. Using ABTS as a

substrate, the optimal pH values of the reactions with DypA and
DypB were 3.5 and 4, respectively (results not shown). For
DypB, the activity at pH 7.5 was 1% of that at pH 4. For DypA,
the activity was not detected at pH >6. As DypB precipitated
below pH 4.0, 50 mM acetate (pH 4.5) was used in subsequent
experiments. Reactions involving ABTS were corrected for the
nonenzymatic reaction of this compound with H2O2. In the
standard assay, the nonenzymatic increase in A414 accounted for
32% of the total rate observed in the presence of DypA and 11%
of the rate in the presence of DypB. Both DyPs oxidized ABTS,
pyrogallol, and RB4 in anH2O2-dependent fashion under steady-
state conditions. DypB was also found to oxidize MnII in an
H2O2-dependent fashion in the presence of 50 mM malonate
(pH 4.5), as indicated by an increase in absorbance at 270 nm
(Figure S2 of the Supporting Information). The oxidation of
MnII was also observed using a previously described assay42

involving 20 mM HEPES (pH 7.6) and 0.5 mM pyrophosphate
(results not shown).
In the presence of 1 mM H2O2, the two DyPs possessed

similar apparent specificities (kcat/Km) for ABTS. However, they
had very different apparent specificities for the other reductive
substrates (Table 2). Thus, DypA utilized the substrates in the order
RB4 > ABTS > pyrogallol and did not detectably oxidize MnII. By
contrast, DypB utilized the substrates in the order ABTS >
pyrogallol > RB4 >MnII. In the presence of constant concentrations
of reducing substrates, the DyPs also exhibited different apparent
specificities for H2O2 (Table 2). More specifically, the apparent
specificity of DypB for H2O2 was relatively low in the presence of
RB4, and that of DypA was relatively low in the presence of ABTS
and pyrogallol. Inspection of the steady-state data further revealed
that DypAwas not saturated for H2O2 under the conditions used to
study ABTS and pyrogallol oxidation. Attempts to perform studies
at higher concentrations of H2O2 were confounded by nonenzy-
matic reactions.
Formation of High-Valent Intermediates upon Reaction

with H2O2. To investigate the nature of intermediates formed
during catalytic turnover of the DyPs, we mixed each with H2O2

and recorded the spectra. Adding 1 equiv of H2O2 toDypA at pH
7.5 yielded a species with a red-shifted, hypochromatic Soret
band at 419 nm and R and β bands at 557 and 528 nm,
respectively (Figure 1A, dotted line). These spectral features

Table 2. Steady-State Kinetic Parameters of DypA and DypB from RHA1a

reducing substrate H2O2

Dyp Km (mM) kcat (s
�1) kcat/Km (M�1 s�1) Km (μM) kcat (�10�3 s�1) kcat/Km (�103 M�1 s�1)

ABTS A 8.2 (0.5) 16.83 (0.04) 2000 (100) 4100 (200) 68000 (2000) 16.8 (0.5)

B 23 (2) 55 (2) 2400 (100) 67 (3) 14100 (200) 210 (8)

pyrogallol A 9.9 (1.3) 0.49 (0.03) 50 (3) 640 (40) 310 (10) 0.49 (0.03)

B 5.7 (0.4) 3.4 (0.1) 600 (20) 30 (1) 2080 (40) 79 (2)

RB4 A 1 (0.2) 13 (2) 12800 (600) 48 (2) 4900 (40) 102 (3)

B 0.35 (0.05) 0.050 (0.003) 140 (10) 6.4 (0.9) 21.5 (0.6) 3.4 (0.4)

MnII B 24 (2) 0.59 (0.04) 25.1 (0.1) 1.3 (0.2) 17600 (500) 134 (2)
aValues in parentheses represent the standard error.
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are consistent with those reported for an [FeIVdO] (compound II)-
type species.43 Under similar conditions, DypB yielded a species
with a blue-shifted, hypochromatic Soret band at 397 nm, a
prominent shoulder around 340 nm, and bands at 580, 613, and
648 nm overlaying a broad hyperchromaticity between 540 and
700 nm (Figure 1B, dotted line). This spectrum resembled that
of a reported [FeIVdOPorþ]• species in other DyPs1,2 and had a
half-life of ∼9 min at 25 �C.
The nature of the high-valent species formed upon reaction of

DypBwithH2O2was further investigated using EPR spectroscopy.
A mixture of 2 mM H2O2 with 100 μM DypB for ∼2 s on ice
turned to a green color enzyme�substrate complex whose EPR
spectrum yielded a broad (∼250 G) isolated asymmetrical radical
with unresolved hyperfine couplings that appeared to be centered
at g = 2.005 (Figure 2C, 5 K). The g6 resonance of the ferric
enzyme was absent; however, the g^∼ 3.27 resonance assigned to
Π-cation porphyrin radicals was also not observed. The hyperfine
structure of this spectrum was strongly temperature-dependent
(Figure 3). At 10 K (gray), the g = 2.0045 resonance was no longer
detectable. At 20 K (light gray), the remaining features were much
less intense and were barely detectable at 30 K. In addition, the
spectrum of the same sample at 40 K (Figure 3, inset), recorded
using nonsaturating conditions, showed little contribution from
noncoupled organic radical(s).
Rate of Formation of Compound I. The rate of formation of

compound I in DypB was investigated using a stopped-flow
reaction analyzer. At pH 7.5, rapid mixing of DypB with H2O2

to final concentrations of 5 and 100 μM resulted in decay of the
Soret band at 404 nm within ∼100 ms with the concomitant
appearance of bands characteristic of compound I (Figure 4A).
Reactions monitored at 404 and 649 nm for the decay of ferric
DypB and formation of compound I, respectively, could be
described by a single-exponential equation with similar kobs values
(Figure 4C,D). The second-order rate constants, calculated under
pseudo-first-order conditions at differentH2O2 concentrations, k1,
were (1.79 ( 0.06) � 105 and (1.89 ( 0.07) � 105 M�1 s�1 at

404 and 649 nm, respectively (Figure 4E,F). Consistent with the
similar rate constants and the isosbestic points observed in the
scans, no intermediate was resolved using SVD and a two-step
model, A f B, fit the data (Figure S3 of the Supporting
Information, left panel).
To facilitate comparison with the steady-state studies, transi-

tion-state kinetics were repeated using 50 mM acetate (pH 4.5).
The results were remarkably similar to those obtained at pH 7.5
(Figure S4 of the Supporting Information, left panel). Thus, the
spectrum of compound I was similar except that it was not as
hypochromatic as that at pH 7.5 (Figure 4A). Moreover, the
calculated second-order rate constants were comparable:
(2.12 ( 0.01) � 105 M�1 s�1 at 404 nm and (2.00 ( 0.07) �
105 M�1 s�1 at 649 nm.
Finally, in reactions performed using a >100-fold excess of

H2O2, compound I was observed to transform into a second
species in ∼50 s (Figure 4B). The spectrum of this species
resembled that of compound III, an [FeII�O2] species, with a
Soret band at 410 nm and R and β bands at 581 and 543 nm,
respectively. Nevertheless, the overall spectral features suggested
the presence of more than one intermediate. In these reactions, a
three-step model, Af BfC, could be fitted to the data (Figure
S3 of the Supporting Information, right panel). At pH 7.5 using
100 equiv of H2O2, the transition rate for the decay of compound
I to compound II (B f C) was (8.0 ( 0.1) � 10�3 s�1.
DypB Structure. The native DypB structure was initially

determined and refined to 2.1 Å resolution from a crystal in
space group P3221 (Table 1). Subsequently, crystals were
obtained in space group R32 that improved the resolution to
1.4 Å, and the corresponding structure was used for all analyses
herein. DypB consists of two similar domains, each containing a
four-strand, antiparallel β-sheet and peripheral R-helices in a
ferredoxin-like fold (Figure 5A) similar to those of chlorite
dismutase44 and DyPDec1.

3 Of the 350 residues in DypB, 174
residues form 9R-helices and 15 β-strands. The tertiary structure
of DypB is structurally homologous with the four DyPs with
published structures based on TM scores exceeding 0.75,
with rmsd values for all aligned CR atoms ranging from 3.1 to
3.6 Å.44,45 The amino acid sequence identities of each of these
DyPs with DypB and their PDB entries are as follows: 13% and
2Y4E for EfeB, 9% and 2D3Q for DyP, 23% and 2IIZ for TyrA,
and 31% and 2GVK for btDyP, respectively.
Heme is bound within the C-terminal domain of DypB

(Figure 5A). His226, conserved in DyPs, acts as the proximal
ligand, with an Nε2�iron distance of 2.0 Å (Figure 5B). The
carboxylate of another conserved residue, Asp228, forms a
hydrogen bond with His226 Nδ1 (2.6 Å). The sixth coordinate
position of the heme iron is occupied by a solvent species, 2.1 Å
from the iron. The distal face of the heme interacts with three
residues of note: Asp153 and Arg244, which are conserved in
DyPs, and Asn246, which is not. Asp153 Oδ1 and Asn246 Nδ2
are both within hydrogen bonding distance of the iron-bound
solvent species, 3.5 and 3.1 Å, respectively. However, the Asn246
side chain is modeled in two conformations, and the Nδ2 atom
has a B factor of ∼24 Å2, significantly greater than those of the
heme atoms (average B factor of 11 Å2), reflecting its flexibility in
the structure (Figure 5B). The third residue on the distal face of
the heme, Arg244, forms a hydrogen bond (2.8 Å) with the
distally positioned heme propionate-A via Nη1.
Although the heme is largely located within the protein matrix,

access to solvent is provided by two features: a distal channel and
a propionate pocket. The channel is ∼19 Å long, is lined

Figure 3. Temperature dependence of the organic radical observed in
DypB after reaction with H2O2. The 9 GHz EPR spectra were recorded
at 5 K (black), 10 K (gray), and 20 K (light gray). The inset shows the
spectrum of the same sample recorded at 40 K using using nonsaturating
conditions. The signal was centered at g = 2.
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predominantly by polar and charged residues, and leads to the
distal face of the heme (Figure 6A). The channel entrance is

formed, in part, by Ser145 and Arg141. The propionate pocket
includes both heme propionates and several bound water

Figure 4. Stopped-flow analyses of the reaction of DypB with H2O2 [20 mMMOPS and 80 mMNaCl (pH 7.5, 25 �C)]. (A) Reaction of 5 μMDypB
with 100 μM H2O2 (final concentrations). (B) Reaction of 5 μM DypB with 500 μM H2O2. The black traces, recorded immediately after mixing,
correspond to the spectra of the ferric enzyme. The transitions to the first and second intermediates are colored green and red, respectively. (C and D)
Reaction traces of 5 μMDypB with 100 μMH2O2 recorded at (C) 404 and (D) 649 nm. Solid curves represent fits of single-exponential decays to the
data. (E and F) Plots of kobs vs H2O2 concentration to determine second-order rate constants at (E) 404 and (F) 649 nm.



5115 dx.doi.org/10.1021/bi200427h |Biochemistry 2011, 50, 5108–5119

Biochemistry ARTICLE

molecules (Figure 6B). It is lined by the side chains of Asp156,
Arg208, Glu215, and Glu239, the first three of which are conserved
in B-type DyPs. Specifically, the propionate-A of the heme forms a
2.9 Å hydrogen bond to the backbone amide of Asp156 and a 2.7 Å
hydrogen bond with water420, which is in turn within H-bonding
distance of Arg208 Nη1. The propionate-D forms hydrogen bonds
to water561 and water473, both at distances of 2.7 Å, which in turn
form hydrogen bonds to the side chain amides of Asn215 and
Asn239 at the molecular surface. Comparison with the available
homologous structures suggests that the propionate pocket is
conserved while the distal channel is found in B- and D-type DyPs,
but not A-type DyPs (Figure S5 of the Supporting Information).
Moreover, the residues lining the distal channel are not particularly
well conserved. Thus, Arg141 is conserved in B-typeDyPs, with one
exception in which this position is substituted with Val. Similarly,
Asp245 is not conserved in B-typeDyPs. Interestingly, Arg occurs at
this position in the A- and D-type enzymes.
Because DypB oxidizes MnII in the presence of H2O2, the

structure of DypB was analyzed for potential MnII-binding sites
using the CHED algorithm46 and low-stringency filters. A
potential site was identified within the propionate pocket defined
above and is predicted to be comprised of three acidic residues:
Glu156, Glu239, and propionate-D (Figure 6B). Replacing
water561 within the hydrogen bonding network of the propio-
nate pocket with MnII would allow the latter to coordinate with
the three aforementioned carboxylates. Two other carboxylates
are also in this vicinity: those of residues Asp241 and Glu215.
The proximity of the putative MnII site to the heme is within
range for electron transfer. Of these residues, only Glu156 and
Glu215 are conserved to any extent among DyPs, and even then
only in the B-type DyPs.
Finally, theDypB structure was inspected for potential binding

sites for substrates such as Kraft lignin, which shows saturation
kinetics with DypB. We identified a hydrophobic groove at the
protein surface consisting of Pro93, Val94, His95, Phe279, and
Tyr287 that could be involved in binding and long-range electron
transfer from a hydrophobic substrate through Tyr287 and
Asp288, which forms a hydrogen bond with His226, the fifth
ligand to the heme iron.

’DISCUSSION

The preceding paper (DOI 10.1021/bi101892z) establishes
that RHA1 contains A- and B-type DyP peroxidases, the latter of
which is involved in the bacterium’s lignin-transforming activity.
The current characterization suggests that DyPs are not as
catalytically efficient as plant-type peroxidases and that there
are significant subfamily-dependent differences in both the
peroxidase activities and heme environments of DyPs. Thus,
while electronic absorption and EPR spectra indicate that both
DypA and DypB contain predominantly high-spin, pentacoordi-
nated heme in the resting state, the spectroscopic data also
indicate that the respective iron coordination environments are
distinct in the two paralogues. Interestingly, the crystallographic
structure of DypB reveals a hexacoordinated heme iron with
histidine and a solvent species, 2.12 Å from the Fe atom,
occupying axial positions. Further experiments are required to
determine the reason for the discrepancy in the spectroscopic
and crystallographic data, which may be due to photoreduction
of the heme by the X-ray beam during data collection or the
crystallization conditions. Differences in the specificity of the two
DyPs for various electron donors and H2O2 are highlighted by

Figure 5. Structure of DypB from R. jostii RHA1. (A) Structure of the
DypB protomer.R-Helices, β-sheets, and loops are colored blue, violet, and
wheat, respectively. The heme prosthetic group is shown as a stick model
with carbon atoms colored orange. Nitrogen, oxygen, and iron atoms are
colored blue, red, and brown, respectively. (B) Model of the DypB active
site. The omit difference (Fo � Fc) electron density (contour level of 3σ)
for the heme molecule is shown as a gray mesh. The water molecule is
colored dark gray, and residues are colored cyan and green for residues
conserved among all DyPs and conserved among a subset of B-type DyPs,
respectively. Key noncovalent bonds are represented as dashed lines. Only
one of the modeled conformations of Asn246 is indicated.
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the relatively poor reactivity of DypB with RB4, an AQ dye, as
well as this enzyme’s ability to oxidize MnII. Moreover, reaction
of the two proteins withH2O2 resulted in different intermediates:
the DypA intermediate had a spectrum similar to that of
compound II in horseradish peroxidase (HRP), consistent with
an FeIVdO species, while the relatively stable DypB intermediate
had an electronic absorption spectrum similar to that of com-
pound I of HRP (Table S1 of the Supporting Information).
However, the EPR spectrum of the DypB intermediate is not
consistent with an [FeIVdO Porþ]• species. As discussed below,
the structure of DypB provides a number of clues regarding its
relative reactivity with H2O2 and MnII.

Comparison of the steady-state kinetic data of DypA and
DypB with the available data reveals potential subfamily-depen-
dent differences in the peroxidase activities of DyPs. First, not all
DyPs preferentially utilize AQdyes as reducing substrates despite
their namesake.1,2,4,5,8,47 This is particularly striking for DypB,

which has a relatively low specificity for RB4. Second, the C- and
D-type DyPs have much higher peroxidase activities than the
A- and B-type enzymes. With respect to AQ dyes, the C- and
D-type DyPs have specificity constants that are up to 4 orders of
magnitude higher (Table S2 of the Supporting Information). A
more general comparison involving other reducing substrates
indicates that among characterized DyPs, only the D-type
enzymes AjPI and AjPII5 transform reductive substrates and
H2O2 as efficiently as plant-type peroxidases (Table S3 of the
Supporting Information). The RHA1 isozymes are more typical
of DyPs in that their substrate specificities are from ∼10- to
∼104-fold lower than those of plant-type peroxidases. Similarly,
the apparent kcat of the RHA1 DyPs is up to 3 orders of
magnitude lower than that of plant-type peroxidases (Table S3
of the Supporting Information). Finally, the second-order rate
constant for the reaction of H2O2 with DypB is ∼1 order of
magnitude lower than those reported for plant-type peroxidases
such as HRP (1.7� 106 M�1 s�1).43 While it is unclear whether
H2O2 reacts as slowly in all DyPs, the lower rate constant is
consistent with the lower specificity of DyPs for peroxidase
substrates.

Structural data provide insight into the different specificities of
DyPs. Thus, the structure of DypB suggests two access routes to
the heme: the distal channel (Figure 6A) and the propionate
pocket (Figure 6B). In DypB, the distal channel provides the only
continuous pathway from the bulk solvent to the heme iron and is
lined with hydrophilic residues, suggesting that it might provide
access for H2O2. The distal channel is wider in DyPDec1

48�50 than
inDypB (Figure S5 of the Supporting Information) and is blocked
in the A-type EfeB (PDB entry 2Y4E),51 the DyP of known
structure sharing the highest amino acid sequence identity with
DypA at 27%. It is unclear whether the channel remains blocked in
EfeB throughout the catalytic cycle. Nevertheless, the width of the
channel correlates with the reactivity of DyPs withH2O2: DyPDec1
is a much more efficient peroxidase than DypB, while DypA is
poorer, as discussed above. HRP also has a similar access channel
to the distal side of the heme (Figure S5 of the Supporting
Information). Consistent with HRP’s higher catalytic efficiency,
this channel is significantly wider than those of the characterized
DyPs. The distal channel has been proposed to provide access of
AQ dyes to the heme of DyPDec1 based on substrate docking
experiments.4 In DypB, the channel is not wide enough to provide
access for organic substrates to the heme. Given that DypA and
DypB have similar specificity constants for RB4, it is possible that
reducing substrates access the heme via an alternate route in these
enzymes, such as the propionate pocket.

The structural data also provide a rationale for the different
reactivities of the rhodococcal DyPs and MnP with MnII. Thus,
the constellation of acidic residues in the propionate pocket of
DypB is predicted to provide a low-affinity binding site for MnII

appropriately positioned for electron transfer with the heme
(Figure 6B). Consistent with DypA’s lack of MnII oxidizing
activity, the predicted MnII-binding residues are unique to DypB
according to the crystal structures and amino acid sequences
available for DyPs. Similarly, the MnII binding site of MnP from
Phanerochaete chrysoporium52 comprises six carboxylates, twice the
number of the predicted site in DypB. The predicted lower affinity
of DypB for MnII versus that of bona fide Mn-peroxidases is
consistent with DypB’s lower reactivity with MnII. More particu-
larly, the apparent kcat/Km of DypB for MnII is ∼104�105-fold
lower than those of the MnPs from P. chrysosporium,53 Panus
tigrinus,54 and Bjerkandera sp. BOS55.55 Further studies are being

Figure 6. Solvent accessibility of the heme in DypB from R. jostii RHA1.
(A) Distal channel providing solvent access to the distal heme face. Atoms
are colored as in Figure 5B, and the protein backbone is shown as a light
gray, semitransparent cartoon. (B) Shallow pocket providing solvent access
to the heme propionates. The hydrogen bonds are represented as black
dashed lines. Atoms are colored as in panel A. The water molecule bound at
the proposed MnII-binding site is highlighted with an asterisk.
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performed to establish the role of the DypB residues in MnII

binding and to improve the affinity of DypB for MnII.
Our spectroscopic data clearly indicate that while both RHA1

DyPs contain high-spin FeIII in the resting state, their respective
heme iron coordination environments are different. Thus, the
Soret band in the electronic absorption spectra is 4 nmblue-shifted
and 50% less intense in DypB than in DypA. Similarly, the EPR
signal of DypA ismore rhombic, indicative of a different heme iron
coordination environment.56,57 Comparison with other DyPs is
hindered by a lack of data: most studies have utilized preparations
with very low Rz values, and none have provided EPR spectra.
Nevertheless, A-type YcdB from E. coli has a Soret band at 406 nm
with weak features at 485 and 660 nm,15 while another A-type
enzyme, TfuDyP ofThermobifida fusca, has a Soret band at 409 nm
and bands at 540 and 575 nm.8 Finally,DyPDec1 has a Soret band at
406 nmwith bands at 506 and 636 nm.8 It is unclear whether these
differences reflect differences in preparations or the heme iron
coordination environment in the different classes of DyPs. The
structure of DypB combined with sequence data and the recent
structure of the A-type EfeB of E. coli51 indicate that most of the
heme pocket residues of DypB are conserved in DypA, including
the histidine ligand aswell as the aspartate and arginine residues on
the distal face of the heme. The notable exception is Asn246, which
may form a hydrogen bondwith the solvent species coordinated to
the heme iron in DypB: this residue is glycine in DypA. Further
studies are required to determine the roles of the distal residues in
modulating the electronic structure of the heme in these enzymes.

The nature of the relatively stable, green-colored intermediate
formed upon the reaction of DypB with H2O2 is unclear. The
absorption spectrum of this intermediate (Figure 1) is very similar
to what has been reported for DypDec1,

3,48�50 which in turn was
identified as an [FeIVdO Porþ]• species on the basis of its
similarity with compound I of HRP.43 Moreover, the DypB
intermediate has an organic radical, as indicated by the g = 2 signal
in its EPR spectrum (Figure 2). However, the hyperfine structure
of this signal differs from what has been reported for [FeIVdO
Porþ]•,48�50 and the spectrum lacks the axial g^ = 3.27 resonance
that characterizes the π-cation porphyrin radical of HRP58 and
lignin peroxidase.49 The hyperfine structure of the radical also
differs from what has been reported in cytochrome c peroxidase
(CcP)59 and KatG.56,60 In the latter cases, an axial g tensor with
effective values of g^ = 2.01 and g ) = 2.04 has been assigned to a
tryptophan radical, Trp•, weakly coupled to the oxoferryl moiety.
While the exact nature of the radical in DypB remains unclear, the
relaxation properties of the hyperfine structure at temperatures
above 5 K (Figure 3) suggest that it is only weakly coupled to the
ferryl-iron center. Moreover, the spectrum recorded at 40 K
showed little contribution from noncoupled protein radical(s).
Further studies are required to elucidate the nature of the long-
lived, green-colored DypB intermediate and whether this is the
first species formed upon reaction between DypB and H2O2.

Catalytic roles for the distal aspartate and arginine have been
proposed on the basis of structural and mutagenesis studies.2,3

Asp153 (DypB with RHA1 numbering) has been proposed to act
as a proton shuttle in the formation of compound I from H2O2

on the basis of its similarity to the distal Glu of CPO, while
Arg244 has been proposed to stabilize the negative charge during
the heterolytic cleavage of the peroxide group, as in plant-type
peroxidases.17 However, neither proposed role has been experi-
mentally validated, and substitution of the aspartate in A-type
EfeB had a relatively weak effect on the enzyme’s peroxidase
activity.51 Indeed, DyPs must stabilize the compound I

intermediate differently than CPO as the latter has a cysteinyl
proximal ligand, a histidine that modulates the distal glutamate,61

and no distal arginine. The finding that DypA stabilizes different
intermediates suggests the catalytic cycle involves residues other
than the conserved aspartate and arginine. In DypB, such a
residue could be Asn246, whose Nδ2 atom is 3.1 Å from the
solvent species coordinated with the heme iron (Figure 5B),
closer than Asp153 Oδ1. Asn246 is also part of the distal solvent
access channel, further suggesting that it could mediate the
accessibility of H2O2 to the heme iron. Finally, the equivalent
position in DypA, which forms a compound II-like intermediate
upon reaction with H2O2, is glycine. Plant-type peroxidases also
contain a distal asparagine that is hydrogen bonded to the
catalytic histidine. However, as exemplified by Asn70 in HRP62

and Asn153 in Synechocystis KatG,63 the asparagine is not in
direct contact with the solvent species ligated to the heme iron.
Further work is required to elucidate the structural basis for the
peroxidative cycle in DyPs and the unusual stability of the
compound I-like intermediate in B- and D-type DyPs.

Contrary to their nomenclature, the DyPs are emerging as a
class of diverse enzymes. Although their physiological roles
remain ill-defined, they have been implicated in oxidative stress10

and deferrochelation.12 While it is possible that the peroxidase
activity of some of the DyP enzymes is not relevant to their
physiological roles, their biotechnological applications include
lignin degradation (DOI 10.1021/bi101892z) in addition to dye
decolorization. Additional studies of DyPs from different sub-
families are warranted to determine their physiological roles as
well as the structural basis for their various activities.
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