
pubs.acs.org/BiochemistryPublished on Web 06/04/2010r 2010 American Chemical Society

Biochemistry 2010, 49, 5841–5851 5841

DOI: 10.1021/bi100324z

Formation of the Complex of Nitrite with the Ferriheme b β-Barrel Proteins
Nitrophorin 4 and Nitrophorin 7†,‡

Chunmao He, Hideaki Ogata, and Markus Knipp*

Max-Planck-Institut f€ur Bioanorganische Chemie, Stiftstrasse 34-36, D-45470 M€ulheim an der Ruhr, Germany

Received March 4, 2010; Revised Manuscript Received June 4, 2010

ABSTRACT: The interaction of ferriheme proteins with nitrite has recently attracted interest as a source for NO
or other nitrogen oxides inmammalian physiology. However, met-hemoglobin (metHb), which was suggested
as a key player in this process, does not convert nitrite unless small amounts of NO are added in parallel. We
have recently reported that, in contrast, nitrophorins (NPs) convert nitrite as the sole substrate to form NO
even at pH 7.5, which is an unprecedented case among ferrihemes [He, C., andKnipp,M. (2009) J. Am. Chem.
Soc. 131, 12042-12043]. NPs, which comprise a class of unique heme b proteins from the saliva of the blood-
sucking insect Rhodnius prolixus, appear in a number of concomitant isoproteins. Herein, the first spectro-
scopic characterization of the initial complexes of the two isoproteins NP4 and NP7 with nitrite is presented
and compared to the data reported for metHb and met-myoglobin (metMb). Because upon nitrite binding,
NPs, in contrast to metHb and metMb, continue to react with nitrite, resonance Raman spectroscopy and
continuous wave electron paramagnetic resonance spectroscopy were applied to frozen samples. As a result,
the existence of two six-coordinate ferriheme low-spin complexes was established. Furthermore, X-ray
crystallography of NP4 crystals soaked with nitrite revealed the formation of an η1-N nitro complex, which is
in contrast to the η1-O-bound nitrite inmetMb andmetHb. Stopped-flow kinetic experiments show that although
the ligand dissociation constants of NP4 andNP7 (15-190M-1) are comparable to those of metHb andmetMb,
the rates of ligand binding and release are significantly slower. Moreover, not only the reaction kinetics but also
electron paramagnetic resonance spectroscopy reveals notable differences between the two isoproteins

Nitrophorins (NPs)1 comprise a unique class of ferriheme b
proteins that are found in the saliva of the blood-sucking insect
Rhodnius prolixus (1). From the saliva of these insects, four
different NPs, designated NP1-4, have been isolated and char-
acterized (2). Recently, a novel form, designated NP7, which is
able to attach to negatively charged phospholipid membranes,
was established by recombinant protein expression (3-5). The
major biological function of these proteins is the delivery of NO
to a host species during a blood meal.

Like many other heme proteins, NPs coordinate the heme iron
by a His residue. The sixth coordination site of the iron is then
ready to coordinate NO in the insect’s saliva to be released upon
administration to a host’s tissue (1, 2). In marked contrast to any
other class of heme proteins, the protein fold consists mainly of
β-strands, which form an eight-strand β-barrel that contains the
cofactor; the fold is classified as a member of the lipocalin

family (6). It was not until very recently that a heme b protein
from Arabidopsis thaliana was described which consists of a
10-strand β-barrel (7). Previously, we have reported that NPs
react with NO2

- to form NO, where NO2
- serves both as an

electron donor and as an electron acceptor in a stoichiometry that
is reflected by the total reaction depicted in Scheme 1 (8). This
reaction is known as the nitrite disproportionation reaction that
appears at lowpH in aqueous solutions (9).However,NPs perform
the reaction in a pH 7.5 buffered solution which has, to the best of
our knowledge, not been reported for any other iron porphyrin.

Another class of ferriheme b proteins that is currently being
investigated for their interaction with NO2

- consists of the
globins, i.e., met-hemoglobin (metHb) (10) and met-myoglobin
(metMb) (11). In the presence of small amounts of NO, a nitrite
anhydrase/reductase reaction appears that may be of major
importance for the physiological function of Hb via the produc-
tion ofN2O3 frombloodNO2

- (12-15).However, in the absence
of NO, both metHb and metMb do not exhibit a reaction with
NO2

- other than NO2
- binding (16).

Although some research has been conducted to elucidate the
activation of NO2

- by metMb, metHb, and several other ferri-
heme proteins, the exact mechanisms await adequate investiga-
tion. In case of the nitrophorins, this study is the first examination
of the complex with NO2

-, a prerequisite for understanding the
mechanism of this unique reaction. For this purpose, UV-vis
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absorption spectroscopy, electron paramagnetic resonance (EPR)
spectroscopy, and resonance Raman (RR) spectroscopy were
combined with stopped-flow kinetic measurements of both NP4

and NP7. Furthermore, X-ray crystallography of KNO2-soaked
NP4 crystalswas performed.The data are discussed in comparison
to those of other porphyrin[FeIII—NO2

-] complexes.

EXPERIMENTAL PROCEDURES

Materials. Stock solutions of NaNO2 and KNO2 were pre-
pared freshly before use and the concentration was photo-
metrically calibrated (ε210 = 5380 M-1 cm-1) (17). All other
reagents were of the highest grade commercially available and
used as received.

NP4 and NP7 were recombinantly expressed in Escherichia
coli strain BL21(DE3) (Novagen) and reconstituted as previously
described (4, 18). Protein preparations were routinely analyzed
by SDS-PAGE to be >90% pure. The proteins were subjected
to MALDI Q-TOFMS to confirm the correct molecular masses
accounting for two Cys-Cys disulfides (calculated for [NP4þH]þ

20264Da, observed 20279Da; calculated for [NP7þH]þ 20969Da,
observed 20966 Da). Concentrations of NP4 and NP7 were
determined photometrically using ε404 values of 141000 (19) and
81000 M-1 cm-1 (4), respectively. Human Hb was bought from
Sigma. metHb was prepared by incubation with an excess of
K3[Fe(CN)6], followed by size-exclusion chromatography on
Sephadex G-50. The concentration of metHb was determined
photometrically using an ε405 of 180000 M-1 cm-1 (16).
Stopped-Flow Kinetic Measurements. The solvent of the

protein was exchanged with 50 mMMOPS-NaOH (pH 7.0), and
NP4 and NP7 were concentrated to 10 and 14 μM, respectively.
Individually, reactant solutions of 200, 300, 400, 500, 600,
and 800 mM NaNO2 were prepared in 50 mM MOPS-NaOH
(pH 7.0). To minimize mixing artifacts, NaCl was included in the
protein solution at the same concentration as that of NaNO2 in
the respective reactant solution. The temperature of the solutions
was equilibrated in the syringes of a water bath-thermostated
UV-vis stopped-flow apparatus (RX.2000) equipped with a
DA.1 pneumatic drive (Applied Photophysics Ltd.). The cuvette
of the RX.2000 apparatus was inserted into the sample holder of
a Cary 50 spectrophotometer (Varian Inc.). Upon temperature
equilibration to 30 �C, the protein was mixed with the substrate
while the absorption was followed at 404 nm. The absorbance
was read every 0.1 s. The analysis of the kinetic data was per-
formed using OriginPro version 7.5 (OriginLab Corp.).
Resonance Raman Spectroscopy. The solvent of the pro-

teins was exchanged with 50 mM MOPS-NaOH (pH 7.0), and
the concentration was adjusted to ∼100 μM. For spectra of the
NO2

- complexes ofmetHb,NP4, andNP7, 200mMNaNO2was
added and the sample was incubated at room temperature for
5 min. The sample was quickly transferred to a 3 mm quartz tube
and frozen in liquid N2 where it was kept until measurement. RR
spectra were recorded with a scanning double monochromator at
77 K. The excitation line at 413.1 nm was provided by a coherent
K-2 Krþ ion laser.
EPR Spectroscopy. The solvent of the protein was exchanged

with 50 mM MOPS-NaOH (pH 7.0), and the concentration was
adjusted to ∼100 μM. Upon being mixed with NaNO2 at various
concentrations, the sample was incubated at room temperature
for a fewminutes. The sampleswere quickly transferred into a 3mm
quartz tube and then rapidly frozen in liquid N2 where they were
kept until measurement. Continuous wave electron paramagnetic

resonance (cw-EPR) spectra were recorded on a Bruker ESP-380E
spectrometer at X-band equipped with a gas-flow cryogenic system
with a liquid He cryostat from Oxford Inc. Spectra were recorded
at 15 K with a microwave power of 2 mW, a field modulation of
100 kHz, and a modulation amplitude of 5 G. The obtained EPR
spectra were simulated with the program GeeStrain5 version
1.0 (20).2

X-ray Crystallographic Analysis of the NP4-Nitrite
Complex. Protein crystals were obtained using the vapor diffu-
sion method with the conditions containing 3.2 M ammonium
phosphate (pH 7.4). For the preparation of the nitrite complex,
crystals were soaked in 3.2M potassium phosphate (pH 7.4) with
15% glycerol and then in the same buffer supplemented with
0.2MKNO2 for 1 min. Afterward, the crystals were immediately
frozen in liquid N2 until the measurement. A diffraction data set
was collected at 100 K using beamline BL14.2 at BESSYII
(Berlin, Germany). The data sets were processed with XDS (21)
and CCP4 (22). The molecular replacement method was applied
to determine the phase using an initial model from NP4 [Protein
Data Bank (PDB) entry 1X8Q]. Model building and refinement
were conducted usingCoot (23) andREFMAC5 (22), respectively.
The stereochemical properties were checked by RamPage (24).

RESULTS

UV-Vis Absorption Spectroscopy of the Nitrite Com-
plexes of NP4 and NP7. Unlike those of other heme proteins,
the incubation ofNPswithNO2

- leads to the formation ofNO in a
pH 7.5 buffered solution according to Scheme 1 (8). This reaction is
accompanied by the change in the Soret absorptionmaximum from
404 to 418 nm caused by the product, NO, which remains bound to
the heme iron [Keq(NO)=1.2� 10-7 M (NP4 at pH 8.0) (25), and
Keq(NO) = 2.5 � 10-7 M (NP7 at pH 7.5) (5)]. In the previous
study, at 1 mM NO2

-, the formation of the NP7[NO2
-] complex

was not observed in the absorption spectrum (8) because of the
smallKeq(NO2

-) equilibrium constants (see below) in combination
with the small absorption difference between NP and NP[NO2

-].
As one can see in Figure 1, the addition of NO2

- to a final
concentration of 50 mM, which is significantly above Keq(NO2

-)
(see below), allows to record the UV-vis absorption spectra of
NP4[NO2

-] and NP7[NO2
-] within 5 min upon incubation.

Besides the Soret band maximum at 404 nm, NP4 and NP7
show broad absorption maxima also at ∼498 and ∼503 nm,

FIGURE 1: UV-vis absorption spectrum of 12 μM NP7 (green line)
and 10 μM NP4 (red line) mixed with 50 mM NaNO2 in 50 mM
MOPS-NaOH(pH7.0).For a comparison, the sumsof the individual
components are also displayed (black lines).

2Available at http://www.bt.tudelft.nl/biomolecularEPRspectroscopy/.
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respectively (4, 19). A small band at ∼530 nm originates from a
fraction of the hydroxo complex.3 As seen in Figure 1, the
binding of excess NO2

- toNP4 andNP7 leads to a slight red shift
of the Soret band maximum to 406 nm with a relatively
small decrease in the extinction coefficient [Δε404(NO2

-) =
3400 M-1 cm-1]. The appearances of the R- and β-band are
typical for the formation of low-spin complexes at 565 and
535 nm for NP4 and 567 and 533 nm for NP7, respectively. For
metMb andmetHb, the changes in the absorption spectrumupon
NO2

- binding were similar (16, 26, 27).
Determination of the Kinetic Parameters of the Nitrite

Association Reaction of NP4 and NP7. Single-wavelength
absorption detected (404 nm) stopped-flowkineticmeasurements
were performed with both NP4 and NP7, examples of which
are shown in panels A and B of Figure 2. Experiments were
performed in triplicate for a given NO2

- concentration, and the
results were averaged. However, it must be considered that the
binding ofNO2

- to theNPs is only the initial step (see Scheme 2) of
the total reaction represented by Scheme 1. For example,
comparison of the rate constant for the formation of the NP[NO]
complex at 30 �Cwith 300mMNO2

- versus that for the formation
of the NP[NO2

-] complex under the same conditions reveals that
the formation of NO is significantly slower [kobs(NO) = 1.2 �
10-3 s-1, and kobs(NO2

-) = 5 � 10-2 s-1] (see Figure S1 of the
Supporting Information). On the other hand, the absorption
change for the formation of NP[NO] is significantly larger
than that for NP[NO2

-] [Δε404(NO)=85800 M-1 cm-1]. Thus,
the kinetic traces reflect the sum of NO2

- binding and NO
formation. Because NO formation during the recorded time is
still in the linear initial phase, the last set of data points (3-5 min)
were fit by linear regression analysis and the yielded function
was subtracted from the kinetic trace before analysis with an
exponential decay function (see Figure S2 of the Supporting
Information).

The semilogarithmic plot of the data displayed in the insets of
panels A and B of Figure 2 indicates that the data cannot be
sufficiently approximated by a single exponential; however, a
satisfying fit was obtained with a double exponential

AðtÞ ¼ ae- tkþ be- tk 0 þ c ð1Þ
withA being the absorbance and t the time. InFigure 2C, the plot
of k and k0 for both NP4 and NP7 versus NO2

- concentration is
displayed, all of which reveal a linear behavior in agreement with
a pseudo-first-order reaction. It should be mentioned that in
case of the association reaction of NO with NP2 and NP3 a
double exponential decay was applied (25, 28) where the reaction
amongNP1,NP4, andNP7was sufficiently described by a single-
exponential fit (5, 25). In the case of NP2 and NP3, a two-state
model was used in which a NP2/3[NO] precomplex is expected to
form in the first place (fast phase) followed by a monomolecular
rearrangement toward the NP2/3[NO]* final complex (slow
phase). The two-state model in this case is supported by the
hyperbolic dependence of the slow phase on NO concentra-
tion (28). In contrast, the plots of kobs

slow of NP4 and NP7 versus
NO2

- concentration show a linear dependence on NO2
- con-

centration. Thus, the data were fit in accordance with Scheme 2
by the pseudo-first-order rate equation

kobs ¼ k1½NO2
- � þ k- 1 ð2Þ

Such a behavior was previously described for metHb, and the
data are interpreted as the appearance of a fast phase and a
slow phase (see Discussion). The values are reported in Table 1
in comparison to reports for metHb and metMb. From these
values, the equilibration constant

Keq ¼ k1

k- 1
ð3Þ

is estimated and reported in Table 1 as well.

FIGURE 2: Representative examples of UV-vis absorption detected
(404 nm) stopped-flow kinetics of the reaction between (A) NP4 (5 μM)
or (B) NP7 (7 μM) and 300mMNaNO2 at pH 7.0 and 30 �C. The fit of
the data by eq 1 is presented as a white line. The insets show a semi-
logarithmic representation of the data. (C) kobs was plotted vs NO2

-

concentration, and data were fit with eq 2 [R2 = 0.99862 (NP4, kobs
fast),

0.99958 (NP4, kobs
slow), 0.99899 (NP7, kobs

fast), or 0.99992 (NP7, kobs
slow)].

Scheme 2

3C. He and M. Knipp, work in progress.
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Determination of the Nitrite Association Constant of
NP4 and NP7 by EPR Spectroscopy. According to the total
reaction given in Scheme 1, the determination of Keq(NO2

-) by
simple titration experiments in solution under thermodynamic
control, as is usually performed in studies of heme-ligand
interactions (29), is not applicable. However, because cw-EPR
spectroscopy allows the detection of the FeIII high-spin species in
frozen solutions, the signal intensity can be taken as a determi-
nant of the degree of saturation with NO2

-. For this purpose,
samples of NP4 and NP7 were incubated with various concentra-
tions ofNO2

-where equilibrationwas allowed for 5min at ambient
temperature. Afterward, the samples were rapidly frozen in liquid
N2 and kept frozen until the measurement. The optimum time for
equilibrationwas estimated froma time-dependent experimentwith
both proteins in the presence of 200 mM NO2

-. Samples were
frozen after incubation for 2, 5, 10, and 20min at room temperature
(data not shown). Since the low-spin intensity for NP4 and NP7
slowly decreased after incubation for 5 min, i.e., the formation of
NO reaches significant levels (compare Scheme 1), the system is
equilibrated to the maximum possible extent.

For a comparison, the affinities of NO2
- were also estimated

by recording the EPR spectra of NP4 and NP7 incubated with
various NO2

- concentrations similar to what has been reported
for metHb (12, 30, 31). The resulting plot of the EPR signal
intensity at g^ versus NO2

- concentration [yielding Keq(EPR)
NP4 -

(NO2
-) = 178( 18M-1 andKeq(EPR)

NP7 (NO2
-) = 400( 20M-1]

is displayed in Figure 3. As seen in Table 1, these values suggest

a significantly higher NO2
- affinity compared to the values

obtained from the kinetic measurements, which is also true
for metHb (16, 30). However, unlike that for metHb (27), the
thermodynamic equilibrium for the reaction displayed in
Scheme 2 cannot be established because the reaction continues
according to Scheme 1. Furthermore, it has to be considered that
although the equilibration reaction can be performed at a defined
temperature, the termination of the reaction and the sample
preparation requires freezing; hence, before the sample reaches
the frozen state, an undefined temperature decrease applies to
the solution. Consequently, the obtained Keq(EPR) can only be
considered as rough estimates for sample preparations in frozen
solutions described in the following.
Resonance Raman Spectroscopy. RR spectra of NP4-

[NO2
-] andNP7[NO2

-] together with a sample of metHb[NO2
-]

were recorded in frozen solution at 77 K, which allows the detec-
tion of the initial nitrite complex. To the best of our knowledge,
this is the first published report of a RR study of ferriheme-
nitrite adducts. All samples were excited into the Soret band
absorption (see Figure 1) using a λex of 413.1 nm. The resulting
high-frequency spectra of NP4[NO2

-], NP7[NO2
-], and

Table 1: Rate Constants and Equilibrium Constants for the Binding of NO2
- to NP4 and NP7 from R. prolixus in Comparison to metMb and metHb

Keq (M
-1)

calculated

k1
fast (M-1 s-1) k-1

fast (s-1) k1
slow (M-1 s-1) k-1

slow (s-1) fasta slowb by titration ref

NP4 0.13 ( 0.001c 0.0084 ( 0.0003c 0.01 ( 0.001c 0.00047 ( 0.00001c 15 21 178 ( 18d twe

NP7 0.076 ( 0.001c 0.00040 ( 0.00002c 0.0088 ( 0.0002c 0.00013 ( 0.00001c 190 68 400 ( 22d twe

metMb f 156 ( 3g 2.6 ( 0.1g - - 60 - - 16

metHbh 260 ( 4i 1.70 ( 0.14i 28.1 ( 0.8i 0.20 ( 0.03i 153 141 - 16

metHb - - - - - - 556 j 30

metHbk - - - - - - 901l 26

metHbk - - - - - - 333l 27

metHbk 140m - 20m - - - - 69

ak1
fast/k-1

fast. bk1
slow/k-1

slow. cPerformed at pH 7.0 and 30 �C. dSamples were prepared at ambient temperature and pH 7.0, and detection was performed by
EPR spectroscopy at 15 K. eThis work. fHorseMb. gPerformed at pH 7.4 and 20 �C. hBovine Hb. iPerformed at pH 7.4 and 30 �C. jSamples were prepared
at ambient temperature and pH 7.4, and detection was performed by EPR spectroscopy at 77 K. kHuman Hb. lPerformed at pH 7.4 and 25 �C by optical
titration. mPerformed at pH 6.9 and 20 �C.

FIGURE 3: EPR signal intensities of (2) NP7 and ([) NP4 at g^
(doubly integrated signal) vs NO2

- concentration.

FIGURE 4: High-frequency RR spectra of (A) metHb[NO2
-], (B)

NP4[NO2
-], and (C) NP7[NO2

-] in 50 mM MOPS-NaOH (pH 7.0).
Spectra were recorded at 77 K with a λex of 413.1 nm.
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metHb[NO2
-] are depicted in Figure 4. The Raman shift

frequencies of selected resonances with diagnostic potential for
the assignment of the oxidation state and spin state are summar-
ized in Table 2 in comparison to values of several ferric high-spin
and nitrosyl ferric heme proteins from earlier reports.

For the nitrite complexes presented in Figure 4, the occurrence
of the intense so-calledoxidation statemakerν4=1375or1376cm-1

is typical for ferriheme proteins (32, 33). This is also the case for
the unliganded forms and NO complexes (Table 2). Another
important feature seen in Figure 4 is the so-called spin state
maker ν3 that appears at 1507 or 1508 cm-1 which is diagnostic
for six-coordinate low-spin (6cLS) hemes (1500-1510 cm-1) (34).
Where this also holds true for the nitrosyl complexes, the ν3
resonance appears at 1480-1484 cm-1 in the case of the
“unliganded” proteins, which is indicative of six-coordinate HS
hemes (1475-1485 cm-1) (34); i.e., the complexes have a water
on them. Further, this spin state assignment is in good agreement
with the Raman shifts of ν10 and ν2 (32).

Overall, the RR spectra given in Figure 4 are highly similar.
A significant difference can be seen in the region above 1600 cm-1,
where metHb[NO2

-] andNP7[NO2
-] exhibit clear bands at 1617

and 1614 cm-1, respectively, whereas NP4[NO2
-] exhibits an

unresolved band in this region. The better resolution in the case of
metHb and NP7 compared to NP4 holds true also for other
ligand derivatives of these three proteins (8, 35, 36). For metMb,
this resonance was assigned to the vinyl vibration ν(CdC)vinyl

(1621 cm-1) (36) and hence indicates differences in the spatial
environment of the heme substituents in NP4 compared to NP7.

In addition, in Figure 4, a well-separated band is seen at
1120 cm-1 for NP7[NO2

-], which is not resolved in the case of
metHb[NO2

-] and NP4[NO2
-]. On the basis of the previous

attribution of this resonance in the case of deoxyMb (1117 cm-1)
and metMb[F-] (1124 cm-1), it can be assigned to the pyrrole
Cb-vinyl stretch vibration (36). The lack of this band in Hb was
previously noticed for metHb[F-], although, and this is
certainly also true for NP4[NO2

-], the overlap with the
neighboring band cannot be excluded (36). However, the band
intensity is certainly weaker compared to those of NP7[NO2

-]
and metMb[F-]. It was proposed that this resonance in Mb
indicates an additional symmetry-lowering effect of the co-
factor binding pocket, for example originating from charged
groups, or dipoles, localized near the heme vinyls (36). In
summary, besides the large spectral conformity depicted in
Figure 4, subtle differences reflect the differences in the heme

environment that may lead to variations in the ligand binding
properties.
Characterization of theNP4 andNP7Nitrite Complexes

by cw-EPR Spectroscopy. The cw-EPR spectra of NP4
and NP7 frozen in a pH 7.0 buffered solution were recorded at
15 K and X-band frequency. An axial type of spectrum originat-
ing from the high-spin FeIII form (S = 5/2) of the proteins is
detected with g^=5.95 and g )=1.99 for NP4 and g^=5.93
and g )=1.99 for NP7. These values are typical for most His-
coordinated ferriheme b proteins with a water molecule bound to
the iron, including metMb and metHb (37).

As one can see in Figure 5, a significant amount of a low-spin
(S = 1/2) rhombic type of spectrum (LS1) is also present in the

Table 2: Comparison of the Raman Shifts (cm-1) of the Aquo, NO, and

NO2
- Complexes of Ferriheme b Proteins NP1, NP4, and NP7 from

R. prolixus, metMb from Horse Muscle, and metHb from Human Blood

protein pH temp (K) ν10 ν2 ν3 ν4 ref

NP1 7.0 298 1611 1560 1481 1372 32

NP4 7.5 298 1610 1560 1481 1372 35

NP7 7.5 77 1615 1558 1484 1375 8

metMb 6.6 298 1611 1562 1482 1373 34

metHb 6.6 298 1610 1561 1481 1373 34

NP1[NO] 7.0 298 1636 1581 1504 1375 32

NP4[NO] 7.5 298 1640 1580 1505 1376 35

NP7[NO] 7.5 77 1640 1581 1509 1376 8

NP4[NO2
-] 7.0 77 1638 1584 1507 1375 twa

NP7[NO2
-] 7.0 77 1641 1580 1506 1376 twa

metHb[NO2
-] 7.0 77 1640 1585 1507 1375 twa

aThis work.

FIGURE 5: X-Band cw-EPR spectra of (A)NP4 andNP4[NO2
-] and

(B) NP7 and NP7[NO2
-] recorded between 1500 and 5000 G. NP4

(200 μM) and NP7 (50 μM) were dissolved in 50 mMMOPS-NaOH
(pH 7.0). For the spectra of the NP[NO2

-] complexes, 200 mM
NaNO2 was added and samples were kept for 5 min at room
temperature before being frozen. Spectra were recorded at 15 K.
The corresponding g values are indicated in the spectra. Simulated
spectra are designated “sim”.
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initial sample (for NP4, g = 2.74, 2.29, and 1.71; for NP7, g =
2.76, 2.28, and 1.74). These signals were assigned by pH titration
experiments to originate from the hydroxide complexes.3 Con-
sequently, LS1 together with the high-spin signals disappears
upon titration with NO2

-.
Binding of NO2

- to the iron center causes the appearance of
two low-spin species, LS2 and LS3, in bothNP4 andNP7.As one
can see from the comparison with ferrihemes from literature in
Table 3, the appearance of two low-spin species in ferriheme-
NO2

- complexes in proteins is a common phenomenon. The
g values of LS2NP7 and LS3NP7 are very similar. They resemble a
“normal” rhombic type of spectrum and, when compared to
other ferriheme nitrite complexes, fit well in the range. Simulation
of the spectra revealed LS2NP7 to be the major species. The
g values of LS3NP4 are also very similar, in particular when com-
pared to those of LS3NP7, thus reflecting a comparable electronic
situation. Remarkably, LS2NP4 represents a “large gmax” spec-
trumwith a gmax of 3.38 and is thus an exceptional case.However,
spectral simulations reveal LS3NP4 to be the major component
(Table 3). From the resulting g values, the crystal field para-
meters Δ/λ (the tetragonality) and V/Δ (the rhombicity) were
calculated according to the theory developed by Griffith and
Taylor (38-41). For this purpose, the g values are assigned
according to the “conventional” coordination system where
gz = g1, gy = g2, and gz = g3. As a control, the orbital mixing
parameters a, b, and c were calculated (40, 42) to check how well
the a2þ b2þ c2� 1 relation is satisfied. Values between 0.99 and
1.02 were obtained in all cases, thus confirming the integrity of
the g values.
X-ray Structure of the NP4-Nitrite Complex. Crystal-

lization conditions for NP7 are not yet available. In contrast,
crystallization conditions forNP4 are well established, and a number
of ultra-high-resolution crystal structures were published (43). By
analogy, crystals of NP4 were grown in ammonium phosphate
(pH 7.4) (44), then soaked in potassium phosphate (pH 7.4) to
remove the NH3 ligand from the heme iron, and finally soaked
in 200 mM KNO2-containing buffer. The time for incubation with

Table 3: Principle gValues of the Low-Spin Ferric Heme Complexes of NP4 and NP7 upon Binding of NO2
- in Comparison to the EPR Parameters of Other

Ferriheme[NO2
-] Complexes

FeIII porphyrin

reference or designation

according to Figure 5 g1 g2 g3 V/λa Δ/λb V/Δ
relative spin

contributionc (%)

NP4[NO2
-] LS2 3.38 2.03 - - - - 30

LS3 2.74 2.42 1.51 2.26 2.17 1.04 70

NP7[NO2
-] LS2 2.86 2.34 1.46 1.95 2.55 0.76 80

LS3 2.78 2.40 1.46 2.10 2.19 0.96 20

metHb[NO2
-]d g values taken from ref 31 3.03 2.33 1.47 1.77 2.91 0.61 ndk

2.90 2.16 1.47 1.80 3.59 0.50 ndk

metHb[NO2
-]e g values taken from ref 30 2.98 2.12 1.41 1.63 3.66 0.44 ndk

2.89 2.29 1.41 1.82 2.65 0.69 ndk

metMb[NO2
-] f g values taken from ref 48 3.11 2.30 1.00 1.27 1.94 0.66 40

2.97 2.30 1.56 1.93 3.35 0.58 60

HRP[NO2
-]g g values taken from ref 48 2.99 2.24 1.31 1.58 2.67 0.59 -

NiR[NO2
-]h g value taken from ref 48 3.02 - - - - - -

SiRHP[NO2
-]i g values taken from ref 48 2.93 - - - - - 50

2.84 - - - - - 50

chlorite dismutase[NO2
-] j g values taken from ref 70 2.93 2.18 1.55 1.88 4.01 0.47 -

[Fe(TpivPP)(NO2)(py)] data taken from ref 42 2.98 2.37 1.35 1.71 2.32 0.73 -
[Fe(TpivPP)(NO2)(ImH)] data taken from ref 42 2.87 2.34 1.56 2.09 2.94 0.71 -

aV/λ = gx/(gz þ gy) þ gy/(gz - gx).
bΔ/λ = gx/(gz þ gy) þ gz/(gy - gx) - V/2λ. cWhen obtained in the same EPR spectrum. dIn a pH 6.5 buffered

solution. eIn a pH 7.4 buffered solution. fSperm whale metMb at pH 7.7. gHorseradish peroxidase at pH 7.7. hThiobacillus denitrificans heme cd1 nitrite
reductase at pH 7.7. iHeme protein subunit of the NADPH-sulfite oxidoreductase from E. coli at pH 7.7. jFrom the proteobacterium GR-1 at pH 7.0.
kNot determined.

Table 4: Data Collection and Refinement of the Data Sets of NP4 from R.

prolixus Crystallized at pH 7.4 and Soaked with Nitritea

NP4[NO2
-]

PDB entry 3MVF

Data Collection

wavelength (Å) 0.91892

space group C2

unit cell parameters

a (Å) 70.31

b (Å) 42.91

c (Å) 52.46

β (deg) 94.05

resolution (Å) 30.53-1.40 (1.44-1.40)

no. of observed reflections 110960

no. of unique reflections 30694

Rmerge 0.038 (0.193)

completeness (%) 97.7 (93.7)

ÆI/σ(I)æ 21.0 (6.8)

Refinement

resolution range (Å) 15.0-1.4

R (%) 13.6

Rfree (%) 18.7

no. of residues 184

no. of solvent molecules 223

no. of NO2
- ions 2

rmsdb for bond lengths (Å) 0.025

rmsdb for bond angles (deg) 2.22

Ramachandran plot

favored region (%) 99.5

allowed region (%) 0.5

outlier region (%) 0

average B factor (Å2)

protein 15.3

ligand (heme) 13.9

ligand (NO2
-) 23.7

solvent 28.1

aNumbers in parentheses represent the values for the highest-resolution
shell. bRoot-mean-square deviation.
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KNO2 was adjusted according to the EPR and RR studies to
minimize the formation of NO before the crystals were frozen.

The crystals diffracted to 1.4 Å resolution (Table 4), and the
structure was determined by the molecular replacement method
based on the model of the already published NP4 structures. The
overall fold (see Figure S3 of the Supporting Information) was
very similar to the established NP4 structures with significant
differences only in the A-B loop region (see below). Figure 6A
displays the electron density map of the heme cofactor and the
ligands. On the upper side of the cofactor, electron density is
observed that can be modeled well by an η1-N coordinated
NO2

-. The Fe-Nnitrite and Fe-Nτ
His59 distances are 1.96 and

2.01 Å, respectively. The imidazoleHis59 plane and the NO2
-

plane are parallel (2� deviation) and oriented along the Cmeso-β-
Cmeso-δ axis, i.e., 37� and 39�, respectively, oriented to the closest
Np-Fe-Np axis. The angle between the ligand planes is nearly
straight [— (Nnitrite-Fe-Nτ

His59) = 179�]. A second NO2
- is

bound to Asp68 and Lys88, a location far from the cofactor and,
therefore, probably simply a consequence of the high NO2

-

concentration under the crystallization conditions (Figure S4 of
the Supporting Information).

ThepH-dependent change in the flexibility of the two loops termed
A-B and G-H in front of the heme cofactor is a major structural
determinant of the NO delivery process of NP4 (43, 45, 46).

Comparisonwith otherNP4 structures revealed thatNP4[NO2
-]

constitutes an open A-B loop conformation that is depicted in
Figure 6B. Like with all NP4 structures, the A-B loop shows a
high degree of flexibility (see Figure S3 of the Supporting
Information) but is still well-defined as can be seen from the
electron density map in Figure S5 of the Supporting Informa-
tion. Furthermore, the crystal symmetry and the crystal
packing did not deviate when the crystals were soaked with
NO2

- (Figure S3 of the Supporting Information) so that A-B
loop rearrangement can be identifed as not being a crystal-
lographic artifact.

TheA-B loop in this case reveals a strong backbone rearrange-
ment, i.e., between Pro33 and Tyr40; as a consequence of this
rearrangement, the side chain of Asp35 moves out of the heme
pocket where Asp34 moves toward the heme pocket, which
further affects the positions of waters in the proximity of the
heme (Figure 6B). Overall, where theA-B loop in themajority of
the NP4 X-ray structures appears in a closed conformation, in
some of the structures an open loop conformation was obtained.
However, although the backbone ofNP4[NO2

-] compares better
with the open A-B loop, this conformation is unique among all
the NP4 structures (see Figure S6 of the Supporting Infor-
mation). Superposition of the structures of NP4[NO2

-] and
NP4[NH3] (PDB entry 1X8P) (43) shows that one of the NO2

-

FIGURE 6: X-ray crystal structure ofNP4 fromR. prolixus soakedwithNO2
- at pH7.4 at 1.4 Å resolution. (A) The 2Fo-Fc electrondensitymap

of the heme cofactor and its ligands is shown.On the upper hemeplane, a nitritemolecule fitswell into the electrondensity contour. (B) Stereoview
of a stick representation of NP4 near the heme pocket and the A-B loop. The possible hydrogen bonds via water molecules (red spheres) are
represented by the dashed lines.
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oxygens is oriented toward the methyl carbons of Val36 with an
Onitrite-CVal36 distance of 3.8 Å. Thus, we can conclude that
electrostatic repulsion may trigger the conformational change of
the A-B loop upon NO2

- binding (Figure S7 of the Supporting
Information). At present, NO2

- is the only structure of NP4
with a charged iron ligand. In contrast, the more hydrophobic
ligands NO and imidazole cause the A-B loop to close, even
at low pH (43, 47). Thus, Val36 seems to play a major role in
the sensing of the ligand and the response of the A-B loop
conformation.

DISCUSSION

Spectral changes in UV-vis absorption spectroscopy upon
binding of NO2

- to NP4 and NP7 are small, although the eye
detects a significant color change. Small absorption differences
are also observed in the case of other ferriheme proteins, namely
metMb, metHb (16, 48), and ferriheme cd1 nitrite reductase
(NiR) (49). The increase in the magnitude of the R- and β-bands
at ∼570 and ∼530 nm, respectively (Figure 1), is a strong
indication for the formation of a FeIII low-spin complex, which
is confirmed by RR and EPR spectroscopy (Figures 4 and 5).
The change in absorptionwas used to follow the binding ofNO2

-

to the proteins (Figure 2). It is important to note that the
formation of the initial complex is faster than the total reaction
represented in Scheme 1 (8). However, UV-vis absorption
spectroscopy is not unambiguous for the identification of the
product because the decrease in the Soret absorption together
with the increase in the magnitude of the R- and β-bands are also
features of the formation of NP4/7[NO]. RR and EPR spectro-
scopy confirm that within the time of the kinetic measurements
no significant amount of {FeNO}6 is formed so that studies of the
initial complex are possible.

In principle, the NO2
- anion can coordinate in three different

orientations to the metal center of a porphyrin, i.e., the η1-N
bound nitro form and in the η1-O and η2-O bound nitrito
forms (50, 51). In synthetic iron porphyrins, the N-bound form
was found to be significantly more stable (42), although the
five-coordinate complex of [Fe(meso-tetra-p-tolylporphyrinato)-
(η1-ONO)] was obtained (52). However, upon addition of a sixth
coordinating ligand, theη1-O liganded complex readily converted
into the η1-N species (52, 53). An examination of the few X-ray
structures of ferriheme proteins in complex with NO2

- reveals
that the η1-N complex appears in most cases, i.e., Thiosphera
panthotrophaNiR (54), Thioalkalivibria nitratireducensNiR (55),
Wollinella succinogenes NiR (56), and E. coli sulfite reductase
hemoprotein (SiRHP) (57). Of these examples, only T. pantho-
trophaNiR has a His trans to NO2

-, but a hydroheme (heme d1)
is located in the active site (54). Where, in contrast, the two other
NiR forms have a heme c, the iron in these cases is coordinated
by Lys (55, 56). Finally, SiHRP also contains a hydroheme
(siroheme), but the iron coordination is performed by a very
unusual Cys-[Fe4S4]cluster ligand (57). Thus, it appears that this is
the first report of an η1-N coordinated NO2

- complex of a fully
unsaturated heme inside a protein coordinated by a His residue.

Like NPs, Mb and Hb coordinate a heme b via a His residue.
However, for both proteins it has been confirmed by X-ray
crystallography that the proteins stabilize the FeIII-η1-ONO-

complex (10, 58), which is currently the only example of a stable
porphyrin (N-base-FeIII-η1-ONO-). A recent examination of
site-specific mutants in combination with X-ray crystallography
experiments revealed that the NO2

- orientation in metMb is

dictated by the surrounding residues (11). The X-ray crystallo-
graphic analysis of NP4[NO2

-] clearly shows the formation of
an η1-N bound NO2

-. The fact that ferrihemes in general prefer
the η1-N coordination principally suggests the formation of
NP[FeIII-η1-NO2

-]. This is further supported by the recent
finding that mutation of the distal pocket residue His64 to Val
in Mb disrupts the formation of the nitrito complex where
insertion of another H bonding residue, i.e., Mb(H64V,V67R),
restored the formation ofMb[FeIII-η1-ONO-]. Itwas concluded
that the presence of anHbonding side chain in the heme pocket is
crucial for this particular NO2

- orientation (11). However, the
heme pocket ofNPs is characterized by the presence of numerous
carboxylate residues concomitant with a lack of positively
charged side chains (29), so that a stabilization of a nitrito ligand
is not to be expected in NPs.

cw-EPR spectroscopy of NP4/7[NO2
-] reveals the formation

of a low-spin complex (S= 1/2). RR spectra further indicate the
presence of a six-coordinate complex, i.e., the His59/60 on. This
cannot be established from the EPR spectra per se because five-
coordinate nitro complexes usually also exhibit a low-spin
complex (59, 60). The EPR parameters of two well-characterized
model hemes, [Fe(TpivPP)(η1-NO2)(py)] and [Fe(TpivPP)(η1-NO2)-
(ImH)], are included in Table 3 (42). Like the proteins discussed
here, these compounds exhibit π-donor base ligands trans to
NO2

-. Calculation of the rhombicity parameter V/Δ assuming
the conventional coordination system, which suggests that the
principle magnetic axis (assigned to z) is along the heme normal
(i.e., gz= g1, gy= g2, and gx= g3), results in values exciding the
V/Δ= 2/3 threshold (40, 42). This might suggest a change in the
direction of the principal magnetic axis where others ascribe this
large rhombicity to the good π-acceptor and σ-donor abilities of
the η1-NO2

- ligand (59). In agreement with the latter, complexes
[Fe(TpivPP)(η1-NO2)2]

- and [Fe(TpivPP)(η1-NO2)(SC6F4H)]-

exhibited V/Δ values of 1.34 (61) and 1.27 (62), respectively.
Consequently, η1-ONO-, which is considered a good σ-donor
but amuchpoorerπ-acceptor (63) in the structurally well-defined
compoundsmetMb[η1-ONO-] andmetHb[η1-ONO-], exhibits a
much smaller rhombicity (Table 3). The large rhombicity ob-
served for NP4 and NP7 strongly supports the formation of a
nitro complex.

Most of the proteins reveal two low-spin components in their
EPR spectra (Figure 5 and Table 3). Where the two sets of g
values of NP7 are rather similar, the divergence between the two
sets of NP4 forms is very large; i.e., the spectrum of LS2NP4

resembles a “large gmax” type of spectrum. It was speculated
earlier that in the case of metHb[η1-ONO-] the two low-spin
species may correspond to either (i) the presence of two
different heme centers in Hb originating from the heterotetra-
mericR2β2 tertiary structure or (ii) the concomitant appearance
of a nitro and a nitrito complex (31). However, (i) two low-spin
species are also observed for many monomeric proteins, and
(ii) there is no support by the X-ray crystal structures of
metHb[η1-ONO-] (10) and metMb[η1-ONO-] (58). Conse-
quently, the origin of the two electronically different species
requires an explanation.

Because EPR spectroscopy is primarily sensitive to the ligand
orientation rather than the nature of the ligand, which was
extensively shown for bis-imidazole-coordinated hemes (41, 64),
the two sets of low-spin signals likely reflect two distinct
orientations of NO2

- bound to the heme iron; thus, LS2NP7,
LS3NP7, and LS3NP4 reflect a close to parallel ligand plane
orientation which is seen in the NP4[NO2

-] structure. In
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contrast, the structurally well-defined model complexes
[Fe(TpivPP)(η1-NO2)(py)] and [Fe(TpivPP)(η1-NO2)(ImH)] ex-
hibit amore perpendicular ligand orientation (Δφ=77� and 69�,
respectively) (42) which results in larger gmax values (41). No-
tably, the alignment of NO2

- with respect to the heme plane is
comparable, i.e., along those meso carbons that orient out of the
normal heme plane toward NO2

- of these nonplanar hemes, and
the Fe-Nimidazole/py and Fe-Nnitrite distances are nearly identi-
cal. In contrast, the “large gmax” type of spectrum LS2NP4 can be
interpreted in terms of a perpendicular ligand plane orientation.
Recently, the pH dependence of theA:B4 ratio in NP2[ImH] was
examined in detail by NMR spectroscopy (pH* 7.0 to
4.0)5 (65, 66). During this study, besides the well-established 1H
resonances originating from A and B, a novel set of resonances
appeared with a decreasing pH, and the corresponding species
was designated B0. B0, which is in slow chemical exchange withB,
so that forB0 aB, k1= 8.0 s-1 and k-1= 1.0 s-1 at pH* 5.5 and
30 �C, was further characterized to have the ImH plane ligand
orientation nearly perpendicular to that of B (66). In accordance
with these observations, the ImH experiments clearly indicate
that the protein provides enough steric freedom for a three-atom
V-shaped molecule to rotate in a fashion similar to that of ImH.
Although B0 was not yet observed in X-ray crystallography,
comparison of the crystal structures available for NP4[ImH] (pH
5.6) (47) and NP2[ImH] (pH 6.5) (67) reasonably explains the
behavior (66). However, this is a very simple explanation that
requires further careful analysis for a detailed understanding of
the electronics of the system.

The kinetic parameters of the reaction depicted in Scheme 2 are
summarized inTable 1 and are compared to the data obtained for
metMb and metHb. It is obvious that the rate of binding (k1) to
NP4/7 is significantly lower compared to those of metMb and
metHb. Interestingly, the rate of the release (k-1) is also
significantly slower, so thatKeq is similar to the globins. Sufficient
fitting of the kinetic traces is achieved only if a double exponential
is applied (Figure 2A,B). However, the linear behavior of the plot
of kobs versus NO2

- concentration suggests the existence of
independent fast and slow processes for both proteins. A similar
model was used in the case of metHb þ NO2

- which can be
explained with the heterotetrameric R2β2 tertiary structure, and
hence the appearance of two distinct heme centers (16). Where
this interpretation does certainly not apply for NP4 and NP7, a
possible explanation may be the presence of two NO2

- binding
modes, i.e., in linear and perpendicular orientation relative to
His59/60. On the other hand, NO2

- was obtained in the crystals
only in the parallel orientation, which, on the basis of EPR
spectroscopy, is favored in NP4 (Table 3), yet this may be due to
the crystallization conditions. Currently, the origin of the two
processes cannot be sufficiently explained, and further experi-
mental work is required.

In summary, X-ray crystallography and spectroscopic data
strongly reveal the formation of the common η1-N bound nitro
complexes in the case of the lipocalin type hemeproteinsNP4 and
NP7 rather than the unusual η1-O nitrito form obtained with the

globin type metHb and metMb. This may, at least in part,
account for the different reactivities observed between the two
classes of proteins. Moreover, differences from the globins are
also seen in themuch slower association rates. On the other hand,
the absence of the nitrite disproportionation reaction with other
ferrihemes at neutral pH infers that this is a specific feature of
nitrophorin structure. Moreover, the equilibration constants for
NO2

- ligand binding, although very small, are comparable to
those of the globins. In the case of Mb and Hb, NO2

- is widely
accepted as a physiological relevant substrate (14, 68). Because
NPs in principle have the same “working environment”, i.e., the
blood, this strengthens the argument that NPs have the potential
to use NO2

- as a substrate in vivo as well.
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