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Recent applications of resonance Raman (RR) spectroscopy in investigations of cytochrome c oxidase (CcO) are
reviewed. Red-excited RR spectra for the fully oxidized “as-isolated” CcO tuned to the ligand-to-metal charge
transfer absorption band at 655 nm exhibit a Raman band at 755 cm ™! assignable to the Voo stretching mode
of a peroxide. Binding of CN ~ diminishes the RR band concomitant with the loss of the charge transfer absorption
band. This suggests that a peroxide forms a bridge between heme a3 and Cug. Time-resolved RR spectroscopy of
whole mitochondria identified a band at 571 cm ™ ! arising from the oxygenated intermediate at At = 0.4, 0.6 and
1.4 ms. Bands at 804 and 780 cm ™! of the P and F intermediates were observed at At=0.6 and 1.4 ms, respec-
tively. The coordination geometries of the three intermediates are essentially the same as the respective species
observed for solubilized CcO. However, the lifetime of the oxygenated intermediate in mitochondria was signif-
icantly longer than the lifetime of this intermediate determined for solubilized CcO. This phenomenon is due
either to the pH effect of mitochondrial matrix, the effect of ApH and/or AW across the membrane, or the effect
of interactions with other membrane components and/or phospholipids. This article is part of a Special Issue
entitled: Respiratory Oxidases.
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1. Introduction

Three-dimensional structures provide the basis for clarifying the
mechanisms of reactions catalyzed by respiratory enzymes. In such
structures, the coordinates of individual atoms can be determined at
resolutions as high as 0.1 A by X-ray crystallography. Vibrational
spectroscopy, on the other hand, determines the energy of vibrational
levels and it is indirectly correlated with the lengths of bonds be-
tween atoms. A correlation between a bond length in a typical mole-
cule and the vibrational frequency of the bond can be determined
from data obtained by vibrational spectroscopy and X-ray crystallog-
raphy. A distance change of 0.01 A (1 pm) or smaller may be detected
by vibrational spectroscopy based on the established correlations (see
below). Such a subtle change in bond length reflects a change in the
electronic state and thus, the reactivity of a functional group. The abil-
ity to provide information with respect to the reactivity of a function-
al group is unique to vibrational spectroscopy and is essential in order
to elucidate the role of the functional group in the reaction mecha-
nism. For example, a linear relationship between the O—O stretching
frequency (Voo/cm™ 1) and the corresponding O—O bond length (roo/
A) (Woo=75098.4-2963.3 xTqo) is observed for a series of different
species of 0, [1,2] (05: 1858 cm ™! and 1.12 A, 0,: 1555cm ™! and
121A, 05:1108 cm~! and 1.28 A, 02™: 760 cm ™~ and 1.49 A) when
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bound to metal complexes. The 0—O and M—O (metal-oxygen) bond
orders are inversely correlated. This is rationalized by variable charge
transfer from the metal to O, through a covalent interaction between
the metal dy, orbital and the in-plane 7" orbital of O,. The degree
of charge transfer serves as the basis of the properties and indicates
the reactivity of the metal-oxygen adduct. In addition, since vibrational
spectroscopy has a time resolution in the picosecond range, it is power-
ful for determining the structure of transient species in chemical reac-
tions. The advantage of such time resolution is that if there are
multiple conformers in a given molecule, the molecule gives multiple
signals originating from the respective conformers. In this case, the
structures of individual conformers could be determined. However,
the three dimensional structure of proteins cannot be determined by
vibrational spectroscopy. For many enzymes, both vibrational spectro-
scopic data and X-ray crystallographic data are now available and this
combination of vibrational spectroscopy and X-ray crystallography is
becoming more and more important for elucidating reaction mecha-
nisms as a result of the advantages of these two techniques.
Respiratory enzymes such as cytochrome c oxidase (CcO) pump
protons across the membrane [3]. The proton pump is driven by the
free energy change accompanied by dioxygen reduction. Respiratory
control is a phenomenon in which the electron transfer rate is affected
by the proton motive force Apij, consisting of the proton concentra-
tion gradient (ApH) and the membrane potential (AY¥). These param-
eters have been regarded as providing physiologically important
control in order to attain the highest efficiency of energy conversion
as a whole. Three quarters of the weight of the inner mitochondrial
membrane is occupied by membrane proteins and thus the
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respiratory protein complexes are interacting with other proteins and
phospholipids. The reactions of the membrane proteins might be af-
fected by these interactions. For solubilized membrane proteins, the
interactions with other proteins and the respiratory control are lost.
Thus, it is desirable to determine the structure and pursue the reaction
of the membrane proteins in situ to clarify the reaction mechanisms
under physiological conditions. However, the development of such a
technique has not yet been attained. The improved RR method has
been applied to whole mitochondria and the oxygen activation reac-
tion by CcO has been successfully detected.

Recent applications of RR spectroscopy to investigations of CcO are
described in this review. The first application is with respect to the
fully oxidized “as-isolated” state. A resonance Raman band assignable
to a peroxide molecule was detected, suggesting a Fe—O~—0~—Cug
structure with an 0—O distance of 1.5 A. The second application is
with respect to the oxygen activation reaction in whole mitochondria.
The results show that essentially the same reaction intermediates are
involved and that the lifetime of the oxygenated intermediate is
significantly longer than that of solubilized CcO. This indicates the
presence of a controlling mechanism in mitochondria which could
be related to respiratory control.

2. Cytochrome c oxidase

Cytochrome c oxidase (CcO) (ferrocytochrome c: oxygen oxidore-
ductase, EC 1. 9. 3. 1) is the terminal component of the mitochondrial
respiratory chain and catalyzes the four electron reduction of dioxygen.
The reduction of dioxygen is coupled with the process of proton pump-
ing across the mitochondrial inner membrane with a stoichiometry of
H*/e ™. Since a single chemical proton is consumed in the mitochon-
drial matrix per electron, a proton concentration difference of 3 is
generated by transfer of 1 electron. A functional unit of bovine CcO
consists of 13 different subunits and its molecular weight is 210 kD
[4]. CcO has four redox-active metal centers: the Cu, site (a binuclear
Cu site), heme a, heme a3 and the Cug. Cup accepts electrons from
cytochrome c and donates them to heme a. Heme a delivers electrons
to the O, reduction site and is proposed to act as the driver of the
proton pump. The O, reduction site is a binuclear metal center con-
sisting of heme as and Cug. The mechanism of dioxygen reduction
and the coupling mechanism between electron transfer and proton
pumping have been extensively studied. The oxygenated species,
the P intermediate, the F intermediate and the O intermediate have
been respectively determined to have Fe—O,, Fe O, Fe O and
Fe—OH units at the heme as site based primarily on the iron-oxygen
stretching (Vee_o) frequencies detected by RR spectroscopy [5-8].

The fully oxidized form of CcO generated under turnover condi-
tions pumps protons upon receiving electrons, while the resting oxi-
dized form does not [9]. Thus, the functions of the two oxidized forms
are distinct from each other and the key to understanding the differ-
ent functions should be found in their different structures. The coor-
dination geometry of the heme as site in the fully oxidized form
under turnover conditions has been determined by RR spectroscopy
to be Fe>™—OH™ [10,11]. However, the coordination geometry
of the resting oxidized form (the fully oxidized “as isolated” form)
was not well established. The presence of a bridging ligand between
heme as; and Cug was postulated based on data obtained by EPR spec-
troscopy [12]. Four electron equivalents should be sufficient for full
reduction of the protein, since there are four redox-active metal cen-
ters in a functional unit of CcO. However, the “as-isolated” form was
shown to require six electron equivalents for full reduction, while
the oxidized form under turnover conditions requires four electron
equivalents [13]. The results suggested that the bridging ligand is per-
oxide (027). The X-ray structure of the resting oxidized CcO showed
an area of electron density comparable to that of two oxygen atoms
[14]. Although the possibility of attributing the electron density to
Cl~ was suggested as an alternative interpretation [15], it was

recently confirmed by an X-ray anomalous dispersion analysis that
the electron density is due to the presence of 05~ [16]. The O—O dis-
tance of the Fe—O~—O0~—Cu;g bridged structure was determined to
be 1.70 A. However, the 0—O bond distance is too long to represent
an ordinary peroxide with a typical 0—O distance of 1.5 A. To our
knowledge, no peroxide species with an O—O bond distance of
1.7 A has been reported. Thus, identifying the factors responsible for
the discrepancy should help to clarify the chemical nature of the
bridging ligand between heme as and Cug.

Fig. 1 depicts RR spectra of the fully oxidized “as-isolated” (A),
fully oxidized “as-isolated” and cyanide-bound CcO (B) and their
difference spectrum (C=A—B) [17]. It is evident in Spectrum 1C
that there is a band at 755 cm™!. This means that the band at
755 cm™ ! for the fully oxidized “as-isolated” form loses its intensity
upon binding of CN™. The inset shows that the absorption band
at 655 nm for fully oxidized “as-isolated” CcO (A’) loses its intensity
upon cyanide binding (B’). The RR scattering was excited at
647.1 nm in resonance with the ligand-to-metal charge transfer tran-
sition at 655 nm [18,19]. The prolonged laser illumination with higher
power (140 mW) diminished the Raman band at 755 cm™ ! due to
photoreduction [20]. The enhancement of only one Raman band at
755cm™ ! in Spectrum 1C indicates that the band arises from a
diatomic molecule, since we expect only one stretching vibration for
a diatomic molecule. These results led to the conclusion that the
band at 755 cm ™! originates from the voo mode of the bridging per-
oxide. If the peroxide resides at a position different from the binuclear
site, then enhancement of the RR band is not expected. There is no RR
band assignable to the Fe—O or Cu—O stretching mode in Spectrum
1C, while both the 0—O0 and Fe—O stretching modes are detectable
for a side-on peroxy and an end-on hydroperoxy Fe-porphyrin
model complexes [21]. Since the RR spectral characteristics of the
Fe—0—O0—Cu type bridging peroxide has not yet been well estab-
lished, the reason of the indetectability of neither the Fe—O nor
Cu—O stretching mode is not clear at present. As mentioned previ-
ously, there is a linear relationship between the O—O stretching
frequency and the O—O bond length [1,2]. Based on the relationship
(Voo =15098.4 — 2963.3 X rop), the rop of the fully oxidized “as-isolated”
CcO was calculated to be 1.47 A, which is close to the bond distance of
an ordinary peroxide, but the value (1.7 A) obtained by X-ray crystal-
lography was significantly larger. The discrepancy between the X-ray
and Raman results might be due to inaccuracies in the X-ray structural
analysis even at 1.8 A resolution [14]. However, the '®0,-isotopic
substitution effects on the RR spectra have not been confirmed because
the method to prepare the fully oxidized “as-isolated” form from
the fully reduced form under an '80, atmosphere has not been
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Fig. 1. Resonance Raman spectra of fully oxidized “as-isolated” cytochrome c oxidase
(A) and its cyanide adduct (B) excited at 647.1 nm. Spectrum C is the Raman difference
spectrum (A-B). The laser power was 11 mW. The accumulation period for spectra A
and B was 90 min. Spectral features marked with an asterisk are due to emissions of
the Kr* laser used. The inset shows the visible absorption spectra (A’) and (B’) for
the species corresponding to Raman spectra (A) and (B), respectively. (Reproduced
with permission from Sakaguchi et al., Ref. [17]).
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