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Abstract
Nitrite is now recognized as a storage pool of bioactive nitric oxide (NO). Hemoglobin (Hb) and
myoglobin (Mb) convert, under certain conditions, nitrite to NO. This newly discovered nitrite
reductase activity of Hb and Mb provides an attractive alternative to mammalian NO synthesis from
the NO synthase pathway that requires dioxygen. We recently reported the X-ray crystal structure
of the nitrite adduct of ferric horse heart Mb, and showed that the nitrite ligand binds in an
unprecedented O-binding (nitrito) mode to the d5 ferric center in MbIII(ONO) (D. M. Copeland, A.
Soares, A. H. West, G. B. Richter-Addo, J. Inorg. Biochem. 100 (2006) 1413-1425). We also showed
that the distal pocket in Mb allows for different conformations of the NO ligand (120° and 144°) in
MbIINO depending on the mode of preparation of the compound. In this article, we report the crystal
structures of the nitrite and NO adducts of manganese-substituted hh Mb (a d4 system) and of the
nitrite adduct of cobalt-substituted hh Mb (a d6 system). We show that the distal His64 residue directs
the nitrite ligand towards the rare nitrito O-binding mode in MnIIIMb and CoIIIMb. We also report
that the distal pocket residues allow a stabilization of an unprecendented bent MnNO moiety in
MnIIMbNO. These crystal structural data, when combined with the data for the aquo, methanol, and
azide MnMb derivatives, provide information on the role of distal pocket residues in the observed
binding modes of nitrite and NO ligands to wild-type and metal-substituted Mb.
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1. Introduction
Nitrite (NO2

−) is a simple oxyanion of nitrogen that has long been thought of as being a “dead
end” product of nitric oxide (NO) metabolism. Exogenous nitrite can be harmful. A well-known
consequence of nitrite poisoning is methemoglobinemia [1]. Nitrite can oxidize ferrous
hemoglobin to its ferric form (metHb), and the increased in vivo level of metHb relative to the
oxygen-binding ferrous form results in the reduced capacity of the total Hb to efficiently
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transport dioxygen [1,2]. Common symptoms of methemoglobinemia are greyish cyanotic skin
color (10-20% metHb), lethargy and headaches (20-50% metHb), seizures (50% metHb) and
death (>70% metHb), although at least one patient with 68% or higher metHb due to nitrite
poisoning survived [2].

The physiological role of nitrite is only now being fully recognized [3,4]. For example, infusion
of nitrite into the forearm brachial artery results in increased blood flow in the forearm before
and during exercise, suggesting a unique role of nitrite in vasodilation [5]. Pulmonary
vasodilation by nitrite has been reported [6]. It has been known for some time that deoxyHb
will convert nitrite to NO and ferric heme under anaerobic conditions [5,7,8]. This “enzymatic
nitrite reductase” function of Hb, at first glance, is quite unexpected since most of the NO
generated is then captured by deoxyHb to form a ferrous HbNO product. Gladwin and
coworkers have recently reported a careful study of this nitrite reductase reaction using
anaerobic and partially oxygenated solutions to demonstrate that the NO produced can be
released as free NO under normal and hypoxic physiological conditions [9]. This nitrite
reducase activity of Hb to produce NO under conditions of hypoxia thus essentially bypasses
the dioxygen-dependent nitric oxide synthase pathway [3,10]. Further, the related reaction of
deoxyMb with nitrite to produce NO has been shown to regulate mitochondrial respiration
[11].

Manganese is an essential trace element that has one less electron than iron. Manganese-
substituted derivatives of a number of heme proteins have been prepared and studied. In many
cases, these Mn-substituted derivatives were investigated in order to provide insight on the role
of heme iron in the reactions of the native proteins [12]. Manganese-substituted derivatives of
heme proteins that have been reported to date include those of Hb [13,14], myoglobin (Mb)
[15-17], cytochrome P450 [18], sGC [19], cytochrome c [20], nitric oxide synthase [21],
horseradish peroxidase [14,16,22], cytochrome b5 [23], CcP [16,24,25], and PGHS-1 [26].

It is interesting to note that nearly fifty years ago, Borg and Cotzias discovered that injection
of radiolabeled 54MnCl2 into patients in vivo resulted in the incorporation of MnII into red cell
fractions, and that the incorporated MnII was non-exchangeable and non-dialyzable [27]. Based
on their data, they suggested that the MnII was most likely incorporated into heme, thus
providing some circumstantial evidence for the production of a natural manganese heme in
humans [28]. Mahoney and Sargent confirmed this finding, and showed that between 0.5-9.0%
of administered radiolabeled 54Mn was incorporated into red blood cells, and that 60-70% of
the radioactivity was recovered in the resulting crystalline hemin preparation [29]. Hancock
and Fritze later showed that, indeed, injection of 54MnCl2 into rats resulted in the formation
of a 54Mn-containing species that had identical gel chromatographic elution behavior as
hemoglobin, bis-pyridine hemochrome, and hematin [30]; this provided further evidence for
the in vivo formation of a manganese porphyrin, confirming the earlier results of Borg and
Cotzias. These authors noted, however, that added MnII was not able to displace iron from
heme by a simple metal displacement reaction, suggesting the incorporation of MnII at the
heme biosynthesis stage. In a separate study, Wibowo et al. determined that increased levels
of protoporphyrin in erythrocytes (induced by exposure to Pb) resulted in incorporation of in
vivo manganese by the porphyrin [31]. In metal ion accumulation studies using Norway
lobsters, it was determined that exposure of the lobsters to MnII resulted in accumulation of
the metal ion in nerve tissue, and in the hemolymph where it was bound mainly to the respiratory
protein hemocyanin (the authors noted that MnII was not able to displace copper in the protein)
[32].

Unlike the native iron analogues, MnII-substituted Hb (MnIIHb) and –myoglobin (MnIIMb)
do not bind dioxygen or carbon monoxide [16], although the MnIII-derivatives bind azide
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[16,33-35]. Mitra and coworkers have shown that MnIIIMb binds cyanide and thiocyanate at
a location >6Å from the metal center [36].

Interestingly, Mn-substituted Hb (MnHb) exhibits allosteric effects in its binding of NO [34,
37-39]. The resulting adduct, written simply as MnIIHbNO, has been prepared and
characterized by spectroscopy [34,40,41]. The NO adduct of Mn-substituted Mb is also known
[34,40], as are the NO adducts of Mn-substituted sGC [19], cytochrome c [20], CcP [40],
cytochrome P450 [18], and that of a monomeric MnHb from the insect Chironomus thummi
thummi [42]. Lan and coworkers have examined the ability of sol-gel encapsulated MnIIMb to
act as an NO sensor under physiological conditions (since it binds NO but not O2) [43]. We,
and others, have prepared and characterized several synthetic manganese porphyrins ((por)
Mn) that bind NO [44-49]. In some cases, synthetic (por)Mn compounds have been shown to
electrocatalyze the reduction of NO to hydroxylamine and ammonia [50].

Clearly, Mn porphyrins are becoming increasingly recognized for their potential applications.
Despite numerous reports on the spectroscopy of Mn-substituted heme proteins, there are only
a few reports of crystal structures of these complexes. Moffat and coworkers reported the
structure of MnHb using X-ray difference Fourier techniques [51,52], and demonstrated the
similarity of the structure of this complex to that of the native iron compound. Arnone later
reported the 3.0 Å resolution structure of the heterometallic complex Hb(α-FeIICO)(β-MnII)
[53]. Very recently, Loll and coworkers reported the 2.0 Å resolution crystal structure of Mn-
PGHS [26]. To the best of our knowledge, despite the increased attention given to the potential
biological activities of Mn-hemes, these are the only reported crystal structures of Mn-
substituted heme proteins.

We are interested in the structures of the heme pockets in Mb derivatives of nitrogen oxides
(NOx; x = 1, 2) and how the distal amino acid residues might affect the binding preferences
of these NOx ligands. In this manuscript, we describe, for the first time, the crystal structures
of Mn-substituted Mb and its NOx-liganded derivatives, and the crystal structure of the
analogous cobalt-substituted Mb-nitrite compound. Cobalt-substituted heme proteins have also
provided valuable information about the native systems. For example, Makino and coworkers
showed that cobalt-substituted sGC is a functional enzyme that is responsive to NO [54]. The
crystal structures reported here help explain some of the contradictory results on the
spectroscopy previously reported in the literature.

2. Experimental
Manganese(III) protoporphyrin IX chloride ((PPIX)MnIIICl), sodium dithionite (85%), and 2-
butanone were purchased from Aldrich Chemical Company. Tris(hydroxymethyl)
aminomethane hydrochloride (Tris-HCl, molecular biology grade), and ammonium sulfate
(99.5%) were obtained from Fluka. Sodium nitrite (98.0%) was obtained from Baker and
Adamson. Cobalt(III) protoporphyrin IX chloride ((PPIX)CoIIICl) was purchased from
Frontier Scientific Company. Nitric oxide (98%, Matheson Gas) was passed through KOH
pellets and two cold traps (dry ice/acetone, −78 °C) to remove higher nitrogen oxides.

Horse heart met-myoglobin (hh metMb) was purchased from Sigma. The heme group was
removed from metMb (30 mg/ml) using the method of Yonetani [24] and Teale [55]. (PPIX)
MnIII was reconstituted into apoMb following the method of Yonetani [16], and the product
characterized by UV-visible (UV-vis) spectroscopy (λmax 378 and 471 nm) [16,17]. The
CoIIIMb complex was similarly prepared and characterized (λmax 425 nm) [56]. The purity of
the metal-reconstituted myoglobins were established by SDS PAGE.
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2.1 Crystallization and complex formation
All eight Mn- and Co-substituted myoglobin crystalline complexes were prepared and
structurally characterized in (at least) duplicate.

2.1.1. MnIIIMb and CoIIIMb—Crystals of MnIIIMb and CoIIIMb were grown using identical
procedures. The crystals were grown at room temperature (∼23 °C) using the hanging-drop
vapor diffusion method. A hanging drop (10 μL) containing 0.45 mM protein (8 mg/mL) and
0.8 M (NH4)2SO4 in 10 mM Tris-HCl buffer at pH 7.4, was suspended over a well containing
500 μL of 3.4 M (NH4)2SO4 in 10 mM Tris-HCl buffer at pH 7.4. The crystals grew in clusters
of plates and reached a suitable size in 3-5 days. A suitable crystal was harvested with a
cryoloop, transferred to 10 μL of artificial mother liquor containing 10% glycerol as a
cryoprotectant, and flash frozen in liquid nitrogen.

2.1.2. MnIIIMb(ONO−)—The nitrito-liganded complex, MnIIIMb(ONO−), was obtained by
soaking crystals of MnIIIMb in a 10 μL droplet of the buffer (10 mM Tris-HCl, pH 7.4) under
anaerobic conditions by submerging the droplet in mineral oil. The droplet contained
(NH4)2SO4 (3.4 M), 7.5% glycerol as cryoprotectant, sodium dithionite (187 mM). Sodium
nitrite (to give 100 mM) was then added to the droplet, and the crystal soaked for 2 min in this
mixture. The crystals were then harvested with cryoloops and flash frozen in liquid nitrogen.
We note that in our hands, the MnIIIMb(ONO−) complex could not be obtained either by
soaking the MnIIIMb crystals in a droplet free of sodium dithionite (but containing the other
components), or from co-crystallization of MnIIIMb in presence of excess NaNO2.

2.1.3. CoIIIMb(ONO−)—The CoIIIMb(ONO−) complex was prepared by mixing a solution
of CoIIIMb (10 mg/mL) with a solution of NaNO2 (0.5 M) in a 1:1 v/v ratio and keeping the
mixture at 4 °C for 30 min. The product was then crystallized using the vapor diffusion method
using the same conditions as used for CoIIIMb(H2O), and suitable size crystals grew in 3-5
days. Suitable crystals were harvested with cryoloops and flash frozen in liquid nitrogen. The
complex was also obtained by soaking CoIIIMb crystals in a droplet of Tris-HCl buffer (10
mM, pH 7.4) containing (NH4)2SO4 (3.4 M), 10% glycerol as cryoprotectant, and NaNO2 (500
mM) for 30 min. However, this latter method resulted in a product containing nitrite at only
∼60 % occupancy as determined by crystallography.

2.1.4. MnIIMb—The reduced MnIIMb crystal was obtained by soaking a crystal of MnIIIMb
anaerobically in a 20 μL droplet of the buffer (10 mM Tris-HCl, pH 7.4) containing
(NH4)2SO4 (3.4 M), 10% glycerol as cryoprotectant, and sodium dithionite (114 mM) for at
least 20 min. The crystal and the droplet were submerged in mineral oil under an atmosphere
of nitrogen. During the soaking of the crystal, it cracked into several pieces and its color
changed from purple-red to orange-red indicative of the formation of the reduced MnIIMb
[16,57]. A suitable crystal was harvested with a cryoloop and flash frozen in liquid nitrogen.

2.1.5. MnIIMbNO—This complex was obtained by transferring a crystal of MnIIMb into a 10
μL droplet of the buffer (10 mM Tris-HCl, pH 7.4) under anaerobic conditions and submerged
in mineral oil. The droplet contained (NH4)2SO4 (3.4 M), 10% glycerol as cryoprotectant, and
NO (∼2 mM). The crystal was soaked in this solution for ∼2 min, and the color changed from
orange-red to pink suggesting formation of the nitrosyl adduct MnIIMbNO. The crystal was
harvested with a cryoloop and flash frozen in liquid nitrogen.

2.1.6. MnIIIMb(MeOH)—The MnIIIMb(MeOH) complex was prepared by adding 20 μL
MeOH to a MnIIIMb solution (180 μL, 0.9 mM) in 10 mM Tris-HCl buffer at pH 7.4. The
mixture was kept at 4°C for 10 min before setting up for crystallization using the hanging drop
vapor diffusion method employing the same conditions as described above for MnIIIMb. A
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suitable crystal was harvested and soaked for 10 min in a droplet of 10 mM Tris-HCl buffer
(pH 7.4) containing (NH4)2SO4 (3.4 M), 10% glycerol as cryoprotectant, and MeOH (2% v/
v). The crystal was then flash frozen in liquid nitrogen.

2.1.7. MbIIIMb(N3−)—The azide complex was prepared as reported previously [35,58] by
adding 20 μL of a sodium azide solution (200 mM) directly into a solution of MnIIIMb (180
μL, 0.9 mM) in 10 mM Tris-HCl buffer at pH 7.4. The mixture was left at 4 °C for 10 min,
and the resulting azide complex crystallized using the hanging-drop vapor diffusion method
employing the same conditions as described above for MnIIIMb. Crystals grew in 3-5 days. A
suitable crystal was harvested and soaked in a 10 μL droplet of 10 mM Tris-HCl buffer (pH
7.4) containing (NH4)2SO4 (3.4 M), 10% glycerol as cryoprotectant, and NaN3 (200 mM) for
10 min, and flash frozen in liquid nitrogen. The excess NaN3 added to the cryoprotectant was
to maximize the occupancy of the azide ligand in the complex.

2.2. X-ray diffraction data collection and processing
Diffraction data sets were collected at 100 K by using CuKα radiation (λ = 1.5418 Å) produced
from a RigakuMSC RU-H3R X-ray generator operated at 50 kV/100 mA. Diffracted X-rays
were detected using an R-AXIS IV++ dual image plate detector system. The crystal-to-detector
distance was set at 100 mm, and 220 frames of data were collected for each crystal, with 1°
oscillations and a 5 min exposure time per frame. X-ray intensity data were indexed and
processed with the stand-alone d*TREK program (Macintosh v.2D) [59] available from
Molecular Structure Corporation.

2.3. Structure Solution and Refinement
The CCP4 Suite of programs [60] was used for structure solution and the subsequent refinement
of all structures reported here. Phase information was obtained using molecular replacement
as implemented in CCP4 (MOLREP) [61]. The search model was the 1.3 Å resolution structure
of MbIINO (PDB access code 2FRJ) [62] with all the solvent molecules, sulfate anions, and
the NO ligand removed from the structure. After molecular replacement, the iron atom was
replaced by manganese or cobalt, and restrained refinement was performed for all atoms.
However, there were no restraints placed on the axial metal-ligand or metal-N(His93) bond
distances or angles. In all the structures, no electron density was observed for the C-terminal
residue Gly153, thus it was not included in the models. In all cases, ARP/wARP was used to
add water molecules to the structure during refinement. Lys47 was refined in two positions at
50% occupancy each. Also, two sulfate groups (three in case of reduced MnIIMb) were added
to the models based on the initial Fo-Fc map. After completion of the refinement of the
individual structures, the interactive macromolecular structure validation tool MolPROBITY
(available online from the Richardson Lab at Duke University at
http://kinemage.biochem.duke.edu/molprobity/) [63,64] was utilized to assign the final
rotamer orientations of Asn, Gln, and His side chains, and to test for any unusual side chain
contacts.

In general, the structure solution and refinement procedures were similar for all eight structures
reported here. The statistics of the data collection and refinement are summarized in Table 1.
Selected geometrical data, calculated using SHELXTL v5.1, are presented in Table 2. The
Fo-Fc difference electron density maps shown in Figs. 1 and 2 were generated using CNS
[65], and Fcs were calculated using the final model but by omitting the ligand from the structure.
All figures were drawn using PyMOL (Delano Scientific, 2002; http//www.pymol.org) and
labels added using Adobe® Photoshop.

2.3.1. MnIIIMb(H2O)—After molecular replacement, the R-factor was 30.98%. After 10
cycles of restrained refinement, the R-factor was 24.86% and initial electron density maps were
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generated. At this stage, the initial Fo-Fc difference electron density map revealed the presence
of cone-shaped electron density in the distal Mn-heme pocket. We initially tried to model this
as a methanol molecule (see Results Section). This cone-shaped electron density was finally
refined as a single water molecule in two disordered positions with 70% and 30% occupancies.
Two conformations of the distal His64 residue were modeled into the electron density, and the
occupancies refined to 70% and 30%. Solvent water molecules were added, followed by an
additional 15 cycles of refinement with B-factors refined anisotropically, and the R-factor
dropped to 17.9%.

2.3.2. MnIIIMb(ONO−)—At the start of refinement, the R-factor was 32.11%. After 15 cycles
of restrained refinement, the R-factor dropped to 24.36%. The Fo-Fc difference electron density
map showed clear density for the nitrite ligand in the Mn-heme distal pocket, and nitrite was
modeled into the density. After the addition of solvent molecules and further cycles of
refinement, the R-factor dropped to 18.6%.

2.3.3. CoIIIMb(H2O)—After molecular replacement, the R-factor was 33.50%. After 10
cycles of restrained refinement, the R-factor dropped to 24.38%. The Fo-Fc difference electron
density map showed the presence of electron density consistent with the presence of a bound
water molecule (bound to the heme cobalt atom). After the addition of solvent molecules and
further cycles of refinement, the R-factor dropped to 19.3%.

2.3.4. CoIIIMb(ONO−)—After molecular replacement, the R-factor was 30.52%. After 10
cycles of restrained refinement, the R-factor dropped to 24.49%. The Fo-Fc difference electron
density map showed clear density for the nitrite ligand in the Co-heme distal pocket, and nitrite
was modeled into the density. After the addition of solvent molecules and further cycles of
refinement, the final R-factor dropped to 17.4%.

2.3.5. MnIIMb—After molecular replacement, the R-factor was 33.09%. After 10 cycles of
restrained refinement the R-factor dropped to 22.09% and the initial Fo-Fc difference electron
density map showed the absence of electron density for any ligand in the Mn-heme distal
pocket. After the addition of the water molecules and further cycles of refinement, the R-factor
dropped to 19.4%.

2.3.6. MnIIMb(NO)—At the start of refinement, the R-factor was 30.77%. After 10 cycles of
restrained refinement, the R-factor dropped to 22.23%. The Fo-Fc difference electron density
map showed clear density for the nitrosyl ligand in the Mn-heme distal pocket, and NO was
modeled into the density. After the addition of solvent molecules and further cycles of
refinement, the final R-factor dropped to 17.7%. The NO ligand refined to 70% occupancy.
Two conformations of the distal His64 were modeled into the electron density associated with
this residue, and were refined with 70% and 30% occupancies.

2.3.7. MnIIIMb(MeOH)—At the start of refinement, the R-factor was 28.79%. After 10 cycles
of restrained refinement, the R-factor dropped to 22.74% and initial electron density maps were
generated. The Fo-Fc difference electron density map showed clear electron density for the
methanol ligand in the Mn-heme distal pocket, and methanol was modeled into this density.
After the addition of solvent molecules and further cycles of refinement, the R-factor dropped
to 17.4%. The methanol ligand refined to full occupancy with thermal factors of 14.25 and
11.69 Å2 for its O and C atoms, respectively.

2.3.8. MnIIIMb(N3−)—After molecular replacement, the R-factor was 31.52%. Ten cycles of
restrained refinement resulted in the lowering of the R-factor to 24.93%. The Fo-Fc difference
electron density map showed clear density for the azide ligand in the Mn-heme distal pocket,
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and azide was modeled into the density. Solvent molecules were added, and further cycles of
refinement dropped the R-factor to 18.4 %. The azide ligand refined to near-full (94%)
occupancy, with thermal factors of 17.95, 20.28 and 22.17 Å2 for its N1, N2, and N3 atoms,
respectively.

2.4. Protein Data Bank accession numbers
Atomic coordinates and structure factor amplitudes have been deposited with the RCSB Protein
Data Bank. The accession codes are listed in Table 1.

3. Results
The crystal structures of the Mn- and Co-substituted myoglobin derivatives reported here
display the normal fold expected for the native horse heart myoglobin. The differences lie in
the nature of the heme axial ligand and the resulting distal pocket structure. Hence, we focus
on the heme environment in these complexes, and selected structural data are shown in Table
2.

The crystal structure of the parent Mn-substituted myoglobin had not been reported prior to
this study. Further, the crystal structures of the derivatives reported here were obtained by
derivatizing crystals of the parent Mn-substituted myoglobin. Hence, it was important that we
determined its crystal structure.

3.1. MnIIIMb(H2O)
The MnIII-reconstituted myoglobin (MnIIIMb) was prepared from the reaction of MnIII-
protoporphyrin IX chloride and apo-Mb in solution, and its formation confirmed by UV-vis
spectroscopy. The compound in solution displays a characteristic split Soret absorption at 378
and 471 nm as reported by Yonetani et al. [24]. We determined the crystal structure of this
complex to 1.65 Å resolution. The MnIII-heme environment is shown in Fig. 1a. We also show
the final Fo-Fc difference electron density map, contoured at 3σ, that reveals the presence of
the axial water ligand. This axial water is best refined as a disordered molecule in two distinct
positions, with 70% (coordinated) and 30% (uncoordinated) occupancies. We located two
positions for the distal His64 residue, and the occupancies correlate with the two water
molecule positions. The 2Fo-Fc map showing the electron density associated with the two
His64 conformations is shown in Fig. S1 in the Supplementary Information. The distance
between the Nε atoms of the two His64 conformations is 0.74 Å, with the minor conformation
closer to the interior of the protein and closer to the uncoordinated water molecule.

The major disordered position of the water ligand is close to the MnIII center, with a Mn–O
distance of 2.52 Å. This MnIII–O(H2O) distance is longer than those determined for the six-
coordinate model compound [(TPP)MnIII(H2O)2]ClO4 (2.271(2) Å) [66] and the five-
coordinate compounds [(TPP)MnIII(H2O)]SbF6 (2.145(5) Å) [66], [(TPP)MnIII(H2O)]OTf
(2.105(4) Å) [67], and [(OEP)MnIII(H2O)]ClO4 (2.149(3) Å) [68]. The O-atom of the water
ligand in MnIIIMb(H2O) is 2.62 Å from the Nε atom of the major conformation of the distal
His64 residue, indicative of hydrogen-bonding between these moieties. In addition, the O-atom
of the coordinated water ligand is tilted 15° from the normal to the heme four-nitrogen (4N)
plane towards to the interior of the protein.

The minor (30%) disordered position of the distal water molecule is 3.96 Å from the MnIII

center, and is 2.84 Å from the Nε atom of the corresponding minor conformation of the His64
residue; this distance between the water molecule and this distal His64 residue is consistent
with hydrogen-bond stabilization of this non-coordinated water in the distal pocket. The Leu29
and Val68 residues are the closest distal pocket moieties to this water molecule; the distance
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between the water O-atom and the nearest C-atoms of Leu29 and Val68 are 3.14 and 3.32 Å,
respectively. The distance between the O-atom positions of the coordinated and uncoordinated
water molecules is 1.70 Å.

We attempted to refine the Mn atom at two positions to correlate with the presence of
coordinated and uncoordinated water, but we were not successful. Thus, it is likely that the Mn
atom position represents an average between two close-by positions. In the final refined
structure, the Mn atom is apically displaced by 0.18 Å from the heme 4N plane towards the
proximal His93 residue, with a MnIII–N(His93) distance of 2.22 Å. The displacement of the
Mn atom towards the proximal His93 residue is common feature for all the structures reported
here (see Table 2), although variations in the extent of the apical displacement are observed
depending on the compound being examined.

3.2. MnIIIMb(ONO−)
We were not able to crystallize this complex from the addition of nitrite to MnIIIMb(H2O);
either by co-crystallization or by soaking of the MnIIIMb(H2O) crystals with nitrite. Further,
we did not observe any spectral change in the Soret region of the UV-vis spectrum upon
addition of nitrite to a solution of MnIIIMb(H2O), consistent with the results from a previous
study by Lan et al. [43]. However, addition of nitrite to reduced MnIIMb results in a spectral
shift in the UV-vis spectrum from 442 nm to a new “split” Soret peak at 471 and 378 nm
indicative of the formation of a new MnIIIMb species. Indeed, we were successful in obtaining
crystals of MnIIIMb(ONO−) by this method, by adding nitrite to crystals of reduced MnIIMb.

As demonstrated in Fig. 1b, the nitrito (i.e., O-bonded) mode of coordination of the nitrite
ligand is present in the MnIIIMb(ONO) complex. The conformation of the Mn–O–N–O moiety
is trans. The Mn–O(nitrite) bond length is 2.33 Å, and the coordinating O-atom of the nitrite
ligand is tilted 10° from the normal to the Mn-heme 4N plane. The Mn–O–N and O–N–O
angles are 112° and 119°, respectively. The coordinating atom of the nitrite ligand is 2.57 Å
from the Nε atom of the distal His64 residue, indicative of a strong hydrogen-bonding
interaction. Further, the nitrite N-atom is 3.3 Å from the His64 Nε atom and the Val68 (nearest
C-atom) residues. The terminal O-atom of the nitrite is 3.26 Å from the His64 Nε atom, but is
only 3.07 Å from the Leu29 (nearest C-atom) residue. The bond length between the Mn atom
and the proximal His93 residue is 2.34 Å, and the Mn atom is displaced by 0.07 Å from the
Mn-heme 4N plane towards His93.

3.3. CoIIIMb(H2O)
The Co-heme environment in the crystal structure of CoIIIMb(H2O) is shown in Fig. 1c.
Selected structural data are shown in Table 2. We note that the 1.65 Å resolution structure for
sperm whale CoIIIMb(H2O), (Co–O = 2.19 Å; Co–N(His93) = 2.06 Å; (Co)O⋯N(His64) =
2.87 Å) has been reported previously [69]. The superposition of the heme environments of
horse heart (this work) and sperm whale CoIIIMb(H2O) is shown in Fig. S2 in the
Supplementary Information.

3.4. CoIIIMb(ONO−)
Addition of excess nitrite to a solution of CoIIIMb(H2O) results in a 6 nm shift of λmax from
425 nm to 431 nm. This shift is not immediately noticeable (e.g, even after 1 min), but is clearly
evident several minutes after mixing of the nitrite and CoIIIMb(H2O) solutions. This 6 nm red-
shift is larger than the 3 nm red-shift observed in the reaction of nitrite ion with native
aquometMb (λmax 409 nm) to form Mb(ONO) (λmax 412 nm) [62,70].

Co-crystallization of CoIIIMb(H2O) in the presence of excess sodium nitrite gives crystals of
the desired complex with full occupancy of the nitrite ion ligand as determined by
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crystallography. Soaking crystals of CoIIIMb(H2O) in a solution containing a high
concentration of nitrite for at least 30 min gives the same CoIIIMb(ONO) product, but with
only ∼60% occupancy of the nitrite ligand.

The Co-heme environment of the CoIIIMb(ONO) complex obtained from the co-crystallization
experiment (with full occupancy of the nitrite ligand) is shown in Fig. 1d. As with the
MnIIIMb(ONO) complex described earlier (Fig. 1b), the nitrite ligand displays the nitrito (O-
bound) coordination mode with respect to the metal center, and the Co–O–N–O moiety is in a
trans conformation. The axial Co–O(nitrite) distance is 2.14 Å, and the Co–O–N(nitrite) and
O–N–O angles are 105° and 117°, respectively. The coordinating atom of the nitrite ligand is
within hydrogen-bonding distance to the Nε atom of the distal His64 residue (at a distance of
2.71 Å), and is tilted by 9° from the normal to the Co-heme 4N plane; the axial (His93)N–Co–
O1 bond angle is 173°. The terminal O-atom of the nitrite ligand is situated 3.32 Å from the
Nε atom of the distal His64 residue, and is 3.09 and 3.27 Å from the distal Leu29 and Val68
residues, respectively.

3.5. The reduced MnIIMb
Crystals of the reduced MnIIMb complex were prepared by soaking crystals of MnIIIMb in
buffer containing dithionite. The structure of the Mn-heme environment in the resulting
MnIIMb is shown in Fig. 2a. The absence of electron density in the Fo-Fc map was consistent
with the absence of an axial water ligand in the distal pocket. Notable features of this structure
include a 0.34 Å apical displacement of the Mn atom from the heme 4N plane towards the
proximal His93 residue in this five-coordinate compound, with a MnII–N(His93) distance of
2.27 Å. This is a larger apical displacement of the Mn atom than that observed for the six-
coordinate MnIIIMb(H2O) compound (0.18 Å). The MnII–N(His93) distance is, however,
similar to that in the oxidized MnIIIMb(H2O) analogue (i.e., only a 0.05 Å difference).

The structure of the heme environment of MnIIMb reported here has some similarities with the
structure of the model five-coordinate compound (TPP)MnII(1-MeIm) [71]. Both MnIIMb and
(TPP)MnII(1-MeIm) have a vacant sixth coordination site, with the MnII centers displaced
from the porphyrin 4N planes towards the imidazole groups. In the model compound (TPP)
MnII(1-MeIm), the axial Mn–N(MeIm) bond length is 2.192(2) Å, with the Mn atom apically
displaced by 0.51 Å from the four-nitrogen plane of the porphyrin towards the imidazole ligand
[71]. Thus, the Mn-N(imidazole) bond length is ∼0.08 Å longer in MnIIMb compared with the
related distance in the model complex, and the apical displacement of the Mn atom is 0.16 Å
shorter in MnIIMb.

3.6. MnIIMb(NO)
The interaction of NO with reduced MnIIMb in solution results in a blue shift of the Soret
absorption band of MnIIMb at 442 nm to 429 nm (with β and α bands at 544 and 583 nm,
respectively) indicative of the formation of MnIIMb(NO) [40]. Related absorption bands at (i)
424, 538 and 580 nm,[43] and (ii) 433, 538 and 580 nm [40,72] have been reported for
MnIIMb(NO). For convenience, we will use this oxidation state formalism to describe the
adduct formed when NO binds to MnIIMb (i.e., to distinguish it from the adduct between NO
and MnIIIMb). We discuss the oxidation state formalism later in the Discussion.

We were not able to obtain, from solution, crystals of the preformed MnIIMb(NO) complex.
Fortunately, soaking crystals of MnIIMb (obtained by reacting crystals of MnIIIMb with
dithionite) with NO also produced the desired nitrosyl product. We determined the 1.9 Å
resolution structure of this product, with the NO ligand refining to 70% occupancy. We also
located two conformations of the distal His64 residue that refined to 70% and 30% occupancies,
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with the major conformation assigned to MnIIMb(NO), and the minor conformation assigned
to MnIIMb. Fig. 2b shows the Mn-heme environment of the crystalline MnIIMb(NO) product.

The Mn-NO moiety is distinctly bent with a Mn–N–O angle of 130°. The nitrosyl N-atom is
tilted by 12° from the normal to the Mn-heme 4N plane, and the NO group is oriented away
from the distal His64 residue in the direction of Leu29. The nitrosyl N and O atoms are,
respectively, 2.60 and 3.28 Å from the Nε atom of the major conformation of the distal His64
residue, consistent with hydrogen-bonding stabilization of the NO group in the distal pocket.
The next closest distance between the NO group and the distal pocket residues is with a carbon
atom of Val68 (3.37 Å from the nitrosyl O-atom).

In the structure of this MnIIMb(NO) complex, the NO ligand refined to 70% occupancy. The
apical displacement of Mn by 0.20 Å from the Mn-heme 4N plane towards the proximal His93
residue suggests that the structure shown in Fig. 2b is likely a mixture of MnIIMb(NO) and
MnIIMb (note that ΔMn for MnIIMb is 0.34 Å). We were not able to refine the two separate
Mn positions, and the rather long Mn–N(O) distance of 2.53 Å may thus not correctly represent
this bond length. For comparison, the Mn–N(O) bond length in the model compound (TPP)
Mn(NO)(1-MeIm) is 1.641(1) Å [48].

3.7. MnIIIMb(MeOH)
As part of a control experiment (see Discussion), we prepared the methanol adduct of
MnIIIMb to determine the binding geometry of this ligand. The structure of the MnIII-heme
environment is shown in Fig. 2c. The Mn–O(MeOH) bond length is 2.48 Å, which is longer
than the analogous Mn–O distance in the d4 high-spin model non-protein complexes (TPP)
MnIII(N3)(MeOH) (2.329(7) Å) [73], [(TPP)MnIII(MeOH)2]ClO4 (2.252(2), 2.270(2) Å)
[74], and for the five-coordinate [(OEP)Mn(EtOH)]ClO4 (2.145(2) Å) [75].

The major differences between the structure of MnIIIMb(MeOH) and MnIIIMb(H2O) are (i)
only one position of MeOH was found, at full occupancy, (ii) only one His64 conformation
was found in MnIIIMb(MeOH), and (iii) the MnIII atom was displaced only 0.07 Å from the
heme 4N plane towards the proximal His93 residue. The methyl group of the MeOH ligand is
oriented towards the interior of the protein in the direction of the Leu29 and Ile107 amino acid
residues; the distance between the C-atom of the MeOH ligand and the nearest carbon atom of
the closest residue Val68 is 3.51 Å. The MnIII–O–C(Me) angle of 119° is slightly more acute
than that observed in the model compound [(TPP)MnIII(MeOH)2]ClO4 (124.6(3), 124.0(3)°)
[74], perhaps due to the presence of the hydrogen-bonding interaction present in MnIIIMb
(MeOH) which might also be responsible for the slightly longer Mn-O bond in the protein.

3.8. MnIIIMb(N3−)
The azide anion is a known inhibitor of cellular respiration, and it also inhibits the catalytic
activities of catalase, cytochrome oxidase, and peroxidases [33]. The azide adduct of Mn-
substituted Mb has been characterized by optical and resonance Raman spectroscopy [16,58,
76]. Hoffman and Gibson reported anomalous binding of azide to MnIIIMb, and determined
that the reaction of azide with MnIIIMb proceeded in two kinetically separable steps to
eventually generate MnIIIMb(N3

−) [35]. In contrast, azide binding to iron-containing metMb
is consistent with a single binding equilibrium [77]. The 2.8 Å resolution crystal structure of
the azide complex of the iron-containing horse metHb is known [78,79]. The related crystal
structure of the azide adduct of metMb was first reported by Stryer et al. in 1964 [80]. A
comparison of the crystal structures of hh MbIII(N3

−) (at 2.0 Å resolution) and its His64Thr
mutant (at 1.8 Å resolution) was reported by Maurus et al. in 1998 [81]. In the wild type adduct,
the Fe–N–N(N) bond was 119°, and the Fe–N(azide) bond was 2.11 Å. In the His64Thr mutant
structure, two conformations of the azide ligand were present; the major (∼90%) conformation
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oriented the azide ligand towards the interior of the protein (as seen in the wild type structure),
and the minor conformation oriented the azide ligand towards to exterior of the protein towards
the solvent. The latter minor conformation is reminiscent of the 1.9 Å resolution crystal
structure of the azide adduct of ferric myoglobin isolated from the buccal muscles of the
Mediterranean mollusc Aplysia limacine, where the azide ligand is oriented towards the solvent
[82]; this protein lacks a distal His64(E11) residue.

Given the interest in the conformational preferences of the azide ligand in myglobin, we
determined the 1.65 Å resolution crystal structure of hh MnIIIMb(N3

−). The heme environment
is shown in Fig. 2d, and is similar to that of wild type MbIII(N3

−) [81], in which only one
conformation of the azide ligand was observed. In both compounds, the azide ligand is oriented
towards the interior of the protein. The MnIII–N(azide) distance of 2.37 Å is longer than those
observed in the model complexes (TPP)MnIII(N3

−)(MeOH) (2.176(9) Å) [73], (TPP)
MnIII(N3

−) (2.045 Å) [83], and (Schiff base)MnIII(N3
−) (2.221(4) Å) [84]. The coordinating

atom of the azide ligand is 2.64 Å away from the Nε atom of the distal His64 residue, indicative
of a hydrogen-bonding stabilization of the azide ligand in the distal pocket. The next closest
nonbonding distance between the azide ligand and distal pocket residues is that between the
terminal N3 atom of the azide with the side-chain of Leu29, with an (azide)N-to-Leu(C-atom)
distance of 3.46 Å.

As is the case of the iron-containing MbIII(N3
−), the azide ligand is oriented towards the distal

Ile107 residue; other distances between the azide terminal N-atom and non-H atoms of distal
pocket residues are with Ile107 (3.55 Å) and Val68 (3.97 Å). The Mn atom in MnIIIMb(N3

−)
is almost in the heme 4N plane, with an apical displacement of only 0.08 Å. The near in-plane
position of Mn is consistent with the six-coordination of the metal center and near-complete
(94%) occupancy of the azide ligand. The proximal Mn–N(His93) bond length in MnIIIMb
(N3

−) of 2.50 Å is, however, longer than that observed in the iron-containing MbIII(N3
−) (2.06

Å), demonstrating the effect that the MnIIId4 center has on this axial bond length when
compared with the ferric d5 center. Ferric MbIII(N3

−) has been shown to exhibit a ground-state
low-spin electronic configuration and an observable low-spin/high-spin equilibrium at room
temperature [77]. In contrast, the d4 complex MnIIIMb(N3

−) is known to be high-spin [35],
and this likely accounts for its longer proximal metal–N(His93) bond length.

4. Discussion
The preparation and ligand binding properties of Mn-substituted Mb have been studied in detail
by spectroscopic methods. Both MnIIIMb and MnIIMb are high-spin species [12,14,57,85].
The overall structure of Mn-substituted horse heart Mb is very similar to that of the iron-
containing analogue, and the protein retains the typical Mb fold. Maurus et al. compared the
crystal structures of natural and recombinant wild-type horse heart myoglobin, and showed
that small differences existed in the structures [86]. When the final MnIIIMb model is
superimposed on the 1.7 Å resolution crystal structure of recombinant horse heart Mb reported
by Maurus et al. (pdb access code 1WLA) [86], the root-mean square deviations in the
backbone and side-chain atomic positions are 0.32 Å and 1.01 Å, respectively. When compared
with the structure of natural Mb (pdb access code 1YMB) [87], these values are 0.32 and 1.12
Å, respectively. We find that the structures of the heme environments in our Mn-substituted
horse heart myglobins more closely match those of the recombinant iron analogues, particularly
with the Leu29 and Val68 side-chain orientations. The superposition of the heme environment
structures of MnIIIMb(H2O) and the two aquometMb structures are shown in Fig. 3. It is
interesting to note that Atassi reported earlier that MnIIIMb and wild-type Mb exhibit identical
immunological properties [15].
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In this manuscript, we report the crystal structures of the nitrite adducts of Mn- and Co-
substituted myoglobin. In addition, we report the structures of the reduced MnIIMb compound,
the nitrosyl product MnIIMb(NO), and the methanol and azide derivatives of MnIIIMb. Crystals
of the parent MnIIIMb were needed for this study, hence we begin by describing the structure
of this compound.

4.1. The nature of the heme site in MnIII-substituted myoglobin
Manganese-substituted myoglobin (MnMb) has been prepared and studied in solution for
decades. However, the coordination environment around the metal center in MnMb derivatives
has been a subject of considerable debate. MnIIIMb displays a characteristic “split” Soret band
pattern at λmax 378 and 471 nm, whereas MnIIMb displays a single Soret peak at λmax 438 nm
[12,24,57]. Mitra and coworkers used multinuclear NMR and optical spectroscopy to
determine that the sixth axial position in MnIIIMb was unlikely to be occupied by a water
molecule [36]. In the latter study, they did not observe a change in the optical spectrum of
MbIIIMb in the pH 4–11 range, suggesting the absence of an aquo↔hydroxo equilibrium for
a hypothetical axial water ligand. This result differed somewhat from that reported by Spiro
and coworkers who studied the resonance Raman spectra of MnIIIMb and found evidence for
a weakly interacting axial water ligand in the sixth position [88]. As stated in the Introduction,
there is a noticeable paucity of crystal structures of Mn-substituted heme proteins in the
literature. Using X-ray difference Fourier techniques, Moffat and coworkers determined that
for MnIIIHb, the α hemes contained six-coordinate MnIII centers (with axial water) whereas
the β hemes were five-coordinate (i.e., no axial water) [51].

Farmer and coworkers investigated the electrochemical properties of MnIIIMb in
dimethyldidodecylammonium bromide surfactant films [89]. They discovered a dynamic
exchange between two MnIII/MnII redox couples (E1 = −0.25 V vs SCE; E2 = −0.41 V vs SCE),
and they attributed this to the presence of two forms of MnIIIMb that probably differed in heme
site geometry. Interestingly, Hoffman and Gibson reported that MnIIIMb reacted with azide in
two kinetically separable steps, and that this was likely due to the presence of two forms of the
Mn-porphyrin that differed in the extent of metal displacement from the porphyrin plane
[35].

The crystal structure of MnIIIMb(H2O) reported here sheds new light on this debate regarding
the axial coordination geometry of the metal site in this protein. Three independent
preparations, crystallizations, and structure solutions at 1.65 Å resolution yielded identical
MnIIIMb(H2O) crystal structures. In the structure, there is a mixture of a six-coordinate species
(with axial water; 70% occupancy) and a five-coordinate species (without axial water; a non-
bonded water refined to 30% in the distal pocket). We also found two conformations for the
distal His64 residue, and these conformations refined to the corresponding 70% and 30%
occupancies (Figs. 1a and S1).

During the initial stages of refinement of the structure, we were unsure if the electron density
(attributed to an axial ligand) observed in the Fo-Fc difference map was due to an adventitious
solvent molecule such as methanol. To test this, we performed the following additional
experiments. (i) We effected reduction of the purple-red MnIIIMb crystal with dithionite, and
obtained the structure of the resulting orange-red five-coordinate reduced compound MnIIMb
(see later). We then reoxidized this MnIIMb crystal with ferricyanide and determined its 1.9
Å resolution structure; it was identical to that obtained for MnIIIMb(H2O) as shown in Fig. 1a.
This result reaffirmed to us that the electron density in the distal pocket was not due to an
adventitious exogenous ligand such as methanol. (ii) In addition, we prepared the previously
unknown methanol adduct by cocrystallizing MnIIIMb in the presence of methanol, and
determined the structure of the resulting MnIIIMb(MeOH) product (Fig. 2c, and Results
section).
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The presence of distal-pocket uncoordinated water in the structure of MnIIIMb(H2O) is, while
initially unexpected, not without precedent in crystal structures of native and mutant iron
myoglobins. For example, a similar distal-pocket (non-coordinated) water has been located in
the 1.15 Å resolution crystal structures of wild-type ferrous deoxyMb (horse heart and sperm
whale), and this water is stabilized by hydrogen-bonding with the distal His64 residue
(HOH⋯N(His) distance of 2.8 Å) [90,91]. In the case of hh deoxyMb, this distal pocket water
was located 3.53(5) Å from the Fe center (c.f. 2.13 Å for liganded water in aquometMb) [90].
Further, distal pocket water has been observed in other reported structures of wild-type
[92-94] and mutant (V68A [93], V68F [93], V68N (molecule B) [95]) deoxyMb's.

The crystal structure of the Val68Thr mutant of pig deoxyMb provides an interesting
comparison with the structure of hh MnIIIMb(H2O) reported here. In molecule A of the
Val68Thr deoxyMb, a single water molecule is distributed between two positions; one position
is within direct bonding distance to Fe (Fe–O = 1.9 Å; 30% occupancy of H2O), and the other
is positioned 3.5 Å from the Fe (70% occupancy of H2O) yet within hydrogen-bonding distance
of the distal His64 residue (HOH⋯ Nε(His) = 2.6 Å) [96]. In molecule B, a single position of
the distal water located 3Å from Fe is observed, and this is also within hydrogen-bonding
distance to the His64 residue (HOH⋯NεHis) = 2.6 Å) [96].

The distance between the two distal pocket water molecule positions in MnIIIMb(H2O) is 1.70
Å. This distance is inconsistent with the presence of a dioxygen ligand (c.f., the O–O distance
of 1.24 Å in oxyMb) [90], as are the refined occupancies of the O atoms. Further, this 1.70 Å
distance is too short for a HOH⋯OH2 hydrogen-bonding interaction, and rules out the presence
of both coordinated and unligated H2O in the same molecule (such presence of coordinated
and uncoordinated H2O has been observed in the 1.9 Å resolution structure of native sw
aquometMb) [92].

The location of the distal pocket (non-coordinated) water molecule in MnIIIMb(H2O) is
reminiscent of the distal docking site for photodissociated CO from MbCO as determined by
X-ray crystallography [97-99]. For example, the crystal structure of photolyzed hh MbCO
shows the CO ligand in a position that is 3.6 Å from the Fe atom and atop a carbon pyrrole
[97]. This site is in the general area as, but not the same as, the distal pocket Xe binding site
(i.e., the Xe4 site) [100].

Importantly, the displacement of the distal pocket water in deoxyMb has been linked to the
kinetic barriers for CO binding to ferrous Mb [92,101]. It is thus likely that the presence of two
types of distal H2O in MnIIIMb(H2O) (i.e., coordinated and uncoordinated) helps explain the
presence of two MnIII/MnII redox couples for the electrochemical reduction of MnIIIMb [89]
and the two kinetically separable steps for the reaction of azide with MnIIIMb [35]. Finally,
we note that Moffat and coworkers have utilized X-ray difference Fourier techniques to
determine that the Mn center in the α-heme of MnIIIHb binds H2O as a sixth ligand, whereas
the β-heme does not and is five-coordinate [51].

4.2. The nitrite complexes of MnIIIMb and CoIIIMb
There is renewed interest in the nature of binding of the nitrite anion to heme proteins
[102-106]. It has long been appreciated that the direct heme-nitrite interaction is an essential
one insofar as nitrite reduction by the heme-containing nitrite reductases (NiRs) is concerned.
Nitrite is reduced to NO by the NiRs [107-109], and this process is believed to involve initial
binding of nitrite directly to the iron center in the heme-containing NiRs.

To date, the reported crystal structures of the nitrite adducts of heme-containing NiRs and
related compounds all display N-binding of the nitrite ligand. For example, the crystal structure
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of the nitrite adduct of cytochrome cd1 NiR from P. Pantotrophus reveals the N-binding (i.e.,
nitro) mode of nitrite to the iron center [110].

This nitrite adduct was obtained by soaking crystals of ferrous NiR with nitrite, it is reasonable
to assume that such an N-binding mode would facilitate protonation of a nitrite terminal O-
atom to result in eventual release of NO and a water molecule. The crystal structure of the
nitrite adduct of ferric cytochrome c NiR from Wolinella succinogenes also shows N-binding
of the nitrite anion to the iron center, and density functional calculations on the related
model compound (por)FeIII(NH3)(NO2) reveals that the N-binding mode is more stable than
the nitrito O-binding mode by >10 kcal/mol [111]. The crystal structure of the nitrite adduct
of the sulfite reductase hemoprotein from E. coli similarly reveals an N-binding mode of the
nitrite anion to the iron center [112].

Interestingly, DFT calculations on the nitrite adduct of cytochrome cd1 NiR provide intriguing
possibilities for nitrite coordination to the heme center in this enzyme [113]. Although the
nitrito O-binding mode was determined to be 4.5 kcal/mol higher in energy than the
corresponding nitro N-binding mode in the ferric form (6 kcal/mol in the ferrous form), the
nitrito form was considered to also be a viable intermediate in NiR catalysis.

The nitro N-binding mode has been determined for all crystallographically characterized
synthetic iron porphyrins containing the nitrite ligand, regardless of whether the iron center is
formally in the ferric or ferrous state [114]. The only exception to this is that for the nitrite in
the anionic complex [(TpivPP)Fe(NO)(NO2)]− which displays both N-binding (nitro) and O-
binding (nitrito) of the disordered nitrite group [115]. Results of DFT calculations on a model
iron porphyrin with NO and nitrite ligands show that the nitrito linkage isomer (porphine)Fe
(NO)(ONO) is only 4.3 kcal/mol higher in energy than the related nitro isomer (porphine)Fe
(NO)(NO2) [116].

We recently reported the 1.3 Å resolution X-ray crystal structure of the nitrite adduct of ferric
horse heart Mb, and determined that the nitrite anion was bound to the ferric center via the
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nitrito O-binding mode [62]. Importantly, this structure was the first to demonstrate that a
stable O-binding mode of nitrite is possible in heme proteins. Given this rather unexpected
nitrito binding mode for the nitrite ligand in the iron-containing d5 compound MbIII(ONO−)
and the role of the distal pocket in stabilizing this (to date) unusual binding mode, we sought
to investigate the nitrite binding preferences within the distal pockets of the d4 MnIII and d6

CoIII analogues.

To the best of our knowledge, there is only one report of a crystal structure of a synthetic
manganese porphyrin containing nitrite, namely that of (TPP)MnIII(ONO−) [117]. This
compound clearly reveals a nitrito O-binding mode of the nitrite anion. Interestingly, although
continuous photolysis of this compound shows the formation of (TPP)Mn(O) and NO [117,
118], flash photolysis studies on this compound reveal dissociation of NO2 from the metal
center [119]. Recombination of NO2 with the (TPP)MnII photoproduct then proceeds via a
nitro (TPP)Mn(NO2) intermediate that isomerizes to the more stable (TPP)Mn(ONO)
compound [119]. Not surprisingly, therefore, the crystal structure of MnIIIMb(ONO−) also
shows that the nitrite anion binds to the manganese center via the nitrito O-binding mode (Fig.
2b).

Our crystallography results for the nitrite adduct of cobalt-substituted myoglobin was
unexpected, however. To date, all crystallographically characterized nitrite adducts of synthetic
cobalt porphyrins demonstrate that the nitrite anion is bound to the cobalt centers via the nitro
N-binding mode [120-123]. To the best of our knowledge, there is no exception to this
observation for model cobalt porphyrin compounds. Indeed, it was demonstrated that during
the recombination of NO2 with (TPP)CoII (generated from flash photolysis of (TPP)
CoIII(NO2)), an intermediate forms which decays to (TPP)CoIII(NO2); the intermediate was
assigned as the nitrito linkage isomer (TPP)CoIII(ONO) [124].

To the best of our knowledge, no nitrite adducts of cobalt-substituted heme proteins or related
cobalt biomolecules have been characterized. Thus, the structure of CoIIIMb(ONO−) represents
the first report of a cobalt nitrite heme protein, and is the first stable nitrito binding to cobalt
porphyrins to be established. Clearly, it is evident that although information from crystal
structures of cobalt nitrite compounds of model porphyrins have helped in understanding the
mechanisms of action of these compounds as catalysts for chemical transformation such as O-
atom transfers in oxidation reactions (generating (por)Co(NO) intermediates) [123], the
structures may not correlate very well with the geometries present in cobalt-substituted heme
proteins. The ability of the distal pocket in CoIIIMb to effect the nitrito O-binding preference
is significant, and suggests that the hydrogen-bonding provided by the distal His64 residue
plays a primary role in stabilizing this binding mode. Since such a moderate-to-strong hydrogen
bonding capability is absent in most synthetic cobalt porphyrins with nitrite ligands, it is thus
not surprising that this O-binding mode has yet to be observed in these model compounds. It
is somewhat surprising, however, that even in the picket fence porphyrin derivatives such as
(TpivPP)Co(NO2)(1-MeIm) which provide electrostatic interactions between “distal” NH
groups and bound nitrite, that this stabilization is not sufficient to induce O-binding of the
nitrite group [121], perhaps due to the artificial symmetrical nature of the distal pockets.

In summary, the X-ray crystal structures reported to date of synthetic Mn, Fe, and Co
porphryins with nitrite ligands reveal a preference for nitrito O-binding for the Mn compound,
and nitro N-binding for the Fe and Co compounds. In the Mb derivatives, however, all three
metal-nitrite derivatives (MnIII, FeIII, and CoIII) reveal the nitrito O-binding mode, suggesting
that the distal pocket of Mb is the major determinant in this structural preference for these Mb
nitrite derivatives. This observation provides evidence that the O-binding mode of nitrite is not
exempt from involvement in nitrite reduction to NO. This is further demonstrated by the

Zahran et al. Page 15

J Inorg Biochem. Author manuscript; available in PMC 2009 October 31.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



successful reduction of the MnIIIMb(ONO−) (this work) and MbIII(ONO−) [62] by dithionite
to their NO-derivatives.

In the next two sections, we discuss the crystal structures of the dithionite-reduced compound
MnIIMb and its NO derivative.

4.3. The structure of the reduced MnIIMb complex
The reduction of MnIIIMb to MnIIMb in solution is a well-studied reaction, and the reduction
can be effected using dithionite [16,57,76], radiolysis [57], or electrochemical methods
employing surfactant films [89] or employing the mediator oxazine-170 perchlorate [125].
Hori et al. employed powder and single-crystal multifrequency EPR spectroscopy to determine
that the metal center in MnIIMb is high-spin 3d5 (S = 5/2) [85], and this is consistent with a
singly-occupied strongly antibonding dx2-y2 orbital [12]. Arnone and coworkers reported the
3.0 Å resolution crystal structure of the metallohybrid hemoglobin Hb(α-FeIICO)(β-MnII) that
crystallizes in the deoxyHb T-state [53]. They determined that the β-MnII subunit is structurally
isomorphous with the normal deoxy β-Fe subunit.

The crystal structure of MnIIMb reported here reveals that the distal pocket water molecules
of MnIIIMb(H2O) are displaced upon dithionite reduction. Thus, unlike the case of MnIIIMb
(H2O), no water molecules were located in the vicinity of the MnII center. This contrasts with
several reported crystal structures of iron-containing deoxyMb where a non-coordinated water
molecule has been located in the distal pocket [90-94,126].

The apical displacement of the Mn atom in MnIIMb (ΔMn = 0.34 Å) from the heme 4N plane
is larger than that observed for MnIIIMb(H2O) (ΔMn = 0.18 Å). This increase in apical
displacement upon reduction of the protein is similar to that seen in the high-resolution
structures of reduced Mb (ΔFe = 0.363(11) Å) vs. aquometMb (ΔFe = 0.106(7) Å) [90]. The
heme environments of MnIIIMb(H2O) and MnIIMb, obtained from the overlay of the protein
Cα backbones, are shown in Fig. 4. Differences are evident in the water ligation and distal
His64 placement in these proteins. The His64 residue in the reduced MnIIMb more closely
overlaps the minor conformation of the His64 residue in MnIIMb(H2O). Fig. S3 shows an
overlay of the heme sites in the reduced MnIIMb and deoxyMb (FeIIMb, Fig. S3). In the reduced
FeIIMb case, one of the two conformations of the distal His64 residue reveals an inward
movement that supposedly helps stabilize the distal pocket water molecule through hydrogen-
bonding, whereas in the reduced MnIIMb case such a hydrogen-bond stabilization is not present
due to the lack of distal pocket water.

4.4. The nitric oxide complex
For convenience, the nitrosyl adduct of MnIIMb is represented as MnIIMb(NO), although it is
perhaps better represented as {MnNO}6 (see later). In order to place the NO ligand
conformation observed in MnIIMb(NO) in proper context, some discussion of formalism is
warranted [127,128]. For example, the oxidation state formalism has often been used to
describe metal nitrosyl linkages. In this formalism, NO binding to a metal center (M) to generate
a linear M-NO unit results in a complex formulated as M−(NO+), where a formal electron
transfer to the metal has occurred. Conversely, when a bent M-NO moiety is generated, the
complex is formulated as M+(NO−). Clearly, this formalism is overly simplistic. Although it
does take into account that NO is a redox active ligand, it does not account for cases where the
unpaired electron density on NO essentially still resides on the ligand in its metal complex.
Enemark and Feltham developed a notation that treats the metal-NO fragment as a single unit,
and the use of the resulting formalism avoids the oxidation state simplification of the metal-
NO group [129-131]. In this {MNO}n formalism, n denotes the number of assigned electrons
to the metal d orbitals (without consideration of the NO ligand(s)) plus an electron for each of
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the attached NO ligands. Thus, the (por)Mn(NO) complex belongs to the {MnNO}6 class, and
the (por)Fe(NO) belongs to the {MNO}7 class. According to this formalism as applied to
nitrosyl metallopophyrins, {MNO}6 compounds have preferred linear NO geometries, and
{MNO}7 compounds have bent (∼145°) NO geometries. In synthetic six-coordinate iron
nitrosyl porphyrins of the {MNO}7 class, the FeNO angles are in the tight 137–140° range
(avg. ∼138.5°) [114,132]. A much wider range of FeNO bond angles (112°–160°) is observed
in nitrosyl heme proteins, however [62]. We reported the 1.3 Å resolution crystal structures of
hh MbNO, and showed that two reproducible FeNO angles (∼144° and 120°) are obtained
depending on the method of preparation of the complex [62]. The variability of FeNO angle
in the heme pocket of MbNO had been demonstrated previously by Hori et al. using single
crystal EPR spectroscopy; the FeNO angle was 153 ± 5 at 293K, but was 109 ± 5 at 77 K
[133]. Chien and Dickenson showed, using single crystal EPR spectroscopy, that the FeNO
angles in HbKNO were 167° in the α-subunits and 105° in the β-subunits [41]. It is thus likely
that subtle distal pocket effects influence the metal-NO bond geometry in nitrosyl adducts of
heme proteins. We now consider the case of MnIIMb(NO) and compare the observed geometry
to that expected from synthetic manganese nitrosyl porphyrins.

To date, all synthetic (por)Mn(NO)-containing compounds of the {MnNO}6 class (i.e.,
MnIINO) that have been characterized by X-ray crystallography display linear Mn-NO groups
[48,49,134,135]. The expected and observed linearity of the MnNO bonds is supported by the
spectroscopic characterization of several low-spin (por)Mn(NO)-containing compounds [44,
46,128,136]. Yu et al. employed resonance Raman spectroscopy to demonstrate that steric
constraints within the distal face of a synthetic “strapped” (por)Mn(NO) complex enhances the
Mn–N–O bending mode, and they attributed this observation to a tilting of the trans Mn–N
(N-base) bond [136].

As stated in the Introduction, NO adducts of Mn-substituted heme proteins have been prepared
and characterized by spectroscopy. MnIIIMb does not bind NO, however MnIIMb does [40].
Interestingly, Gersonde and coworkers demonstrated, using resonance Raman spectroscopy,
that the monomeric MnIIIHb compound from the insect Chironomus thummi thummi binds NO
to give the MnIIINO adduct, but this undergoes autoreduction to the MnIINO derivative [42].

To the best of our knowledge, the crystal structure of MnIIMb(NO) reported in this work (Fig.
2b) represents the first distinctly bent MnNO moiety in a natural or synthetic manganese heme
complex. The NO ligand refines to 70% occupancy, but the MnNO bend is clearly evident in
the structure. The nitrosyl N atom is 2.6 Å away from the Nε atom of the major conformation
of the distal His64 residue, suggesting strong hydrogen-bond stabilization of the NO molecule
in the distal pocket. As mentioned in the Results section, the observed long Mn–NO distance
of 2.53 Å is likely an average distance that has contributions from the unligated five-coordinate
MnIIMb complex and the nitrosyl adduct. Assuming that the Mn atom were in the heme 4N
plane in MnIIMb(NO), the resulting Mn–NO distance would still be rather long. Thus, we
propose that the geometry of the MnNO moiety observed here represents that of a loosely
bound NO molecule to the metal center that is held in place by strong hydrogen-bonding to the
distal His64 residue. This geometry is also likely determined by the method of preparation of
the complex, namely the nitrosylation of the preformed distal pocket in the MnIIMb crystals.
Such a procedure may disfavor linear (strong) binding of the NO ligand without significant
movement of the distal His64 residue away from its position in MnIIMb. We are continuing
attempts to crystallize pre-formed MnIIMb(NO) to test this hypothesis.
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Refer to Web version on PubMed Central for supplementary material.
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5. Abbreviations
CcP  

cytochrome c peroxidase

DFT  
density functional theory

Hbk  
hemoglobin Kansas

hh  
horse heart

1-MeIm  
1-methylimidazole

Mb  
myoglobin

NiR  
nitrite reductase

OEP  
dianion of 2,3,7,8,12,13,17,18-octaethylporphyrin

OTf  
triflate anion

PGHS  
prostaglandin H2 synthase

por  
porphyrinato dianion

PPIX  
dianion of protoporphyrin IX

SCE  
saturated calomel electrode

sGC  
soluble guanyly cyclase

sw  
sperm whale

TPP  
dianion of 5,10,15,20-tetraphenylporphyrin

Zahran et al. Page 22

J Inorg Biochem. Author manuscript; available in PMC 2009 October 31.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Fig. 1.
Final models and final Fo-Fc difference electron density maps showing side views of hh MnMb
and CoMb derivatives. Carbon, oxygen, nitrogen, Mn and Co atoms are colored grey, red, blue,
magenta and green, respectively. The bonds to Mn and Co are not shown for clarity. (a)
MnIIIMb(H2O): The difference electron density map contoured at 3σ shows a single water
molecule in two different positions. (b) MnIIIMb(ONO): The difference electron density map
contoured at 2.5σ. (c) CoIIMb(H2O): The difference electron density map contoured at 2.5σ.
(d) CoIIIMb(ONO): The difference electron density map contoured at 2.5σ.
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Fig. 2.
Final models and final Fo-Fc difference electron density maps showing side views of hh MnMb
and CoMb derivatives. Carbon, oxygen, nitrogen, Mn, and Co atoms are colored grey, red,
blue, magenta, and green, respectively. The bonds to Mn and Co are not shown for clarity. (a)
The reduced MnIIMb showing the absence of electron density for a coordinated water molecule
in the active site. (b) MnIIMb(NO): The difference electron density map contoured at 3σ shows
an NO molecule that refined to 70% occupancy. (c) MnIIIMb(ONO): The difference electron
density map is contoured at 3σ. (d) MnIIIMb(N3

−): The difference electron density map is
contoured at 3σ.

Zahran et al. Page 24

J Inorg Biochem. Author manuscript; available in PMC 2009 October 31.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Fig. 3.
A superposition of the heme environments in the crystal structures of hh MnIIIMb(H2O) (this
work, shown in light grey) and (a) natural hh FeIIIMb(H2O) (pdb code 1YMB [80], shown in
dark grey), and (b) recombinant hh FeIIIMb(H2O) (pdb code 1WLA [79], shown in dark grey),
using a global Cα structural alignment. The major conformation of His64 in hh MnIIIMb
(H2O) is similar to the conformation in FeIIIMb(H2O). The Leu29 and Val68 conformations
of the Mn- and Fe-proteins overlay better in the structures shown in Fig. 3b.
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Fig. 4.
A superposition of the heme environments in the crystal structures of hh MnIIIMb(H2O) (this
work, shown in light grey) and hh MnIIMb (this work, shown in dark grey) using a global
Cα structural alignment, and shown from two different views. The Nε atoms of the His64 and
His93 residues of MnIIMb are shifted from their major/minor positions in MnIIIMb(H2O) by
0.95/0.21 and 0.37 Å, respectively. Also, the MnII center is shifted 0.25 Å from its MnIII

position. A meso carbon and its connecting pyrrole ring A are shifted towards the proximal
side in MnIIMb relative to those in MnIIIMb(H2O).
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