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Background: Staphylococcus aureus utilizes heme as an iron source during an infection.
Results: An oxidoreductase, IruO, can supply electrons to IsdI and IsdG for heme degradation and iron extraction.
Conclusion: IruO is likely the in vivo reductant for heme degradation to the staphylobilins.
Significance: Heme degradation is a potential target for anti-S. aureus therapeutics.

Staphylococcus aureus is a common hospital- and communi-
ty-acquired bacterium that can cause devastating infections and
is often multidrug-resistant. Iron acquisition is required by
S. aureus during an infection, and iron acquisition pathways are
potential targets for therapies. The gene NWMN2274 in
S. aureus strain Newman is annotated as an oxidoreductase of
the diverse pyridine nucleotide-disulfide oxidoreductase
(PNDO) family.We show thatNWMN2274 is an electron donor
to IsdG and IsdI catalyzing the degradation of heme, and we
have renamed this protein IruO. Recombinant IruO is a FAD-
containing NADPH-dependent reductase. In the presence of
NADPH and IruO, either IsdI or IsdG degraded bound heme
10-fold more rapidly than with the chemical reductant ascorbic
acid. Varying IsdI-heme substrate and monitoring loss of the
heme Soret band gave a Km of 15 � 4 �M, a kcat of 5.2 � 0.7
min�1, and a kcat/Km of 5.8 � 103 M�1 s�1. From HPLC and
electronic spectra, the major heme degradation products are
5-oxo-�-bilirubin and 15-oxo-�-bilirubin (staphylobilins), as
observedwith ascorbic acid.Althoughhemedegradation by IsdI
or IsdG can occur in the presence of H2O2, the addition of cata-
lase and superoxide dismutase did not disrupt NADPH/IruO
heme degradation reactions. The degree of electron coupling
between IruO and IsdI or IsdG remains to be determined.
Homologs of IruO were identified by sequence similarity in the
genomes of Gram-positive bacteria that possess IsdG-family
heme oxygenases. A phylogeny of these homologs identifies a
distinct clade of pyridine nucleotide-disulfide oxidoreductases
likely involved in iron uptake systems. IruO is the likely in vivo
reductant required for heme degradation by S. aureus.

Staphylococcus aureus is a Gram-positive pathogen that
causes a diverse range of infections from skin and soft tissue
infections to necrotizing pneumonia and fasciitis using many
virulence factors (1, 2). S. aureus can be acquired either in the

community or nosocomially, and many pathogenic strains are
multidrug resistant, leaving a limited number of treatment
options available (3). Furthermore, drug-resistant strains have
spread throughout the world (4), leading to a need for the char-
acterization of S. aureus pathways required for infectivity as a
foundation to new human therapies.
Like almost all bacteria, S. aureus requires a source of iron for

bacterial metabolism and growth. Within mammalian hosts,
the concentration of iron freely available to S. aureus is negligi-
ble as iron is found either intracellularly as protein cofactors or
complexed by host proteins such as transferrin and lactoferrin
(5). This iron sequestration is a form of nutritional immunity
that protects mammals from infection (6). Consequently,
S. aureus has evolved multiple strategies for iron acquisition
(7). S. aureusproduces two siderophores, staphyloferrinA (8, 9)
and staphyloferrin B (10), and has a transport system that can
co-opt hydroxamate-type siderophores produced by other bac-
teria (11). S. aureus can also obtain heme from host heme-con-
taining proteins hemoglobin and haptoglobin, transport it
across the bacterial cell envelope, cleave the porphyrin ring, and
release iron for use by the cell with the well characterized iron-
regulated surface determinant (Isd)3 system (12). A series of cell
wall-anchored proteins (IsdA, IsdB, IsdC, and IsdH) bind host
heme-containing proteins, extract heme, and shuttle it to the
bacterial membrane (13–19). There an ABC transporter con-
sisting of IsdE, IsdF, and possibly IsdD moves heme across the
membrane and into the cytoplasm (14, 20, 21). Once in the
cytoplasm, two paralogous (64% amino acid sequence identity)
but differentially regulated proteins (IsdG and IsdI) have the
ability to cleave the porphyrin ring of heme and release iron
(22–24). The Isd pathway is important for the pathogenesis of
S. aureus as heme may be the preferred iron source (25), and
IsdB and IsdE have both been implicated in systemic infections
of mice (17, 26).
In vitro cleavage of the porphyrin ring by IsdG or IsdI

requiresmolecular oxygen and a source of electrons, and ascor-
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used as the electron donor (22). IsdG and IsdI cleave the por-
phyrin ring at either the �-meso or�-meso carbons, resulting in
two different products, 5-oxo-�-bilirubin and 15-oxo-�-biliru-
bin, that are known as the staphylobilins. They are similar to but
distinct from biliverdin, the product of heme degradation by
conventional heme oxygenases such as human heme oxygenase
(HO-1), suggesting that the reaction mechanism is different
(27). Unlike HO-1, which generates CO during heme degrada-
tion, IsdG and IsdI generate formaldehyde (28). Heme bound to
IsdG and IsdI is significantly distorted from planarity in a fash-
ion described as ruffling (29, 30); IsdI amino acid variants with
decreased heme ruffling capability have decreased heme degra-
dation rates (31). Outstanding questions about heme degrada-
tion in S. aureus, include how the reaction differs from other
heme degrading enzymes to generate these novel products,
what is the intracellular fate of the staphylobilins, and what is
the in vivo electron donor for the reaction?

Here, we show that a protein encoded by NWMN2274 in
S. aureus strain Newman can act as a source of electrons for
heme degradation by IsdG and IsdI in the presence of NADPH.
In vitro heme degradation in the presence of this protein yields
the same products as reactionswith ascorbic acid as an electron
donor. From the specificity of the reaction,NWMN2274 is pro-
posed to be the biological reductase associatedwith IsdGor IsdI
heme degradation within the cytoplasm of S. aureus, and we
have named this protein the iron utilization oxidoreductase, or
IruO.

EXPERIMENTAL PROCEDURES

Chemicals—All chemicals were obtained from Fisher unless
noted below.
Cloning, Protein Expression, and Purification—Full-length

NWMN2274 was PCR-amplified from S. aureus strain New-
man chromosomal DNA with forward primer (5�-AGC GGC
CTG GTG CCG CGC GGC AGC ATG AAA GAT GTT ACA
ATC ATT GGT-3�) and reverse primer (5�-GCG GCC GCA
AGC TTG TCG ACG GAG TTA CTA GTA TAA ATG TTT
ATT TAC AAT-3�) to form a megaprimer PCR product.
Underlined sequences represent homology to pET28a. The
thermal cycling conditions were 98 °C for 1 min, 30 cycles of
98 °C (10 s), 58 °C (30 s), and 72 °C (30 s), and a final extension
at 72 °C for 5 min. Megaprimer extension for increased homol-
ogy to pET28a was performed with forward extension primer
5�-AGC AGC CAT CAT CAT CAT CAT CAC AGC AGC
GGC CTG GTG CCG CGC GGC AGC-3� and reverse exten-
sion primer 5�-TGG TGG TGG TGC TCG AGT GCG GCC
GCAAGCTTGTCGACGGAGTTA-3�. The thermal cycling
conditions were 98 °C for 1 min, 25 cycles of 98 °C (10 s), 55 °C
(20 s), and 72 °C (15 s), and a final extension at 72 °C for 5 min.
Both reactions were performed with Phusion High-Fidelity
DNA polymerase (New England Biolabs). Insertion of the
NWMN2274 amplicon into pET28a was performed using a
previously described whole plasmid PCR technique (32).
The pET28a-NWMN2274 construct was introduced intoEsch-
erichia coli BL21(�DE3). Colonies containing pET28a-
NWMN2274 were confirmed by DNA sequencing. A second
PNDO-encoding gene, NWMN0732, was similarly cloned
using the primers 5�-AGC GGC CTG GTG CCG CGC GGC

AGC ATG ACT GAA ATA GAT TTT GA-3� and 5�-GCG
GCC GCA AGC TTG TCG ACG GAG TTA TTA AGC
TTG ATC GTT TAA ATG TTC AAT-3� to generate
pET28a-NWMN0732.
For protein expression, E. coli BL21(�DE3) with pET28a-

NWMN2274was grown in 2�YTmedia supplementedwith 25
mg/ml kanamycin at 30 °C to an optical density at 600 nm of
�0.8. Cultures were then induced with 0.3 mM isopropyl �-D-
thiogalactopyranoside and incubated for �16 h at 25 °C with
shaking at 200 rpm.Cell pelletswere collected by centrifugation
at 4400� g for 10min, resuspended in 50mMTris (pH 8.0), 100
mM NaCl, 2 mM Tris(2-carboxyethyl)phosphine (TCEP) (Gold
Biotechnology), and lysed at 10,000 p.s.i. with an Emulsi-
Flex-C5 homogenizer (Avestin). The supernatant was isolated
after centrifugation at 39,000 � g for 45 min, and His6-
NWMN2274 was purified using a 5-ml HisTrap HP column
(GE Healthcare) with a linear imidazole gradient (0–500 mM).
Protein fractions were dialyzed into 50 mM Tris-HCl (pH 8.0),
100 mM NaCl, and 2 mM TCEP at 4 °C. The His6 tag was
removed by thrombin (HemotologicTechnologies) digestion at
a 1/500 (w/w) thrombin-to-protein ratio and incubated over
24 h at 4 °C followed by dialysis into 50 mM Tris-HCl (pH 8.0),
2mMTCEP for 2 h at 4 °C. NWMN2274was further purified by
anion exchange chromatography using a Source 15Q column
(GE Healthcare) equilibrated with 50 mM Tris-HCl (pH 8.0), 2
mM TCEP and eluted with a NaCl gradient (0–500 mM).
NWMN2274 was dialyzed into 50 mM Tris (pH 8.0), 300 mM

KCl, and 2 mM TCEP and concentrated to 20 mg/ml (Fig. 1D).
Purified protein was protected from light and stored at 4 °C.
NWMN0732 was purified by using the same protocol.
IsdI and IsdG were expressed in E. coli BL21 (�DE3) cells

from the plasmid pET15b, purified by His-tag affinity chroma-
tography, and digested with the tobacco etch virus protease to
remove the His tag as previously described (22). Tobacco etch
virus protease was purified as previously described (33).
FAD Identification—Electronic spectra from 250 to 800 nm

were measured with a Cary 50 Bio UV-visible spectrophotom-
eter. Samples were NWMN2274 (as purified), NWMN2274
after heat denaturation and protein removal, and FAD, FMN,
and riboflavin standards (Sigma). All samples were at 30 �M in
a buffer of 50 mM Tris-HCl (pH 8.0), 100 mM NaCl. To heat-
denature and remove NWMN2274 from the flavin molecule,
the protein solution was boiled for 10 min and centrifuged at
21,000 � g for 3 min, and the supernatant was centrifuged
through a Nanosep centrifugal device (PALL Life Sciences)
with a molecular mass cut-off of 3 kDa as described previously
(34).
Flavin removed fromNWMN2274 aswell as FAD, FMN, and

riboflavin standards (all at 20 �M) were separated using an
Infinity 1260 Quaternary high performance liquid chromatog-
raphy (HPLC) system (Agilent) equipped with an Aqua 5-mm
C18 column (Phenomenex). A previously established procedure
was utilized (34) with modifications. A flow rate of 1 ml/min
and a column temperature of 20 °Cweremaintained during the
entire analysis. The column was equilibrated with 85% solvent
A (10 mM ammonium acetate (pH 6.5)) and 15% solvent B
(methanol) at sample injection. After a 5-min post-injection
period, a linear gradient was developed over 20 min to 75%
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solvent B followed by a second linear gradient over 5 min to
100% solvent B. Flavins were detected by absorption at 264 nm
using an Infinity 1260 multiple wavelength detector (Agilent).
HemeDegradation Assays—In vitro heme degradation assays

were conducted as previously described (29). 10mM stock solu-
tions of porcine hemin (Sigma) in 0.1 M NaOH were prepared
and kept at �20 °C. 10 �M IsdI and 10 �M porcine hemin
(Sigma) were mixed in buffer containing 50 mM Tris-HCl (pH
7.5) and 150 mM NaCl and incubated at 4 °C for 1 h. Spectra
from 300 to 800 nm were measured with a Cary 50 Bio UV-
visible spectrophotometer. As noted below, some reactions
were also supplemented with 200 �M NADPH (EMD Biosci-
ences), 200 �M NADH (Roche), 5 �M bovine liver catalase
(Sigma), or 4 units/ml bovine erythrocyte superoxide dismutase
(Sigma). To initiate degradation reactions, 1 mM ascorbic acid,
1 �MNWMN2274, or NWMN0732, 20 �M to 2 mMH2O2, or 5
units/ml Aspergillus niger glucose oxidase (Sigma), and 1 mM

glucose (Sigma) were added to cuvettes. Spectra were recorded
either everyminute or every 10min for up to 90min depending
on the rate at which the reaction progressed.
For kinetic analysis, 600 �M NADPH and 0.1 �M

NWMN2274 were added to reactions containing 1–25 �M

IsdG-heme or IsdI-heme, and the decrease in the Soret peak at
412 nmwas monitored every 0.1 s for 180 s. The concentration
of IsdI-heme was determined from Soret absorbance measure-
ments for 30 s starting at 10 s after the addition of the reductase
using the reported extinction coefficients for IsdG-heme (131
mM�1 cm�1) and IsdI-heme (126 mM�1 cm�1) (22). Slopes
determined by linear regressions of these data were taken as
initial reaction rates. Initial steady-state rates were plotted
against the concentration of IsdG-heme or IsdI-heme, and a
non-linear regression of the data were calculated to fit Michae-
lis-Menten kinetics. Linear and non-linear regressions were
calculated using GraphPad Prism 6.
Heme Degradation Product Analyses—For these experi-

ments, 1-ml reactions containing 100 �M IsdI-heme were pre-
pared, and 2 mM ascorbic acid, 2 mM H2O2, 2 units/ml glucose
oxidase, and 5 mM glucose or 1 mM NADPH and 5 �M

NWMN2274 or NWMN0732 were added to initiate reactions.
Reactions were monitored, and once complete, heme degrada-
tion products were purified as previously described (27) with
one important modification. Purification includes sample fil-
tration through a Nanosep centrifugal device. The presence of
the larger NWMN2274 protein blocked the pores of spin col-
umns with a molecular mass cutoff of 3 kDa and prevented
samples from passing easily through the column. Pore size was
increased to a cutoff of 10 kDa, which improved product puri-
fication significantly, but lower yields were typically obtained
from the NWMN2274/NADPH reactions than from the ascor-
bic acid reactions.
HPLC separation of the degradation productswas completed

as previously described (27) using either aWaters 2695 separa-
tion module with a Waters 2996 photodiode array detector or
an Agilent Infinity 1260 multi-wavelength detector. With
either setup the flow rate was 0.5 ml/min, and aWaters XTerra
C18 column was used.
Bioinformatics Analyses—Homologs of NWMN2274 were

identified with BLASTP (35) searches of the annotated

genomes of S. aureus, Listeria monocytogenes, Bacillus subtilis,
Bacillus anthracis, and Mycobacterium tuberculosis. Only hits
with E-values equal to or less than 0.001 and covering 40% or
more of the query sequence were considered significant. Mul-
tiple sequence alignments were generated with T-Coffee (36,
37).Maximum likelihood phylogenetic treeswere built with the
PhyML method in SeaView Version 4 (38) using the LG model
and bootstrapping with 100 replicates.
The following S. aureus proteins (strain names in paren-

theses) all share �97% amino acid sequence identity to
NWMN2274: SACOL2369 (SHY97–3906), SA2162 (N315),
SAUSA300_2319 (USA300), SAOUHSC_02654 (NCTC 832),
and MW2294 (MW2). Genes corresponding to these proteins
were assumed to be orthologs ofNWMN2274 in the analysis of
microarray papers from various S. aureus strains.

RESULTS

Identification of NWMN2274 as a Putative Electron Donor to
IsdG and IsdI—The heme-degrading proteins IsdG and IsdI
require a source of electrons for porphyrin cleavage and iron
release (22).We sought to identify a protein that could act as the
in vivo source of electrons when IsdI and IsdG degrade heme
within the cytoplasm of S. aureus. No candidate reductases are
located within the two operons that encode the Isd system of
S. aureus or in the regions immediately upstream or down-
stream. We hypothesized that the candidate reductase would
be annotated in the genome as a reductase and that mRNA
expression would be co-regulated with other Isd genes.
Data from several published microarray studies demonstrat-

ing expression changes in the Isd genes (39–46) were analyzed
for changes in expression of uncharacterized genes encoding
predicted reductases. Using a combination of cell culture and
infection models with a bovine mastitis S. aureus isolate (strain
SHY97–3906), Allard et al. (39) found that SACOL2369 was
up-regulated under both iron-restricted growth conditions in
cell culture and in tissue cages embedded in mice abdomens.
SACOL2369 is annotated as a pyridine nucleotide-disulfide oxi-
doreductase (PNDO), and the authors of this study confirmed
the microarray results by real time PCR. Identified upstream of
the homologous gene (SA2162) in S. aureus strain N315 is a
putative Fur box, the operator sequence to which the ferric-
uptake regulator (Fur) binds in the promoter of iron-regulated
genes (47, 48). Most other Isd genes were also up-regulated
under the conditions of this study. Furthermore, Malachowa et
al. (42) showed that isdA-I were all highly up-regulated (in
some cases up to 200-fold) in S. aureus strain USA300 when
grown in human blood or serum compared with standard
media and that SAUSA300_2319 (the USA300 gene ortholo-
gous to SACOL2369) was also up-regulated in serumand blood,
although not nearly to the same extent.
The Isd system has been extensively characterized in

S. aureus strain Newman, and the orthologous gene of
SACOL2369 is NWMN2274 (Fig. 1A). The genomic context of
NWMN2274 (49) is similar to that of SACOL2369 (50) and
SAUSA300_2319 (51), and all three genes encode nearly iden-
tical proteins (�97% amino acid identity). NWMN2274 is in a
predicted two-gene operon with NWMN2273 that encodes a
putative GCN5-like N-acetyltransferase. The 231-base pair
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intergenic region between NWMN2274 and NWMN2275
includes probable �10 and �35 sites for RNA polymerase
binding and a predicted Fur box identical to that identified by
Allard et al. (39) for SA2162 (Fig. 1B). The gene encodes a 344-
amino acid protein (Fig. 1C) with a predicted Rossman fold
domain for NAD(P) binding and a predicted PNDO domain
(49).
A BLASTP search of NWMN2274 against the sequences

from the Protein Data Bank found distantly related homologs
(�35% amino acid sequence identity). These include a ferre-
doxin-NADP� oxidoreductase (YumC) of B. subtilis (52), thi-
oredoxin reductases from bacterial (53), yeast (54), and plant
species (55), and Escherichia coli alkylhydroperoxide reductase
(56). Pfam (57) predicts that these proteins are all PNDOs.
NWMN2274 Binds FAD—Purified NWMN2274 in solution

is a dark yellow color consistent with binding of a flavin group.
To determine the identity of the unknown flavin, we used
HPLC to compare it to FAD, FMN, and riboflavin standards.
The unknown flavin isolated from NWMN2274 had the same
retention time byHPLC analysis as FAD and the retention time
differed significantly from FMN and riboflavin (Fig. 2). In addi-
tion, the unknown flavin had absorptionmaxima at 376 and 450
nm and a spectrum nearly identical to that of a FAD standard
and differed from that of FMNor riboflavin standards that both
have absorption maxima at 375 and 447 nm (data not shown).
The absorptionmaxima of FAD at 450 nm and FMN at 447 nm
are consistent with previous studies and can be used to distin-
guish between the two molecules (34). Together these data
indicate that NWMN2274 is an FAD-binding protein.

NWMN2274 and NADPH Are an Electron Source for Heme
Degradation by IsdI or IsdG—As previously demonstrated (29),
upon the addition of ascorbic acid to IsdI-heme or IsdG-heme,
the Soret peak at 412 nm decreases over the course of 90 min,
indicative of heme degradation (Fig. 3, A and B). When a
20-fold excess of NADPH was added to IsdI-heme or IsdG-
heme and purified NWMN2274 (Fig. 1D) was added to initiate
the reaction, there were rapid decreases in both absorption at
340 nm, indicating thatNADPHwas being oxidized toNADP�,
and at 412 nm, indicating that hemewas being degraded (Fig. 3,
C and D). Heme degradation occurred more rapidly under
these conditions with the reactions nearly complete by 10 min.
The data in Fig. 3, C and D, suggest that, at least qualitatively,
the reaction with IsdG-heme is slower than with IsdI-heme.
NWMN2274 or NADPH added alone to either IsdI-heme or
IsdG-heme did not initiate heme degradation (data not shown).
Similar experiments were also conducted with NADH substi-
tuted for NADPH, and in the presence of NWMN2274 these
reactions progressed but at rates slower than the control reac-
tions in the presence of ascorbic acid (data not shown). Taken
together, these experiments indicate that NWMN2274 can act
as a reducing agent in the presence of NADPH and provides
electrons for heme degradation by IsdI and IsdG.
The stoichiometry of heme degradation by IsdG and IsdI is

unknown, including the number of electrons required. Some
uncoupled oxidation of NADPH to yield H2O2 and superoxide
is likely to occur in these in vitro reactions, and thus the equiv-
alents of NADPH consumed does not necessarily equate to
reduction equivalents for heme degradation.
NWMN2274 Kinetic Parameters—To determine steady-

state kinetic parameters for NWMN2274 with IsdI-heme or
IsdG-heme as the substrate, initial velocities were plotted
against the concentration of IsdG-heme or IsdI-heme, and data
were fit by nonlinear regression to theMichaelis-Menten equa-
tion (Fig. 4). From these data the kcat of the overall reaction in
the presence of IsdI-heme was determined to be 0.09 � 0.01
s�1. TheKm of NWMN2274 for IsdI-hemewas calculated to be
15 � 4 �M. The specificity constant (kcat/Km) for NWMN2274
catalyzed heme degradation was 5.8 � 103 M�1 s�1. Our data
from reactions at concentrations below the Km fit the theoret-
ical curvewell, whereas above theKm there is greater error. This
may be due to heme degradation by IsdI being a multistep pro-

FIGURE 1. Genomic context of NWMN2274 and predicted protein
domains. A, NWMN2274 is the first gene of a predicted two gene operon with
a putative Fur box (arrowhead) immediately upstream of it. Above the diagram
are the predicted functions of the proteins encoded by these genes as deter-
mined by BLASTP analysis (35), and below the diagram are the open reading
frame IDs from the genome sequence of S. aureus strain NEWMAN (49). B, the
intergenic region between NWMN2274 and NWMN2275 contains predicted
�10 and �35 sites for RNA polymerase binding, a Fur box, and a ribosome
binding site (RBS) that were manually identified. C, NWMN2274 encodes a
344-amino acid protein with a Rossman fold (including the consensus
GXGXXG motif beginning at the eighth amino acid) and a PNDO domain pre-
dicted by Pfam (57). D, NWMN2274 was purified to �95% homogeneity and is
close to its predicted size (38 kDa) when separated by SDS-PAGE and stained
with Coomassie.

FIGURE 2. NWMN2274 binds FAD. HPLC separation of unknown flavin
removed from NWMN2274 (red), FAD (green), FMN (blue), and riboflavin
(black) is shown.
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cess. At high concentrations of IsdI-heme some hememay only
be partially degraded and not contribute to decreased Soret
peak height. As mentioned above, some uncoupling of
NWMN2274 from IsdI may be present and could alter the
observed kinetics. The potential effect of uncoupling is miti-
gated by the presence of excess of IsdI-heme to NWMN2274
(10–250-fold) and the monitoring of the heme Soret peak to
define the rate. Additionally, as shown below (see Fig. 7), the
addition of catalase and superoxide dismutase did not signifi-
cantly alter heme degradation reactions.
Reactions with IsdG-heme were slower and, at the concen-

trations of IsdG-heme tested, increases in enzyme velocity were
still in the linear range (Fig. 4). We were, therefore, unable to
calculate reliable kinetic parameters for this reaction. This

observation leaves open the possibility that IsdGmay preferen-
tially use an alternative reductase or interact with some other
component in vivo.
IsdI-Heme Reactions with NWMN2274 and NADPH Gener-

ate the Staphylobilins—Heme degradation products derived
from IsdI with either ascorbic acid or NWMN2274/NADPH
were analyzed by HPLC. As previously reported (27), reactions
with ascorbic acid resulted in twomajor products that absorb at
465 nm (Fig. 5A). Two products with similar HPLC retention
times (Fig. 5B) and electronic spectra (Fig. 5,C andD) were also
obtained from reactions with NWMN2274 andNADPH. Spec-
tra for these peaks are highly similar to those previously pub-
lished for the staphylobilins (27). These spectra differ from the
IsdI/heme degradation spectra (Fig. 3) due to alterations in the
molecular environment. Heme and products are removed from
the protein to a solution containing 50% acetonitrile and 0.1%
trifluoroacetic acid. Note that the products are also at least 10
times more concentrated than in the degradation reaction
spectra (Fig. 3). These data confirm that the same reaction
products are derived when IsdI cleaves heme with either ascor-
bic acid or NWMN2274/NADPH as a reductant. Thus, the
staphylobilins identified in in vitro degradation assays are likely
produced by IsdI cleavage of heme within an S. aureus cell as
well.
The Presence of H2O2 Also Leads to Heme Degradation but

with an Altered Product—Based on previous attempts to crys-
tallize IsdI or IsdG with heme for structural determination, it
was observed that red crystals containing protein bound to
heme were only obtained with either inactive variants of IsdG
(29) or for wild-type IsdI crystallized at 4 °C (27). We hypothe-
sized that at room temperature and with active protein, a com-
ponent in the crystallization solution leads to hemedegradation

FIGURE 3. NWMN2274 and NADPH can substitute for ascorbic acid as an electron source for heme degradation by IsdI or IsdG. UV-visible spectra of 10
�M IsdI-heme (left panels) or IsdG-heme (right panels) were obtained in the presence of 1 mM ascorbic acid (A and B) or 1 �M IruO and 200 �M NADPH (C and D).
Spectra were recorded every 10 min for 90 min (A and B) or every minute for 10 min (C and D). Arrows indicate spectral changes over time, and red and blue lines
indicate the first and last time points, respectively.

FIGURE 4. Michaelis-Menten reaction kinetics of NWMN2274 with IsdI-
heme or IsdG-heme as the substrate. Reactions were conducted with 0.1
�M NWMN2274, 600 �M NADPH, and 1–25 �M IsdG-heme or IsdI-heme. Initial
enzyme velocities were calculated for 30 s of the reaction and plotted against
the concentration of IsdG-heme (red) or IsdI-heme (blue). Non-linear regres-
sion was used to fit data to Michaelis-Menten kinetics. Data points and error
bars represent the mean S.E. for reactions from four (IsdG-heme) or five (IsdI-
heme) independent experiments.
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and a resulting failure to crystallize protein bound to intact
heme. In fact when enzyme assays similar to those above are
conducted in conditions that mimic the crystallization condi-
tions (0.1 M Bis-tris (pH 5.5), 0.2 M MgCl2, 25% polyethylene
glycol-3350) there is slow heme degradation at room tempera-
ture but not at 4 °C (data not shown), and we believe that per-
oxides generated by the polyethylene glycol-3350 may be the
cause. Under our standard reaction conditions, but with H2O2
added to initiate the reaction in place of ascorbic acid or
NWMN2274/NADPH, heme was degraded by IsdI (Fig. 6A).
The product of the IsdI-heme reaction with H2O2 was ana-

lyzed by HPLC and consisted of one major peak that absorbs at
405 nmbut not 465 nm (Fig. 6B). The retention time of the peak
is very similar to that of heme extracted from untreated IsdI-
heme and analyzed by HPLC (Fig. 6B). Spectra of both are sim-
ilar with an absorbance maximum at 398 nm (Fig. 6C). Similar
results were obtained for heme degradation reactions by IsdG
in the presence of H2O2 (data not shown). These data indicate
that reaction of IsdI-heme or IsdG-heme with H2O2 leads to
loss of the Soret peak, a heme degradation product that is
similar to heme and, importantly, no production of the
staphylobilins.
Catalase and Superoxide Dismutase Do Not Inhibit Heme

Degradation by NWMN2274/NADPH—Based on these obser-
vations, we thought that degradation of heme by IsdI or IsdG in
the presence of NWMN2274/NADPH could occur via two
pathways.One,NWMN2274 could oxidizeNADPHtoNADP�

and provide electrons directly to IsdI or IsdG for heme degra-
dation.Or two,NWMN2274 could oxidizeNADPH toNADP�

and transfer electrons to mediators in the reaction mixture,
such as dissolved dioxygen, forming superoxide or hydrogen
peroxide that may cause heme degradation by IsdI or IsdG.

To address these issues we conducted a series of experiments
in which we either uncoupled the reaction, premixing
NWMN2274 and NADPH for a period of time before the addi-
tion of IsdI-heme and/or added catalase and superoxide dismu-
tase to reactions to see if they had a significant impact on heme
degradation. First, we mixed NWMN2274 and NADPH in our
standard reaction buffer but without IsdI-heme and followed
the spectrumof the reaction for 30min (Fig. 7A). In the absence
of IsdI-heme, the NADPH absorption peak decreased rapidly,
indicating that NWMN2274 still oxidized NADPH to NADP�

in the absence of IsdI-heme. Then IsdI-heme was added, and
the reaction was monitored for an additional 20 min. In this
uncoupled reaction, heme degradation still occurs despite the
absence of NADPH. When this uncoupled reaction was con-
ducted in the presence of catalase and superoxide dismutase,
NADPH was oxidized to NADP� over the first 30 min, but
upon the addition of IsdI-heme to the reaction, very little heme
degradation was observed (Fig. 7B). Thus, free superoxide or
hydrogen peroxide, generated when NWMN2274 oxidizes
NADPH in the absence of IsdI-heme, can serve as amediator to
transfer electrons from NWMN2274 to IsdI-heme.
Next, we conducted coupled experiments where IsdI-heme

and NADPH were mixed in the standard reaction buffer and
NWMN2274 was added to initiate the reaction. In the absence
of catalase and superoxide dismutase (Fig. 7C), the reaction
progressed as previously demonstrated (compare with Fig. 3G).
The addition of catalase and superoxide dismutase (Fig. 7D) did
not significantly alter the rate of heme degradation. The same
result was obtained with IsdG-heme (data not shown). These
latter data support a model of direct electron transfer from
NWMN2274 to IsdG- or IsdI-heme. Because NWMN2274,
IsdG, and IsdI are available to interact in the cell, this model is a

FIGURE 5. IsdI-heme reaction products with characteristics of the staphylobilins are produced from either the ascorbic acid or NWMN2274/NADPH
reactions. Reaction products were separated from proteins and analyzed by HPLC, and the elution profiles at 465 nm are shown for the ascorbic acid (A) and
NWMN2274/NADPH (B) reactions. In both cases there are two major peaks that absorb at 465 nm and are labeled 1 and 2. Optical spectra for peaks 1 (C) and
peaks 2 (D) from ascorbic acid (blue lines) and NWMN2274/NADPH (red lines) reactions are shown with wavelengths of maximum absorbance shown for each
spectra either above or below the lines.
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much more likely scenario. These results agree with those of
Skaar et al. (22) who found that catalase did not alter heme
degradation by IsdG and IsdI in reactions initiated with ascor-
bic acid.
As negative controls, we also analyzed the results of IsdG- or

IsdI-heme reactions with either an alternative PNDO
(NWMN0732) and NADPH or glucose oxidase and glucose
(which generates H2O2 upon oxidation of glucose) in the pres-

ence or absence of catalase and superoxide oxidase. In the
absence of catalase and superoxide dismutase, the reactions
progressed, and heme was degraded; however, unlike for
NWMN2274, the addition of catalase and superoxide dismu-
tase prevented heme degradation (data not shown). Further-
more, HPLC analysis of heme degradation products from reac-
tions initiated with either NWMN0732/NADPH or glucose
oxidase/glucose gave profiles similar to H2O2-initiated reac-

FIGURE 6. Addition of H2O2 to IsdI-heme leads to heme degradation with an altered byproduct. A, UV-visible spectra of 10 �M IsdI-heme with 20 �M H2O2
were measured every 2 min for 20 min. Arrows indicate spectral changes over time. Red and blue lines are the first and last time points, respectively. B, shown
is HPLC analysis of products extracted from either untreated IsdI-heme (dashed lines) or IsdI-heme treated with H2O2 (solid lines) monitored at 405 nm (blue lines)
and 465 nm (red lines). C, shown are spectra of the major peaks from B with dashed and solid lines for untreated and H2O2-treated IsdI-heme, respectively.

FIGURE 7. NWMN2274 can act as an electron donor to IsdI for in vitro heme degradation either with or without the generation of reactive oxygen
species. UV-visible spectra of 200 �M NADPH in the absence (A, left panel) or presence (B, left panel) of catalase and superoxide dismutase were measured for
30 min after the addition of 10 �M NWMN2274 to initiate NADPH oxidation. Lines represent spectra at the time points of 0, 2, 4, 6, 8, 10, 15, 20, 25, and 30 min.
For A and B, after 30 min 10 �M IsdI-heme was added to the cuvettes (right panels), and spectra were taken every 2 min for 20 min. Bottom panels represent
coupled reactions containing all components from the outset either in the absence (C) or presence (D) of catalase and superoxide dismutase. For C and D,
spectra were taken every minute for 10 min. Arrows indicate spectral changes over time, and red and blue lines indicate the first and last time points,
respectively.
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tions, with no indication of staphylobilin formation (data not
shown). These data further support the hypothesis that
NWMN2274 specifically interacts with IsdG and IsdI for heme
degradation.
Based on the whole of our experimental evidence, we believe

that NWMN2274 is an in vivo electron donor for IsdG and
IsdI-mediated heme degradation to the staphylobilins, and we
propose naming NWMN2274 IruO, for iron utilization
oxidoreductase.
IruO Is an Archetype for a Family of PNDOs—Finally, we

searched for other potential IruO proteins in Gram-positive
bacteria with IsdG-family proteins. The sequences of IruO and
three related PNDOs that have been structurally characterized,
E. coli thioredoxin reductase (TrxB) (53, 58), B. subtilis YumC,
a ferredoxin reductase (52), and E. coli alkylhydroperoxide
reductase (AhpF) (56), were used to search the genomes of
S. aureus strain Newman (49), B. subtilis strain 168 (59),
B. anthracis strain Ames “Ancestor” (60), L. monocytogenes
strain EGD-e (61), and M. tuberculosis strain H37Rv (62).
Between 6 and 12 homologs were retrieved per organism, sub-
jected to multiple sequence alignment, and organized into a
phylogenetic tree (Fig. 8). IruO groups with a number of
PNDOs have also been implicated by microarray and pro-
teomic studies to be iron- and/or Fur-regulated. B. subtilis
BSU03270 and Lmo1961 of L. monocytogenes are both Fur- and
iron-regulated (63, 64), whereas GBAA0352 of B. anthracis is

up-regulated during iron starvation (65) and during culture in
macrophages (66). Of the genomes searched, only that of
M. tuberculosis has no immediately obvious IruO ortholog.
Among the other PNDOs of S. aureus identified through this
analysis, NWMN0732 is most closely related to IruO; however,
in vitro the staphylobilins are not generated with NWMN0732
as an electron donor.
We also searched for IruOproteins in twoother staphylococ-

cal species. Staphylococcus lugdunensis contains an Isd heme
import system similar to that of S. aureus (67) and has an exper-
imentally characterized IsdG protein (68) that shares �60%
amino acid sequence identity with S. aureus IsdG and IsdI. The
genome of S. lugdunensis (69) contains a PNDO (SLUG_06580)
that shares 68% amino acid sequence identity with S. aureus
IruO, is similarly organized in a two-gene operon with an
acetyltransferase, and is the protein most similar to S. aureus
IruO in our phylogenetic analysis (Fig. 8). In contrast, in the
genome of Staphylococcus epidermidis strain (50), no Isd heme
import system is detected, and the one IsdG-family protein
present is distantly related, sharing only �35% identity with
S. aureus IsdG and IsdI. BLASTP analysis of the S. epidermidis
proteome with S. aureus IruO returns three hits that matched
our search criteria SERP0059, SERP0432, and SERP1047. How-
ever, these proteins share �80% amino acid sequence identity
with NWMN0371, NWMN0732, and NWMN1388, respec-
tively, and group with them in our phylogenetic tree (Fig. 8).
Thus, the boxed clade in Fig. 8 represents a family of PNDOs

used by these organisms to provide electrons to heme degrad-
ing enzymes, allowing iron to be released for bacterial use.
These proteins could also potentially be used to reduce iron for
its release from bacterial siderophores, although that remains
to be experimentally demonstrated. Interestingly, this clade
clusters with a second clade that contains YumC, a ferredoxin
reductase (70). The IsdG and IsdI homodimers possess ferre-
doxin-like folds (23), and the associated reductase might be
expected to resemble a ferredoxin reductase.

DISCUSSION

We show here that the protein encoded by NWMN2274 of
S. aureus strain Newman catalyzes the transfer of electrons
from NADPH to IsdI and IsdG for heme degradation. Likely
some reactive oxygen species are generated through uncoupled
oxidation of NADPH by NWMN2274; however, heme degra-
dation to the staphylobilins is a consequence of a coupled enzy-
matic reaction betweenNWMN2274 and IsdI or IsdGbound to
heme. From the determined kinetic parameters, the specificity
constant ofNWMN2274 for IsdI-heme is 5800M�1 s�1. Finally,
degradation products from reactions with NWMN2274 and
NADPH are the same as those from reactions with ascorbic
acid. Based on these data, we have named the protein IruO for
iron utilization oxidoreductase. We acknowledge the possibil-
ity that other reductases could act as sources of electrons for
cytoplasmic heme degradation by S. aureus and that it may be
possible to resolve this issue through characterization of an
S. aureus iruOmutant.
A second PNDO from S. aureus (NWMN0732) does not

induce hemedegradation leading to the staphylobilins, suggest-
ing that there is specificity between IruO and IsdG and IsdI.

FIGURE 8. IruO is related to iron- and Fur-regulated reductases from other
Gram-positive bacteria with IsdG-family proteins. Proteins used as query
sequences to identify other putative PNDOs are shown in bold. Genes that are
transcriptionally regulated by either iron and/or Fur are marked with an aster-
isk. A dashed box outlines a clade of PNDOs that are proposed to be involved
in iron reduction. Numbers represent the bootstrap values for each branch. �
denotes NWMN0732, which was also purified and used in some experiments.
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Human heme oxygenase utilizes cytochrome P450 reductase as
an electron donor for during heme degradation, and Skaar et al.
(22) demonstrated that human cytochrome P450 reductase
could serve as an electron donor for IsdG- and IsdI-mediated
heme degradation in vitro. The possibility exists that the puta-
tive cytochrome P450 reductase of S. aureus (NWMN2518)
might also be an in vivo electron donor for heme degrada-
tion, particularly by IsdG. IruOmay act as a reductase for other
S. aureus iron acquisition pathways, a possibility that we are
currently exploring. Our data indicate that there may be
redundancies in these systems as B. subtilis, B. anthracis,
and L. monocytogenes all have additional PNDOs (YumC,
GBAA5160, and Lmo2390, respectively) that group in a
clade near that of IruO (Fig. 8).
We identified iruO through examination of a number of

microarray papers to identify a potential reductase protein
whose gene expressionwas similar to other isd genes under iron
limitation conditions. Other studies also show that a correla-
tion exists between expression changes in previously identified
isd genes and iruO, including treatment with peracetic acid
(43), nitric oxide (45), and ortho-phenylphenol (40). However,
correlation between gene expression changes in iruO and other
isd genes is not absolute. IsdA-G but not iruO were up-regu-
lated in the presence of hydrogen peroxide (41). A	murF strain
with defective cell wall biosynthesis decreased transcription of
isdC-G but not of iruO (46). Finally, a 	clp mutant with
impaired degradation of misfolded proteins increased expres-
sion of iruO and some other Fur-regulated genes but not the
rest of the isd genes (44). These studies show that other regula-
tory elements may also tune the response of these genes to
conditions the bacteria encounter. Our strategy of mining
microarray papers for evidence of coordinated gene transcrip-
tion changes could help to identify the pathways to which other
IruO paralogs in S. aureus belong.

IruO is homologous to E. coli TrxB, an FAD binding enzyme
that reduces thioredoxin (TrxA), which in turn reduces disul-
fide bonds in numerous cellular targets (71–74). TrxB is
thought to transfer electrons in multiple steps, first from
NADPH to FAD, then from FAD to the protein disulfide active
site, and finally to TrxA (75). IruO also binds FAD and favors
NADPHoverNADHas a source of electrons that are eventually
funneled to IsdI-heme. The Km of IruO for IsdI-heme that we
determined (14.9 �M) is similar to the Km (3.0 �M) of E. coli
TrxB for TrxA; however, our measured kcat (0.09 s�1) is orders
of magnitude lower than that of TrxB (23 s�1) (74). Kinetic
parameters for TrxB weremeasured in an assay that monitored
the reduction of DTNB by TrxA. Heme degradation by IsdI in
the presence of IruO is a much slower, but also more complex
reaction by comparison. Although low, the kcat value for heme
degradation reported here is comparable to other reported val-
ues, as bovine and chicken heme oxygenases have turnover
numbers of 0.058 and 0.32 s�1, respectively (76, 77).
Orthologs of IruO (Fig. 8) appear to also be present in other

Gram-positive bacteria with IsdG-family heme oxygenases.
B. subtilis, B. anthracis, and L. monocytogenes all possess IsdG-
family proteins and have homologs of IruO that are regulated in
either iron- and/or Fur-dependent fashions (63–66). These
observations and our phylogenetic analysis indicate that the

function we have attributed here to IruOmay be of significance
to the lifestyle of other Gram-positive bacteria that obtain iron
from heme.
Predicted IsdG orthologs are found across diverse classes of

bacteria (68), but evidence suggests that other types of reduc-
tases may be used under some circumstances. For example,
IsdG and IsdI share structural similarity to Streptomyces
monooxygenases used in antibiotic synthesis, such as ActVA of
Streptomyces coelicolor (23). However, the oxidoreductase
ActVB oxidizes NADH to NAD�, whereas it reduces FMN and
then transfers reduced FMN to ActVA, which in turn re-oxi-
dizes FMN during catalysis (78). No homolog of ActVB could
be identified by a BLASTP analysis of the genome of S. aureus
strain Newman. The highest ranked hit has an E-value of 2.0
with 30%amino acid sequence identity over only 24%percent of
the query sequence. The heme degradation protein ofM. tuber-
culosis, MhuD, shares sequence and structural similarity to
IsdG and IsdI but has both distinct heme binding properties
(79) and degradation products (80), and a candidate IruO
homolog is not as evident. Finally, S. epidermidis, which has no
Isd heme uptake system and a more distantly related IsdG
homolog, has no IruO ortholog (Fig. 8).
Heme acquisition and utilization likely play an important

role in S. aureus pathogenesis as heme iron has been proposed
to be preferred by S. aureus to transferrin iron during an infec-
tion (25). A S. aureusmutant lacking both IsdG and IsdI grows
poorly when heme is the only iron source (24, 68) Furthermore,
S. aureus mutants lacking components of the Isd system have
been shown to be defective in lung, heart, and kidney coloniza-
tion during systemic murine infections (17, 26). These data
make the Isd system a target for the development of new anti-
staphylococcal drugs, and the identification of newmembers of
this system provides additional targets for therapeutic develop-
ment. Future directions include determining how the loss of
IruO impacts S. aureus biology, particularly its ability to grow
on heme as a sole source of iron and cause disease in experi-
mental animal models. Also unknown is the nature of the phys-
ical interaction that occurs between IruO and IsdI or IsdG and
how this interaction impacts the multistep reaction required
for S. aureus heme degradation to the staphylobilins.
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