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I. Introduction
The field of bioinorganic chemistry is at a propi-

tious stage of development. Ever more complex
metallobiomolecules are isolated and purified, physi-
cal methodologies and attendant theories probe even
more deeply into the intricacies of electronic structure
and structural dynamics, chemical syntheses of pro-
tein and metal coordination units become more
sophisticated, and biochemical syntheses with site-
directed mutagenesis disclose functions of specific
amino acid residues. Inasmuch as explication of
function is the ultimate investigative goal of any
biological process, and function is inseparable from
geometric structure, the ever-increasing crystallo-
graphic database of protein structure assumes an
even greater significance. One need only contem-
plate the active-site structures of, inter alia, such
complex molecules as nitrogenase,1 cytochrome c
oxidase,2,3 sulfite reductase,4 and ceruloplasmin5

reported within the last four years, to recognize that
these can now be conceived at a molecular level of
detail. For present purposes, a protein-bound metal
site consists of one or more metal ions and all protein
side chain and exogenous bridging and terminal
ligands that define the first coordination sphere of
each metal ion. Such sites can be classified into five
basic types with the indicated functions:

(i) structuralsconfiguration (in part) of protein
tertiary and/or quaternary structure;

(ii) storagesuptake, binding, and release of metals
in soluble form;

(iii) electron transfersuptake, release, and storage
of electrons;

(iv) dioxygen bindingsmetal-O2 coordination and
decoordination;

(v) catalyticssubstrate binding, activation, and
turnover.

We present here a classification and structure/
function analysis of native metal sites based on these
functions, where v is an extensive class subdivided
by the type of reaction catalyzed (dismutases, oxi-
dases and oxygenase, nitrogenases and hydrogen-
ases, oxotransferases, hydrolases, and others). In
order to restrict the scope of information presented
to a manageable size, sites containing heme and
corrin units have been excluded with only several
exceptions. Here, structure refers primarily to crys-
tallographic information. Not included in the tabula-
tions of site structures which follow are (partial)
structural deductions from X-ray absorption spec-
troscopy, NMR, and other spectroscopic techniques.
Within this purview, coverage of the various site
types is extensive, but not exhaustive. The purpose
of this exposition is to present examples of all types
of sites and to relate, insofar as is currently feasible,
the structure and function of selected types. Func-
tional aspects of the latter and other sites are the
subjects of accompanying contributions in this issue.
We largely confine our considerations to the sites
themselves, with due recognition that these site
features are coupled to protein structure at all levels.
In the next section, the coordination chemistry of
metalloprotein sites and the unique properties of a
protein as a ligand are briefly summarized. In
section III, structure/function relationships are sys-
tematically explored and tabulations of structurally
defined sites presented. Other compilations of met-
alloprotein structures have been made earlier.6 Fi-
nally, in section IV, future directions in bioinorganic
research in the context of metal site chemistry are
considered. Throughout, it will be evident that a
high-resolution metalloprotein structure provides the
initial point for penetrating the complexities of site
function. But as such, it is only the beginning, and
not the end, of any inquiry into function.

II. Metallobiomolecules as Elaborated Inorganic
Complexes

Of the 4048 protein crystal structures contained
in the Brookhaven Protein Data Bank as of December
1995, 2123 (52%) contain metals (excluding weakly
bound metals such as sodium).7 This count includes
proteins and enzymes with heme and corrin groups
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and is biased by the inclusion of mutated forms of
certain metallobiomolecules and structures of the
same enzyme with different substrates and inhibi-
tors. Nonetheless, the pervasiveness of metals in
biology is impressive. It has been variously esti-
mated that approximately one-third of all proteins
and enzymes purified to apparent homogeneity re-
quire metal ions as cofactors for biological function.

Metals which occur in the five types of sites above,
or can be substituted for the native constituent, are
“biological” metals. This set includes magnesium,
calcium, all members of the first transition series
(excluding scandium, titanium, and chromium), and
molybdenum, tungsten, cadmium, and mercury.
These metals and their ligands constitute prosthetic
groups that usually are covalently bound to the
polypeptide backbone by endogenous ligands pro-
vided by amino acid side chains. As initial examples,
consider the structures of the electron-transfer pro-
teins plastocyanin and rubredoxin in Figure 1. Shown
are the single-chain protein structures and, in mag-
nified form, the [CuII(N‚His)(S‚Met)(S‚Cys)] and [FeIII-
(S‚Cys)4] active sites. These depictions illustrate the
protein structures which, although somewhat com-
plicated, reduce in each case to a spatially correlated
tetradentate ligand. Protein structure and environ-
ment modulate properties such as electronic struc-
ture, redox potential, and detailed stereochemistry,
some or all of which in the general case will depart
from the intrinsic value of the coordination unit
removed from the protein and allowed to relax to its
energy minimum. It is in this sense that a metallo-
biomolecule is an elaborated metal complex. In this
section, we focus on metal ion active sites and
consider the properties of the protein as a unique
ligand.

A. Coordinated Ligands
It is important first to recognize metallobiomol-

ecules in which a metal is enclosed by a macrocylic
ligand that forms the equatorial plane of coordina-
tion. These include heme and corrin units, which
may be either covalently or noncovalently (through
hydrophobic interactions) bound to the protein. For
these prosthetic groups, the intrinsic properties of the
metal are strongly coupled to those of the macrocycle,
primarily through extensive delocalization of d orbit-
als into the π-orbital network of the ring. In par-
ticular, the iron site in a heme can have very different
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electronic and reactivity properties relative to an iron
center in a non-heme environment. Macrocyclic
active sites which fulfill functions iii-v above are
pervasive in biology and form a group of active sites
so large and diverse as to require a separate treat-
ment. Such sites are included here only when part
of a larger metal-containing assembly with non-heme
components.

Proteins coordinate metal ions with nitrogen, oxy-
gen, and sulfur endogenous biological ligands, which
are summarized in Table 1. Amido, amidato, amino,
carbonyl, and carboxylate ligands are located at the
C- or N-termini of the polypeptide chain, within the
chain itself (except for amino and carboxylate), and
in side chains. The remaining ligands occur exclu-
sively in side chains. Protic acids coordinate as
anions; from the tabulated pKa values, only carbox-
ylate is available in a substantially deprotonated

form around neutral pH. These values are generally
expected to vary by about 1 log unit in proteins,
owing to dielectric and local electrostatic effects
(except if a protein conformational change is coupled
to a deprotonation reaction).8 Metals can of course
bind ligands at pH values well below their pKa’s. For
example, coordination at the unprotonated nitrogen
atom of the imidazolyl group lowers the pKa of the
protonated nitrogen by about 2 log units due to an
inductive effect (vide infra). Competition of a second
metal ion with the proton in CuZn superoxide dis-
mutase results in proton displacement and metal
binding. Imidazolate coordinates and bridges two
metal atoms at pH j 4, the effective pKa of the ligand
having been reduced to ca. 3.3.9

The ability of a metal ion to compete effectively
with a proton in ligand binding is dictated in large
measure by the strength of the metal-ligand bond.
Extensive listings of stability constants for ligand
molecules bearing the functionalities in Table 1 with
different metal ions and oxidation states are avail-
able.10 The metal-ligand bond is dependent on the
detailed nature of the valence orbitals of the ligands
as well as the effective nuclear charge and coordina-
tion number and geometry of the metal ion. Pre-
sented in Table 2 is a listing of biological metals
(excluding magnesium and calcium) and certain key
properties, including size,11 spin state, stereochem-
istry, and ligand field stabilization energy12,13 (LFSE)
associated with these variables. Angular data for
metal-ligand bonding and the key orbitals utilized
in bonding by the most important endogenous ligands
are set out in Figure 2.

Amino groups generally bond with the nitrogen
lone pair oriented along the bond axis and have a
strong σ-donor interaction with the metal ion through
an a1 MO comprised of nitrogen 2s and 2pz charac-
ter14 (Figure 2A). Imidazolyl can bind through either
nitrogen atom, with the metal approximately in the
ligand plane and along a trigonal direction of the
coordinating atom.15,16 The dominant bonding inter-
action involves the σ orbital (Figure 2B), which is a
somewhat weaker donor than an amino σ orbital.
This property is reflected in the pKa values for
imidazolium and protonated amine (Table 1). Imi-
dazolyl also has potential π-donor interactions through
the out-of-plane π1 and π2 MO’s;17 however, these are
relatively limited interactions as the coefficient of the
coordinating nitrogen orbital in the MO is small
(particularly for π1). Amides are usually found to
coordinate through the carbonyl oxygen atom, al-
though deprotonation at high pH can lead to amidato
ligation.18 Metal ions tend to coordinate in the ligand
molecular plane with a M-O-C angle of 140-170°.
The dominant covalent interaction, which should
increase as this angle decreases, involves σ donation
from the πip MO (Figure 2C), which is mostly an
oxygen p orbital perpendicular to the CO bond and
in the molecular plane.19

Metal ions can coordinate to carboxylate in either
a bidentate or syn/anti monodentate mode15,16,20

(Figure 2D). Of the monodentate possibilities, the
anti arrangement is least frequently observed. The
dominant σ-donor bonding interactions involve the
3b1 and 4a1 orbitals, which are the highest energy

Table 1. Endogenous Biological Ligands†

coordinating group
nomenclaturea

(examples) pKa
b

N-Donors
amino: side chain H2Nε‚Lys 9-11c

N-terminus H2N‚X (any residue)
amido: backbone (-NHC(O)-) HN‚X (any residue) J13

side chain (-C(O)NH2) HNγ‚Asn, HNδ‚Gln
amidato: backbone (-N-C(O)-)- -N‚X (any residue)

side chain (-C(O)NH)- -Nγ‚Asn, -Nδ‚Gln

N NH

CH2
–

imidazolyl
N‚His J14d

N N

CH2
–

imidazolato
-N‚His

HN

H2N
NHCH2

–guanidine
H2Nδ‚Arg >12e

O-Donors
carbamate O2CNH‚Lys
carboxylate: side chain O2Cγ‚Asp, O2Cδ-Glu 4-5

C-terminus O2C‚X (any residue)
carbonyl: side chain OCγ‚Asn, OCδ‚Gln

backbone OC‚X (any residue)
phenol HO‚Tyr 10
phenolate O‚Tyr
hydroxyl HO‚X (X ) Ser, Thr) J14
olate O‚X (X ) Ser, Thr)

S-Donors
thioether S‚Met
thiol HS‚Cys 8-9
thiolate S‚Cys
disulfide SS‚Cys (cystine)

† In the text and Tables 5-13, coordinated ligands are
designated using the above nomenclature. In formulas of
metal coordination units, ligands are written with the donor
atom near to the metal. When sites are bridged, terminal
ligands are placed before and after the metals and bridging
ligands between. Oxidation states of metals are indicated as
necessary or when known. While certain protein ligands are
negative, the inclusion of a negative charge in a formula is
reserved for amidato and imidazolato ligands in order that
they may be immediately distinguished from amido and
imidazolyl, respectively. a X ) amino acid residue; side chain
C-atom designation:

NH

CO

Cα–Cβ–Cγ–Cδ–Cε

–

–
b Approximate values in proteins; actual values may vary with
protein environment. c -NH3

+ form. d Imidazolium pKa 6-7.
e -HNC(NH2)2

+ form.
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valence orbitals. Their contributions vary with co-
ordination mode. The 1b2 orbital can generate rela-
tively strong π-donor interactions.21 Phenolate tends
to bind metals with M-O-C bond angle of 110-140°.
The bonding dominantly involves donor interactions

of the two oxygen p orbitals perpendicular to the C-O
axis (πop, πip, Figure 2E), the 2pz orbital along the axis
being strongly involved in σ bonding to the carbon
atom. The two π-type orbitals are split in energy
because of differences in conjugation to the ring. They

Figure 2. Bonding interactions for endogenous ligands: (top) typical metal-ligand angular orientations; and (bottom)
important ligand valence orbitals involved in bonding; orbitals are shown in order of increasing energy.
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Table 2. Biologically Relevant Metal Ions

metal
common

oxidation states dn d shell Zeff
a

common
coord. no.

effective
geometryb

spin state
(S)

ionic radiic

(Å)
LFSEd

(∆o)

V +2 d3 4.30 6 Oh
3/2 0.79 -1.200

+3 d2 4.65 6 Oh 1 0.64 -0.800
[VO]2+ +4 d1 5.00 5 C4v

1/2 0.53 -0.400
6 Oh

1/2 0.58 -0.400
[VO2]+ +5 d0 11.75e 6 Td 0 0.50 0.000

Mn +2 d5 5.60 4 Td
5/2 0.66 0.000

5 D3h
5/2 0.75 0.000

6 Oh
1/2 0.67 -2.000

Oh
5/2 0.83 0.000

+3 d4 5.95 5 C4v 2 0.58 -0.914
D3h 2 -0.708

6 Oh 1 0.58 -1.600
Oh 2 0.65 -0.600

+4 d3 6.30 4 Td
3/2 0.39 -0.356

6 Oh
3/2 0.53 -1.200

Fe +2 d6 6.25 4 Td 2 0.63 -0.267
D4h 2 0.64 -0.514

5 C4v 2 -0.457
D3h 2 -0.272

6 Oh 0 0.61 -2.400
Oh 2 0.78 -0.400

+3 d5 6.60 4 Td
5/2 0.49 0.000

5 C4v

5/2 0.58 0.000
3/2 -1.371

6 Oh
1/2 0.55 -2.000

Oh
5/2 0.65 0.000

+4 d4 6.95 6 Oh 1 0.59 -1.600

Co +2 d7 6.90 4 Td
3/2 0.58 -0.514

5 C4v 3/2 0.67 -0.914
D3h -0.544

6 Oh
1/2 0.65 -1.800

Oh
3/2 0.75 -0.800

+3 d6 7.25 6 Oh 0 0.55 -2.400
Oh 2 0.61 -0.400

Ni +2 d8 7.55 4 Td 1 0.55 -0.800
D4h 0 0.49 -2.684

5 C4v 1 -1.000
C4v 0 0.63 0.000
D3h 1 -0.626
D3h 0 0.000

6 Oh 1 0.69 -1.200
+3 d7 7.90 4 D4h

1/2 -2.684
5 C4v

1/2 -1.914
6 Oh

1/2 0.56 -1.800
Oh

3/2 0.60 -0.800
+4 d6 8.25 6 Oh 0 0.48 -2.400

Cu +1 d10 7.85 2 linear 0 0.46 0.000
3 trigonal 0 0.000
4 Td 0 0.60 0.000
6 Oh 0 0.77 0.000

+2 d9 8.20 4 Td
1/2 0.57 -0.178

D4h
1/2 -1.456

5 C4v
1/2 0.65 -0.914

D3h
1/2 -0.708

6 Oh
1/2 0.73 -0.600

+3 d8 8.55 6 Oh 1 0.54 -1.200

Zn +2 d10 8.85 4 Td 0 0.60 0.000
5 C4v 0 0.68 0.000D3h

6 Oh 0 0.74 0.000

Cd +2 d10 8.85 4 Td 0 0.78 0.000
5 C4v 0 0.87 0.000D3h

6 Oh 0 0.95 0.000

Hg +2 d10 8.85 2 linear 0 0.69 0.000
4 Td 0 0.96 0.000
6 Oh 0 1.02 0.000
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are further affected by differences in bonding to the
metal, which (as with alkoxide and thiolate) is
dependent on the M-O-C angle. For both alkoxide
(Figure 2F) and thiolate (Figure 2G), the dominant
valence orbitals involved in bonding are also the two
heteroatom p orbitals which are perpendicular to the
C-O/S bond, the oxygen orbitals having more 2s
character due to hybridization. These orbitals are
degenerate in the free base, but split in energy into
π and pseudo-σ levels upon bonding to a metal with
a M-O/S-C angle less than 180°.22 The π orbital is
perpendicular to the M-O/S-C plane, while the
pseudo-σ orbital is in the plane with its lobe pointed
toward the metal ion but not necessarily along the
bond axis unless the M-O/S-C angle is close to 90°.
The M-O/S-C angles of metal alkoxides are gener-
ally in the range 110-140° while those of metal
thiolates are mainly 100-120°.23 Thioether ligands
(Figure 2H) are often found to bind the metal ion
below the molecular plane and approximately 40° off
the plane normal.15,16 Two valence orbitals are
involved in bonding. The b1 and a1 orbitals are p
orbitals on the sulfur atom perpendicular to and
largely in the ligand plane, respectively; the latter
has significant amplitude in the direction of the
bonding metal ion. Also included in the list of
endogenous ligands (Table 1) is carbamylated lysine,
which has recently been found in the active sites of
a binuclear cadmium phosphoesterase24 and in the
binuclear nickel site of urease.25 While occasionally
postulated, there are no structurally proven cases of
coordinated guanidine or disulfide.

Metal-ligand bonding in metallobiomolecules is
dominated by ligand σ- and π-donor interactions,
with neutral ligands behaving mostly as σ donors.
Endogenous ligands are not π acceptors to any
significant degree. For metal centers with low effec-
tive nuclear charges (Table 2), their d orbitals can
be relatively high in energy and more extended
spatially, thereby potentially available for π-bonding
interactions with unoccupied low-lying valence orbit-
als on neutral ligands. Imidazolyl π* orbitals and
thioether σ* orbitals might participate in back-

bonding, but such interactions lack convincing dem-
onstration. Anionic ligands are stronger σ and π
donors. In some instances, ligand-metal donor
interactions can be highly covalent, with the cova-
lency greatly influencing the reactivity of the metal
center. Charge-transfer (CT) transitions are a direct
probe of ligand-metal bonding. The presence of low-
energy CT bands indicates that the ligand valence
orbitals are close in energy to metal d orbitals, a
situation that favors covalent bonding. (Note that
the bonding interaction between metal and ligand
orbitals is proportional to HML

2/∆E, where HML is the
metal-ligand resonance integral, which increases
with increasing orbital overlap, and ∆E is the energy
difference between metal and ligand orbitals.) The
extent of electron donor interactions of a ligand with
a metal can be quantified by the intensity of the
corresponding CT transition.26 As the donor interac-
tion of a ligand with a metal increases, the amount
of metal character mixed into the occupied ligand
orbital increases; i.e., Ψ′L ) (1 - R2)1/2ΨL + RΨM,
where R2 quantitates the ligand donor strength.
Reciprocally, the metal d orbital obtains ligand
character due to covalency: Ψ′M ) (1 - R2)1/2ΨM -
RΨL. The ligand-to-metal CT transition corresponds
to the Ψ′L f Ψ′M excitation (LMCT), which leads to
a simple expression for the CT intensity as propor-
tional to R2. Metal sites with thiolate, phenolate, and
the exogenous ligands oxide and sulfide exhibit
intense low-energy CT transitions which dominate
their absorption spectra. These are highly covalent
sites, with attendant influences of covalency on
physical properties and reactivity.

Ligands not derived from proteins are considered
exogenous and are listed in Table 3 together with
their pKa values. The most ubiquitous ligands of this
type are water, hydroxide, oxide, and sulfide. Also
included are certain other ligands not necessarily
found in native sites. These are buffer components
that can ligate (acetate, phosphate), spectroscopic
probes (azide, carbon monoxide, cyanide), and sub-
stitutes for native binding groups (ammonia, acetate,
pyridine). Water is of course the most frequent

Table 2 (Continued)

metal
common

oxidation states dn d shell Zeff
a

common
coord no.

effective
geometryb

spin state
(S)

ionic radiic

(Å)
LFSEd

(∆o)

Mo +3 d3 5.30 6 Oh
3/2 0.69 -1.200

+4 d2 5.65 6 Oh 1 0.65 -0.800
+5 d1 6.00 4 Td

1/2 0.46 -0.600
[MoO]3+ 5 C4v

1/2
6 Oh

1/2 0.61 -0.400
+6 d0 12.75e 4 Td 0 0.41 0.000

[MoO2]2+ 6 Oh 0 0.59 0.000

W +4 d2 5.65 6 Oh 1 0.66 -0.800
[WO]3+ +5 d1 6.00 5 C4v

1/2
6 Oh

1/2 0.62 -0.400
+6 d0 12.75e 4 Td 0 0.42 0.000

5 C4v 0 0.51 0.000
[WO2]2+ 6 Oh 0 0.60 0.000

a Calculated using Slater’s rules,11a a more elaborate calculation of effective nuclear charges by Clementi and Raimondi11b

allows for the calculation of Zeff for core orbitals as well. b Symmetry designations are used to denote usually observed geometries
as follows: Oh, octahedral; Td, tetrahedral; C4v, square pyramidal; D3h, trigonal bipyramidal; and D4h, square planar. c Ionic radii
as tabulated by Shannon.11c “Effective ionic radii” are a more accurate measurement and can be obtained by adding 0.14 Å to the
cation radii given in this table. d ∆o ) 10 Dq which is the splitting of the t2g/eg sets of d orbitals by an octahedral ligand field.
These stabilization energies were obtained using the method of Ballhausen and Jørgensen12 assuming B2 ) 2B4. e Zeff for an np
electron.
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exogenous ligand. It is not uncommon in protein
crystal structures to be unable to decide if water or
hydroxide is coordinated to a metal. Provided the
number and type of metal-oxygen interactions are
not too large, M-O and M-OH bonds, whose bond
length difference is usually 0.1-0.2 Å, can sometimes
be distinguished by EXAFS. Coordination of water
results in a substantial lowering of its pKa value
because the inductive effect of a bound cation further
polarizes the O-H bond, a behavior that increases
as the effective nuclear charge of the metal ion
increases and its radius decreases (Table 2). For
divalent ions of the first transition series, the first
pKa values of bound water are 8-11.27 Exact data
are dependent on ionic strength; typical values are
9.5 for [Fe(OH2)6]2+ and 8.0 for [Cu(OH2)6]2+. The
trivalent ion [Fe(OH2)6]3+ is considerably more acidic,
with a representative pKa of 2.3.27 Because of proton
and metal ion competition for the conjugate base form
of a ligand, at and below the ligand pKa the observed
binding constant K′ will be reduced relative to the
stability constant K as the pH is lowered (K′ ) K(1
+ [H+])/KHL, where KHL is the acidity constant of the
ligand).28 While this behavior obviously applies to
any monobasic ligand, it is worth noting that the
extent of binding of an exogenous ligand added as,
e.g., a metal site probe, will in general be pH
dependent. The frequent occurrence of oxo and
sulfido bridges and terminal ligands arises from the
enhanced acidities of their conjugate acids when
coordinated to sufficiently oxidized metal ions, to-
gether with the considerable bond strengths associ-
ated with binding these intensely nucleophilic dian-
ions. Thus one finds in metallobiomolecules the
bridging units FeIII-O-FeIII and FeIII-S-FeIII,II, inter
alia. The terminal oxo and oxo-sulfido groups
MoIV,V,VIO, MoVIO2, and MoVIOS are expected to
intervene in the catalytic cycles of molybdenum

oxotransferases.29,30 Oxo and sulfido ligands form
multiple bonds with metal atoms and usually mani-
fest intense low-energy LMCT absorptions; their
bonding interactions should be considered as highly
covalent. Finally, exogenous ligands of great impor-
tance are the substrate molecules in catalysis. Defi-
nition of enzyme-substrate complexes and identifi-
cation of intermediates along the reaction coordinate
to product are required for detailed elucidation of any
catalytic mechanism on a molecular level.

B. Unique Properties of a Protein Ligand

Having considered features of proteins as ligands
at localized metal sites, we turn attention to some of
the unique aspects of protein structure as a whole
that are critical to function. As may be seen even
from the small proteins in Figure 1, protein molecular
architecture is rather complex. Some or all of it has
been evolved to promote function, which for metal-
lobiomolecules is intimately coupled to the nature of
the active site. Protein molecular weights usually
fall in the 2-200 kD range, with the majority of
metallobiomolecules and their subunits being under
100 kD. We consider next some of the more well-
defined roles of protein structure in function, using
as examples certain metallobiomolecules that are
described in section III. Because this article deals
primarily with metal sites in proteins, and not with
protein structure and interaction at all levels, our
considerations are necessarily illustrative and brief
and are made with the aid of the schematic presenta-
tions in Figure 3.

1. Cooperativity and Allosteric Interactions

Arthropod hemocyanin (Figure 3A) contains one
coupled binuclear copper center per 70 kD subunit.
Six subunits R aggregate to form a hexamer, and
eight hexamers combine to form the whole molecule
with 48 binuclear copper sites. Salt bridges hold the
hexamers together, affording the quaternary struc-
ture [R6]8.31,32 Dioxygen binding to the deoxy (Cu(I))
sites in a number of subunits changes the quaternary
structure of whole protein such that the affinity of
the remaining sites for dioxygen is enhanced (a
homotropic allosteric effect). Calcium also binds to
the protein, changing the intersubunit interactions
and thus the O2 affinity (a heterotropic allosteric
effect). As in the case of hemoglobin, the cooperative
interactions must be mechanically transmitted by
protein quaternary and ternary structure, but exactly
how this occurs is not well understood.

2. Organization of Sites in Multicenter Enzymes

Ascorbate oxidase catalyzes the reduction of dioxy-
gen to water (O2 + 4H+ + 4e- f 2H2O) using
reducing equivalents derived from the oxidation of
ascorbate to dehydroascorbate. The X-ray structure
of the enzyme33 reveals an electron transfer site and
a trinuclear copper active site (Figure 3B). It indi-
cates that electrons derived from the organic sub-
strate enter the protein through a histidyl residue
at the surface of the protein which is a ligand at a

Table 3. Exogenous Biological Ligands

ligand pKa
a,b

acid-base H2O/OH-/O2- c 14.0, ∼34
HCO3

-/CO3
2- 10.3

HPO4
2-/PO4

3- 12.7
HO2/O2

- 4.9
HCO2

- 3.8
CH3CO2

- 4.7
HO2

- 11.6
NH3 9.3
imidazole 7.0
pyridine 5.3
N3

- 4.8
-NCO- 3.7
-NCS-, -SCN- 1.0, -1.9
NO2

- 3.3
HSO3

-/SO3
2- 7.0

HCN/CN- 9.3
H2S/HS-/S2- c 7.0, 12
F-, Cl-, Br-, I- 3.5, -7, -9, -11

neutral O2, CO, NO, RNC, N2
N-heterocycles chlorins, corrins, hemes,

isobacteriochlorins
cofactors pterins, R-ketoglutarate

a Values refer to aqueous solution, 20-25 °C. b When a
single species is listed, the value is that of the conjugate acid,
which does not function as a ligand. c Oxide and sulfide usually
occur as bridging ligands. In general, bridging ligands do not
exchange, or exchange relatively slowly, with solvent or other
exogenous ligands.
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Figure 3. Illustrations of possible roles of protein ligands in biological function: (A) cooperativity and allosteric interactions;
(B) organization of sites in multicenter enzymes; (C) specific surface recognition sites and superexchange pathways for
electron transfer; (D) channels for substrate and small molecule access to active site; (E) hydrophobic environment; (F)
additional residues in protein pocket for substrate binding and activation; (G) specific charge and hydrogen-bonding residues
near the site to assist catalysis; (H) stabilization of reactive ligands and imposition of an entatic or rack state. For each
role, a specific protein or enzyme is cited.

Aspects of Metal Sites in Biology Chemical Reviews, 1996, Vol. 96, No. 7 2247

+ +



T
ab

le
4.

S
p

ec
tr

os
co

p
ic

M
et

h
od

s
in

B
io

in
or

ga
n

ic
C

h
em

is
tr

y

m
et

h
od

a
pa

ra
m

et
er

s
ti

m
e

sc
al

eb
in

fo
rm

at
io

n
co

n
te

n
t

re
fs

G
ro

u
n

d
-S

ta
te

M
et

h
od

s
m

ag
n

et
ic

su
sc

ep
ti

bi
li

ty
m

ol
ec

u
la

r
g

va
lu

e
(g

),
ax

ia
l(

D
)

an
d

rh
om

bi
c

(E
)

ze
ro

fi
el

d
sp

li
tt

in
g

(Z
F

S
),

ex
ch

an
ge

in
te

ra
ct

io
n

(J
)

c
n

u
m

be
r

of
u

n
pa

ir
ed

el
ec

tr
on

s/
gr

ou
n

d
sp

in
st

at
e;

pr
ob

es
gr

ou
n

d-
st

at
e

w
av

e
fu

n
ct

io
n

at
lo

w
re

so
lu

ti
on

;d
ef

in
es

an
ti

fe
rr

om
ag

n
et

ic
an

d
fe

rr
om

ag
n

et
ic

in
te

ra
ct

io
n

s
be

tw
ee

n
m

et
al

ce
n

te
rs

;q
u

an
ti

ta
te

s
gr

ou
n

d
su

bl
ev

el
sp

li
tt

in
gs

on
th

e
or

de
r

of
kT

43
-

45

M
ös

sb
au

er
qu

ad
ru

po
le

sp
li

tt
in

g
(∆

E
Q
),

is
om

er
sh

if
t

(δ
),

m
et

al
h

yp
er

fi
n

e
(A

im
),

J
,g

,D
,E

10
-

7
s

fo
r

57
F

e
si

te
s:

ox
id

at
io

n
an

d
sp

in
st

at
e;

ch
em

ic
al

en
vi

ro
n

m
en

t;
el

ec
tr

ic
fi

el
d

gr
ad

ie
n

t;
oc

cu
pa

ti
on

of
d

le
ve

ls
;d

eg
re

e
of

va
le

n
ce

de
lo

ca
li

za
ti

on
in

m
ix

ed
-v

al
en

ce
sy

st
em

s

46
,4

7

el
ec

tr
on

pa
ra

m
ag

n
et

ic
re

so
n

an
ce

(E
P

R
)

g i
(i
)

x,
y,

z)
,A

im
,l

ig
an

d
su

pe
rh

yp
er

fi
n

e
(A

il ),
D

,E
,J

10
-

8
s

u
su

al
ly

fo
r

od
d

el
ec

tr
on

m
et

al
si

te
s:

pr
ob

es
gr

ou
n

d-
st

at
e

w
av

e
fu

n
ct

io
n

at
h

ig
h

re
so

lu
ti

on
;d

et
er

m
in

at
io

n
of

at
om

ic
or

bi
ta

ls
on

m
et

al
an

d
li

ga
n

ds
co

n
tr

ib
u

ti
n

g
to

th
e

M
O

co
n

ta
in

in
g

th
e

u
n

pa
ir

ed
e-

fr
om

el
ec

tr
on

-n
u

cl
ea

r
h

yp
er

fi
n

e
co

u
pl

in
g;

L
F

sp
li

tt
in

gs
vi

a
an

is
ot

ro
pi

c
g

an
d

Z
F

S
te

n
so

rs
;d

et
er

m
in

es
li

ga
n

d
bo

u
n

d
to

th
e

m
et

al
si

te
fr

om
su

pe
rh

yp
er

fi
n

e
co

u
pl

in
g;

pr
ob

es
ex

ch
an

ge
in

te
ra

ct
io

n
in

co
u

pl
ed

sy
st

em
s

by
re

so
n

an
ce

li
n

e
po

si
ti

on
(J

<
kT

)
or

va
ri

ab
le

te
m

pe
ra

tu
re

an
d

re
la

xa
ti

on
st

u
di

es
(J

>
kT

)

48
-

50

el
ec

tr
on

-n
u

cl
ea

r
do

u
bl

e
re

so
n

an
ce

(E
N

D
O

R
)

A
im

,A
il ,

qu
ad

ru
po

le
te

n
so

r
(P

i),
n

u
cl

ea
r

Z
ee

m
an

sp
li

tt
in

g
(g

n
� n

H
)

10
-

7
s

co
m

bi
n

es
th

e
se

n
si

ti
vi

ty
of

E
P

R
an

d
th

e
h

ig
h

re
so

lu
ti

on
of

N
M

R
to

pr
ob

e
in

de
ta

il
th

e
li

ga
n

d
su

pe
rh

yp
er

fi
n

e
in

te
ra

ct
io

n
s

w
it

h
th

e
m

et
al

ce
n

te
r

an
d

to
id

en
ti

fy
th

e
sp

ec
if

ic
ty

pe
of

li
ga

n
d

51
,5

2

el
ec

tr
on

sp
in

ec
h

o
en

ve
lo

pe
m

od
u

la
ti

on
(E

S
E

E
M

)
A

il ,
P

il
10

-
6

s
co

m
pl

im
en

ta
ry

te
ch

n
iq

u
e

to
E

N
D

O
R

fo
r

m
ea

su
ri

n
g

ve
ry

sm
al

l
el

ec
tr

on
-n

u
cl

ea
r

h
yp

er
fi

n
e

co
u

pl
in

gs
53

n
u

cl
ea

r
m

ag
n

et
ic

re
so

n
an

ce
(N

M
R

)
A

im
,c

h
em

ic
al

sh
if

t,
n

u
cl

ea
r

co
u

pl
in

g
(J

)
10

-
1 -

10
-

8
s

fo
r

pa
ra

m
ag

n
et

ic
pr

ot
ei

n
s:

en
h

an
ce

d
ch

em
ic

al
sh

if
t

re
so

lu
ti

on
,

co
n

ta
ct

an
d

di
po

la
r

sh
if

ts
,s

pi
n

de
lo

ca
li

za
ti

on
,

m
ag

n
et

ic
co

u
pl

in
g

fr
om

te
m

pe
ra

tu
re

de
pe

n
de

n
ce

of
sh

if
ts

54
,5

5

vi
br

at
io

n
al

(R
am

an
an

d
IR

)
en

er
gi

es
(w

it
h

is
ot

op
e

pe
rt

u
rb

at
io

n
),

in
te

n
si

ti
es

an
d

po
la

ri
za

ti
on

s
10

-
13

s
id

en
ti

fi
ca

ti
on

of
li

ga
n

ds
co

or
di

n
at

ed
to

a
m

et
al

ce
n

te
r;

de
te

rm
in

at
io

n
of

M
-

L
an

d
in

tr
al

ig
an

d
vi

br
at

io
n

al
m

od
es

;b
on

d
st

re
n

gt
h

s
fr

om
fo

rc
e

co
n

st
an

ts
56

V
al

en
ce

E
xc

it
ed

-S
ta

te
M

et
h

od
s

el
ec

tr
on

ic
ab

so
rp

ti
on

(A
B

S
)

en
er

gi
es

,i
n

te
n

si
ti

es
,a

n
d

ba
n

d
sh

ap
es

10
-

13
-

10
-

15
s

di
re

ct
pr

ob
e

of
li

ga
n

d
fi

el
d

(L
F

)
an

d
ch

ar
ge

tr
an

sf
er

(C
T

)
ex

ci
te

d
st

at
es

;
en

er
gi

es
an

d
in

te
n

si
ti

es
of

L
F

tr
an

si
ti

on
s

ar
e

a
po

w
er

fu
lp

ro
be

of
m

et
al

si
te

ge
om

et
ry

;C
T

in
te

n
si

ty
an

d
en

er
gi

es
di

re
ct

ly
re

la
te

to
M
-

L
or

bi
ta

lo
ve

rl
ap

an
d

ar
e

th
u

s
a

se
n

si
ti

ve
pr

ob
e

of
M
-

L
bo

n
di

n
g

57

po
la

ri
ze

d
si

n
gl

e-
cr

ys
ta

l
el

ec
tr

on
ic

ab
so

rp
ti

on
(l

in
ea

r
di

ch
ro

is
m

)

sa
m

e
as

A
B

S
pl

u
s

po
la

ri
za

ti
on

in
fo

rm
at

io
n

10
-

13
-

10
-

15
s

po
la

ri
za

ti
on

in
fo

rm
at

io
n

pr
ov

id
es

a
di

re
ct

de
te

rm
in

at
io

n
of

se
le

ct
io

n
ru

le
s

an
d

al
lo

w
s

fo
r

ri
go

ro
u

s
as

si
gn

m
en

ts
ba

se
d

on
gr

ou
p

th
eo

ry
;a

ll
ow

s
co

rr
el

at
io

n
of

sp
ec

tr
al

fe
at

u
re

s
w

it
h

ge
om

et
ri

c
st

ru
ct

u
re

pr
ov

id
in

g
de

ta
il

ed
in

si
gh

t
in

to
th

e
el

ec
tr

on
ic

st
ru

ct
u

re
of

a
m

et
al

io
n

ac
ti

ve
si

te

57

m
ag

n
et

ic
ci

rc
u

la
r

di
ch

ro
is

m
(M

C
D

)
sa

m
e

as
A

B
S

pl
u

s
ci

rc
u

la
r

po
la

ri
za

ti
on

in
du

ce
d

by
ap

pl
ie

d
m

ag
n

et
ic

fi
el

d
(A

-,
B

-,
an

d
C

-t
er

m
s)

an
d

m
ag

n
et

ic
su

sc
ep

ti
bi

li
ty

10
-

13
-

10
-

15
s

gr
ea

te
r

se
n

si
ti

vi
ty

th
an

A
B

S
in

ob
se

rv
in

g
w

ea
k

tr
an

si
ti

on
s

an
d

gr
ea

te
r

re
so

lu
ti

on
du

e
to

di
ff

er
en

ce
s

in
ci

rc
u

la
r

po
la

ri
za

ti
on

;
co

m
pl

im
en

ta
ry

se
le

ct
io

n
ru

le
s

ai
di

n
g

in
as

si
gn

m
en

t
of

el
ec

tr
on

ic
tr

an
si

ti
on

s;
va

ri
ab

le
te

m
pe

ra
tu

re
-

va
ri

ab
le

fi
el

d
(V

T
V

H
)

M
C

D
u

se
s

ex
ci

te
d-

st
at

e
fe

at
u

re
s

to
pr

ob
e

gr
ou

n
d-

st
at

e
su

bl
ev

el
sp

li
tt

in
gs

;
de

te
rm

in
at

io
n

of
gr

ou
n

d
sp

in
st

at
e,

Z
F

S
,a

n
d

g
va

lu
es

58
-

60

ci
rc

u
la

r
di

ch
ro

is
m

(C
D

)
sa

m
e

as
A

B
S

pl
u

s
ci

rc
u

la
r

po
la

ri
za

ti
on

du
e

to
as

ym
m

et
ri

c
n

at
u

re
of

m
et

al
si

te
10

-
13
-

10
-

15
s

C
D

di
sp

er
si

on
is

a
si

gn
ed

qu
an

ti
ty

as
in

M
C

D
le

ad
in

g
to

en
h

an
ce

d
re

so
lu

ti
on

ov
er

A
B

S
;c

om
pl

im
en

ta
ry

se
le

ct
io

n
ru

le
in

vo
lv

in
g

m
ag

n
et

ic
di

po
le

ch
ar

ac
te

r
of

a
tr

an
si

ti
on

;a
ll

ow
s

de
te

ct
io

n
of

tr
an

si
ti

on
s

n
ot

re
ad

il
y

ob
se

rv
ab

le
in

ab
so

rp
ti

on

61
,6

2

re
so

n
an

ce
R

am
an

A
-t

er
m

(F
A
)

an
d

B
-t

er
m

(F
B
),

in
te

n
si

ty
pr

of
il

es
,d

ep
ol

ar
iz

at
io

n
ra

ti
os

(F
)

I ⊥
/I
|)

10
-

13
-

10
-

15
s

ex
ci

ta
ti

on
in

to
an

el
ec

tr
on

ic
ab

so
rp

ti
on

re
su

lt
s

in
an

in
te

n
si

ty
en

h
an

ce
m

en
t

of
n

or
m

al
m

od
es

of
vi

br
at

io
n

w
h

ic
h

ar
e

co
u

pl
ed

to
th

e
el

ec
tr

on
ic

tr
an

si
ti

on
ei

th
er

by
F

ra
n

ck
-

C
on

do
n

or
H

er
zb

er
g-

T
el

le
r

co
u

pl
in

g;
al

lo
w

s
fo

r
st

u
dy

of
ch

ro
m

op
h

or
ic

ac
ti

ve
si

te
s

in
bi

ol
og

ic
al

m
ol

ec
u

le
s

at
lo

w
co

n
ce

n
tr

at
io

n
s;

al
lo

w
s

as
si

gn
m

en
t

of
C

T
(a

n
d

in
so

m
e

ca
se

s
L

F
)

tr
an

si
ti

on
s

ba
se

d
on

th
e

n
at

u
re

of
th

e
ex

ci
te

d-
st

at
e

di
st

or
ti

on
;c

an
pr

ov
id

e
in

fo
rm

at
io

n
on

M
-

L
bo

n
di

n
g

as
de

sc
ri

be
d

ab
ov

e
fo

r
vi

br
at

io
n

al
sp

ec
tr

os
co

py

63
,6

4

2248 Chemical Reviews, 1996, Vol. 96, No. 7 Holm et al.

+ +



C
or

e
E

xc
it

ed
-S

ta
te

M
et

h
od

s
X

-r
ay

ab
so

rp
ti

on
sp

ec
tr

os
co

py
(X

A
S

)
en

er
gi

es
,i

n
te

n
si

ti
es

an
d

po
la

ri
za

ti
on

s
10

-
16

s
at

om
sp

ec
if

ic
an

d
al

lo
w

s
fo

r
st

u
dy

of
cl

os
ed

sh
el

ls
ys

te
m

s
w

h
ic

h
ar

e
in

ac
ce

ss
ib

le
vi

a
va

le
n

ce
ex

ci
te

d
st

at
e

m
et

h
od

s;
ex

te
n

de
d

X
-r

ay
ab

so
rp

ti
on

fi
n

e
st

ru
ct

u
re

(E
X

A
F

S
)

in
vo

lv
es

io
n

iz
ed

sc
at

te
re

d
e-

an
d

pr
ov

id
es

st
ru

ct
u

ra
li

n
fo

rm
at

io
n

(b
on

d
le

n
gt

h
s

an
d

n
u

m
be

r
of

sc
at

te
re

rs
);

X
-r

ay
ab

so
rp

ti
on

n
ea

r-
ed

ge
st

ru
ct

u
re

(X
A

N
E

S
)

in
vo

lv
es

tr
an

si
ti

on
s

to
bo

u
n

d
st

at
es

an
d

is
de

pe
n

de
n

t
on

th
e

ty
pe

of
ed

ge
;M

et
al

K
-e

d
ge

:
1s
f

4p
tr

an
si

ti
on

s
ar

e
el

ec
tr

ic
di

po
le

al
lo

w
ed

;e
n

er
gy

an
d

sh
ap

e
of

th
e

X
-r

ay
ed

ge
co

rr
el

at
es

w
it

h
ox

id
at

io
n

st
at

e
an

d
ge

om
et

ry
;

1s
f

3d
is

el
ec

tr
ic

qu
ad

ru
po

le
al

lo
w

ed
an

d
th

u
s

h
as

so
m

e
ab

so
rp

ti
on

in
te

n
si

ty
an

d
n

on
ce

n
tr

os
ym

m
et

ri
c

di
st

or
ti

on
s

ca
n

m
ix

1s
f

4p
ch

ar
ac

te
r

in
to

th
e

el
ec

tr
ic

di
po

le
fo

rb
id

de
n

1s
f

3d
,4

s
tr

an
si

ti
on

s;
th

e
3d

/4
p

m
ix

in
g

pr
ob

es
a

po
te

n
ti

al
co

n
tr

ib
u

ti
on

to
m

et
al

h
yp

er
fi

n
e;

M
et

al
L

-e
d

ge
:

3-
4-

fo
ld

h
ig

h
er

re
so

lu
ti

on
th

an
m

et
al

K
-e

dg
e;

al
lo

w
ed

2p
f

3d
tr

an
si

ti
on

s
ar

e
ob

se
rv

ed
;m

et
al

L
-e

dg
e

co
n

ta
in

s
in

fo
rm

at
io

n
on

sp
in

st
at

e,
ox

id
at

io
n

st
at

e,
an

d
th

e
L

F
sp

li
tt

in
g

of
th

e
d

or
bi

ta
ls

;i
n

te
n

si
ty

pr
ob

es
M
-

L
co

va
le

n
cy

;L
-e

dg
e

M
C

D
po

ss
es

se
s

si
m

il
ar

in
fo

rm
at

io
n

co
n

te
n

t
to

M
C

D
de

sc
ri

be
d

ab
ov

e
(a

t
lo

w
er

re
so

lu
ti

on
bu

t
m

or
e

m
et

al
sp

ec
if

ic
);

L
ig

an
d

K
-e

d
ge

:
1s
f

2p
,3

p
tr

an
si

ti
on

s
ar

e
el

ec
tr

ic
di

po
le

al
lo

w
ed

;
co

va
le

n
cy

m
ix

es
li

ga
n

d
p

ch
ar

ac
te

r
in

to
th

e
pa

rt
ia

ll
y

oc
cu

pi
ed

m
et

al
d

or
bi

ta
ls

;t
h

e
in

te
n

si
ty

th
u

s
qu

an
ti

ta
te

s
th

is
m

ix
in

g
(a

s
w

it
h

su
pe

rh
yp

er
fi

n
e

de
sc

ri
be

d
ab

ov
e)

an
d

th
e

tr
an

si
ti

on
en

er
gy

de
fi

n
es

th
e

en
er

gi
es

of
th

e
li

ga
n

d
fi

el
d

st
at

es

57
,6

5-
68

ph
ot

oe
le

ct
ro

n
sp

ec
tr

os
co

py
(P

E
S

)
en

er
gi

es
,p

ol
ar

iz
at

io
n

s,
ph

ot
oi

on
iz

at
io

n
cr

os
s

se
ct

io
n

s
(i

n
te

n
si

ty
de

pe
n

de
n

ce
on

ph
ot

on
en

er
gy

)

10
-

15
s

m
ea

su
re

s
ki

n
et

ic
en

er
gy

an
d

n
u

m
be

r
of

el
ec

tr
on

s
ej

ec
te

d
fr

om
th

e
sa

m
pl

e,
th

er
ef

or
e

is
su

rf
ac

e
se

n
si

ti
ve

an
d

is
m

os
tl

y
ap

pl
ic

ab
le

to
ac

ti
ve

-s
it

e
m

od
el

co
m

pl
ex

es
(n

ot
e

th
at

in
X

A
S

on
e

de
te

ct
s

ph
ot

on
s

ra
th

er
th

an
el

ec
tr

on
s

an
d

th
er

ef
or

e
do

es
n

ot
po

ss
es

s
th

e
su

rf
ac

e
se

n
si

ti
vi

ty
);

X
-r

ay
ph

ot
oe

le
ct

ro
n

sp
ec

tr
os

co
py

(X
P

S
):

in
vo

lv
es

co
re

io
n

iz
at

io
n

w
h

ic
h

sh
ow

s
ch

em
ic

al
sh

if
ts

th
at

ar
e

u
se

d
to

de
te

rm
in

e
ox

id
at

io
n

st
at

e
an

d
bo

n
di

n
g

in
fo

rm
at

io
n

;p
ro

be
s

ex
ch

an
ge

in
te

ra
ct

io
n

s
be

tw
ee

n
th

e
m

et
al

d
an

d
co

re
el

ec
tr

on
s

w
h

ic
h

di
re

ct
ly

re
la

te
to

th
e

F
er

m
ic

on
ta

ct
co

n
tr

ib
u

ti
on

to
h

yp
er

fi
n

e;
M
-

L
bo

n
di

n
g

in
fo

rm
at

io
n

fr
om

sa
te

ll
it

e
st

ru
ct

u
re

;U
lt

ra
vi

ol
et

ph
ot

oe
le

ct
ro

n
sp

ec
tr

os
co

py
(U

P
S

):
in

vo
lv

es
io

n
iz

at
io

n
of

va
le

n
ce

el
ec

tr
on

s
w

h
ic

h
pr

ob
es

m
et

al
-

li
ga

n
d

bo
n

di
n

g
an

d
it

s
ch

an
ge

w
it

h
io

n
iz

at
io

n
(f

ro
m

re
so

n
an

ce
ef

fe
ct

s
as

th
e

ph
ot

on
en

er
gy

is
sc

an
n

ed
th

ro
u

gh
th

e
m

et
al

M
-e

dg
e)

th
u

s
di

re
ct

ly
st

u
dy

in
g

re
do

x
pr

oc
es

se
s

in
m

et
al

co
m

pl
ex

es
;a

ll
ow

s
fo

r
st

u
dy

of
cl

os
ed

-s
h

el
ls

ys
te

m
s

w
h

ic
h

ar
e

in
ac

ce
ss

ib
le

vi
a

el
ec

tr
on

ic
ab

so
rp

ti
on

sp
ec

tr
os

co
py

57
,6

9

a
T

h
es

e
an

d
ot

h
er

ph
ys

ic
al

m
et

h
od

s
an

d
th

ei
r

bi
ol

og
ic

al
ap

pl
ic

at
io

n
s

ar
e

av
ai

la
bl

e
in

sp
ec

ia
li

ze
d

so
u

rc
es

:
S

au
er

,K
.,

E
d.

M
et

h
od

s
in

E
n

zy
m

ol
og

y;
A

ca
de

m
ic

P
re

ss
:

N
ew

Y
or

k;
19

95
;

V
ol

.2
46

.
R

io
rd

an
,J

.F
.,

V
al

le
e,

B
.L

.,
E

ds
.;

M
et

h
od

s
in

E
n

zy
m

ol
og

y;
A

ca
de

m
ic

P
re

ss
:

N
ew

Y
or

k,
19

93
;V

ol
s.

22
6

an
d

22
7.

b
T

h
e

ex
pe

ri
m

en
ta

l
ti

m
e

sc
al

es
ar

e
es

ti
m

at
ed

fr
om

δE
τ
)
p

w
h

er
e

δE
is

th
e

u
n

ce
rt

ai
n

ty
in

th
e

en
er

gy
of

a
st

at
e

()
h

δν
)

an
d

τ
is

it
s

m
ea

n
li

fe
ti

m
e.

T
o

re
so

lv
e

tw
o

sp
ec

tr
os

co
pi

c
pe

ak
s

se
pa

ra
te

d
by

∆
ν,

τ
m

u
st

be
g

1/
(2

π
(∆

ν)
)

w
h

er
e

∆
ν(

M
H

z)
)

3
×

10
4

∆
ν(

cm
-

1 )
.

∆
ν

ge
n

er
al

ly
in

cr
ea

se
s

as
th

e
en

er
gy

of
th

e
sp

ec
tr

al
fe

at
u

re
in

cr
ea

se
s

al
lo

w
in

g
re

so
lu

ti
on

of
sh

or
te

r
li

ve
d

sp
ec

ie
s.

c
N

ot
re

le
va

n
t

si
n

ce
th

e
ob

se
rv

at
io

n
ti

m
e

of
th

e
ex

pe
ri

m
en

t
is

lo
n

g.

Aspects of Metal Sites in Biology Chemical Reviews, 1996, Vol. 96, No. 7 2249

+ +



type 1 or “blue copper” center (vide infra). The
electrons are then transferred rapidly34 over about
13 Å to the trinuclear site at which dioxygen is
reduced to water. Evidently, the electron transfer
and catalytic sites are favorably juxtaposed for ef-
ficient electron transfer, an apparently general or-
ganizational feature of redox protein structure.

3. Surface Recognition Sites and Electron-Transfer
Pathways

On the surface of the blue copper protein plasto-
cyanin there are two sites for docking with other
proteins (Figure 3C). One is a hydrophobic patch
adjacent to a histidine ligand. The other is an acidic
patch (involving carboxylate residues) about 13 Å
from the copper site and adjacent to a tyrosyl resi-
due.35 These patches interact strongly with comple-
mentary regions on the indicated proteins, which are
involved in electron transfer. The rate of electron
transfer by the copper site and the remote patch is
fast,36 indicating that an electron transfer pathway
involving the cysteinyl ligand and the tyrosyl group
is very efficient (cf. section III.A).

4. Access Channels to the Active Site
Lipoxygenase has a non-heme iron active site and

oxygenates the C18 substrate linoleic acid at a specific
carbon atom. The crystal structure of the enzyme
indicates the presence of two channels in the protein
structure37 (Figure 3D). One channel appears to
allow access of dioxygen to a position near the iron
center. The other, a long hydrophobic channel,
presumably allows penetration and binding of sub-
strate, with the correct carbon position oriented for
interaction with the iron center and hydroperoxida-
tion by dioxygen.

5. Hydrophobic Environment
Hemerythrin (Figure 3E) has a binuclear non-heme

active site. When in the diferrous state it has a
hydroxo bridge and reversibly binds dioxygen as
hydroperoxide. This process involves no change in
the local charge of the active site. The protein pocket
in the vicinity of the site has only hydrophobic
residues,38 which stabilize the reactive bound dioxy-
gen species with respect to loss as peroxide or
hydroperoxide. Such an event would produce a
diferric, or met, state which cannot bind dioxygen;
hence, the reversible binding function of the site
would be lost.

6. Substrate Binding and Activation by Residues in the
Protein Pocket

Amine oxidase (Figure 3F) is a mononuclear copper
enzyme which contains a topaquinone cofactor co-
valently bound to the polypeptide chain. This entity
is thought to be formed from a tyrosyl residue which
is oxygenated by the copper center to generate the
active enzyme.39 Topaquinone is required for enzyme
activity. Together with the copper center, it is
implicated in the two-electron oxidation of the sub-
strate and stabilization of the intermediate.

7. Specific Charged and Hydrogen-Bonding Residues
Near the Metal Site

Copper/zinc superoxide dismutase (Figure 3G)
catalyzes the reaction 2O2

- + 2H+ f H2O2 + O2 at

an extremely rapid rate, and has a high binding
affinity for exogenous anions that inhibit catalysis.
Mutation studies40 have indicated that a positively
charged arginine residue in the superoxide access
channel near the copper site significantly contributes
to both the catalytic interaction with superoxide and
the high anion affinity.

8. The Entatic or Rack State
The entatic41 or rack42 state is an important concept

in bioinorganic chemistry. The essence of this con-
cept is that protein structure can impose an unusual
(high energy) geometry at a metal site that enhances
its reactivity in electron transfer or catalysis. The
blue copper site (Figure 3H) has long been considered
a classic example of an entatic state. Its [CuII(N‚
His)2(S‚Met)(S‚Cys)] coordination unit has a distorted
tetrahedral structure.35 From Table 2, the preferred
geometry of Cu(II) is planar and of Cu(I) tetrahedral.
Therefore, it has been thought that Cu(I) geometry
is imposed on the oxidized site for the purposes of
creating a high redox potential (enhanced reducibility
of Cu(II)) and a lessened extent of structural rear-
rangement attendant to electron transfer (reduced
activation energy). The entatic nature of the blue
copper site has now been studied in detail and will
be discussed in section III.A.

C. Physical Methods
While we emphasize in this account crystallo-

graphically defined metal sites, it is important to
recognize that much of our insight into site structure/
function correlations derives from the application of
spectroscopic and magnetic methods in combination
with appropriate chemical perturbations. The latter
include chemical modification of residues, anion and
inhibitor binding, selective oxidation of metal centers,
natural and artificial mutations, metal removal to
form apoprotein, and reconstitution of apoprotein
with a nonnative metal which acts as a structural or
spectroscopic probe. Listed in Table 443-69 are the
key spectroscopic methods in bioinorganic chemistry
in order of increasing energy. These cover 10 orders
of magnitude in photon energy, with different energy
regions providing complementary insight into prop-
erties of a metal site. Such insight is expressible
through ligand field and molecular orbital theories,70

which describe the electronic structures reflected by
the spectroscopic properties. Often by correlation
with well-defined model complexes, physical methods
can be used to generate a spectroscopically effective
working model of a protein-bound metal site. More
importantly, spectroscopy can extend our understand-
ing of a structurally defined active site by exposing
substrate and small molecule interactions related to
reaction mechanism, thus facilitating evaluation of
geometric and electronic contributions of the site to
reactivity. Certain types of sites, such as those
containing Cu(I) or Zn(II) (d10), are transparent to
many spectral probes, and new methods must be
developed to study them. In some cases, spectro-
scopic features of protein sites are not approached
in small molecules containing similar coordination
units, indicating unique electronic structures that can
make key contributions to electron transfer and
catalysis.
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In the sections which follow, we consider the
structures and functions of biological sites containing
the metals in Table 2. Prior to these more detailed
considerations, some general functional aspects are
noted. The nonredox ions Zn2+, Cd2+, and Hg2+

provide structural stability in some proteins; the first
of these in particular is an effective Lewis acid
catalyst in a wide range of transformations not
involving electron transfer.71 Zinc sites have been
probed by the insertion of a spectroscopically respon-
sive ion such as Co2+ (d7). Electron transfer and
dioxygen binding, activation, and reduction occur at
sites containing iron and copper. Molybdenum and
tungsten in relatively high oxidation states catalyze
oxidation-reduction reactions, perhaps largely by
direct oxygen atom transfer.29,30 In apparently lower
oxidation states, molybdenum and vanadium play as
yet undefined roles in the reduction of dinitrogen to
ammonia by nitrogenases. Divalent nickel is a Lewis
acid catalyst in urease,25 but is also involved in
enzymes ([NiFe]-hydrogenases, carbon monoxide de-
hydrogenase) where redox activity is apparently
required. The only structurally defined catalytic
manganese site is Mn(II/III) in superoxide dismu-
tase72 (iron and copper sites can also perform this
function). In catalase, a µ-oxo dimanganese site is
implicated in the disproportionation of H2O2,73 and
a tetranuclear high-valent oxomanganese center in
the oxidation of water in photosystem II.74 From this
cursory examination, it is evident that known or
proposed functions of metals involve those properties
(redox flexibility, Lewis acidity, atom transfer) which
are intrinsic to a particular element. However, in
only few instances have these properties been ma-
nipulated such that the functional aspect is success-
fully duplicated outside of a biological system.

III. Active-Site Structure/Function Relationships
In this part, we examine crystallographically de-

fined metal site structures and attempt to relate
these to biological function. Structural information
is reported in Tables 5-8 and 10-18. These contain
coordination units specified using the notation of
Table 1, origin of the protein, resolution of the X-ray
data, literature citations, and the Brookhaven Pro-
tein Databank7 (PDB) code for use in accessing
structures online. Resolution is roughly the mini-
mum separation at which atoms can be distin-
guished. Whereas small molecules routinely afford
electron density maps with resolutions of j0.8 Å,
macromolecules infrequently diffract to a resolution
better than 1.5 Å. The concept is discussed else-
where.75

Beyond the exclusion of heme- and corrin-contain-
ing biomolecules, there are further restrictions in the
scope of the structural tables. One is the exclusion
of the large body of magnesium- and calcium-
containing proteins. Magnesium normally exhibits
a structural and certain catalytic functions (e.g.,
ATPase, DNA polymerase). Calcium also functions
as a structural metal and acts as a trigger in
intracellular messenger systems controlling processes
such as muscle contraction, secretion, glycolysis, and
ion transport. The structure and function of calcium
proteins have been examined at length elsewhere.76,77

In addition, structures of enzymes considered here
are nearly exclusively confined to those lacking
substrates and inhibitors. Thus, a significant frac-
tion of the total structural data available for certain
hydrolytic enzymes is omitted. Selected structures
of mutant molecules and of molecules with nonnative
metal ions are, however, included. Owing to their
complexity, crystallographically determined protein
structures can and do exhibit certain limitations.
Among the common difficulties for metal sites are
substantial uncertainties in metric features (0.1-0.2
Å in some bond lengths), inexact stereochemistry,
incomplete definition of the total ligand set (missing
ligands), and the distinction between water and
hydroxide. Several initial structure reports have
been incorrect with respect to the pattern of ligation
by sidechain ligands and the composition and struc-
ture of the metal site. These deficiencies, many of
which have been ameliorated or corrected in subse-
quent studies, pale in comparison to the enormous
volume of critical structural information delivered by
protein crystallography.

Structures of most of the basic types of metal sites
are exemplified in Charts 1-6. These depictions are
rendered using crystallographic coordinates.7 Be-
cause structural sites are relatively simple, we shall
not consider them at any length. The large majority
of sites recognized as structural contain calcium or
zinc. The classic example of a structural zinc site is
tetrahedral [Zn(S‚Cys)4] (Chart 6A) found in alcohol
dehydrogenase.78 This site has been most recently
detected in bovine heart cytochrome c oxidase,3 where
it presumably also fulfills a structural function.
Examples of structural sites are included in the
tables and will be noted as advisable in the discus-
sions which follow.

A. Electron Transfer
The three groups of metal-containing electron-

transfer proteins are the cytochromes (containing
heme groups), iron-sulfur proteins, and blue copper
proteins. All structural types of sites present in the
latter two groups are shown in Chart 1. Protein
potentials are referenced to the normal hydrogen
electrode.

1. Iron−Sulfur Proteins
Iron-sulfur proteins79-81 exhibit four sites (exclud-

ing the more complex “P-cluster” of nitrogenase):
rubredoxins (A), rhombic Fe2S2 clusters (B), cuboidal
Fe3S4 clusters (C), and cubane-type Fe4S4 clusters (D).
Low molecular weight proteins containing the first
and last three types are generically referred to as
rubredoxins (Rd) and ferredoxins (Fd), respectively.
In terms of formal oxidation states, all of these sites
contain Fe(II) and/or Fe(III) in approximately tetra-
hedral FeS4 coordination units. The sites are sum-
marized in Figure 4 together with their physiological
electron transfer reactions; redox potentials Eo′ (pH
7) are given as approximate ranges; their values and
variabilities are treated elsewhere (Stephens, P. J.;
Jollie, D. R.; Warshel, A.; this issue). In some cases,
electron and proton transfer are coupled, such that
the potentials are pH dependent, accounting in part
for the large ranges observed, especially for the
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polynuclear centers. In addition to discrete Rd and
Fd electron transfer proteins, which often are the
ultimate electron donors to enzymes, these centers
may also be found within enzyme molecules them-

selves where they form part of the electron transfer
conduit to the catalytic site.

Rubredoxins contain one iron atom, usually fall in
the 6-7 kD range, and are the simplest of the iron-
sulfur proteins. Reports of structures are collected
in Table 5;82-86 the resolutions are some of the best
achieved in protein crystallography. The high-spin
FeS4 cores of the [FeII,III(S‚Cys)4] coordination units
are close to tetrahedral, but distortions of the entire
unit tend to impose effective D2d symmetry. The
structures of P. furiosus Rdox and Rdred have been
obtained at 1.8 Å resolution, allowing an assessment
of the structural changes pursuant to electron trans-
fer. Mean Fe-S bond distances change by j0.05 Å
and S-Fe-S bond angles by j5°.

Proteins containing [Fe2S2(S‚Cys)4] units are nu-
merous; the Fe2(µ2-S)2 cores approach D2h symmetry.
The structures of six proteins, listed in Table 6,87-97

have been determined in the oxidized state; no
reduced protein structure is available. These pro-

Chart 1. Structuresa of Redox Sites in Electron
Transfer Proteins: (A) Rubredoxin (Clostridium
pasteurianum); (B) Ferredoxin (Equisetum
arvense); (C) Ferredoxin II (Desulfovibrio gigas);
(D) Ferredoxin I (Azotobacter vinelandii); (E)
Plastocyanin (Chlamydomonas reinhardtii); (F)
Azurin (Alcaligenes denitrificans); (G) stellacyanin
(cucumber); and (H) CuA Center in Cytochrome c
Oxidase (Bovine Heart)

a All structures depicted in these charts were created using
crystallographic coordinates taken from the Brookhaven Protein
Databank or by private communication. The color scheme for
atoms is as follows: carbon (gray), oxygen (pink), nitrogen (cyan),
sulfide and cysteine sulfur (bright yellow), methionine sulfur (light
yellow), zinc (light purple), iron (red), copper (blue), other metals
(gold), and hydrogen (white). Hydrogen atoms are not crystallo-
graphically defined but have been added to depict the nature of
certain ligands when known. Structures are cross-referenced in
Tables 5-8, 9, and 13-18.

Chart 2. (I) Structures of Oxygen-Carrying
Proteins [Hemocyanin (Limulus polyphemus) in Its
Deoxygenated (A) and Oxygenated (B) Forms;
Hemerythrin (Themiste dyscrita) in Its
Deoxygenated (C) and Oxygenated (D) Forms] and
(II) Structures of Superoxide Dismutases [(E)
Cu/Zn Superoxide Dismutase (Saccharomyces
cerevisiae); (F) Mn Superoxide Dismutase (Human
Kidney)]
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teins support a one-electron transfer reaction in
which Fdox (S ) 0 ground state) is reduced to Fdred,
a deeply valence-trapped FeIIIFeII species with S )
1/2. For proteins of known structure and presumably
others as well, one iron atom is closer to the surface
(ca. 5 Å), and it has been established by NMR that
the added electron resides on that atom.98a Despite
the occurrence of two iron atoms, there is no known
instance where a binuclear center acts as a physi-
ological two-electron donor or acceptor. Recently,
sequential one-electron reductions of several 2-Fe Fd
proteins by a macrocylic Cr(II) complex have been
reported.98b Binding of Cr(III) to the [Fe2S2]+ protein
redox level is essential to the second reduction, which
can also be accomplished by dithionite. Neither this
reagent nor Cr(II) is capable of reducing a protein
past this level in the absence of bound Cr(III), whose
presence indicates an inner-sphere reduction process.
The potentials of the Cr(III)-bound Fd (-277 mV,
-409 mV) reveal that the second reduction occurs at
a value not atypical for the first reduction of a native

2-Fe Fd. The only proven variation of primary
coordination in the binuclear site is that found in the
Reiske proteins, which occur mainly in the electron-
transfer chains of mitochondria and photosynthetic
bacteria. Spectroscopic results99-101 have established
the unit [(Cys‚S)2FeS2Fe(N‚His)2], in which two imi-
dazolyl groups are bound to the same iron atom
(Figure 4). This atom is the site of reduction,
inasmuch as the presence of two neutral ligands
raises the redox potential to values more positive (J-
100 mV) than those for conventional 2-Fe Fd pro-
teins. Increased redox potentials are among the most
characteristic features of Rieske centers. A water-
soluble fragment of a Rieske protein from bovine

Chart 3. Active-Site Structures of Non-Heme Iron
Oxygenases and Ribonucleotide Reductase: (A)
Protocatechuate 3,4-Dioxygenase (Pseudomonas
aeruginosa); (B) 2,3-Dihydroxybiphenyl
1,2-Dioxygenase (Pseudomonas cepacia); (C, D)
Soybean Lipoxygenase; (E) Ribonucleotide
Diphosphate Reductasea (Escherichia coli -
Protein R2); (F) Methane Monooxygenase
(Methylococcus capsulatus at -4 °C)

a The redox-active tyrosyl radical in RDPR is ∼5 Å from the
binuclear iron site in the direction shown by the arrow.

Chart 4. Active-Site Structures of Copper
Oxidases and Related Enzymes: (A) Amine
Oxidase (Pea Seedling); (B) Galactose Oxidase
(Dactylium dendroides); (C) Ascorbate Oxidase
(Zucchini); (D) Nitrite Reductase (Alcaligenes
faecalis); (E) Cytochrome c Oxidase CuB-Heme a3
Center (Bovine Heart)
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heart is reported to show two reductions (at ca. +300
mV and -850 mV).102

The structure of the trinuclear center [Fe3S4(S‚
Cys)3] (Figure 4) has been demonstrated crystallo-
graphically for the two proteins in Table 6103-111 and
for the inactive form of the enzyme aconitase112 (cf.
Table 14). The geometry of the Fe3(µ3-S)(µ2-S)3 core
is cuboidal; i.e., a cube with one vacancy. Indeed,
comparison of protein-bound [Fe3S4]+ and [Fe4S4]2+

cores reveals that the former is sensibly congruent
with the latter; dimensional differences between the
two are small. Further, the cuboidal structure does
not owe its stability entirely to protein structure
inasmuch as synthetic [Fe3S4]0 clusters have now
been prepared.113 Protein-bound Fe3S4 clusters are
usually derived from [Fe4S4(S‚Cys)3L] centers with
L ) H2O/OH-, a side chain carboxylate, or some other
non-cysteinate ligand. Under oxidizing conditions,
it is probable that the reaction [Fe4S4]3+ f [Fe3S4]+
+ Fe2+ occurs, the oxidized tetranuclear core being
insufficiently basic to retain the ferrous ion, whose
removal may be assisted by complexation with an

exogenous ligand. An [Fe3S4(S‚Cys)3] center formed
in this way should be considered intrinsic to the
protein, for it lacks the ability to stabilize, by tetra-
cysteinate terminal ligation, an Fe4S4 center toward
partial deconstruction. The cluster reconstitution
reaction [Fe3S4]0 + Fe2+f [Fe4S4]2+ proceeds readily.
The biological function of these centers remains
unclear. One possibility is that the Fe4S4/Fe3S4
conversion is a switch for controlling metabolic reac-
tions catalyzed by an Fe4S4 cluster. Another is
electron transfer. The potential of the [Fe3S4]+,0

couple is notoriously variable, ranging over about 400
mV. Certain of these potentials are pH depend-
ent,114,115 as are those linking the [Fe3S4]0 state to
lower oxidation level(s), and thus can be modulated
by the medium. The most conspicuous chemical
reaction discovered for trinuclear clusters is the for-
mation of heteronuclear cubane clusters in the mini-
mal reaction [Fe3S4]0,- + M+,2+ f [MFe3S4]2+,+.116,117

The physiological significance (if any) of these reac-
tions remains to be demonstrated. Many aspects of
protein-bound Fe3S4 clusters, including their redox
behavior and reactions with exogenous metal ions,
are summarized elsewhere.116,118

Chart 5. Structures of Nitrogenase, Hydrogenase,
and a Tungsten Oxotransferase: (A)
Iron-Molybdenum Cofactor of Nitrogenase;
P-Cluster of Nitrogenase from (B) Rees and (C)
Bolin; (D) [NiFe]-Hydrogenasea (Desulfovibrio
gigas); (E) Aldehyde Ferredoxin oxidoreductaseb

(Pyrococcus furiosus)

a The three oxygen ligands on the iron have not been identified.
b The two oxygen ligands on the tungsten atom are proposed to
be one oxo and one glycerol (solvent) ligand.

Chart 6. Structures of Catalytic and Structural
Zinc Sites: (A) Alcohol Dehydrogenasesstructural
Site (Horse Liver); (B) Alcohol
Dehydrogenasescatalytic Site (Horse Liver); (C)
Carbonic Anhydrase II (Human); (D)
Carboxypeptidase A (Bovine Pancreas); (E)
Aminopeptidase (Aeromona proteolytica); (F)
Purple Acid Phosphatase (Kidney Bean)
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Proteins containing crystallographically defined
cubane-type clusters with Fe4(µ3-S)4 cores are listed
in Table 6.105-110,119-129 Protein-bound clusters [Fe4S4-
(S‚Cys)4] are known to exist in the three core oxida-
tion states in Figure 4. Native proteins exhibit either
the [Fe4S4]2+,+ or the [Fe4S4]3+,2+ redox couple; the
three oxidation states have not been traversed in any
one protein unless its tertiary structure is signifi-
cantly disturbed. Proteins involved in the latter
couple have been historically referred to as HiPIP
(high-potential iron protein). Although the name
persists, these proteins are best regarded as a
subclass of Fd proteins that can sustain a higher
oxidation state. The structures of the oxidized and

reduced forms of the C. vinosum protein provide the
only opportunity to compare the metric features of
protein-bound [Fe4S4]3+,2+ states.121,122 However, with
esd’s on bond lengths of 0.03-0.08 Å, it is difficult to
discern statistically meaningful changes in core
dimensions and terminal Fe-S‚Cys distances be-
tween the two states. As would be expected for
[Fe4S4]3+, which has more ferric character, the cluster
appears to be smaller than the reduced form. Insofar
as they can be compared, given the stated uncertain-
ties in metric parameters, structures of eleven
[Fe4S4]2+ clusters in nine proteins exhibit no impor-
tant differences. No structure of a protein in the
[Fe4S4]+ state has been reported. When recourse is
taken to synthetic clusters [Fe4S4(SR)4]-,2-,3-,130,131

which contain the three physiological oxidation states,
core volumes and mean Fe-S and Fe-SR bond
lengths increase slightly but significantly upon re-
duction. While consideration of the electronic struc-
tures of these clusters is beyond our purview, these
changes signify addition of electrons to antibonding
molecular orbitals. With synthetic clusters, the
[Fe4S4]2+,+ reduction involves alteration of a tetrago-
nally compressed core to a variety of distorted cubane
geometries, suggesting that the reduced core enjoys
a degree of plasticity not found in the oxidized form.
A similar behavior can be anticipated in proteins.

All Rd and Fd proteins exhibit fairly well-resolved
NMR spectra of R-CH and �-CH2 protons of coordi-
nated Cys residues, a feature which facilitates the
study of redox reactions because the paramagneti-
cally induced (isotropic hyperfine) shifts and their
temperature dependencies are quite different in
different oxidation states.55,132 Sequence-specific as-
signments of cysteinyl resonances have been derived
for many proteins. Using this technique, the NMR
information in Table 4 has been deduced in favorable
cases. A key point for Fe4S4 clusters is that the
intrinsic inequivalence of iron sites imposed by
protein asymmetry is often resolved, owing to the
enormous sensitivity of isotropic shifts to structure
and environment. In particular, the [Fe4S4]3+,2+

redox couple has been probed at a very high level of
sophistication. The reduced cluster has a diamag-
netic ground state and a low-lying triplet state which
gives rise to isotropic shifts. Mössbauer spectroscopy
of the oxidized cluster supports the presence of a pair
of Fe3+ sites and two delocalized mixed valence
(Fe2.5+) sites. Antiferromagnetic coupling of the spins
of the Fe3+ and Fe2.5+ pairs leads to the cluster S )
1/2 ground state. The spin-doublet oxidized clusters
afford sharp lines with large isotropic shifts. Incisive

Figure 4. Schematic structures of Fe-S redox centers of
nuclearities 1-4, and their electron-transfer reactions and
approximate ranges of potentials. Individual iron atom
oxidation states are not specified for delocalized clusters;
spin states are indicated.

Table 5. Crystallographically Defined Coordination Units of Rubredoxins

unit/protein resolution (Å) references (PDB code)a

[FeIII(S‚Cys)4]
Clostridium pasteurianum Rdox

[1A]b 1.2 82 (4RXN, 5RXN)
Desulfovibrio desulfuricans Rdox 1.5 83 (6RXN)
Desulfovibrio gigas Rdox 1.4 84 (1RDG)
Desulfovibrio vulgaris Rdox 1.0 85 (8RXN)
Pyrococcus furiosis Rdox 1.8 86 (1CAA)

[FeII(S‚Cys)4]
Pyrococcus furiosis Rdred 1.8 86 (1CAD)

a References in parentheses are Brookhaven Protein Databank (PDB) reference codes for those structures which were available
on Jan 1, 1996. b Brackets indicate that the active site of this protein/enzyme is shown in the color chart as indicated.
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analysis of these spectra has led to determination of
spin distribution, detection of possible equilibria
between clusters in which Fe3+ and Fe2.5+ sites are
differently placed in the cubane core fixed in the
protein matrix, and estimation of microscopic redox
potentials of individual sites in a cluster.133

Lastly, esd’s of crystallographically determined
metric features of Rd and Fd sites do not permit
tracking of structural changes pursuant to electron
transfer to the accuracy of synthetic complexes. The
latter are known to be excellent, albeit symmetrized,
structural and electronic analogues of protein-bound
sites. What has become abundantly clear, after more
than 20 years of development of iron-sulfur chem-
istry and biochemistry, is that the sites in Figure 4
have been exquisitely evolved to encompass a large
range of redox potentials for electron transfer reac-
tions that require minimal structural reorganization
energy.

2. Blue Copper Proteins

As the name indicates, blue copper sites (also called
type 1 sites in multicopper oxidoreductases) have
very different spectral features relative to other
protein-bound Cu(II) sites and to synthetic Cu(II)
complexes. Leading spectroscopic features are il-
lustrated in Figure 5. Rather than weak ligand field
transitions in the 600 nm region (εM ∼50 M-1 cm-1;
Figure 5A, left), blue copper proteins exhibit an
extremely intense Cys‚SfCu(II) CT band (εM ∼ 5000
M-1 cm-1, Figure 5B, right), resulting in their pro-
nounced blue color. In the EPR spectrum, the
parallel 63,65Cu hyperfine splitting (A| in Figure 5B,
right) is reduced to less than half the value observed
in normal Cu(II) complexes (Figure 5A, right). These
unique features are associated with a cysteinate
residue bound to Cu(II) in a distorted tetrahedral site
with a highly covalent Cu-S bond. As summarized
in Table 7,2,3,35,134-161 the naturally occurring blue
copper sites can be divided into four structural

Table 6. Crystallographically Defined Fe2(µ2-S)2, Fe3(µ3-S)(µ2-S)3, and Fe4(µ3-S)4 Clusters in Iron-Sulfur Proteins
and Enzymes

unit/protein resolution (Å) references (PDB code)a

[(Cys‚S)4Fe2S2]
Cyanobacterium anabaena 7120 Fd

vegetative [Fe2S2]2+ 2.5 87, 88 (1FXA)
heterocyst [Fe2S2]2+ 1.7 88, 89 (1FRD)

Aphanothece sacrum Fd [Fe2S2]2+ 2.2 90 (1FXI)
Equisetum arvense Fd [1B] [Fe2S2]2+ 1.8 91 (1FRR)
Halobacterium Fd [Fe2S2]2+ 3.2 92, 93
Spirulina platensis Fd [Fe2S2]2+ 2.5 94-97 (3FXC)

[(Cys‚S)3Fe3S4]
Desulfovibrio gigas Fd II [1C] [Fe3S4]+ 1.7 103, 104 (1FXD)
Azotobacter vinelandii Fd I [Fe3S4]+,0 2.7-1.9 105-111 (1FDB, 1FDC)

[(Cys‚S)4Fe4S4]
Azotobacter vinelandii Fd I [1D] [Fe4S4]2+ 2.7-1.9 105-110 (1FER, 5FDI, 1FDA-1FDC)
Bacillus thermoproteolyticus Fd [Fe4S4]2+ 2.3 119 (2FXB)
Chromatium vinosum HiPIP [Fe4S4]3+,2+ 2.0 120-122 (1HIP)
Clostridium acidiurici Fd 2[Fe4S4]2+ 1.8 123 (1FDN, 1FCA)
Desulfovibrio africanus Fd I [Fe4S4]2+ 2.3 124 (1FXR)
Ectothiorhodospira halophilia HiPIP [Fe4S4]2+ 2.5 125 (2HIP)
Ectothiorhodospira vacuolata HiPIP [Fe4S4]2+ 1.8 126 (1HPI)
Peptococcus aerogenes Fd 2[Fe4S4]2+ 2.8,2.0 127, 128 (1FDX)
Rhodocyclus tenuis HiPIP [Fe4S4]2+ 1.5 129 (1ISU)

a See footnote in Table 5.

Figure 5. Low-temperature UV/vis absorption (left) and
electron paramagnetic resonance (right) spectra of (A) a
normal tetragonal copper complex, (B) poplar plastocyanin,
and (C) stellacyanin.
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classes, summarized in Figure 6, which cycle between
the Cu(II) and Cu(I) states in electron transfer. The
classic blue copper site is found in the plastocyanins
(Chart 1E, p 2252). It has Cys‚S, Met‚S, and two
His‚N ligands bound in an elongated C3v distorted
tetrahedral stereochemistry,162 where the CuII-S‚-
Met distance is quite long (∼2.9 Å, forming the
effective C3 axis) and the metal is shifted toward the
opposite trigonal N2S plane. The CuII-S‚Met bond
involves sulfur 3p orbitals, which have an extended
radial distribution function; thus there is some
overlap with the unoccupied Cu 4p orbitals, resulting
in a covalent bond with approximately one-third the
bond strength of the CuII-N‚His bonds.19 The CuII-
S‚Cys distance is quite short (2.1 Å), indicating a
strong bond. Reduction of the blue copper center to
the cuprous state results in the small structural
changes diagrammed in Figure 7 except at low pH,
where one His ligand is protonated and removed from
the coordination sphere.137 The small geometric
change upon reduction, and retention of a long bond
to Met‚S upon substitution of copper with Hg(II)
(despite the affinity of mercury for sulfur ligands),
are prominent among the observations that have

been used to argue that the blue copper site is in an
entatic or rack state.136,137

The second blue copper structural class is com-
prised of the azurins (Az), which have an additional
carbonyl oxygen trans to the axial Met‚S ligand
(Chart 1F, p 2252, Figure 6). The CuII-S‚Met bond
is somewhat longer (∼3.1 Å) than in plastocyanin.
The CuII‚‚‚OC‚Gly separation is too long for a cova-
lent bond owing to the limited radial distribution of
the oxygen 2p function.19 Rather, the interaction is
weakly ionic, about one-fourth as strong as the
limited covalent stabilization of the long CuII-S‚Met
bond.19 Substitution of Cu(II) by Zn(II) results in
moderate structural rearrangement to a distorted
tetrahedral coordination unit, with a Zn-OC‚Gly
distance of 2.3 Å and decoordination of the Met‚S
group to a position 3.4 Å from the metal. The former
distance is reasonable for a Zn(II)-carbonyl interac-
tion, which is significantly ionic in character. The
third class of blue copper sites is the perturbed
version depicted in Figure 6. The pseudoazurins,
cucumber basic blue protein, and the type 1 centers
in nitrite reductase all have the [Cu(S‚Cys)(N‚His)2-
(S‚Met)] coordination unit as in plastocyanins, but

Table 7. Crystallographically Defined Coordination Units of Blue Copper Proteins

unit/protein resolution (Å) references (PDB code)a

[CuII(S‚Cys)(N‚His)2](S‚Met)b

poplar plastocyanin Pcox 1.33, 1.6 35, 134 (1PLC, 1PND)
apoprotein 1.8 135 (2PCY)
HgII-substituted 1.9 136 (3PCY)
reduced (Pcred) - pH 3.8,c 7.8 1.7, 2.15 137 (6PCY, 5PCY)

Chlamydomonas reinhardtii Pcox
[1E] 1.5 138 (2PLT)

Enteromorpha prolifera Pcox 1.85 139 (7PCY)

[CuII(S‚Cys)(N‚His)2](S‚Met)d

Pseudoazurin Azox
Methylobacterium extorquens 1.5 140 (1PMY)
Alcaligenes faecalis S-6 2.0, 1.55 141, 142 (2PAZ)

reduced form Azred (pH 4.4; 7.8) 1.8 143 (1PZB, 1PZA)
cucumber basic blue 1.8 144 (1CBP)
nitrite reductase (type I site)

Alcaligenes faecalis S-6 [4D] 2.0 145, 146 (1AFN)
Met150Glu mutant, Zn-substitutede 2.2 146

Achromobacter cycloclastes 2.3 147, 148 (1NRD)
NO2

- bound 2.2 148
Type II depleted 2.2 148

[CuII(S‚Cys)(N‚His)2](S‚Met)(OC‚Gly)f

azurin Azox
Pseudomonas aeroginosa pH 5.5;9.0 1.93 149-151 (4AZU, 5AZU)

His35Gln, Leu mutants of Azox 2.1, 1.9 152 (3AZU, 2AZU)
NiII-substitutedg 2.05 153
ZnII-substitutedg 2.1 154

Alcaligenes denitrificans [1F] 1.8 155, 156 (2AZA)
reduced form (Azred) 1.9 157

[CuII(S‚Cys)(N‚His)2(OCδ‚Gln)]
Stellacyanin (cucumber) [1G] 1.6 158
azurin (Alcaligenes denitrificans)

Azox Met121Gln mutant 1.9 159
Azred Met121Gln mutanth 1.9 159
apoprotein 1.8 160

[(His‚N)(Met‚S)CuII(µ-S‚Cys)2CuI(N‚His)(OC‚Glu)]i

E. coli quinol oxidase, soluble fragmentj 2.5 161
cytochrome oxidase

Pyracoccus denitrificans (oxidized) 2.8 2
bovine heart (oxidized) 2.8 3

a See footnote in Table 5. b Cu-S‚Met distance ∼ 2.9 Å. c Only one histidine ligand is bound in the low pH form of Pcred. d Cu-
S‚Met distance ∼ 2.6 Å. e Active-site structure of the mutant is [Zn(S‚Cys)(N‚His)2](O2C‚Glu). f S‚Met and OC‚Gly are >3.0 Å
from metal center. g M-(OC‚Gly) distance shortens considerably in the metal-substituted forms. h This mutant becomes two-
coordinate upon reduction. i Non-blue electron transfer center. j Engineered copper center.
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with a significantly shorter CuII-S‚Met bond length
of ∼2.6 Å and additional angular changes (not
evident in Chart 1F). These geometric differences
are manifested by perturbed spectral features like
those of stellacyanin (Figure 5C): a more rhombic
EPR signal (gx * gy), hyperfine structure on the gx
signal, and enhanced intensity of an absorption band
near 450 nm which is weak in plastocyanins. The
latter is the most intense feature in the visible

spectrum of the type 1 site of nitrite reductase.145

These changes reflect an alteration in the electronic
structure of the perturbed blue copper site which
should contribute to reactivity differences relative to
the classic blue sites. The final class of blue copper
proteins has coordinated Met‚S substituted with
other amino acid residues. The two best known
examples are stellacyanin, which lacks methionine,163

and Type 1 centers in fungal laccases where, on the
basis of sequence alignments, noncoordinating resi-
dues replace methionine.164 The X-ray structure of
stellacyanin has recently become available.158 It
shows the coordination unit [CuII(S‚Cys)(N‚His)2-
(OCδ‚Gln)], with the side chain glutamine carbonyl
oxygen atom bound at a distance of 2.2 Å (Chart 1G,
p 2252).

The last type of biological copper redox center is
the so-called CuA site of cytochrome c oxidase and
other heme-copper oxidases. While formulated for
some time as a mononuclear site, it was first recog-
nized as a binuclear copper center from 63Cu EPR hy-
perfine splittings,165 substantiated by Cu EXAFS,166

and fully demonstrated by protein crystallogra-
phy2,3,161 (Chart 1H, p 2252, Figure 6). The CuA site
is a single electron donor and is the initial electron
acceptor from cytochrome c. The most accurate
structure is that of a soluble fragment of a quinol
oxidase into which the binuclear site has been
engineered by molecular biology techniques.161 The
structure of this site consists of two distorted tetra-
hedral coordination units bridged by two Cys‚S
ligands. Terminal coordination is completed by one
His‚N ligand at each copper atom trans to each other,
a Met‚S ligand at one copper atom, and a backbone
Glu‚CO ligand at the other. The Cu-Cu distance is
2.5 Å, suggestive of a metal-metal bond. The
oxidized site is a purple CuIICuI chromophore, pres-
ently described as class III mixed valent;165-167 i.e.,
fully delocalized.

Two functionally significant properties of electron-
carrying proteins are their redox potentials (E0) and
rates of electron transfer (kET). Active-site contribu-
tions to these properties are next considered for blue
copper sites and rubredoxins, which, because of their
simpler mononuclear structures, are more susceptible
to analysis.

Figure 6. Structural classes of copper redox sites.

Figure 7. Geometric changes of the blue copper active site in plastocyanin upon oxidation (shaded circles, reduced; empty
circles, oxidized): (A) in the bond lengths and angles in the NNS equatorial plane with the axial Met removed; (B) in the
Met‚S-Cu-ligand angles. (adapted from ref 137.)
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3. Redox Potentials: Blue Copper and Rubredoxins

The reduction potential of an active site can be
described by eq 1, where IE is the ionization energy

of the site, -4.5 eV is an additional constant to
correct the potential to the normal hydrogen electrode
(NHE, 240 mV more negative than the standard
calomel electrode (SCE)), and U is a solvation term
which accounts for reorganization of the active site
environment upon reduction. The protein environ-
ment can significantly affect the potential of the
metal site both through a general reduction of the
dielectric relative to that of aqueous solution,168 and
through specific interactions with charged residues
and hydrogen bonds,169 which can selectively stabilize
either the reduced or oxidized site. The difference
in solvation between the reduced and oxidized sites
can be approximated by the Born equation, U′ )-(e2/
2ro)[(ε - 1)/ε], where e is the unit charge, r is the
radius of the solvent sphere around the site, and ε is
the effective dielectric constant of the environment.
In going from aqueous solution (ε ∼ 80) to a protein-
bound site (ε ∼ 5-10), the contribution of this term
is reduced, raising E0. The Cys‚S ligands of both the
iron-sulfur and blue copper sites have significant
hydrogen-bonding interactions with amide NH groups
of the protein, representative numbers of such bonds
being 6, 1, and 2 for rubredoxin, plastocyanin, and
azurin, respectively. These interactions will tend
to reduce ligand electron density and increase the
redox potential. As an example, the potential of
the [Fe(SEt)4]-,2- couple is -1.08 V vs SCE in
acetonitrile,170 while that for the rubredoxin couple
[Fe(S‚Cys)4]-,2- is typically about -0.06 V vs SCE.
Here the effect of the medium must be considered
largely responsible for a potential shift of ca. 1 V.
Charge interactions in the vicinity of the site can also
shift potentials. The structurally equivalent type 1
sites in fungal laccases exhibit a range of 300 mV
(from +500 to +800 mV) where there are amino acid
variations in the protein sequence in the vicinity of
the site.171

The IE term in eq 1 is governed by the electronic
structure of the active site. There are three potential
electronic contributions to the ionization energy. The
first of these is the energy of the redox-active orbital,
which is strongly affected by the geometry of the
ligand field. Strong antibonding interactions with
the ligands will raise the energy of this orbital and
facilitate oxidation of the site (lowering E0). The
second is the change in the effective nuclear charge
(Z′eff) of the metal upon complexation, and is deter-
mined by the total donor propensity of the ligand
set.172 Lowering Z′eff raises the energy of the d-orbital
manifold, making the site easier to oxidize. The third
contribution involves electronic relaxation. Electrons
in nonredox active orbitals (passive electrons) will
shift in spatial distribution to compensate partially
for the hole produced in the redox orbital upon
oxidation.69 Electron relaxation makes it easier to
oxidize the site and is more effective when there is a
significant change in electronic structure upon oxida-
tion.

The blue copper proteins have relatively high
reduction potentials; for example, the plastocyanin
and azurin potentials are ca. +350 and +250 mV,
respectively. These values are determined by the
first two contributions above.17 The redox orbital is
dx2-y2. The distorted tetrahedral stereochemistry
lowers the energy of this orbital relative to that for
the tetragonal geometry generally observed for Cu-
(II) complexes, resulting in a significantly more
positive potential than would be the case with the
same ligand set in a tetragonal arrangement. Cer-
tain stereochemically unconstrained complexes with
the CuIIN4 unit have E0 ∼ -200 mV,173 while a
constrained distorted tetrahedral complex with tet-
rakis(imidazolyl) coordination has E0 ∼ +350 mV.174

These results (obtained in acetonitrile solution) sug-
gest that the tetrahedral structure contributes about
+500 mV to the potential. It is important to empha-
size that relative to the tetrahedral species, substitu-
tion of one imidazolyl ligand with Cys‚S at a bond
length of 2.1 Å from Cu(II), would lower the potential
of the site owing to the extensive charge donation of
the thiolate ligand, thus lowering Z′eff.17 Replacing
a second imidazolyl ligand with a normal Met‚S-CuII

bond at 2.3 Å would change the potential very little
because that latter bond and a His‚N-CuII bond at
2.1 Å involve similar charge donations. However,
increasing the Met‚S-CuII bond to 2.9 Å, as in
plastocyanin, significantly reduces the charge dona-
tion of the ligand and is calculated to increase the
potential by more than 1 V. Thus the potentials of
blue copper proteins can be attributed to a combina-
tion of the distorted tetrahedral geometry and the
reduced donor interaction of the long thioether-Cu-
(II) bond which destabilizes Cu(II) relative to Cu(I)
and leads to the increased potential.17 In stellacya-
nin, Met‚S is substituted by a carbonyl oxygen from
a glutamine residue, leading to a Gln‚CO-CuII bond
at 2.2 Å (Chart 1G, p 2252) which has a stronger
donor interaction and correlates with the lower
potential (+150 mV) of this protein. In fungal
laccases, the methionine of the Type 1 copper site is
substituted by phenylalanine or leucine in the pri-
mary structures.164 These noncoordinating residues
eliminate the axial donor interaction, apparently
contributing to the very high potentials of these sites,
which can extend to ca. +800 mV.

Of all tetrahedral complexes of the type [FeIIL4]2-,
those with L ) alkylthiolate have the lowest poten-
tials.170,175 While the electronic contributions to these
low potentials have yet to be systematically studied,
it is important to recognize that for these redox
centers, electronic relaxation can make a significant
contribution to the redox potential. From both
experiment and calculation, the electronic structure
of high-spin Fe(II) complexes is normal, with the
highest energy occupied orbitals being dominantly 3d
in character,176 as shown in Figure 8, left. For high-
spin Fe(III), one finds an inverted bonding descrip-
tion.177,178 The large exchange interaction in high-
spin d5 leads to strong spin polarization and the half-
occupied (spin up) d orbitals are greatly lowered in
energy relative to the unoccupied (spin down) d
orbitals. As shown in Figure 8, right, this places the
occupied Fe 3dv orbitals below the ligand valence

E0(V) ) IE - 4.5 + U (1)
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orbitals, such that the highest occupied MO’s have
mostly ligand character. Thus, a large change occurs
in electronic structure upon oxidation of high-spin Fe-
(II) complexes (i.e., electronic relaxation) owing to
this change in electron exchange, which should
contribute significantly to lowering the IE term and,
therefore, the reduction potentials of such sites.

4. Electron Transfer Kinetics: Blue Copper and
Rubredoxins

The kinetics of electron-transfer reactions are
generally described by Marcus theory.179 Two reac-
tants come together, the environments of the two
sites reorganize to facilitate electron transfer, and the
electron is transferred from the reductant to the
oxidant. A generic potential energy diagram for
electron transfer is provided in Figure 9. In this
model, the rate of electron transfer is given by eq 2,
where Aσ2 is the collisional frequency conducive to
electron transfer and the term exp(-∆G‡/RT) con-
tains the activation energy. The quantity ∆G‡ is
defined by eqs 3a-d. In eqs 2 and 3a-d, w is the
work required to bring two charged reactants to-
gether, ∆G° is the total free energy change for the
electron-transfer reaction (zero for electron self-
exchange), and λ is the energy required to reorganize
the ligand (λi) and solvent (λo) environments (see
Figure 9). The outer-sphere term λo involves repo-

larization of the solvent molecules as charge ∆e is
shifted from one center to the other; in eq 3c, a1 and

a2 are the radii of the reactants, r is the radius of
the solvent cavity around the reactants, and Dop and
Ds are the optical (square of the refractive index) and
static polarizabilities of the solvent. λo is estimated
to be in the range of 10-20 kcal/mol for charge
transfer in a low dielectric continuum.179 In eq 3d,
λi is the inner-sphere reorganization energy, where
kj is the force constant for the ligand-metal vibra-
tional normal mode Qj being distorted by bond length
change ∆rj in the redox reaction. The quantity κel
(the electron transmission coefficient) in eq 2 is a
measure of the probability that the electron will
transfer once the correct geometry is achieved. This
is given in the Landau-Zenner approximation180 by
eqs 4a-c, where h and k are the Planck and Boltz-

mann constants, νn is the frequency of the nuclear
vibration associated with λi (∼1012-1013 s-1), Po is the
probability of going from the reactant to the product
potential energy surface in Figure 9, and HDA is the
electronic matrix element that couples the electron
donor (D) and acceptor (A) centers through the
protein. When HDA is small, eqs 4a-c give a value
of κel proportional to HDA

2. (When HDA is large, κel ∼
1 and the reaction is adiabatic.) For fixed inter-
nuclear distance (w ) 0 in eqs 3a-d) and small
electronic coupling as is often appropriate for electron

Figure 8. Bonding scheme for high-spin Fe(II) (left) and Fe(III) (right) [FeL4]2-,- complexes. Electron exchange is large,
which in a spin unrestricted (i.e., spin-polarized) description leads to a large energy splitting of the spin-up (v) orbitals
relative to their spin-down (V) counterparts. In these diagrams, the spin-up orbitals are all occupied and b, nb, and ab
correspond to bonding, nonbonding, and antibonding orbitals, respectively.

Figure 9. Potential energy diagram for electron transfer
between two nearly equivalent complexes (∆G° * 0 but is
small).

ket ) Aσ2
κel exp(-∆G‡/RT) )

w + (1/4λ)(λ + ∆G°)2 (2)

∆G‡ ) w + λ/4(1 + ∆G°/λ)2 (3a)
λ ) λo + λi (3b)

λo ) (∆e)2[1/2a1 +
1/2a2 - 1/r][1/Dop - 1/Ds] (3c)

λi ) ∑
j

kj(∆rj)
2/2 (3d)

κel ) 2Po/(1 + Po) (4a)

Po ) 1 - exp(-2πγ) (4b)

2πγ ) [HDA
2/hνn][π3/(4∆G‡/kT)]1/2 (4c)
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transfer studies in proteins, the first-order rate
contant is expressed by eq 4d.

Both the blue copper proteins and rubredoxin
exhibit very rapid electron self-exchange. Rate con-
stants are 104-106 M-1 s-1 for blue copper sites181

and estimated at 109 M-1 s-1 for rubredoxin on the
basis of cross reaction rates,182 although the rubre-
doxin value may be somewhat overestimated.183

From the above discussion, these rates require a
small reorganization energy (λi); hence, electron
transfer involves little geometric change (∆rj), as
previously noted, and a large electronic coupling
matrix element (HDA) between the two centers.

a. λi. The Entatic State. Both the [Fe(S‚Cys)4] site
in rubredoxins and the blue copper sites in plasto-
cyanin and azurin exhibit little change in geometry
on reduction. In rubredoxin there are two potential
reasons for this behavior. First, the redox-active
orbital is dz2,184 which is only weakly π interacting
with the thiolate ligands. Second, the large electronic
relaxation upon oxidation described above shifts
charge from the ligand to the metal. This would
reduce the net increase in the effective charge168,177

of the metal center on oxidation, which normally
plays a major role in contracting the ligand-metal
bonds.185 This effect, however, needs to be evaluated
experimentally. The small change in geometry upon
redox in plastocyanin has been attributed to restric-
tion of the active site by the protein in an entatic or
rack state. The general concept has been that Cu(I)
is normally tetrahedral, while Cu(II) is tetragonal
because of the Jahn-Teller effect. A change in
geometry leads to a large reorganization energy and,
therefore, a large Franck-Condon barrier to electron
transfer for small copper complexes. For plastocya-
nin, it has been believed that the protein imposes the
reduced tetrahedral geometry on the oxidized site,
thereby lowering the Franck-Condon barrier to
electron transfer.

The entatic nature of the classic blue copper site
in plastocyanin (Chart 1E, p 2252) has been analyzed
in detail.17 First, with respect to the reduced site, it
is found that the long thioether sulfur-CuI bond at
∼2.9 Å is, in fact, imposed on the copper site by the
protein (the minimum energy Met‚S-CuI bond length
should be ∼2.3 Å). As described above, this reduces
the donor interaction of the thioether with the copper,
which is compensated for by the thiolate leading to
the short Cys‚S-CuI bond of 2.07 Å (the minimum
energy Cys‚S-CuI bond length should be ∼2.2 Å).
Oxidation of the reduced site produces a hole in the
MO of dx2-y2 character shown in Figure 10, which is
strongly π antibonding with the cysteinate and
weakly antibonding with the two imidazolyl ligands.
Such a change in electronic structure upon oxidation
produces distorting forces for the oxidized site in the
reduced geometry so as to contract the Cys‚S-CuII

bond and two His‚N-CuII bonds, consistent with the
limited geometry change observed upon oxidation of
the blue copper site in plastocyanin (Figure 7).
Importantly, there is no distorting force present for
the oxidized site along a bending mode; that situation

would have corresponded to a Jahn-Teller distortion
of the oxidized site opposed by the protein. The
electronic origin for the lack of a Jahn-Teller distor-
tion of the oxidized blue copper site may be under-
stood as follows. Starting with an idealized tetra-
hedral Cu(II) center, the ground state is 2T2 and it is
the orbital degeneracy of this state that is responsible
for the Jahn-Teller distortion. For the blue copper
site, the long Met‚S-CuII bond lowers the effective
symmetry to C3v, resulting in a 2E ground state. The
remaining orbital degeneracy is further eliminated
by the Cs symmetry induced by contraction of the
Cys‚S-CuI bond to compensate for the long thio-
ether-copper bond. In particular, the dx2-y2 ground
state and dxy excited state are split by >10 000 cm-1

in the site environment;186 it is the nuclear/electronic
coupling between these levels that would normally
lead to a Jahn-Teller distorting force for the Cu(II)
site. Thus, the entatic nature of the classic blue
copper site involves protein structure restricting the
approach of the axial methionine sulfur atom to the
copper center in both the reduced and oxidized states.
This leads to little geometry change and a low
Franck-Condon barrier to electron transfer (λ/4 in
Figure 9).

b. HDA: Electronic Coupling. In transferring an
electron from a donor to an acceptor site in a
biological system, there are three possible contribu-
tions to the electronic coupling matrix element re-
flecting orbital overlap between sites: (i) covalency
of the ligand-metal bond, (ii) anisotropy in this
covalency, and (iii) electron tunneling through the
protein ligand. Most effort has been directed toward
understanding contribution iii. The rate of electron
tunneling through the protein matrix is expected to
decay exponentially with increasing distance rDA
between the donor and the acceptor according to exp
-�(rDA - rvan der Waals), where �, a parameter reflecting
the effectiveness of the protein in mediating electron
transfer, is generally found to be in the range of 0.8-
1.5 Å-1.179,187,188 Recent studies focus on specific
superexchange pathways for the electron through the
protein,188 where the total electronic coupling is a
product of contributions from individual steps. An

Figure 10. Redox-active orbital, of Cu dx2-y2 character, in
blue copper sites.

ket ) [(4π3/h2λkT)1/2]HDA
2 exp[-(∆G° + λ)2/4λkT]

(4d)
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electron propagating through one covalent bond is
attenuated by ∼0.6, a hydrogen bond reduces the rate
by ∼(0.6)2 (about equivalent to two covalent bonds),
and a through-space jump is worth ∼(0.6) exp[-1.7-
(r - rbond)], which is small. Certain pathways from
the donor to the acceptor through the protein are
found to be more efficient at electron transfer (� sheet
is better than electron transfer along the z axis of
an R helix, but electron transfer in the x,y direction
of an R helix is very efficient), and when several of
these pathways exist there can be constructive or
destructive interference of the electron wave at the
acceptor site.189

It should be emphasized that in order for the metal
center to couple into these electron-transfer path-
ways, there must be covalency in the ligand-metal
bond. The higher is the covalency, the higher the
value of HDA, where ket is proportional to HDA

2.
Inequivalence of the ligands at the metal active site
would lead to differences (e.g., anisotropy) in this
covalency and thus the relative effectiveness of the
ligands at mediating electron transfer.190 As already
observed, covalency of a given ligand-metal bond
correlates with the charge-transfer transitions as-
sociated with that ligand. Low-energy, intense charge
transfer transitions allow efficient coupling into
superexchange pathways; ligand-to-metal charge
transfer creates a hole on the ligand and a superex-
change pathway involving propagation of this hole
through the valence orbitals of the protein, while
metal-to-ligand charge transfer promotes an electron
into the LUMO of the protein. Because ligand-metal
bonds of relevance here all involve ligand-donor
interactions, and, therefore, ligand-to-metal charge-
transfer transitions of the oxidized site, hole super-
exchange pathways are expected to dominate in the
electron transfer of blue copper and iron-sulfur
proteins.

The blue copper site in plastocyanin nicely dem-
onstrates these concepts. As indicated in section II.B,
there are two sites for electron transfer: the hydro-
phobic patch on the surface of the protein ∼6 Å from
the copper atom adjacent to one of its histidine
ligands, and the acid patch which is ∼13 Å away from
the copper atom but connected through a pathway
involving the Cys ligand covalently linked to a Tyr
residue at the remote patch (see Figure 1). A similar
Cys-His electron-transfer pathway is present in the
multicopper oxidases33 and nitrite reductase145 (vide
infra). Considering only the protein pathways, both
the exponential decay model (6 vs 13 Å) and the
superexchange pathway model (4 vs 12 covalent
bonds) predict the adjacent patch should be ∼103

more efficient in electron transfer. Yet because of
the considerable anisotropic covalency of the blue
copper center, the rates of electron transfer to the
copper atoms from both surface patches are compa-
rable.36 As shown in Figure 10, the Cys‚Sπ-CuII

-dx2-y2 bond is highly covalent (∼38% sulfur charac-
ter), which is responsible for the intense Cys π f
CuII(dx2-y2) CT transition at 600 nm in Figure 4B. The
covalency of the His‚N-CuII(dx2-y2) bond is much
weaker (∼2% nitrogen character). The square of this
difference in covalency gives a relative enhancement
factor of ∼102-103 for the pathway involving the

thiolate sulfur-copper bond, making the extended
pathway in Figure 1 efficient at long-range electron
transfer.190

The situation is opposite for rubredoxin. As indi-
cated above, the redox-active orbital is dz2, which is
also π antibonding with the cysteinate ligands.
However, as shown in Figure 11, in contrast to the
blue copper spectrum where the Cys‚S πf CuII(dx2-y2)
CT dominates (εM ∼ 5000 M-1 cm-1), the Cys‚S π f
FeIII-dπ CT transitions of rubredoxin are very weak
(εM ∼ 200 M-1 cm-1). This indicates very poor
coupling of the redox-active orbital into the protein
ligand-mediated superexchange pathways190 because
of the contracted nature of the Fe(III) orbitals and
relatively long Cys‚S-FeIII bonds (2.3 Å). Yet the ket
value is close to the adiabatic limit.190 As seen in
Figure 1, the active site of rubredoxin is at the
surface of one end of the protein molecule, and the
redox-active dz2 orbital is oriented out toward the
solvent and is accessible for direct overlap with a
redox partner. Thus, the rapid rate of electron
transfer observed for rubredoxin does not allow for
the involvement of long-range electron transfer, but
is consistent with direct electron transfer to the iron
center.

5. Extension to Polynuclear Sites

The electronic structures of mononuclear sites in
rubredoxin and plastocyanin and their relation to
reactivity provide the starting point for extension to
polynuclear sites. Far less is presently known about
the relation of cluster electronic structure to electron
transfer properties. The two-iron ferredoxin site
(Chart 1B, p 2252) is strongly antiferromagnetically
coupled in both oxidation states and is valence-
trapped when reduced.132,191 Potentials of these sites
tend to be 200-400 mV more negative than those of
rubredoxins, and the rate constant ket for electron

Figure 11. Comparison of absorption spectra and assign-
ments for (A) rubredoxin and (B) poplar plastocyanin.
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self-exchange of spinach ferredoxin is apparently
∼1010 smaller.192 Little structural change is expected
on reduction of the binuclear site. This site may be
less accessible to a redox partner than the rubredoxin
site. It is also possible that electronic coupling of the
redox-active iron atom to the second iron atom
contributes to these redox differences. Calculations
indicate that there is a large exchange contribution
to the lower potentials, and predict the presence of
new low-energy charge-transfer transitions that could
alter the superexchange pathways for electron trans-
fer.193 It is apparent that, at least with some two-
iron ferredoxins of known structure, large differences
in redox potentials do not correlate with differences
in hydrogen bonding to the clusters.88 Unlike the
binuclear site, mixed-valence Fe4S4 clusters (Chart
1D, p 2252) are electronically delocalized, a property
which appears to arise from exchange coupling within
and between Fe2S2 fragments.193 The [Fe4S4]3+,2+

redox couple is found in proteins where the cluster
exists in a hydrophobic environment, apparently
amenable to the stabilization of that cluster unit
([Fe4S4(S‚Cys)4]-), having the lowest net charge of
any accessible oxidation state. Despite the fact that
the cluster is J5 Å from the protein surface, electron
transfer is facile, ket being ∼105 M-1 s-1.194 There is
as yet no systematic development of electron transfer
rates of the [Fe4S4]2+,+ redox couple in relation to
structural properties of the proteins.

Other than the iron-sulfur clusters, the only
polynuclear biological redox center of known struc-
ture is the binuclear CuA site of cytochrome c oxidase
(Chart 1H, p 2252, Figure 6). This site is in redox
equilibrium with the heme a center which is ∼19 Å
away.2,3 Electrons are then transferred from heme
a to the heme a3-CuB binuclear site, where dioxygen
is reduced to water. Electron transfer from CuA to
heme a is exceptionally fast; a particularly efficient
electron-transfer pathway through the protein struc-
ture has been identified.195 It has been proposed that
the delocalized CuA site might facilitate electron
transfer both through limiting the geometric change
with reduction and providing a somewhat extended
pathway for electron transfer through the binuclear
unit.195

B. Dioxygen Binding
In addition to the heme protein dioxygen carriers

hemoglobin and myoglobin, two other dioxygen car-

riers have evolved. These are the hemerythrins and
hemocyanins, both of which contain binuclear active
sites and neither of which contains a heme group.
Hemerythrins196,197 are found in several phyla of
invertebrates; they bind dioxygen in the stoichiom-
etry O2:2Fe. Hemocyanins31,32,198 are large multisub-
unit proteins found in arthropods and mollusks; they
bind dioxygen cooperatively with the stoichiometry
O2:2Cu. We next consider the active site structure
and function of these respiratory proteins.

1. Structural Aspects

Sites that have been structurally defined by protein
crystallography are collected in Table 8.38,199-209 The
deoxy and oxy forms of hemerythrin (Hr) and hemocy-
anin (Hc) are depicted in Chart 2,I (p 2252). Deox-
yHr is characterized by the [FeII

2(µ-OH)(µ-η1:η1-
O2C‚X)2] bridge unit containing high-spin metal
sites.210 One Fe(II) atom is six-coordinate with three
terminal His‚N ligands; the other Fe(II) atom is five-
coordinate with two terminal His‚N ligands (Chart
2,IC, p 2252). Dioxygen reacts at the open coordina-
tion site, and is reduced to the level of peroxide as
the two Fe(II) atoms are oxidized to high-spin Fe-
(III), which are antiferromagnetically coupled through
the bridging oxo atom211 (Chart 2,ID, p 2252). The
FeIII-O-FeIII bridge is ubiquitous in synthetic iron
chemistry and occurs in at least two proteins;212,213

it is always found to be strongly antiferromagneti-
cally coupled. Reduced dioxygen is bound as hydro-
peroxide; the proton of this group is apparently
derived from the hydroxide bridge and is hydrogen
bonded to the resultant oxo bridge atom.214,215

Two structures of deoxyHc have been reported.
The better resolved structure is that of the L.
polyphemus (horseshoe crab) hexameric protein. The
dioxygen-binding site consists of two distorted trigo-
nal, nearly coplanar [CuI(N‚His)3] units whose imi-
dazole rings are staggered across a Cu‚‚‚Cu separa-
tion of 4.6 Å (Chart 2,IA, p 2252). No bridging ligand
could be detected. The same basic arrangement
emerges from the less accurate structure of P. inter-
ruptus (spiny lobster) hemocyanin. At the lower
resolution, the individual [CuI(N‚His)3] units appear
to be more distorted from trigonal-planar stereo-
chemistry, and the Cu‚‚‚Cu distance is much shorter
(3.5 ( 0.3 Å). Reaction with dioxygen generates a
blue chromophore and engenders substantial rear-
rangement of the coordination units. The symmetric

Table 8. Crystallographically Defined Coordination Units of Dioxygen-Binding Proteins

protein/unit resolution (Å) references (PDB code)a

hemocyanin (Arthropod)
[(His‚N)3CuII(µ-η2:η2-O2

2-)CuII(N‚His)3]
oxy form (Limulus polyphemus)[2-IB] 2.4 199 (1OXY)

[(His‚N)3CuI‚‚‚CuI(N‚His)3]
deoxy form (Limulus polyphemus)[2-IA] 2.2 200 (1LLA)
deoxy form (Panulirus interruptus) 3.2 201-203 (1HCZ)

hemerythrin (Themiste dyscrita)
[(His‚N)3FeIII(µ-η1:η1-O2Cδ‚Glu)(µ-η1:η1-O2Cγ‚Asp)(µ-O)FeIII(N‚His)2L]

oxy form (L ) OOH-)[2-ID] 2.0 204, 205 (1HMO)
azidomet form (L ) N3

-) 1.66; 1.7/1.3 206, 38, 207; 208b (2HMZ)
hydroxomet form (L ) OH-) 2.0 209
met form (L absent) 1.66 38, 206, 207 (2HMQ)

[(His‚N)3FeII(µ-η1:η1-O2Cδ‚Glu)(µ-η1:η1-O2Cγ‚Asp)(µ-OH)FeII(N‚His)2]
deoxy form [2-IC] 2.0 204, 205 (1HMD)

a See footnote in Table 5. b From Themiste zostericola (both organisms are sipinculids).
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bridge unit [CuII(µ-η2:η2-O2)CuII], with a side-on
coordinated peroxo group and a CuII‚‚‚CuII distance
of 3.6 Å, is formed (Chart 2,IB, p 2252). Two of the
three His‚N ligands at each copper remain to afford
an approximately planar CuII

2O2N4 arrangement.
Square-pyramidal coordination is completed at each
CuII site by an axial His‚N ligand; these are arranged
in a trans configuration across the bridge. The
coordination geometries present in deoxyHc and
oxyHc are conventional for Cu(I) and Cu(II), respec-
tively. However, the side-on peroxide-Cu(II) bridge
binding is not, having been first observed by crystal-
lography in 1989.216

The deoxy forms of hemerythrin and hemocyanin
both function as two-electron reservoirs in their
action as dioxygen carriers, reducing substrate to the
peroxide level with one-electron oxidation of the
metal centers. Because of the different modes of
binding of reduced dioxygen, the active site structural
changes attendant to binding, summarized in Figure
12, are much more extensive with hemocyanin. Two
functionally significant features of these active sites
are next considered: the relation of structural change
to cooperativity, and the nature of the metal-
dioxygen bond that contributes to the reversible
binding of dioxygen by these proteins.

2. Molecular Basis for Cooperativity
In hemoglobin, dioxygen binds to the five-coordi-

nate high-spin heme Fe(II) site, causing oxidation to
FeIII-O2

- (limiting formulation) and movement of
low-spin Fe(III) by ca. 0.5 Å into the porphyrin plane.
This affects the iron-nitrogen bond distance and the
orientation of the proximal histidine Fe-N vector
relative to the porphyrin plane, producing a struc-
tural change which is propagated through the protein
to the salt bridges at contacts between the four
subunits of the protein.217 The binding constant of
the first dioxygen molecule is considerably lower than

that of the last, owing to protein structural changes
which tend to configure the heme site increasingly
toward that in the oxygenated form.

Although no X-ray structure is yet available,
spectroscopic studies indicate that the active site of
mollusk hemocyanins is very similar to that of
proteins from arthropods.218 As seen in Figure 13,
the quaternary structures of proteins from arthro-
pods (A) and mollusks (B) are very different.31,32 The
arthropod proteins have one binuclear copper site per
∼70 kD subunit. Six of these aggregate to form a
trigonal antiprismatic hexamer, which is the basic
building block of the arthropod hemocyanins. De-
pending on conditions, the hexamers exist as ag-

Figure 12. Effects of O2 binding on the active sites of (A) L. polyphemus hemocyanin and (B) T. dyscrita hemerythrin.

Figure 13. Quaternary structures of (A) L. polyphemus
hemocyanin, (B) Busycon hemocyanin, and (C) Golfingia
gouldii hemerythrin.
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gregates of one, two, four, six, or eight in the
holoprotein. L. polyphemus hemocyanin has 48
subunits, which divide into five heterogeneous frac-
tions.219 The X-ray structure of this protein is that
of a reassembled hexamer of subunit II, whose
dioxygen binding can be cooperative. P. interruptus
hemocyanin has three different subunits which form
hexamers.220 For the mollusk hemocyanins, a single
subunit has about eight binuclear active sites, each
in a ∼50 kD domain. These are linked covalently to
form a “string of beads”.221 Twenty of these ∼400 kD
subunits aggregate to form the holoprotein with 160
binuclear sites and a molecular weight of ∼8000 kD.
Hemerythrins have one binuclear iron site per 13.5
kD subunit. These form aggregates of one, two,
three, four, or eight, depending on the species from
which the proteins were isolated. The octamer is
often observed; it has the subunits arranged in the
form of a square prism of D4 symmetry197 (Figure
13C). Hemerythrins are most commonly found in the
sipunculid and brachiopod phyla. Crystal structures
exist only for proteins from sipunculids, but spectro-
scopic similarities insure that the binuclear site is
the same in proteins from both phyla. Only the
brachiopod proteins, which are octameric, have been
found to be cooperative in dioxygen binding.222,223

This may relate to the fact that these proteins have
two different types of subunits (R4�4) with additional
inter-subunit contacts.224 Alternatively, there may
be allosteric effector molecules present in vivo in the
sipunculids that have not been identified.

As is the case for hemoglobin, the complicated
quaternary structures of hemocyanin and hemeryth-
rin lead to the possibility of cooperative dioxygen
binding by interactions of the binding sites through
protein structure. Dioxygen binding to an isolated
site (with an equilibrium constant K ) [MO2]/[M]PO2

) 1/P1/2, where P1/2 is pressure of dioxygen at which
one-half of the binding sites M are oxygenated) is
usually described by eq 5, which leads to a hyperbolic
dioxygen saturation curve, plotted as the dashed line
in Figure 14A.

Alternatively, in aggregated proteins there can be
cooperative interactions that lead to a sigmoidal
binding curve (Figure 14A). The fraction Y of oxy-
genated sites is lower at low O2 pressures than in
the noncooperative case, but shows a larger change
in the number of bound sites with small change in
pressure, allowing for extremely efficient dioxygen
uptake, delivery, and regulation.

Dioxygen binding curves are often presented as Hill
plots (log(Y/(1 - Y)) vs log PO2. In Figure 14B, the
linear behavior at low pressures has unit slope and
extrapolates to an intercept corresponding to the P1/2
value (i.e., log(Y/(1 - Y) ) 0 when Y ) 0.5) of the
low-affinity site, P1/2

T. The high-pressure region of
the Hill plot also has unit slope, and correspondingly
extrapolates to an intercept corresponding to the
value of the high-affinity site, P1/2

R. The difference
between these two P1/2 values leads to the site-site
interaction energy, ∆GO2

R - ∆GO2
T ) δ∆G ) -RT ln

KT/KR ) RT ln(P1/2
R/P1/2

T). The Hill curve for a

cooperative protein is nonlinear for pressures be-
tween the high- and low-affinity limits, and the slope
at the P1/2 value of the protein gives the Hill coef-
ficient h. A value of h ) 1 indicates a noncooperative
protein aggregate, while a slope equal to the number
of subunits in the aggregate corresponds to a com-
pletely cooperative protein assembly. Listed in Table
9 are representative values of the cooperativity
parameters and the maximum observed site-site
interaction energies for hemoglobin, hemocyanin,225

and a brachiopod hemerythrin.222 The values indi-
cate that the binding sites in the latter two proteins
have a somewhat lower intrinsic dioxygen binding
affinity than is the case for hemoglobin. The site-
site interaction energy is smallest for hemerythrin
and largest for hemocyanin, consistent with the latter
showing the largest site structural change on dioxy-
gen binding. Finally, the empirical values of the Hill
coefficients indicate that there is cooperativity, but
it does not extend over all subunits.

Y ) [MO2]/([M] + [MO2]) ) KPO2
/(1 + KPO2

) (5)

Figure 14. (A) O2 saturation plots for cooperative (solid)
and noncooperative (dashed) systems; (B) Hill plot of
cooperative O2 binding.

Table 9. Properties Relating to Cooperativity in
Oxygen-Binding Proteins

propertya hemoglobin hemocyaninb hemerythrinc

P1/2
T

rep (torr) 9 45 20

P1/2
R

rep (torr) 0.25 2 2
δ(∆G)max (kcal/mol) 3 5 1.4
hrep 2.8 4 2

a Properties shown in this table are representative values
in all cases except for δ(∆G) which gives maximum values.
b Reference 225. c Reference 222.
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Physical insight into the origin of cooperativity and
the number of subunits involved in the cooperative
unit is given by the Monod, Wyman, Changeux
(MWC) two-state model.226 This allows for a “tense”
(T) and a “relaxed” (R) quaternary structure related
by the equilibrium constant L ) [T]/[R], with all
subunits changing in a concerted fashion between
these states such that they have either low affinity,
tense (KT ) 1/P1/2

T), or high affinity, relaxed (KR )
1/P1/2

R), equilibrium constants for dioxygen binding
to the active site. Solving the coupled equilibria
associated with binding to these sites in the ag-
gregated protein in the two conformations gives eq
6, where R ) PO2/P1/2

R and c ) P1/2
R/P1/2

T, which must

be <1 for positive cooperativity in dioxygen binding.
Fitting eq 6 to the data in a Hill plot as in Figure
14B provides the equilibrium constant

where R1/2 is the O2 concentration required for half-
saturation and n is the number of interacting sub-
units in the cooperative unit. Consistent with the
quaternary structure, the number of interacting sites
in hemoglobin is four. For arthropod hemocyanins,
the interacting unit is the hexamer, for mollusk
hemocyanins this appears to involve a constellation
of ∼12 domains, and for hemerythrin it is four
subunits, which is half the octameric protein.32,222,227

It should be noted that heterotropic allosteric effec-
tors involved in the regulation of dioxygen binding
act by changing the equilibrium constant L between
the tense and relaxed quaternary structures. For
hemocyanins, these include pH (the normal Bohr
effect which shifts the Hill plot in Figure 14B to the
right with decreasing pH, stabilizing the tense qua-
ternary structure) and Ca2+ (which also stabilizes the
tense quaternary structure). The Eu3+ ion has been
substituted for Ca2+ as a spectroscopic probe. Lu-
minescence lifetime studies of the allosteric effector
site have shown that it is ∼32 Å from the binuclear
copper site.228 This effector site binds one less water
molecule when the equilibrium is shifted to the tense
quaternary structure, indicating that Ca2+ stabilizes
this T state by binding an additional residue (possibly
carboxylate) to crosslink the protein.

The site-site interaction energy in Table 9 should
relate to the change in geometry of the active site on
dioxygen binding, which is more difficult in the tense
quaternary structure due to the restraints associated
with inter-subunit interactions. In hemoglobin, there
are six salt bridges between the R and � subunits in
the deoxy structure, which are no longer present in
the oxy structure. In hemerythrin, all structures
available are for noncooperative sipunculids; there-
fore, the subunit interactions leading to cooperativity
are not yet defined. From Figure 12B, the geometry
change of the hemerythrin active site on binding is
rather limited, consistent with the relatively low
site-site interaction energy of 1.4 kcal/mol. In

contrast to hemoglobin, exogenous ligand binding to
both the reduced (deoxy) and oxidized (met) forms of
the hemerythrin site is not cooperative, indicating
that either the oxidation of the binuclear site or the
specific hydroperoxide-site interaction is the feature
of the site subject to allosteric regulation.222 The
site-site interaction energy would correspond to a
change in redox potential of the binuclear iron site
of only 30 mV, which could easily be associated with
the limited structural change. Alternatively, the ease
of transfer of a proton from the bridging hydroxide
to the peroxide and its stabilization by hydrogen
bonding to the resultant oxo bridge could be strongly
affected by changes in the Fe-O-Fe bond. While
crystallography indicates little change in the Fe-Fe
distance in hemerythrin on oxygenation, EXAFS data
reveal that this distance changes by more than 0.3
Å (oxy, 3.24 Å; deoxy, 3.57 Å).229 This effect should
significantly change the Fe-O-Fe angle, and hence,
the nature of the bridge unit.

For hemocyanin, it was determined early on that
the peroxide derived from dioxygen bridges the two
copper atoms, and thus the dioxygen affinity could
be subject to allosteric regulation by variation in the
Cu-Cu distance.230 This is now supported by the two
crystal structures of deoxyHc198 (Table 8). As indi-
cated above, the Cu-Cu distance in deoxy L. polyphe-
mus hemocyanin is 4.6 Å, while that in the P.
interruptus protein is 3.6 Å. Given the crystallization
conditions and the presence of chloride, the former
structure is thought to be in the tense state while
the latter structure is believed to be relaxed. The 1
Å change in Cu-Cu distance could greatly affect the
dioxygen affinity, providing a large site-site interac-
tion energy (Table 9). This would also explain the
lack of cooperativity in CO binding to the deoxyHc
site,231 as this ligand has been found to bind termi-
nally to one Cu(I) atom.232 Alternatively, there is a
redox change upon dioxygen binding to hemocyanin
that leads to a significant alteration in the geometry
at each copper center (the Jahn-Teller effect); this
could also be subject to allosteric control.

3. Nature of the Dioxygen-Metal Bond: Contributions to
Reversible Dioxygen Binding

The bent, end-on structure of the Fe-O2 unit in
hemoglobin and myoglobin is well defined from X-ray
crystallography on proteins and synthetic com-
plexes.217,233 The iron atom lies approximately in the
porphyrin plane, the Fe-O-O angle is variable
(115-130°), and the Fe-O-O plane tends to bisect
two adjacent nitrogen ligands of the porphyrin. The
electronic structure of the oxygenated heme complex
is less well understood. Many spectroscopic studies
suggest that the dioxygen is bound as superoxide to
a low-spin Fe(III) center; these two S ) 1/2 entities
would be antiferromagnetically coupled to give the
diamagnetic ground state observed experimentally.233

Alternatively, electronic structure calculations sug-
gest that this bond may be described better by an
ozone-type model where dioxygen is coupled to an
intermediate-spin Fe(II) site, with significant per-
turbations within the O2 bond relative to the free
dioxygen molecule.234 Part of the difficulty in study-
ing heme systems is that electron delocalization over

Yh )
R(1 + R)n-1 + LcR(1 + cR)n-1

(1 + R)n + L(1 + cR)n
(6)

L ) [ R1/2 - 1
1 - cR1/2

]‚[ 1 + R1/2

1 + cR1/2
]n-1
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the porphyrin complicates the electronic structure
description. In hemocyanin and hemerythrin, an
initial valence description of bonding is more acces-
sible from a variety of spectroscopies.212a,235 Both
oxygenated proteins exhibit intense low-energy CT
transitions. As already emphasized, CT transition
intensities and energies sensitively probe ligand-
metal bonding interactions. Thus both proteins have
sites whose covalency must make a major contribu-
tion to reversible dioxygen binding. For hemocyanin,
this contribution is quite well understood.

Compared in Figure 15 are the peroxide-to-Cu(II)
CT absorption spectrum of oxy-hemocyanin (C) and
that of a mononuclear model complex236 which has
peroxide end-on bound to a single Cu(II) atom (A).
The absorption band in the oxyHc spectrum (hν )
29 000 cm-1; εM ) 20 000) is far more intense and at
much higher energy than that of the model complex
(hν ) 20 000 cm-1; εM ) 5000).237 Also, the O-O
stretching frequency of the mononuclear model com-
plex is 803 cm-1 while that of oxyHc is 750 cm-1.
These spectral features of oxyHc are unique and
reflect a novel electronic structure for the side-on
peroxide-bridged structure in Figure 12A. For per-
oxide bonded to Cu(II), the appropriate valence

orbitals are the half-occupied dx2-y2 orbital and the
π* set on the peroxide which are its highest occupied
molecular orbitals. Shown in Figure 16 are orbitals
and energy level schemes for three bonding modes
of peroxide with Cu(II). In Figure 16A, the π* set
splits into two nondegenerate orbitals on bonding to
Cu(II); π*σ shifts to deep binding energy owing to its
σ-bonding interaction with the metal; π*v (vertical to
the Cu-O2 plane) is less stabilized as it is only
weakly π bonding with the metal. As the intensity
of the CT transition is dependent on the extent of
overlap of the ligand and metal orbitals involved, the
π*v f Cu(II)dx2-y2 excitation should produce a lower
energy, weak CT transition, and the π*σf Cu(II)dx2-y2

CT transition should be at higher energy and more
intense. This predicted CT band pattern is, in fact,
observed for the model complex which has peroxide
end-on bound to a single Cu(II) (Figure 15A).237 It
should be noted that the wave function of the oc-
cupied π*σ orbital acquires significant Cu dx2-y2

character due to this σ-bonding interaction, and thus
the peroxide ligand acts as a σ donor to the Cu(II)
center.

For peroxide bridged between two Cu(II) atoms,
one must take plus and minus combinations of the
dx2-y2 orbitals on the two copper atoms and allow
these to interact with the valence orbitals on the
peroxide ligand. As shown in Figure 16B, the bond-
ing is very similar to that for the end-on monomer.
The π*σ orbital becomes stabilized (destabilizing the
LUMO) due to σ overlap and again produces a high-
energy, intense CT transition. The difference be-
tween the end-on bridged case and the end-on
monomer case is that there are now two σ-donor
bonding interactions, one with each of the two Cu-
(II) atoms (note the LUMO contour). Thus the CT
intensity should go up by a factor of about two, as is
experimentally observed for an end-on bridged bi-
nuclear Cu(II) model complex (Figure 15B).238 The
CT energy should also increase; however, this is
opposed by the very large excited-state antiferromag-
netism in CT transitions of bridged dimers.239 It
should also be noted that the σ-donor interaction
shifts electron density out of the π*σ orbital, which
is antibonding with respect to the peroxide O-O
bond. Therefore, this bond should be stronger in the
end-on bridged case; indeed, the experimental O-O
stretching frequency of the end-on peroxide-bridged
binuclear model complex is 830 cm-1.

Next, consider the electronic structure of the side-
on bridged peroxide of oxy-hemocyanin in Figure
16C.240 First, the peroxide π*σ orbital is greatly
stabilized in energy, indicating a very strong σ-donor
interaction with the two Cu(II) atoms. From the
LUMO contour, this occurs because there are four
σ-donor interactions in the side-on bridged structure.
The strong σ-donor bond is the origin of the extremely
high intensity and energy of the π*σ f Cu(II)dx2-y2

CT transition, at 29 000 cm-1, in the oxy-hemocyanin
spectrum (Figure 15C). Further, the strong σ-donor
interaction greatly destabilizes the LUMO, which is
the positive combination of dx2-y2 orbitals on the two
Cu(II) atoms. Only in the case of the side-on bridged
peroxide structure is the HOMO (the negative com-
bination of dx2-y2 orbitals) stabilized, owing to a

Figure 15. Peroxidef Cu(II) charge transfer spectra: (A)
an end-on peroxide monomer; (B) an end-on bridged dimer;
(C) oxy-hemocyanin, a side-on bridged peroxide structure.
The πσ* and πv* labels indicate the CT assignments at each
site.
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bonding interaction with a high-energy, unoccupied
σ* orbital on the peroxide. Thus, the occupied copper
dx2-y2 orbitals gain some peroxide character which
shifts electron density into the σ* orbital of the
peroxide (a π-acceptor interaction). This orbital is
highly antibonding with respect to the O-O bond and
should greatly weaken it. Given the very strong
σ-donor interaction of the peroxide in the side-on
bridged structure described above, one would expect
the O-O bond to be stronger than for the end-on
bridged case (i.e., more electron density is shifted out
of the peroxide π*σ orbital). Yet, as indicated above,
the O-O stretching frequency is reduced to ∼750
cm-1, a result attributed to the back-bonding interac-
tion of the peroxide σ* level with the two Cu(II)
atoms.26 The combination of strong σ-donor and
π-acceptor bonding interactions leads to a correspond-
ingly strong peroxide-binuclear Cu(II) bond. This
effect is important in oxyHc as it stabilizes the site
from loss of dioxygen as peroxide, which would
produce a binuclear Cu(II) (met) site that is inactive
in further dioxygen binding.

OxyHr also exhibits intense ligand-to-Fe(III) CT
transitions in its solution and single-crystal absorp-
tion spectra,214 presented in Figure 17, indicating a
highly covalent electronic structure. At this time
its electronic structure has not been well defined;
however, preliminary insights are available which
may be correlated with reactivity. In the hemeryth-
rin octamer, all Fe-Fe vectors are approximately
aligned,241 and polarized single-crystal spectra can
be obtained with the E vector of light parallel and
perpendicular to the Fe-Fe vector of the oxy site in
Figure 12B. These data242 are shown in Figure 17B,
where the parallel spectrum corresponds to the CT
transitions of the oxo bridge and the perpendicular
spectrum (with correction for a small oxo-CT contri-
bution) gives the peroxide-to-Fe(III) charge-transfer
transitions. The two spectra exhibit low-energy
bands, indicating that both structural features of the
oxyHr site contribute to its electronic structure, the
oxo bridge being dominant on the basis of its high
CT intensity. In contrast to Cu(II) with one hole in
its dx2-y2 orbital, high-spin Fe(III) has five half-
occupied d orbitals available as electron-acceptor
levels for CT transitions. The peroxide π*σ orbital
should have σ overlap with one iron orbital of the eg
set and produce an intense high-energy CT transi-
tion, while π*v should overlap one orbital of the iron
t2g set to produce a lower energy, weaker π CT
transition as in Figure 18A. However, the peroxide-
to-Fe(III) CT spectrum of oxyHr (perpendicular spec-
trum in Figure 17B) exhibits two sets of two transi-
tions with only moderate CT intensity,215 indicating
that the π* orbitals of the peroxide are not much split
in energy and have comparable CT transition prob-
abilities to both sets of iron d orbitals. These spectral
features reflect protonation of the end-on peroxide
as in Figure 18B, which (depending on the Fe-O-
O/O-O-H dihedral angle) would interact strongly
with both π* orbitals. This would reduce their
splitting, mix their wave functions, and distribute
intensity over the CT transitions.243 The net effect
of this protonation should be to greatly reduce the
donor interaction of the peroxide with Fe(III) (causing

the relatively low peroxide-to-Fe CT intensity in the
perpendicular spectrum of Figure 17B) and the
strength of the peroxide-Fe bond.

The electronic structure of µ-oxo iron(III) dimers
has been studied in detail.213 The CT transitions

Figure 17. Charge transfer spectra: (A) oxy-hemerythrin
in solution; (B) polarized single crystal of oxy-hemerythrin
(| ) along Fe-Fe vector, gives oxo-Fe(III) CT; ⊥ gives
peroxide-Fe(III) CT transitionssthese must be corrected
for a small oxo CT contribution in the high-energy region
giving the two sets of two Gaussian-resolved peroxide-Fe-
(III) CT bands indicated with dotted lines); (C) polarized
single crystal of [(HEDTA)Fe]2O, an approximately linear
FeIII-O-FeIII complex.

Figure 18. Electronic structure of (A) FeIII-O2
2- and (B)

FeIII-OOH- with the peroxide ligands bound end-on.
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associated with the FeIII-O-FeIII group (parallel
spectrum, Figure 17B) show a remarkable temper-
ature dependence which derives from an extremely
large antiferromagnetism in the oxo f Fe(III) CT
excited states, and directly relates to the superex-
change pathways for ground-state exchange coupling
in these binuclear complexes. The assignment of the
µ-oxo f FeIII

2 CT spectrum in Figure 17B and its
relevance to superexchange are presented else-
where.213 Here we emphasize that this oxo-Fe(III)
CT spectrum greatly changes on going from a linear
Fe-O-Fe structure (Figure 17C) to the ∼120° bent
structure of hemerythrin. Because the CT spectrum
reflects the oxo-iron bond, this bond is significantly
affected by the Fe-O-Fe angle imposed on it by the
bridging carboxylates (Figure 12B). In the linear
Fe-O-Fe case, the dominant bonding interaction
involves the oxygen 2pz orbital σ-donor bonding to
the Fe(III) atoms, as depicted in Figure 19A. In
addition to Fe 3d character, this bond has significant
contributions from Fe 4s and 4p orbitals, resulting
in a strong, short bond. The σ-bonding interaction
does not change significantly on going to the 120°
bent structure of hemerythrin (Figure 19B). The
linear structure also has a doubly degenerate set of
oxygen 2px,y orbitals (perpendicular to the Fe-O-
Fe bond) involved in π-bonding interactions with the
appropriate dπ orbitals on the iron. The out-of-plane
oxygen π bond also does not change significantly on

going to the bent structure. However, as shown in
Figure 19B, in the 120° bent structure of oxyHr and
metHr the in-plane oxygen π bond loses Fe d char-
acter and becomes more localized on the oxo bridge.
This increases the net electron density on the oxo
ligand, which would raise its pKa value (increased
stability of the protonated over the deprotonated
form).

These preliminary bonding considerations suggest
possible electronic structure contributions to dioxy-
gen binding in hemerythrin. Protonation of the
peroxide reduces its donor interactions with iron and
the strength of the FeIII-OOH bond; however, this
site is stabilized from loss of peroxide (preventing
irreversible production of met-hemerythrin) by the
strong hydrogen bonding to the bent oxo bridge. This
interaction will also facilitate deprotonation of hy-
droperoxide, which would concertedly increase the
peroxide donor interaction with the Fe(III) atoms,
favoring reduction of the site and reversible loss as
dioxygen. These proton interactions would be af-
fected by structural changes in the site, providing a
possible contribution to the allosteric control of
dioxygen binding.

C. Superoxide and Peroxide Dismutases and
Non-Heme Peroxidases

In the course of aerobic metabolism, reduced forms
of dioxygen, superoxide, and peroxide, are generated

Figure 19. Electronic structure of the FeIII-O-FeIII unit: (A) linear; (B) bent (120°) structures.
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in cells. Either directly, or indirectly through sub-
sequent reactions, these species can be toxic; several
mechanisms have evolved to eliminate them or repair
the damage inflicted.244,245 The superoxide dismu-
tases (SODs) and catalases catalyze the dispropor-
tionation reactions of superoxide (eq 7a) and peroxide
(eq 7b), respectively. Peroxide can also be biologically

useful as a reactant in oxygenation and oxidation
catalysis (peroxidase activity). In addition to the
ubiquitous heme-containing peroxidases, there are
non-heme vanadium-dependent haloperoxidases which
halogenate organic substrates.246-248 Interestingly,
activation of superoxide and peroxide is achieved
utilizing a large range of metals (V, Mn, Fe, Cu),
oxidation states (1+ to 5+), and modes of reaction
(redox and Lewis acid).

1. Structural Aspects
A large body of structural information is available

for SODs and is assembled in Table 10.72,249-273

These enzymes can be divided into two classes based
on the active site structures in Chart 2,II (p 2252).
The Cu/Zn SODs, mostly found in eukaryotic cells,
cycle between the Cu(II) and Cu(I) states in catalysis.
The structure of the oxidized site (Chart 2,IIE, p
2252) is elaborated in Figure 20A. The Cu(II) center
has a distorted square pyramidal structure with a

D2d distortion toward tetrahedral for the four His‚N
ligands in the equatorial plane. Trans Cu-N vectors
make an angle of 15° above or below the mean N4
plane. The axial water ligand is weakly coordinated
to Cu(II); the inductive effect on the pKa of water is
such that it binds as the neutral ligand.274 The
imidazole group of one of the histidine ligands (His-
61 in bovine SOD) is deprotonated, owing to its
additional bridging interaction with Zn(II). This is
the only example of an imidazolate-bridged site in a
metallobiomolecule. The zinc atom is buried in the
protein and fulfills a structural role.275 It is tetra-
hedrally coordinated, the additional ligands being two
His‚N and monodentate Asp‚CO2 which binds in the
syn configuration (Figure 2D). The role of the bridg-
ing imidazolate in enzyme function has been an
important question. Two structural reports have
appeared for the reduced bovine enzyme; these
disagree as to whether the bridge ligand is proto-
nated and thus no longer bound to Cu(I). Spectral
data for the reduced protein in solution267 (particu-
larly X-ray absorption K-edge data276) strongly sup-
port a three-coordinate Cu(I) site. Copper(I) is not
an effective competitor with the proton for the
unbound site of the ligand. Crystallographic infor-
mation for the cyanide-bound oxidized form shows
that this exogenous ligand displaces axial water at
the copper site with retention of the imidazolate
bridge.

The manganese and iron superoxide dismutases,
which are found in prokaryotes (Mn, Fe), mitochon-
dria (Mn), and plants (Fe), have very similar active

Table 10. Crystallographically Defined Coordination Units of Superoxide Dismutases and Vanadium
Chloroperoxidase

enzyme/unit resolution (Å) references (PDB code)a

iron SOD [FeIII(N‚His)3(O2Cγ‚Asp)(OH2)]
Escherichia coli 1.85 249, 250 (1ISB, 0SDE)

azide-bound form 1.8 249 (1ISC)
reduced (FeII) 1.8 249 (1ISA)

Mycobacterium tuberculosis 2.0 251, 252 (1IDS)
Pseudomonas ovalis (no H2O ligand) 2.1 253, 254 (3SDP)

apoprotein 2.9 254
azide-bound form 2.9 255

manganese SOD[MnIII(N‚His)3(O2Cγ‚Asp)(OH2)]
Thermus thermophilus 1.8 72, 256 (3MDS)

reduced (MnII) 2.3 72
azide-bound form 1.8 249 (1MNG)

Bacillus stearothermophilus (no H2O ligand) 2.4 257
human [2-IIF] 2.2 258 (1ABM, 1MSD)

copper-zinc SOD [(His‚N)3(H2O)CuII(µ-η1:η1-N-‚His)ZnII(N‚His)2(O2Cγ‚Asp)]
spinach 2.0 259 (1SRD)
Saccharomyces cerevisiae (yeast)[2-IIE] 2.5 260, 261 (1SDY)
Xenopus laevis 1.49 262 (1XSO)
human erythrocyte 2.4 263, 264 (1SPD)

Cys6Ala and Cys111Ser double mutant 2.5 264 (1SOS)
bovine erythrocyte 2.0 265, 266 (2SOD)

reduced (CuI) 1.9 267, 268 (1SXA-C)
reduced (CuI)b (no H2O ligand) 1.7 269
cyanide-bound form c 269
nitrated at Tyr 108 2.5 270 (1SDA)
Cys6Ala mutant 2.1 271 (3SOD)
CoII-substituted (for ZnII) 2.0 272 (1COB)

vanadium chloroperoxidase [VV(N‚His)(O)3(OH)]
Curvularia inaequalis c 273

azide-bound form 2.1 273
a See footnote in Table 5. b CuI center is three-coordinate due to protonation of bridging His ligand and loss of H2O. c This

structure is from a preliminary analysis.

2O2
- + 2H+ f H2O2 + O2 (7a)

2H2O2 f 2H2O + O2 (7b)
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Figure 20. Structural parameters of superoxide dismutases, a present model of Mn catalase, and a non-heme
peroxidase: (A) Cu/Zn SOD in its resting form and two crystallographic forms of the reduced enzyme; (B) Fe and Mn SOD
in its resting, ligand-bound, and reduced forms; (C) the proposed active structure for Mn catalase; (D) vanadium
chloroperoxidase. Representative distances and angles are shown where applicable.
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site structures. The relevant oxidation states for
catalysis are Fe(III,II) and Mn(III,II). The structure
of the oxidized sites of both enzymes is trigonal
bipyramidal (Chart 2,IIF, p 2252, Figure 20B), with
two His‚N and a monodentate syn carboxylate oxygen
in the equatorial plane and axial His‚N and water
ligands. Two points should be noted about the axial
water ligands. First, two structures, Fe SOD from
P. ovalis and Mn SOD from B. stearothermophilus,
do not indicate the presence of an axial water ligand.
This apparent disagreement has been suggested to
be due to structural disorder in the crystals.249,277

Second, on the basis of bond lengths and active site
charge, it is thought that the water is deprotonated
and binds as hydroxide to the oxidized site in both
enzymes. On reduction, little overall structural
change occurs; however, the bond lengths increase
and from the effective pKa it is thought that the axial
hydroxide ligand is protonated to water. A structure
also exists for the azide-bound form of oxidized T.
thermophilus Mn SOD. Interestingly, rather than
compete with the axial hydroxide, the exogenous
ligand binds between the two equatorial His‚N
ligands to form a six-coordinate distorted octahedral
structure.

The catalase reaction (eq 7b) is catalyzed by
enzymes having either heme or non-heme active
sites. The non-heme enzyme has a binuclear man-
ganese active site that cycles between the 2Mn(II)
and 2Mn(III) oxidation states in catalysis.278 Only
preliminary structural information is available for
the manganese catalase from T. thermophilus.279

From the 3 Å structure of the reduced protein, a
manganese pair with a 3.6 Å metal-metal distance
has been reported. The overall protein fold (four
antiparallel R helices) is similar to that of hemeryth-
rin. This, combined with the absorption spectrum
of the oxidized site, which looks like those of µ-oxo,
bis(µ-carboxylato) binuclear Mn(III) complexes, has
led to the idea that a similar site structure may be
present in manganese catalase280 (Figure 20C).

The structure of a vanadium chloroperoxidase
(capable of oxidizing chloride, bromide, and iodide)
from the fungus Curvularia inaequalis has been
reported (Table 10). Sequence homology comparisons
strongly indicate that the structural motif of this
enzyme should be applicable to other vanadium-
containing haloperoxidases.248,273 A pentavalent va-
nadium atom is covalently linked to the protein by
His‚N at one of the axial positions of the trigonal
bipyramidal active site (Figure 20D). The other axial
position is occupied by hydroxide. Three oxo ligands
are located in the equatorial plane. Although the site
is covalently linked to the protein at only one posi-
tion, the coordination unit is stabilized by extensive
hydrogen bonding to the equatorial oxo ligands by
the protein moiety. The axial hydroxide ligand is
accessible to solvent and can be replaced by other
exogenous ligands such as azide.

2. Molecular Mechanisms

The disproportionation of superoxide by redox-
active metal ions is generally thought to occur in two
one-electron steps via a “ping-pong” mechanism as
in eqs 8a,b.281 The aqueous Cu(II) ion catalyzes this

disproportionation through one-electron oxidation
and reduction cycles about 104 faster than the un-
catalyzed reaction (kuncat ) 2.5 × 105 M-1 s-1 at pH
7,282a kCu ) 8 × 109 M-1 s-1 282b). However, when Cu-
(II) is bound to most chelate ligands or adventitiously
to proteins, its activity is reduced or eliminated.283

The bimolecular rates of enzymatic disproportion-
ation of superoxide are 2 × 109 M-1 s-1 for Cu/Zn
SOD,284 3 × 108 M-1 s-1 for Fe SOD285 and 5.6 × 107

M-1 s-1 for Mn SOD.286 In order to achieve these
high catalytic rates, the active site must provide (i)
a high rate of access of superoxide to the site and
rapid release of product (dioxygen and, in particular,
peroxide which can bind to metal ions leading to
product inhibition), (ii) an open or exchangeable
coordination position at the metal ion if an inner-
sphere electron transfer mechanism is involved, (iii)
rapid protonation of the peroxide anion, and (iv) the
appropriate thermodynamic driving force (redox po-
tential).

The molecular mechanisms that have been devel-
oped for the Cu/Zn266 and Mn and Fe277 SODs, set
out in Figure 21, allow for these reactivity require-
ments. For Cu/Zn SOD, electrostatic287 and molec-
ular dynamics288 calculations have shown that there

Figure 21. Mechanistic proposals for (A) Cu/Zn and (B)
Fe or Mn superoxide dismutases under physiological condi-
tions.

O2
- f O2 + e- (8a)

O2
- + e- + 2H+ f H2O2 (8b)
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is a network of positively charged residues along the
channel described in Figure 3G which steer the
superoxide and enhance its rate of access to the Cu-
(II) center. From density functional calculations,289

it is thought that the superoxide must bind to the
Cu(II) center, displacing the axial water for electron
transfer. This binding is assisted by a positive
arginine residue at about 5 Å from the Cu(II) atom
and by the weak binding of the axial water ligand.
Electron transfer results in loss of dioxygen and
creates a Cu(I) center that is three-coordinate with
the imidazolate being protonated and bound only to
the zinc ion. A second superoxide would then bind
to the open coordination position on Cu(I), followed
by inner-sphere electron transfer to generate perox-
ide which is protonated by re-forming the imidazolate
bridge. Additional protonation would lead to rapid
loss of H2O2 and further turnover. The reaction
sequence is depicted in Figure 21A. It should be
noted that there are problems with this mechanism
in terms of breaking and forming the imidazolate
bridge; the turnover rate is too high under saturating
superoxide conditions,290 and, if the zinc ion is
removed, there is still dismutation with only a limited
reduction in the turnover rate.291 It is thought that
the reduced Cu/Zn SOD structure with the imida-
zolate bridge intact (Figure 20A) may be relevant to
catalysis at high superoxide concentration (i.e., non-
physiological conditions) where a Cu(II)-O2 complex
could form and be reduced by the second superox-
ide,268 as observed for superoxide disproportionation
by nonredox active metal ions.281

The mechanism for the manganese and iron en-
zymes shown in Figure 21B is similar to that of Cu/
Zn SOD. The major difference is that water is bound
as hydroxide to the oxidized site and thus would not
be displaced by superoxide; instead, superoxide binds
to increase the coordination number of the metal.
Reduction then leads to protonation of the bound
hydroxide to form water, which upon oxidation by a
second superoxide transfers its proton to the result-
ant peroxide. It is important to note that the
hydroperoxide formed could have a fairly high affinity
for trivalent metal ions, leading to product inhibition.
At least in the case of the Fe SOD, it is found that
exogenous ligands do not bind to the reduced site.292

If this can be extended to the superoxide substrate,
it would support an outer-sphere mechanism for the
reduction of O2

- which would result in a noncoordi-
nated hydroperoxide product and no inhibition.

From the Latimer diagram in Figure 22,293 the
reduction potential of superoxide dismutases should
be between -0.16 V and +0.89 V, and preferentially
near the middle of this range to afford maximum
thermodynamic driving force for rapid one-electron
oxidation and reduction of superoxide. The reduction

potentials of the superoxide dismutases are +0.40 V
for Cu/Zn SOD,294 +0.26 V for Fe SOD,295 and +0.31
V for Mn SOD296 at pH values near 7, and decrease
with increasing pH (by ∼0.059 V/log unit) indicating
that protonation of the site occurs with reduction. It
is interesting to compare these values to the standard
reduction potentials of the aquo ions: [Cu(OH2)n]+/2+,
+0.16 V; [Fe(OH2)6]2+/3+, +0.77 V; [Mn(OH2)6]2+/3+,
+1.5 V.297 Thus, only the aquo copper ion should be
an efficient superoxide disproportionation catalyst.
The low potential of the copper couple relative to
those of the iron and manganese complexes derives
from the fact that it involves ionization of a monova-
lent rather than a divalent metal ion. The trend
between the manganese and iron reduction potentials
is associated with the added stability of the high-spin
d5 configuration due to electron exchange which
lowers the energy of the oxidized iron and reduced
manganese states. For all three metal ions, coordi-
nation to the donor ligand set of the protein should
markedly stabilize the oxidized over the reduced sites
because of coordination to anionic ligands. Such
stabilization lowers the redox potential, although the
lower dielectric of the protein environment would
tend to decrease the stabilization of the oxidized site.
From the above potentials, one would expect that Fe-
(III) bound to the three His‚N, Asp‚CO2, and OH-

ligands of the Fe SOD site would have its potential
lowered into the middle of the region for superoxide
dismutation. Indeed, [Fe(EDTA)]-, with E° ) +0.12
V, does catalyze superoxide disproportionation.298

However, the potential of aqueous manganese is
considerably higher than that of aqueous iron, and
[Mn(EDTA)]-, with E° ) +0.82 V, does not catalyze
superoxide dismutation.299 This difference in intrin-
sic reduction potentials may contribute300 to the fact
that even though the iron and manganese SOD active
sites are very similar, substitution of the manganese
into the iron site and iron into the manganese site
usually leads to inactive enzyme.301 Protein differ-
ences outside the first coordination sphere may
correlate with this difference in metal ion activa-
tion.254,255

Alternatively, [Cu(OH2)6]2+ has a relatively low
reduction potential; coordination to a ligand set of
three His‚N, water, and imidazolate should lower it
further. Thus the +0.40 V potential for Cu/Zn SOD
is surprisingly high for the Cu(II) site structure
(Chart 2,IIE, p 2252). However, a change in coordi-
nation number on reduction to a three-coordinate Cu-
(I) structure would stabilize the reduced site and
raise the potential into the required region for
efficient superoxide dismutation by eqs 8a,b. Thus,
an important role of the bridging imidazolate-zinc
unit, and one possible reason for the large structural
difference between the active sites of Cu/Zn and Mn
and Fe SODs (Chart 2,II, p 2252), is to allow for a
decrease in coordination number of the redox-active
metal center on reduction. This appears to be
required for Cu(II) to increase its potential into the
active range with protein donor ligands, but not for
the Mn(III) or Fe(III) ions, which have intrinsically
higher reduction potentials.

Because detailed structural insight on manganese
catalases is not yet available, discussion of the

Figure 22. Latimer diagram for O2 in aqueous solution
at unit activity. (Adapted from ref 293.)
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reaction mechanism on a molecular level is neces-
sarily limited. From kinetics studies,278 the dispro-
portionation of peroxide also involves a ping-pong
mechanism as given in eqs 9a,b. From the Latimer

diagram in Figure 22, the net peroxide dispropor-
tionation reaction (eq 7b) must involve two-electron
steps with a fairly high two-electron reduction po-
tential midway between +0.36 V and +1.35 V. In
the heme enzymes, the two-electron reduction of
peroxide is accomplished by an FeIII-protoporphyrin
IX center with an axial tyrosinate ligand.302 This
generates compound I which is reasonably well
characterized as a ferryl (FeIVdO) species bound to
a porphyrin monoanion radical. The two-electron
oxidation of the active site is thought to be assisted
by the strong donor interaction of the distal axial
phenolate and by Arg and His residues in the pro-
tein pocket on the proximal side, which heterolyti-
cally polarize the peroxide to give H2O and the
[FeIVO(por-)]+ intermediate. This species oxidizes a
second peroxide to dioxygen in catalase, or oxidizes
substrates in the case of the heme peroxidases. For
Mn catalase, the two-electron reduction of peroxide
is accomplished by a binuclear Mn(II) site being
oxidized to two Mn(III) ions. The binuclear Mn(II)
site is antiferromagnetically coupled, perhaps through
a bridging hydroxide.303 The two-electron reduction
of peroxide could be assisted by the formation of an
oxo bridge at the oxidized binuclear Mn(III) site. The
putative oxo bridge could be derived from peroxide
or from the hydroxide bridge proposed to be present
in the reduced structure. It is clear from EXAFS304

and MCD305 results that further oxidation of the site
leads to a di(µ-oxo) MnIIIMnIV structure, which,
however, is not active in catalysis. If the µ-oxo, bis-
(µ-carboxylato) structure (Figure 20C) is correct, the
second peroxide would bind terminally to one Mn-
(III) atom of the oxidized site. This could produce a
peroxy intermediate similar to the oxyHr structure
(Figure 12B). Interaction of the hydroperoxide pro-
ton with an oxo bridge would increase charge dona-
tion to the binuclear manganese center, leading to
its reduction and loss of dioxygen. As with hem-
erythrin, such an event would require a two-electron
transfer, one electron to each metal ion, from the
peroxide bound to one metal center and thus an
efficient superexchange pathway to the adjacent
metal ion. At present, accurate structural informa-
tion for the oxidized and reduced forms of the
manganese catalase active site is required to elimi-
nate speculation and allow the development of a
molecular mechanism for this interesting two-elec-
tron catalytic cycle.

In contrast to the manganese or heme catalases,
the vanadium haloperoxidases are not redox-active
during catalytic turnover.306 Peroxide is believed to
bind to V(V) at an axial position, substituting the
hydroxide ligand. Pentavalent vanadium is a strong
Lewis acid and can activate bound peroxide for
nucleophilic attack by halide ions, ultimately produc-

ing hypohalous acid (HOX or possibly vanadium-
bound OX-), which can halogenate organic sub-
strates.306-308 In the absence of suitable substrates,
hypohalous acid can react with a second molecule of
hydrogen peroxide, producing dioxygen and water (a
net peroxide dismutation reaction).308

Biological systems have evolved a multitude of
ways to deal with toxic molecules. The dismutation
of superoxide and peroxide, as well as the coupling
of peroxide degradation with useful chemical cata-
lysts, are examples. Interestingly, and as already
noted, the methods of activation span a large range
of metals, oxidation states, and two general activation
modes. All of this constitutes another elegant display
of the ability of nature to harness and control the
properties of bioavailable metals for specific purposes.

D. Oxidases and Oxygenases
Dioxygen reduction (oxidase activity) and activa-

tion for incorporation into organic substrates (oxy-
genase activity) are catalyzed by non-heme iron and
copper active sites. These reactions, which are also
catalyzed by flavin and heme enzymes, are listed in
Table 11. The oxidases couple the one-, two-, or four-
electron oxidation of substrates to the two- or four-
electron reduction of dioxygen to hydroperoxide or
water. The oxygenases incorporate either one (mono-
oxygenases) or two (dioxygenases) atoms of oxygen
into organic substrates. In the monooxygenases, the
nonincorporated oxygen atom is reduced to water
either by an additional two-electron reductant (RH2
in Table 11) in the case of the external monooxy-
genases, or by the substrate itself in the internal (or
mixed function) monooxygenases. It should be noted
that in the case of poor substrates (S′ in Table 11),
the reaction can be uncoupled in the sense that the
reductant is still oxidized but O2 is reduced to
peroxide rather than incorporated into the substrate.
This emphasizes the connection between oxygenase
and oxidase activity. In the dioxygenases, either both
oxygen atoms are incorporated into the substrate
(intramolecular dioxygenases) or one oxygen atom is
incorporated into substrate and the second into an
additional organic cofactor (intermolecular dioxyge-
nases). The intermolecular dioxygenases lead to the
apparent monooxygenation of substrate. This situ-
ation again emphasizes the parallels between the
different categories of dioxygen reactivity. The non-
heme oxidases and oxygenases can be classified as
mononuclear and binuclear non-heme iron and mono-
nuclear, binuclear and trinuclear copper enzymes. A
list of many of these enzymes and the reactions they
catalyze is given in Table 12. These enzymes and
the CuB-heme a3 site of cytochrome c oxidase are
discussed elsewhere in this issue. Here we sum-
marize the known structural features of these en-
zymes and make some general observations concern-
ing structure/reactivity correlations.

1. Structural Aspects
a. Mononuclear Non-Heme Enzymes. Of the mono-

nuclear non-heme iron enzymes listed in Table 12,
structures are available for the intradiol and extra-
diol dioxygenases, lipoxygenase, and isopenicillin
N-synthase. Active-site structures are collected in

H2O2 + 2e- + 2H+ f 2H2O (9a)

H2O2 f O2 + 2e- + 2H+ (9b)
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Table 13.2,3,33,37,309-328 The intradiol and extradiol
dioxygenases demonstrate that active sites with very
different geometric and electronic structures can be
employed to execute similar reactivity, in this case
the incorporation of both oxygen atoms into o-
diphenol substrates which results in ring cleavage
between or external to the diol.329,330 The structures
of intradiol and extradiol dioxygenases are compared
in Chart 3 parts A and B (p 2253). The intradiol
dioxygenase has a trigonal-bipyramidal geometry
with His‚N, Tyr‚O, and hydroxide equatorial ligands
and His‚N and Tyr‚O axial ligation. The extradiol
dioxygenase has a square-pyramidal structural with
equatorial His‚N, carboxylate, and two cis-water
ligands and an axial His‚N ligand. As indicated in
section II.A, Tyr‚O is a strong donor ligand; here it
stabilizes the Fe(III) state in the intradiol dioxyge-
nases. Thus, the intradiol dioxygenases are active
as high-spin iron(III), while the extradiol dioxygena-
ses are active in the high-spin iron(II) state.329,330 This
difference in electron structure determines their
mode of reactivity; the intradiol dioxygenases func-
tion by substrate activation, while the extradiol
dioxygenases function by dioxygen activation (vide
infra). For both subclasses of mononuclear non-heme
iron enzymes, the mechanism is sequential, with
substrate coordination required for dioxygen reactiv-
ity. The high effective nuclear charge of Fe(III) in
the intradiol dioxygenases leads to water ligand
ionization, producing bound hydroxide. As shown in
Figure 23A, this is thought to assist in substrate
coordination as the dianion; the substrate protona-
tively replaces the equatorial hydroxide and axial
tyrosine ligands. In the extradiol dioxygenases (Fig-
ure 23B), the catechol substrate replaces the two
equatorial water ligands and is thought to bind as a
monoanion with inequivalent FeII-O(substrate) bond
lengths.331

Two structures have recently been reported for
soybean lipoxygenase, and are given in Chart 3, parts
C37 and D314 (p 2253). In one, three His‚N and the
C-terminal carboxylate oxygen from an Ile residue
bind to the Fe(II) site with a geometry described as
octahedral with two open cis coordination positions.37

In the other, these cis positions are occupied by two
additional ligands, a distant carbonyl oxygen atom
of Asn and a water ligand. Spectroscopic data on
lipoxygenase indicate that there is an equilibrium
mixture of five- and six-coordinate protein sites
present in solution which becomes six-coordinate on
binding fatty acid substrate.332 These crystallo-
graphic and spectral studies are on the reduced form,
while the oxidized form is the active catalyst.333 As
shown in Figure 23C, oxidation of lipoxygenase is

believed to result in a similar six-coordinate high-
spin Fe(III) structure with ionization of the bound
water to hydroxide.334,335 The fatty acid substrate is
thought to react by hydrogen atom abstraction to
reduce the FeIII-OH- to an FeII-OH2 center, indicat-
ing a high reduction potential for this site in the
presence of substrate.

All the remaining mononuclear non-heme enzymes
in Table 12 are active as high-spin Fe(II) centers and
are involved in dioxygen activation. While no crystal
structure is yet available for phthalate dioxygenase
or related cis-hydroxylation enzymes, a fair amount
of spectroscopic information is available from XAS336

and MCD.337,338 The Fe(II) center is six-coordinate,
but upon binding substrate in the protein pocket with
the aromatic ring adjacent to the iron the coordina-
tion number decreases to five, leading to an open
coordination position at the Fe(II) center for O2
reactivity (Figure 23D). Very little structural infor-
mation is presently available for ω-hydroxylase339 or
any pterin- or R-ketoglutarate-dependent dioxy-
genase. For both of the latter classes of enzymes, one
oxygen atom is incorporated into substrate and the
other into the organic cofactor biopterin or R-keto-
glutarate. In the case of the R-ketoglutarate-depend-
ent enzymes, cofactor oxygenation leads to succinate,
which contains the second atom of dioxygen, and CO2.
For the pterin-dependent enzymes, oxygenation of
the organic cofactor produces a transient 4R-hy-
droxypterin species that dehydrates to the oxidized
dihydropterin.340 Thus the net reaction is that of an
external monooxygenase, and the pterin-dependent
enzymes are often classified as such. Clavaminate
synthase is used as the example of an R-ketoglut-
arate-dependent enzyme in Table 12 because, in
addition to the usual hydroxylation chemistry of this
class of enzymes,341 it also catalyzes oxidative ring
closure342 similar to the reactivity of isopenicillin
N-synthase (IPNS),343 which is not R-ketoglutarate-
dependent.

The recent crystal structure of the manganese-
substituted IPNS enzyme315 has been adapted to Fe-
(II) coordination and is illustrated in Figure 23E. The
site is six-coordinate with two His‚N, Gln‚N, and
monodentate Asp‚CO2 endogenous ligands and two
cis water ligands. The thiolate group of the ACV
substrate is known to bind to the Fe(II) center,344 and
it is thought that this binding induces a structural
change at the site such that O2 attacks at the Gln‚N
coordination position. Bleomycin is included in Table
12 as it is a histidine-containing glycopeptide anti-
biotic which catalyzes a reaction very similar to that
of cytochrome P-450 by use of a mononuclear non-

Table 11. Oxidase and Oxygenase Reactionsa

oxidases 2 electron 2RH + O2 f 2R + H2O2
RH2 + O2 f R + H2O2
4RH + O2 f 4R + 2H2O

4 electron 2RH2 + O2 f 2R + 2H2O
RH4 + O2 f R + 2H2O

monooxygenases external
(uncoupled)

S + RH2 + O2 f SO + R + H2O
S′ + RH2 + O2 f S′ + R′ + H2O2

internal SH2 + O2 f SO + H2O
dioxygenases intramolecular S + O2 f SO2

intermolecular S + Co + O2 f SO + CoO
a RHn ) reductant; S ) substrate; S′ ) poor substrate; Co ) cofactor.

2276 Chemical Reviews, 1996, Vol. 96, No. 7 Holm et al.

+ +



Table 12. Iron and Copper Oxidases and Oxygenases and Related Enzymesa

Aspects of Metal Sites in Biology Chemical Reviews, 1996, Vol. 96, No. 7 2277

+ +



Table 12 (Continued)

2278 Chemical Reviews, 1996, Vol. 96, No. 7 Holm et al.

+ +



heme Fe(II) active site.345 Spectroscopic information
is available on this site, indicating that it is six-
coordinate with a weak axial ligand position available
for dioxygen reactivity.346 The oxy-bleomycin com-
plex accepts an additional electron to generate acti-
vated bleomycin,347 which reacts with DNA by H-
atom abstraction from the C4′-position of the de-
oxyribose sugar.345

In summary, the intradiol dioxygenases and
lipoxygenases react with substrate at the high-spin
Fe(III) level, while all other mononuclear non-heme
iron enzymes are active for catalysis in their Fe(II)
states.

b. Binuclear Non-Heme Enzymes. Of these en-
zymes listed in Table 12, structures are now available
for methane monooxygenase (MMO) and ribonu-

Footnotes to Table 12
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Table 13. Crystallographically Defined Iron and Copper Oxidases and Oxygenases and Related Enzymes

enzyme/unit
resolution

(Å)
references

(PDB code)a

Mononuclear Iron

protocatechuate 3,4-dioxygenase (Pseudomonas aeruginosa)[3A]

[FeIII(N‚His)2(O‚Tyr)2(OH)] 2.15 309, 310, 311 (2PCD)

2,3-dihydroxybiphenyl 1,2-dioxygenase
[FeII(N‚His)2(O2Cδ‚Glu)(OH2)2]

Pseudomonas cepacia [3B] 1.9 312 (1HAN)
Pseudomonas sp. strain KKS102

oxidized (FeIII) 1.8 313
substrate-boundb 1.8 313

lipoxygenase-1 (Soybean)c

[FeIII(N‚His)3(O2C‚Iled)(OCγ‚Asn)(OH2)][3D] 2.6 37
[FeIII(N‚His)3(O2C‚Iled)] [3C] 2.6 314 (2SBL)

isopenicillin N-synthase
Mn substituted

[MnII(OCγ‚Gln)(N‚His)2(O‚Asp)(OH2)2] 2.5 315

Binucleare Iron

methane monooxygenase (Methylococcus capsulatus-Bath)[3F]

oxidized (+4 °C) 2.2 316, 317 (1MMO)
[(H2O)(Glu‚δCO2)(His‚N)FeIII(µ-η1:η1-O2Cδ‚Glu)
(µ-η1:η1-O2Ac)(µ-OH)FeIII(N‚His)(O2Cδ‚Glu)2]

oxidized (-160 °C) 1.7 318
[(H2O)(Glu‚δCO2)(His‚N)FeIII(µ-η1:η1-O2Cδ‚Glu)
(µ-OH2)(µ-OH)FeIII(N‚His)(O2Cδ‚Glu)2]

fully reduced (-160 °C) 1.7 318
[(H2O)(Glu‚δCO2)(His‚N)FeII(µ-η1:η2-O2Cδ‚Glu)
(µ-η1:η1-O2Cδ‚Glu) FeII(N‚His)(O2Cδ‚Glu)]

ribonucleotide reductase (Escherichia coli-Protein R2)[3E]

[(H2O)(Asp‚γCO2)(His‚N)FeIII(µ-η1:η1-O2Cδ‚Glu) 2.2 319 (1RIB)
(µ-O2-)FeIII(N‚His)(O2Cδ‚Glu)2(OH2)]

Mn substituted 2.2 320 (1MRR)
apoenzyme 2.5 321

Mononuclear Copper

amine oxidase
[CuII(N‚His)3(OH2)2]

Eschericheria coli
active form 2.0 322
inactive form 2.0 322
pea seedling [4A] 2.4 323

galactose oxidase (Dactylium dendroides)
[CuII(N‚His)2(O‚Tyr)(O‚TyrS‚Cysf)(X)]

pH 4.7 [4B] (X ) AcO-) 1.7 324, 325 (1GOF)
pH 7.0 (X ) H2O) 1.9 324, 325 (1GOG)
apoprotein 2.2 324 (1GOH)

nitrite reductase (type II site)g

[CuII(N‚His)3(OH2)]
Alcaligenes faecalis S-6 [4D] 2.0 145, 146 (1AFN)

Met150Glu mutant, Zn-substituted 2.2 146
Achromobacter cycloclastes 2.3 147, 148 (1NRD)

NO2
- bound 2.2 148

type II depleted 2.2 148

Trinuclear Copper

ascorbate oxidase (zucchini)g

oxidized form [4C] 1.9 33, 326 (1AOZ)
type III [(His‚N)3CuII(µ-OH)CuII(N‚His)3]
type II [CuII(N‚His)2(OH)]

peroxide form 1.9 327 (1ASP)
type III [(His‚N)3CuII(O2H)‚‚‚CuII(N‚His)3]
type II [CuII(N‚His)2(OH)]

azide form 1.9 327 (1ASQ)
type III [(His‚N)3CuII(N3

-)2‚‚‚CuII(N‚His)3]
type II [CuII(N‚His)2(OH)]

reduced form 1.9 327 (1ASO)
type III [(His‚N)3CuI‚‚‚CuI(N‚His)3]
type II [CuI(N‚His)2(OH/OH2)]

type II depletedh 328
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cleotide diphosphate reductase (RDPR). In RDPR,
the binuclear Fe(II) site plus an additional electron
reacts with dioxygen to generate the active site,348

which has a tyrosyl radical within approximately 5
Å of the resulting binuclear ferric center (Chart 3E,
p 2253). In MMO, the binuclear ferrous site activates
dioxygen for hydroxylation.349 In contrast to the
binuclear non-heme iron active site in hemerythrin
(Chart 2, parts C and D, p 2252), MMO (oxidized
resting enzyme in Chart 3F, p 2253) and RDPR have
two, rather than five, His‚N ligands. The remaining
positions are occupied by carboxylate and water-
derived ligands, which are better donors and con-
tribute to the difference in reactivity of reversible
dioxygen binding in hemerythrin versus dioxygen
activation in MMO and RDPR. The structures of the
oxidized sites for MMO and RDPR are shown in
Figure 24, left. Note that in MMO at low tempera-
ture, the exogenous acetate ligand bridge (from the
crystallization buffer) in Chart 3F (p 2253) is absent
and a water bridge appears, affording what is prob-
ably the active site structure in solution. Owing to
the increased donor ligation, the effective nuclear
charge on the iron atoms should be lowered relative
to that of the oxidized (2Fe(III)) hemerythrin site, and
one might expect the pKa of the water-derived bridg-
ing ligand to be increased. Thus, instead of the
bridging oxo group in oxyhemerythrin in Chart 2D
(p 2252), a hydroxide bridge is present at the bi-
nuclear ferric site of MMO.350 However, there is an
oxo bridge present in oxidized RDPR.351 The major
structural difference between met RDPR and MMO
(Figure 24, left) is that the bidentate Asp‚CO2 of Fe1
in RDPR is replaced by a monodentate Glu‚CO2 in
MMO. A position on Fe1 is opened and the terminal
water ligand on Fe2 in RDPR becomes a bridging
ligand in MMO. It has also been noted that both
His‚N ligands of MMO are hydrogen-bonded to Asp
residues, while only one His‚N is hydrogen-bonded
to Asp in RDPR.317 Some combination of structural
differences appears to decrease the net charge do-
nated to the iron atoms in RDPR (relative to MMO)

leading to its oxo (rather than hydroxo) bridge.
On reduction, one five- and one four-coordinate Fe-

(II) atoms are present in RDPR from MCD studies,
which indicate that both iron atoms are coordina-
tively unsaturated and available for reaction with
dioxygen.352 Two possible structures for reduced
RDPR are given in Figure 24B, right. The top
structure corresponds to that of the manganese-
substituted enzyme,320 while the lower structure
would derive from loss of all water-related ligands
and a carboxylate shift353 of the Glu‚CO2 ligand on
Fe2 to a µ-η1:η1 bridging position. Consistent with
open coordination positions on both Fe(II) centers,
the µ-oxo bridge of the oxidized site derives from
dioxygen.354 In the case of reduced MMO, the low-
temperature crystal structure shows two inequiva-
lent five-coordinate Fe(II) centers, consistent with
MCD results.355 The hydroxide bridge of the oxidized
site is replaced by a second carboxylate bridge,
whereby a terminal Glu‚CO2 on Fe2 in the oxidized
site becomes bidentate to that iron atom in the
reduced structure with one of its oxygen atoms
bridging to the other Fe(II). The terminal water
ligand on Fe1 in the oxidized structure no longer
coordinates in the reduced structure, and the water
bridge is replaced by a terminally bound water
molecule at that iron atom. It is assumed that the
bridging water position of the oxidized structure is
the site of dioxygen and substrate reactivity.

c. Mononuclear Copper Enzymes. Crystal struc-
tures are available for the mononuclear copper
enzymes listed in Table 12 (see Table 13). Nitrite
reductase is included here since it has a mononuclear
copper center (called type 2 or normal) in addition
to a blue copper center. The normal copper center
catalyzes the one-electron reduction of NO2

- to NO.356

Amine oxidase and galactose oxidase are particularly
interesting enzymes in that they have a single copper
center, yet catalyze the two-electron oxidation of
substrates coupled to the two-electron reduction of
dioxygen to hydrogen peroxide. This is accomplished
by utilizing an additional organic cofactor covalently

Table 13 (Continued)

enzyme/unit
resolution

(Å)
references

(PDB code)a

Trinuclear Copper (continued)

ceruloplasmin
human (oxidized)i 3.1 5

type III [(His‚N)3CuII(µ-L)CuII(N‚His)3]
type II [CuII(N‚His)2(L′)]

Mononuclear Iron and Copper

cytochrome c oxidasej

Paracoccus denitrificans (oxidized) 2.8 2
bovine heart (oxidized) [4E] 2.8 3

[FeIII(hemeA)(N‚His)2]
[(His‚N)3CuII‚‚‚FeIII(hemeA3)(N‚His)]
[Zn(S‚Cys)4] (bovine)
[Mg(N‚His)(O2Cγ‚Asp)(O2Cδ‚Glu)(OH2)] (bovine)

a See footnote in Table 5. b 2,3-Dihydroxybiphenyl and 3-methylcatechol. c Two X-ray structures differ with respect to OCγ‚Asn
and H2O ligation, see text. d C-terminal carboxylate group. e Binuclear rather than dinuclear is used throughout as both bi and
nucleus have latin roots. f 3′-Cysteinyltyrosine bound to the copper through the tyrosine oxygen. g A blue copper (type I) center is
also present in this enzyme (see Table 7). h The structure is an averaged structure with partial depletion of all Cu at the trinuclear
site. i There are also three blue copper (type I) centers in this enzyme, one of them lacks the axial methionine. The bridging
ligand (L) of the type III site and the third ligand of the type II site (L′) are both believed to be non-protein water-derived ligands
as in ascorbate oxidase. j A binuclear copperA site is also present in this enzyme (see Table 7).
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bound to the site (see section II.B.6). For both
enzymes, the copper center appears to be required
for the post-translational modification of a tyrosyl
residue to form the cofactor. For amine oxidase, that
residue is hydroxylated to generate a topa (hydroxy-
phenylalanine) quinone357 which is approximately 5
Å from the copper atom (Chart 4A, p 2253). The
resting enzyme has a square-pyramidal Cu(II) center
with three His‚N ligands and one water ligand in the
equatorial plane and an axial water ligand. As seen
in Figure 25A, the primary amine substrate reacts
with the topaquinone to generate the aminoquinol
of the cofactor and the aldehyde product.358 The
copper center is not involved in this chemistry, but
is required for the reoxidation of the cofactor by O2
to produce the amine and H2O2. The aminoquinol-
Cu(II) form of the enzyme is thought to be in a redox

equilibrium with the Cu(I)-iminosemiquinone, which
is observed by EPR. This Cu(I) center may be the
site for the dioxygen reaction. In the case of galactose
oxidase, the copper center appears to catalyze the
covalent coupling of a Tyr‚O ligand to a cysteinyl
residue to form 3′-cysteinyltyrosine.325 This is one
of the ligands in the equatorial plane of a square-
pyramidal Cu(II) center; the remaining ligands are
two His‚N and an acetate (from the crystallization
buffer) in the plane and an axial Tyr‚O ligand (Chart
4B, p 2253). The resting Cu(II) form of the enzyme
must be activated by one-electron oxidation of the
cysteinyl tyrosine, whose potential is significantly
lowered due to the covalent sulfur and a stacking
interaction with a tryptophan which can provide
further electron delocalization. As the resultant
tyrosyl radical is covalently bound to Cu(II), there is
no EPR signal observed for either center.359 As
indicated in Figure 25B, this Cu(II)-O‚TyrS‚Cys site
will react with substrate at the exchangeable equato-
rial position, leading to its oxidation and the elimina-
tion of aldehyde. The resulting Cu(I) center is three-
coordinate360 and reacts with dioxygen to regenerate
the fully oxidized active site with the elimination of
hydrogen peroxide.

d. Binuclear Copper Enzymes. The binuclear
copper monooxygenases in Table 12 are divided into
two groups dependent upon whether the site, at the
binuclear Cu(II) oxidation level, is coupled or un-
coupled. Here, “coupled” refers to the antiferromag-
netic interaction between the two S ) 1/2 Cu(II) atoms
to produce an Stotal ) 0 ground state that is EPR
silent. This coupling requires a strong covalent
pathway between the two Cu(II) centers through a
bridging ligand (i.e., a superexchange pathway). The
uncoupled binuclear copper enzymes dopamine �-hy-
droxylase and peptidylglycine R-hydroxylating mono-
oxygenase exhibit normal Cu(II) EPR signals,361

indicating that the two metal atoms are greater than
6 Å apart and have no direct bridging ligand. Thus
they are often classified as mononuclear copper en-
zymes. However, two copper atoms are required for
activity.362,363 One is the site for substrate and dioxy-
gen reaction and the second provides an additional
electron that is rapidly transferred to the reactive
center. No crystallographic information is yet avail-
able for the uncoupled binuclear copper enzymes.

Crystallographic results are also not available for
the coupled binuclear copper site in tyrosinase (no
EPR signal, strong antiferromagnetic coupling); how-
ever, this site exhibits striking spectral similarities218

to the coupled binuclear copper site in the oxygen-
binding protein hemocyanin (vide supra). The major
difference between the hemocyanin and tyrosinase
active sites appears to be the much higher accessibil-
ity of the coupled binuclear copper site in tyrosinase
to exogenous ligands.364 It has been found that
substrates bind directly to the copper center and
undergo an associative rearrangement into the equa-
torial plane for hydroxylation. Presented in Figure
26 is a structural model for the monooxygenase and
oxidase reactivity of tyrosinase in terms of the deoxy
and oxy (side-on or µ-η2:η2-peroxy) structures of
hemocyanin (Chart 2,I, parts C and D, p 2253).
Phenolic substrates coordinate to one copper center

Figure 23. Proposed active-site structures of mononuclear
non-heme iron enzymes and their interactions with
substrates: (A) intradiol dioxygenase; (B) extradiol dioxy-
genase; (C) lipoxygenase; (D) phthalate dioxygenase (no
specific ligation information is presently available); (E)
isopenicillin N-synthase based on MnII structure, no coor-
dinates available in PDB (the substrate ACV is δ-(L-R-
aminoadipoyl)-L-cysteinyl-D-valine).
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of the oxy site and undergo a rearrangement with
ortho hydroxylation to produce equatorially bound
catecholates. The latter undergo a further two-
electron oxidation, resulting in loss of quinone and
formation of a reduced site with open coordination
positions on both Cu(I) centers for further dioxygen
reactivity to reform the oxy site.

e. Trinuclear Copper Cluster Enzymes. Trinuclear
copper cluster sites are known to be present in
laccase (LC),365 ascorbate oxidase (AO),33 and ceru-
loplasmin (CEP),5 and are thought to exist in copper
MMO366 and perhaps in phenoxazinone synthase367

(Table 12). For LC, AO and CEP, together with
additional copper center(s), these copper sites couple
four one-electron oxidations of substrate to the four-
electron reduction of dioxygen to water. Crystal-
lographic results are available for AO and a number
of its derivatives, and at lower resolution for CEP
(Table 13). The oxidized trinuclear copper cluster
site shown in Chart 4C (p 2253) parallels the struc-
ture anticipated from spectroscopy.365 Three copper
atoms are within ∼3.7 Å of one another. Two are
bridged by a hydroxide ligand forming an antiferro-
magnetically coupled site referred to as a type 3

Figure 24. Active-site structures of two binuclear non-heme iron enzymes and their changes upon reduction: (A) methane
monooxygenase at low temperature (-160 °C) and (B) ribonucleotide diphosphate reductase.
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center. There are also three His‚N ligands on each
type 3 copper. The third copper atom of the cluster,
called type 2, has no bridging ligands to the type 3
center, but is required for reactivity.368 It has a
surprising trigonal planar structure with two His‚N
and a hydroxide ligand, the latter oriented away from
the cluster. As depicted in Figure 27, on reduction
there is little change in the type 2 center but the type
3 copper atoms lose their hydroxy bridge and become
three-coordinate with a Cu-Cu distance of >5 Å. The
trinuclear copper cluster is the site of dioxygen
reduction and several intermediates are observed.
Electrons from the substrate enter at the blue (type
1) center, which is close to the surface but ∼13 Å from
the trinuclear cluster. However, the thiolate ligand
at the type 1 center is flanked on both sides in the
sequence by His‚N ligands to the type 3 center of the
type 2/type 3 trinuclear cluster. This provides an
efficient superexchange pathway for rapid electron
transfer (see section III.A). A similar type 1-tri-

nuclear cluster arrangement is also present in LC
and CEP,5,369 the latter enzyme having two additional
copper centers whose role in reactivity is unclear.
Chart 4, parts C and D (p 2253), compare the type
1-trinuclear structural motif with that of nitrite
reductase, which also has a type 1 copper atom
bridged through a Cys-His pathway to the type 2
center, the site of nitrite reduction. Nitrite replaces
the hydroxide ligand and binds in a bidentate mode
by utilizing both oxygen atoms.

f. The CuB-Heme a3 Site in Cytochrome c Oxidase.
Cytochrome c oxidase370-372 also catalyzes the four-
electron reduction of dioxygen to water. This reduc-
tion is coupled to proton translocation across a cell
or inner mitochondrial membrane to generate an
electrochemical gradient for ATP synthesis. The
structures of the bovine heart and bacterial oxidases
have recently become available. Instead of a type 1
copper center for substrate oxidation and a trinuclear
copper cluster for dioxygen reduction, cytochrome c

Figure 25. Proposed molecular mechanisms of mononuclear copper oxidases: (A) amine oxidase and (B) galactose oxidase.
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oxidase utilizes a binuclear CuA center (see section
III.A) for the oxidation of cytochrome c. Electrons
then pass across 19 Å to a standard heme a center
(with two axial His‚N ligands), which transfers them
to the nearby CuB-heme a3 center; the two heme
groups are separated by ∼5 Å edge-to-edge. This is
the site of dioxygen reduction (and likely proton
translocation2). As shown in Chart 4E (p 2253), this
center has open coordination positions on both the
CuB and heme-a3 centers, which are facing each
other, presumably to promote dioxygen binding and
reactivity. The metal centers are 4.5 Å (bovine heart)
and 5.2 Å (bacterial) apart in the two structures, with
the copper atom shifted by ∼1 Å off the heme normal
at the iron center. Surprisingly, there is no bridging
ligand observed at the present resolution and refine-
ment, which is inconsistent with the antiferromag-
netic coupling reported for this center in the resting
enzyme.373 Cytochrome c oxidase is treated in detail
elsewhere (Babcock, G. T.; Ferguson-Miller, S.; this
issue).

2. Intermediates
All the reactions listed in Table 12 are thermody-

namically favorable, but kinetically very slow, and

must be catalyzed by the metalloenzymes listed.
Because dioxygen has a (1πg*)2 valence configuration
which gives a high-spin 3∑g

- ground state, all reac-
tions listed are spin forbidden. In addition, the
exchange stabilization of this high-spin configuration
makes one-electron reduction of dioxygen difficult,
leading to a low reduction potential for this reaction
(Figure 22) and a kinetic barrier. However, one-
electron reduction eliminates this exchange stabiliza-
tion, making the second electron addition a higher
potential process. Metalloenzymes often overcome
the barriers involved in dioxygen reactions either by
(i) substrate activation by an oxidized metal center
to induce radical character, or (ii) dioxygen activation
by a reduced metal site through two-electron reduc-
tion to the peroxide level.

a. Substrate Activation. Of the enzymes listed in
Table 12, only the intradiol dioxygenases and lipoxy-
genases are characterized as utilizing a mechanism
involving substrate activation by their oxidized high-
spin Fe(III) active sites. For lipoxygenases (Figure
23C), fatty acid substrate binding in the protein
pocket near the iron (see section II.B.4) leads to
reduction of the metal center (and protonation of the
bound hydroxide; therefore, a net H-atom abstrac-
tion) and formation of a substrate radical (S ) 1/2).
This undergoes a rapid spin-allowed reaction with
triplet oxygen to generate the peroxy substrate
radical.374 The alternative of substrate deprotonation
and direct coordination of the carbanion to the Fe-
(III) center has also been suggested.375 In the case
of the intradiol dioxygenases, the catecholate sub-
strate coordinates in a bidentate mode directly to the
Fe(III) center (Figure 23A).330 The resultant enzyme-
substrate complex exhibits a very intense, low-energy
catecholate-to-Fe(III) CT transition, indicating that
the substrate-Fe(III) bonding is very covalent. This
interaction is thought to donate electron density from
the substrate to the iron, resulting in partial reduc-
tion of the metal and some semiquinone radical
character on the substrate.376 Accordingly, the sub-
strate would be activated for direct attack by dioxy-
gen, generating a peroxy-substrate intermediate
that converts to the product complex.

b. Dioxygen Activation. In the remaining reactions
listed in Table 12, the two-electron reduction of
dioxygen to the peroxide level is accomplished either

Figure 26. Proposed molecular mechanism of the coupled
binuclear copper site in tyrosinase based on structures of
deoxy and oxyhemocyanin (see section III.B and text for
details).

Figure 27. Active-site structure of the trinuclear copper cluster in oxidized ascorbate oxidase and its change upon reduction.

Aspects of Metal Sites in Biology Chemical Reviews, 1996, Vol. 96, No. 7 2285

+ +



by having more than one reduced metal center or, in
the mononuclear enzymes, having the second electron
donated by a protein-bound organic cofactor (topa-
quinone and cysteinyl tyrosine), an exogenous cofac-
tor (pterin, R-ketoglutarate), or some other source
(e.g., a Rieske center, substrate, etc.). In heme
enzymes, the peroxy-Fe(III) level intermediate is
generally thought to undergo heterolytic cleavage of
the O-O bond to generate a high-valent iron-oxo
(ferryl) species, which either oxygenates substrate in
the case of cytochrome P-450 or is further reduced
to water in cytochrome c oxidase. A major concern
has been whether non-heme iron and copper sites in
enzymes with innocent imidazole and carboxylate
ligation can generate analogous high-valent metal-
oxo intermediates, or whether some form of bound
peroxide or its homolytically cleaved oxyl form is the
active species in catalysis (Figure 28). Peroxide-level
intermediates have now been observed and studied
in five non-heme iron and copper enzymes: tyrosi-
nase, laccase, bleomycin, ribonucleotide reductase,
and methane monooxygenase.

In the coupled binuclear copper enzyme tyrosinase
and the trinuclear copper cluster enzyme laccase, the
oxygen intermediates observed are fundamentally
different from the high-valent oxo-heme species. The
peroxide O-O bond is present in both observed
enzyme intermediates, and each binds peroxide in a
mode with differing geometric and electronic struc-
tures. In oxy-tyrosinase, the side-on (µ-η2:η2) peroxy
structure (Figure 28A, right) leads to an extremely
weak O-O bond owing to back-bonding of the copper
electron density into the σ* orbital of the peroxide,
which activates it for cleavage and oxygen atom
transfer in the reaction shown in Figure 26.240 In
laccase, an intermediate best described as an end-
on (µ-η1:η1) hydroperoxide is observed which promotes
its further reduction to water at the trinuclear copper
cluster site.34,377

From XAS,378 mass spectrometry,379 and EPR380

studies, the peroxide-level intermediate of bleomycin
(activated bleomycin), which is kinetically competent
to cleave DNA, is best described as a low-spin ferric
peroxide species with one of the structures in Figure
28A, left. The coordinating portion of this molecule,
the �-aminoalanine-pyrimidine-histidine region,
has particularly covalent pyrimidine-deprotonated
amide ligation. This produces low-energy CT transi-
tions in the absorption spectra of reduced and oxi-
dized Fe-bleomycin that are not present in the
absorption spectra of the other non-heme iron en-
zymes and indicate significant electron delocalization.
Thus, the bleomycin site might be expected to have
an electronic structure and reactivity more similar
to that of heme enzymes, yet a ferryl species is not
observed. This suggests that the latter possibility is
even less likely for the other mononuclear non-heme
iron enzymes which have more innocent ligation.

Oxygen intermediates have been observed at the
binuclear non-heme iron sites in MMO and RDPR.
For MMO, the first intermediate (called L or P) has
been demonstrated to be a peroxide with one of the
symmetric bridging structures in Figure 28A, right.381

It converts to compound Q, which from Mössbauer
spectroscopy is described as a binuclear FeIV-oxo
species,382 as in Figure 28C, right. In RDPR, a three-
electron reduced intermediate called X is observed
(an intermediate U is also observed that was origi-
nally thought to be a peroxy complex, but is now
assigned as a tryptophan radical).383 Analysis of the
Mössbauer data on X has led to its description as a
binuclear Fe(III)-bridging oxyl species384 (Figure 28B,
right), although anisotropic iron hyperfine coupling
in its ENDOR spectrum has been used to argue for
some FeIV-oxo character.385 MMO appears to be more
reactive toward forming a high-valent oxo-intermedi-
ate. This may relate to the structural difference
between MMO and RDPR described above; i.e., the

Figure 28. Possible peroxide level intermediates: (A) retention of O-O bond; (B) homolytic cleavage of O-O bond to
produce oxyl species; (C) homolytic cleavage with metal oxidation (upper) and heterolytic cleavage of O-O (lower).
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absence of an oxo bridge in MMO at the binuclear
ferric level (Figure 24, left). Reaction of reduced
MMO with dioxygen would produce a hydroxide-
bridged binuclear Fe(III)-peroxide intermediate that
should be unstable toward further oxidation to form
a µ-oxo ferryl species, presumably stabilized by the
strong Fe-O-Fe bond.

From this summary, only the intermediate Q of
MMO appears to have some parallels to heme chem-
istry. The other peroxy intermediates are either the
active form of the enzyme or convert to a more
reactive, short-lived species in the reaction with
organic substrate.

E. Hydrogenases and Nitrogenases
Complex iron-sulfur proteins have been defined by

the International Union of Biochemistry as those
which contain additional prosthetic groups and gen-
erally have enzymatic activity.80,386 These proteins
may be further classified according to the prosthetic
groups present, these including flavins, pterins, siro-
heme, and others. In contrast, electron-transfer
proteins containing the sites in Figure 4 and other
proteins that have a nonredox catalytic function are
regarded as simple iron-sulfur proteins. Rubredox-
ins, ferredoxins, and aconitase (Beinert, H.; Kennedy,
M. C.; Stout, C. D.; this issue) are examples of simple
proteins. The Fe-S clusters present in those complex
proteins that are redox enzymes can assume the
following roles: (i) electron transfer only, (ii) catalytic
only, and (iii) electron transfer and catalytic (two or
more clusters present). An extensive tabulation of
simple and complex iron-sulfur proteins is avail-
able.80 Structurally defined cluster units in nonre-
dox and redox enzymes are available in Table

14.1,4,112,387-398 Examples of i are numerous: in
particular, enzymes containing one or more Fe-S
clusters and a flavin active site are rather common.
A structurally characterized example is the bacterial
enzyme trimethylamine dehydrogenase, which cata-
lyzes the oxidative N-demethylation of trimethyl-
amine: Me3N + H2O f Me2NH + CH2O + 2H+ +
2e-. The active site is a flavin; during catalysis it is
reduced to the dihydro form and reoxidized by the
[Fe4S4]2+ cluster present in the same subunit. Elec-
trons are then passed to a flavoprotein, which is the
natural electron acceptor. Other examples are found
with the molybdenum oxotransferases (Hille, R.; this
issue), in which the molybdenum site is catalytic and
clusters within the enzyme molecule form part of the
electron transfer conduit. Sulfite reductase contains
an assembly in which the site of catalysis (siroheme)
and the Fe4S4 electron transfer unit are intimately
coupled through a Cys‚S bridge. There are as yet no
proven examples of ii, in which a redox-catalytic
Fe-S center is not accompanied by an electron-
transfer cluster in the same molecule. Phthalate
dioxygenase reductase is included in Table 14 be-
cause it is the electron-donor protein to the enzyme
phthalate dioxygenase, which contains a Rieske
center (Figure 4) and an Fe(II) catalytic site. Our
concern here is with hydrogenases and nitrogenases,
which are examples of iii and catalyze reactions 10
and 11, respectively. Pertinent structural depictions
of metal sites in these enzymes are included in Chart
5 (p 2254) and Figure 29.

Table 14. Crystallographically Defined Coordination Units in Iron-Sulfur Enzymes

enzyme cluster core resolution references (PDB Code)a

Nonredox
aconitase (beef heart mitochondrial)

active [(Cys‚S)3Fe4S4(OH2/OH-)] [Fe4S4]2+ 2.5 387 (6ACN)
inactive [(Cys‚S)3Fe3S4] [Fe3S4]+ 2.1 112 (5ACN)

endonuclease III (E. coli) [(Cys‚S)4Fe4S4] [Fe4S4]2+ 2.0 388 (1ABK)
glutamine PRPP amidotransferase

(Bacillus subtilis)b [(Cys‚S)4Fe4S4] [Fe4S4]2+ 3.0 389 (1GPH)

Redox
[NiFe]-hydrogenasec (Desulfovibrio gigas)

[(Cys‚S)2Ni(µ-S‚Cys)2FeL3][5D] [Fe3S4]+,e 2.85 390
2[Fe4S4]2+,e

nitrogenase
Azotobacter vinelandii

Fe protein [(Cys‚S)4Fe4S4] [Fe4S4]2+ 2.9 391 (1NIP)
MoFe protein (P-cluster)[5B],d [Fe8S8]f 2.7 1, 392 (1MIN)
MoFe protein (cofactor)[5A] [MoFe7S9]f 2.2 1, 392 (1MIN)

Clostridium pasteurianum
MoFe protein (P-cluster)[5C],d [Fe8S8]f 3.0 393 (1MIO)

[Fe8S7]f 394, 395
MoFe protein (cofactor)[5A] [MoFe7S9]f 3.0 393 (1MIO)

394, 395
phthalate dioxygenase reductaseg

(Pseudomonas cepacia) [(Cys‚S)4Fe2S2] [Fe2S2]2+ 2.0 396 (2PIA)
sulfite reductase (E. coli) [Fe4S4]2+-(µ-S‚Cys)-(siroheme) 1.6 4, 397 (M12)
W3A1 trimethylamine dehydrogenase [Fe4S4]2+ 2.4 398

[(Cys‚S)4Fe4S4]

a See footnote in Table 5. b PRPP ) 5-phosphoriboxyl-1-pyrophosphate. c Oxidation states of clusters are unclear; ligands L are
unidentified. d Two conflicting X-ray structures presently exist for the P-clusters of nitrogenase. e Electron-transfer centers with
standard Cys‚S terminal ligation. f Terminal ligation as in Figure 29 where the two Mo-bound oxygens are from homocitrate
(homocitric acid: HO2CCH2CH2C(COOH)(OH)CH2CO2H). g Electron-transfer protein (not an enzyme).

2H+ + 2e- a H2 (10)

N2 + 6H+ + 6e- f 2NH3 (11)
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1. Hydrogenases
Excluding the metal-free enzymes described else-

where (Thauer, R. K.; Klein, A. R.; Hartman, C.; this
issue), hydrogenases399-402 may be classified accord-
ing to whether they contain iron, or nickel and iron,
as the only metal component(s). The number of
purified [NiFe]-hydrogenases is so large compared to
[Fe]-hydrogenases that it is incumbent on the inves-
tigator to show that a newly isolated enzyme does
not contain nickel. All hydrogenases are bacterial
enzymes. Although this article emphasizes structure/
function relationships, we include [Fe]-hydrogenases,
for which there are no structures, to provide one
illustration of the difficulty of structure deduction
from noncrystallographic information for a compli-
cated metallobiomolecule.

a. [Fe]-Hydrogenases. Iron-only hydrogenases have
been isolated from only a few genera of bacteria.
Early research on these enzymes was hampered in
particular by uncertainties in iron content, some of

which still persist. The most thoroughly investigated
[Fe]-hydrogenases are those of the anaerobe Clostrid-
ium pasteurianum. This organism produces two
enzymes, CpI (Mr 61 kD) and CpII (Mr 46 kD with a
10 kD subnunit).401 CpI contains about 20 iron atoms
and 18 sulfide atoms, which now appear to be
organized in three Fe4S4 clusters (“F clusters” in
hydrogenase nomenclature), one Fe2S2 cluster, and
an additional uncharacterized cluster. We proceed
on the basis of this cluster composition. The binu-
clear site was detected in 1993 by resonance Raman
spectroscopy.403 In earlier work, it apparently eluded
detection by EPR because of anomalous relaxation
properties, and was difficult to resolve by MCD and
Mössbauer techniques against a background of three
Fe4S4 clusters and the active-site cluster. When the
enzyme is reduced by dithionite or by incubation with
dihydrogen, the three F clusters are reduced to the
[Fe4S4]+ state; two have S ) 1/2 and the other appears
to be in a mixed spin S ) 1/2 + 3/2 state. When

Figure 29. Schematic structures of (A) a proposed 6-Fe cluster in [Fe]-hydrogenase, (B) the binuclear site in D. gigas
hydrogenase, (C) the P cluster of nitrogenase (Rees), (D) the P cluster of nitrogenase (Bolin), (E) the cofactor cluster of
nitrogenase, and (F) [MFe4S6(PEt3)4Cl] (M ) V, Mo).
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oxidized, the F clusters become EPR-silent ([Fe4S4]2+),
and another type of paramagnetic center exhibits a
rhombic S ) 1/2 EPR spectrum (g ) 2.10, 2.04, 2.00)
not found in any other iron-sulfur protein. The
three F clusters, all of which have indistinguishable
midpoint potentials Em ) -420 mV, function as
standard ferredoxin-type electron carriers. The re-
maining redox center, which consists of three or six
iron atoms and has Em ) -400 mV, is termed the “H
cluster” and is, or constitutes the major part of, the
catalytic site. It is the origin of the rhombic g ) 2.10
spectrum, which accounts for nearly 1 spin/mol. The
second hydrogenase, Cp2, contains about 14 iron
atoms and 11 sulfide atoms. EPR and MCD results
indicate the presence of two Fe4S4 clusters with
different potentials Em ) -180 mV and < -300 mV.
The remaining six iron atoms occur as the H cluster,
with an EPR spectrum nearly identical to that of Cp1
and corresponding to 1.0 spin/mol. For this cluster,
Em ) -400 mV. Both enzymes are irreversibly
inhibited by CO, and when treated with CO or O2
quantitatively replace their rhombic g ) 2.10 spectra
with new axial or rhombic EPR spectra.

The structure of the H cluster is unknown. We
briefly consider certain information pertinent to its
composition and structure.401 From the collective
analytical and spectroscopic data of the Cp enzymes,
the H cluster apparently contains three or six iron
atoms. Analytical data further suggest that the
sulfide content may be slightly lower than the iron
content. The atom ratio Fe:S > 1 has never been
found in any structurally characterized native clus-
ter,80 and while occasionally represented among
synthetic clusters of known structure,404 it is a
minority condition. Spectroscopic studies have pro-
vided a modicum of structural information. Cp1
obtained from cells grown in the presence of 57Fe
exhibited two well-resolved 57Fe ENDOR resonances
in the rhombic g ) 2.10 EPR spectrum of the oxidized
enzyme,405 proving that the H cluster contains two
magnetically inequivalent types of iron atoms which
are spin coupled. It was further demonstrated by
ENDOR that 13CO binds to the oxidized H cluster of
CpI, that the 13C-57Fe coupling constant is within
the range of iron carbonyl clusters, and that the
electron distribution within the cluster is substan-
tially altered upon inhibitor binding.406 The observa-
tion of two 57Fe resonances in oxidized CpI and its
CO adduct demonstrates that the cluster remains
intact upon CO binding.

A corresponding ENDOR study of oxidized CpII
has revealed a strong structural similarity between
the H clusters of the two enzymes.407 A detailed
Mössbauer investigation of oxidized and reduced CpII
and its CO adduct established a 2:1 ratio of spin-
coupled iron atoms and a diamagnetic ground state
in the reduced form.408 Further, the reduced enzyme
exhibited two quadrupole doublets corresponding to
two nearly equivalent pair-delocalized Fe2.5+ sites and
one Fe3+ site. This is just the situation in synthetic113

and native409 [Fe3S4]0 clusters (Figure 4) which,
however, possess an S ) 2 ground state. Evidently,
the cuboidal structure of the latter cluster does not
extend, at least with corresponding metric features,
to a putative 3-Fe H cluster. However, with a content

of 14 Fe atoms which includes two Fe4S4 clusters, and
the observation that the rhombic g ) 2.10 spectrum
corresponds to one spin/mol, it has been concluded
that the H cluster probably contains six spin-coupled
iron atoms.410 It might also be noted that with the
3Fe4S4 + Fe2S2 composition of CpI403 and a total of
20 iron atoms, six iron atoms can be apportioned to
the H cluster. The nature of ligation of these atoms
is unclear. Beyond the bridging function of sulfide,
it has been adduced from MCD results411 and appar-
ent negligible enhancement in resonance Raman
spectra403 that the iron atoms are engaged in sub-
stantial oxygen/nitrogen coordination. Coordination
of the H cluster of oxidized CpI by two nitrogen atoms
has been reported from pulsed ESEEM spectros-
copy.412 The primary structure of CpI contains 574
amino acids, of which 22 are Cys residues.413 One
large domain includes 17 Cys residues, of which 16
would be required for the 3Fe4S4 + Fe2S2 clusters
assuming conventional terminal ligation. Five other
Cys residues are located in the presumptive H cluster
bonding domain and might function as terminal
ligands, providing an opportunity for non-cysteinyl
ligation as well. Alternatively, the total 22 Cys resi-
dues could be fully utilized if the H cluster contains
six iron atoms, each with one terminal Cys‚S ligand.

The function of hydrogenases is expressed by
reaction 10. A model for the functioning of CpI and
CpII has been proposed,410 which is based on F
clusters as intramolecular electron transfer centers
and preceded the report of an Fe2S2 center in CpI.
Dihydrogen binds to the oxidized H cluster. In CpI,
the potentials of the F clusters (-420 mV), the H
cluster (-400 mV), and the H+/H2 couple at pH 7
(-414 mV) are nearly the same. Consequently,
electrons can be caused to flow from or to the H
cluster in the presence of suitable oxidized or reduced
electron carriers, respectively, consistent with the
observed bidirectional function of the enzyme. Be-
cause in CpII the F cluster potentials (<-300 mV,
-180 mV) are considerably more positive than those
of the H cluster (-410 mV) and the H+/H2 couple
around physiological pH, transfer of electrons from
H2 to the H cluster, and then to an external acceptor
through the F clusters is the thermodynamic direc-
tion of electron flux. Consequently, CpII is an uptake
hydrogenase. When examined by X-ray absorption
spectroscopy,414 the overall shapes of the iron edges
of oxidized and reduced CpII resemble those of
synthetic and native clusters having tetrahedral FeS4
coordination units (Figure 4). In the oxidized form
of the enzyme, EXAFS analysis affords mean Fe-S
and Fe-Fe distances of 2.27 and 2.76 Å, respectively,
well within the range of usual values for clusters.
Upon reduction, these distances do not change sig-
nificantly, but a new EXAFS peak appears corre-
sponding to an Fe-Fe separation of 3.3 Å. Because
the dimensions of Fe4S4 clusters change only slightly
upon reduction,130,131 the new feature is associated
with the H cluster. Iron-iron distances in this range
are precedented only in Fe4S4 clusters in which one
or more iron sites are occupied by low-spin Fe(II), as
in [Fe4S4(SPh)2(CNBut)6], where the sites are sepa-
rated by 3.46 Å.415 Apparently, reductive electron
transfer to an H cluster is coupled to a significant
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core structural change, which is unprecedented for
synthetic and native iron-sulfur clusters.

Despite the incisive application of a wide range of
spectroscopic techniques over more than a decade
since it was recognized that [Fe]-hydrogenases con-
tain an unusual cluster, the structure of the H cluster
remains unresolved. One proposed structure, by Kim
and Rees,416 is illustrated in Figure 29A. It is based
on the composition [Fe6S6(S‚Cys)4], implicates four
Cys residues that are conserved in the H cluster
binding domain,413 and contains iron sites in a 4:2
ratio, with the three-coordinate iron sites similar to
those crystallographically demonstrated in the co-
factor cluster of nitrogenase1,392-395 (vide infra). These
coordinatively unsaturated iron atoms are possible
binding sites for H2 and the inhibitor CO. Kim and
Rees416 note that nitrogenase simultaneously reduces
N2 and evolves H2, leading to the possibility that the
two enzymes have some structural features in com-
mon. Whatever are the merits of this proposal, an
imperative must be placed on crystallographic struc-
ture determination of the most conspicuously unde-
fined cluster structure in iron-sulfur biochemistry.
In this connection, we note the putative Fe6S6 clus-
ters in several bacterial proteins which have been
assigned the prismane core structure,417 but are also
crystallographically unestablished.

This discussion has focussed on only two enzymes.
For a penetrating analysis of the general status of
[Fe]-hydrogenases through 1990 together with mecha-
nistic proposals of enzyme action, the treatment by
Adams401 should be consulted. The collective spec-
troscopic evidence for different enzymes suggests that
their H clusters are basically similar, as in a recently
discovered protozoan enzyme.418 However, a [Fe]-
hydrogenase has been isolated from a hyperthermo-
philic bacterium that does not exhibit the rhombic g
) 2.10 EPR spectrum diagnostic of the oxidized H
cluster.419

b. [NiFe]-Hydrogenases. This class of hydrogena-
ses has been extensively reviewed.399,400,402, 420,421 We
largely confine our attention to the active-site struc-
ture determined for the hydrogenase from the sulfate-
reducing bacterium Desulfovibrio gigas390 (Chart 5D,
p 2254, Figure 29B). This enzyme is rather typical
of its class, and it, together with hydrogenases from
Chromatium vinosum and Thiocapsa roseopersicina,
are among the most extensively studied and exhibit
many similarities. We consider briefly some of the
leading properties of the D. gigas enzyme,399,402,421,422

for which four redox states, some or all involving
nickel, have been detected. The enzyme is composed
of two subunits with masses of 63 kD and 26 kD and
contains 1 g-atom of nickel and 11-12 g-atoms of iron
and sulfide/89 kD. The iron content was deduced
from EPR and Mössbauer spectroscopies to be orga-
nized into one Fe3S4 and two Fe4S4 clusters, a matter
confirmed by crystallography. The aerobically iso-
lated enzyme exhibits two rhombic S ) 1/2 EPR
spectra (Ni-AB) generally agreed to arise from low-
spin Ni(III) which, from EXAFS analysis423 and
crystallography, is in a dominantly sulfur coordina-
tion environment. The two spectra arise from dif-
ferent forms of the enzyme, one of which (Ni-B) is
much more rapidly activated by H2 than the other.

When reduced under H2, the two spectra are sup-
planted at different rates, first by an EPR-silent form
possibly containing Ni(II), and then by a new rhombic
spectrum (Ni-C). An inactive EPR-silent form (Ni-
R) is attained under prolonged incubation with H2.
Redox titrations indicate that, compared with Ni-AB
spectra, the Ni-C and Ni-R forms are reduced by two
and three electrons,422b,424,425 respectively. These
properties are representative of other [NiFe]-hydro-
genases.399,402,421

The Ni-C state is directly generated from the
“ready” Ni-B form of the enzyme by partial reduction
with H2. Its formation occurs in two one-electron
steps whose potentials exhibit a pH dependence,
indicating incorporation of two hydrogenic equiva-
lents in Ni-C.422b Recent redox titration results are
consistent with the consumption of two electrons in
forming Ni-C, which has been variously formulated
as NiI-2H+ (implying protonation of ligands or other
contiguous basic sites), NiIII-H-, NiIII-H2, or perhaps
a NiII ligand radical species.424 The Ni-C state in
related enzymes is light sensitive.422b,425,426 When the
enzyme is irradiated in this state, a different rhombic
spectrum is elicited indicative of a metal-based S )
1/2 system but with an altered coordination environ-
ment. The rate of this process is nearly six times
slower in D2O than H2O, suggesting that the reaction
involves breaking of a Ni-H/D bond. Further, an
exchangeable hydrogen originating from H2 has been
detected in the Ni-C form of two enzymes by
ENDOR,426,427 consistent with, but not requiring, the
existence of a ligated “Ni-H” species.

Given the foregoing results and other observa-
tions,399,402,421,428 the mechanistic proposals for the
pathway of reaction 10 have consistently (and un-
derstandably) implicated a mononuclear nickel site.
There had been some suspicion that another metal
atom of uncertain location, exclusive of nickel and
iron-sulfur clusters and probably iron, might be
present.421 Analysis of Ni K-edge EXAFS of T.
roseopersicina hydrogenase poised in the Ni-C state
led to the proposal of Ni-Fe distances of 4.3 and 6.2
Å and the presence of an Fe-S cluster-Ni bridged
array.429 However, the actual bridged binuclear struc-
ture established in oxidized D. gigas hydrogenase
(crystallographically examined as a mixture but
mainly in the Ni-A state) was not clearly anticipated
in any published account prior to the report of the
structure in 1995.390 The iron-sulfur clusters are
located in the smaller subunit, and the catalytic
center, in which the other metal is now known to be
iron, is present in the larger subunit. The subunits
interface such that a coordinated cysteinate sulfur
atom at the active site is 6 Å from a similar atom on
the proximal Fe4S4 cluster. This and the other two
clusters are separated by nearest Cys‚S distances of
5-6 Å. The array of three clusters forms the electron
transfer conduit for the enzyme, which is an uptake
hydrogenase and hence requires disposal of two
electrons per substrate molecule. The natural elec-
tron acceptor is cytochrome c3. At 2.85 Å resolution
and with some possible disorder in the structure,
reliable metric details of the active site have not yet
emerged and not all atoms are identified. The nickel
atom is bound by four Cys‚S ligands, two of which
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are terminal and two bridging to the iron atom
(Figure 29B). The stereochemistry at nickel appears
to correspond to square pyramidal but with one basal
ligand absent. The Ni-Fe distance is 2.7 Å. In
addition to the two Cys‚S bridges, the iron atom
carries three unidentified exogenous ligands L.

The existence of the binuclear site raises more
questions than it answers. Among these questions
are the extent to which spectroscopic results previ-
ously attributed to nickel have to be reinterpreted,
and whether the site functions as a concerted two-
atom unit or, in the localized limit, one metal is
passive and perhaps structural only. A further
question involves the ramifications of Cys‚S ligands
beyond metal-binding itself and recalls the observa-
tion by Bagyinka et al.430 that in X-ray absorption
spectra neither the position and shape of the nickel
K-edge XANES nor the EXAFS change appreciably
over five oxidation states of T. roseopersicina hydro-
genase. This of course implies that redox events are
confined largely or exclusively to a locale other than
the nickel atom, perhaps the thiolate ligands as has
been suggested,430 or the iron site. The latter has
been detected in C. vinosum hydrogenase by Möss-
bauer spectroscopy.431 Delineation of the mechanism
of action of the hydrogenase site, the most intimately
bridged heterometal catalytic site in biology, contin-
ues to be a major challenge in bioinorganic enzymol-
ogy. Lastly, we note that the complexities of the
[NiFe]-hydrogenase problem extend even further to
include enzymes with properties not typical of the
class. As one example, the oxidized enzyme from the
thermophile Pyrococcus furiosus does not show the
rhombic Ni(III)-type EPR spectrum, contains an
Fe2S2 cluster, and preferentially catalyzes H2 evolu-
tion rather than uptake.432 It appears to be a new
type of hydrogenase.

2. Nitrogenase
The complex enzyme nitrogenase (Howard, J. B.;

Rees, D. C.; this issue)416,433-436 consists of the iron
protein and the molybdenum-iron protein within
which is the catalytic center, an entity dissociable
from the protein and called the iron-molybdenum
cofactor437 (FeMoco). Reaction 11 is a simplified
expression of nitrogenase activity. The overall stoi-
chiometry of the nitrogenase-catalyzed process is that
of reaction 12, in which, additionally, ATP is hydro-
lyzed and H2 is evolved; Pi is inorganic phosphate.

Structure determination of the two components of
nitrogenase (Table 14) provides the microscopic basis
for all further investigations of the enzymes and the
ultimate evolvement of mechanism. Not only have
the structures of the nitrogenase components im-
mensely clarified the nature of the enzyme itself,
their knowledge has had the more general salutary
effect of reinvigorating the field of iron-sulfur bio-
chemistry. Mechanistic aspects of the enzyme are
dealt with elsewhere (Burgess, B. K.; Lowe, D. J.; this
issue); we concentrate on the structures of metal
clusters of the enzyme complex.

a. Iron Protein. The Fe protein has the R2-subunit
structure with an [Fe4S4(S‚Cys)4] cluster symmetri-
cally bonded by Cys-97 and Cys-132 and located near
one end of each subunit. Because it is placed
between subunits, the cluster is exposed to solvent
and is very sensitive to attack by dioxygen. The
cluster is the ultimate electron donor to the MoFe
protein and cycles between the [Fe4S4]2+,+ states with
a potential Eo′ ∼ -300 mV. When reduced, the
cluster exists in a mixture of S ) 1/2 and 3/2 spin states
as determined by EPR and Mössbauer spectroscopies
and magnetization behavior.438 The proportion of
states is subject to changes in the solvent medium,
a likely consequence of the exposed nature of the
cluster. Spin-state mixtures of [Fe4S4]+ clusters are
no longer uncommon; spin states of the synthetic
clusters [Fe4S4(SR)4]3- have been shown to be quite
sensitive to extrinsic factors.439 When MgATP binds
to the reduced Fe protein, a conformational change
ensues and the redox potential is lowered by about
100 mV. An electron is then transferred from the
Fe to MoFe protein and two MgATP’s are hydrolyzed.
The Fe protein itself is reducible by flavodoxin or a
conventional ferredoxin in vivo and by viologens and
dithionite in vitro. In dinitrogen reduction, the rate-
determining step is apparently dissociation of the Fe
and MoFe proteins after electron transfer and MgATP
hydrolysis.440 Electron transfer between the two
proteins is then a gated process initiated by MgATP
binding to the reduced Fe protein.441 The MoFe
protein must store electrons one at a time prior to
the reduction of substrate. Thus far, among chemical
and biological electron carriers, the Fe protein is the
entirely specific reductant of the MoFe protein.

b. Molybdenum-Iron Protein. This component of
the nitrogenase complex has an R2�2-subunit struc-
ture with Mr ∼ 230 kD and about two molybdenum
atoms, 30-34 iron atoms (in the most active prepa-
rations), and an equivalent amount of sulfide per
molecule. The metal content is distributed over two
“P clusters” and two “M clusters”, or cofactor clusters,
which contain the molybdenum atoms and are the
catalytic sites for N2 reduction. As originally shown
by Bolin et al.,394,442 the cofactor and P clusters are
separated by an edge-to-edge distance of 14 Å, and
the cofactor clusters by 70 Å in the R2�2 protein. It
is now known from crystallography392,393 that the
cofactor cluster is located in the R subunit and the P
clusters at the interface of the R and � subunits.
When isolated in the dithionite-reduced condition, the
protein contains the cofactor clusters in the MN state
with S ) 3/2 and the P-clusters are diamagnetic. The
former can be reversibly oxidized to the Mox state
with S ) 0. The transient reduced state Mred appears
under turnover conditions where the MN EPR signal
is nearly absent; this super-reduced state of the
cluster may correspond to the catalytically active
form. In a breakthrough experiment in 1977, Shah
and Brill443 demonstrated that the cofactor cluster
could be removed intact from the protein and rein-
serted into a mutant form of the MoFe protein
lacking this cluster, restoring the enzyme complex
to full activity. MoFe proteins from two organisms
(A. vinelandii, C. pasteurianum) have been investi-
gated crystallographically (Table 14).

N2 + 8H+ + 16MgATP + 8e- f

2NH3 + H2 + 16MgADP + 16Pi (12)
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While P-clusters in MoFe proteins from different
sources appear to be spectroscopically identical, the
two available structures differ (Chart 5, p 2254, parts
B and C). Both structures contain two Fe4S4 cubane-
type units and six Cys‚S ligands, with one bridging
and two terminal ligands contributed by each subunit
at the R/� interface. The structure favored by Rees
and co-workers1,392,393,416,436 has an Fe8S8 core compo-
sition and implicates a direct S-S bond between
subclusters (Figure 29C). One of the iron atoms not
bridged by Cys‚S groups is coordinated by a serine
residue (not shown). The structure deduced by
Bolin395 has an Fe8S7 core and a µ6-S atom at the
center of an Fe6 trigonal prism (Figure 29D). Spec-
troscopic results indicate that in the as-isolated
protein most or all of the iron atoms are in the ferrous
state.444 When oxidized, P-clusters appear to exist
as a mixture of spin states.444 Despite the apparent
compositional and structural differences at present,
it is clear that P-clusters represent a new type of
cluster structure not known in any other other
protein and not yet realized by synthesis. It has
proven possible to link synthetic Fe4S4 clusters
through one µ2-S bridge445 and by two intercluster
Fe-(µ3-S) bonds generating an Fe2S2 rhomb-like
bridge.446 Intercluster cysteinate bridging and S-S
bonds between clusters remain unknown in nonna-
tive clusters.

The structure of the cofactor cluster, apparently in
the MN state, has been determined with two MoFe
proteins at different resolution (Table 14). The
structure of the FeMo protein of A. vinelandii deter-
mined in 1992 at 2.7-2.8 Å resolution provided the
first model of cofactor structure. Thereafter, the
protein structure was acquired at 2.2 Å resolution,
rendering more certain most aspects of the cofactor
cluster structure. Despite numerous published pre-
dictions, the actual structure (Chart 5A, p 2254,
Figure 29E) was not fully anticipated. The cluster
may be described as a bridged assembly in which
cuboidal Fe4S3 and MoFe3S3 units are connected by
three µ2-S atoms. The MoFe7S9 core has idealized
C3v symmetry, with an Fe6 trigonal prism capped on
the C3 axis by an iron and a molybdenum atom, and
is covalently bound in the R subunit by a Cys‚S ligand
at the unique iron atom and by a His‚N ligand at
the molybdenum site. Six-coordination is completed
at the molybdenum atom by formation of a five-
membered chelate ring involving hydroxyl and car-
boxylate oxygen atoms of homocitrate. This species
was identified prior to the structure as an essential
component of the cofactor.447

The cofactor cluster structure has two, and perhaps
three, notable features. (i) The core topography is
unprecedented. It is similar to the Ni8S9 core of
[Ni8S(SBut)9]-,448 in which the triangular faces of a
Ni6 trigonal prism are capped by two nickel atoms.
However, the nickel cluster contains a µ6-S atom
centered in the trigonal prism and all thiolate sulfur
atoms are doubly bridging along the nine edges of
the Ni8 construct. In the cofactor cluster, a sulfur
atom would not fit in the trigonal Fe6 cavity, and, in
any case, no electron density was located at the site
of a putative interstitial atom. The native cluster is
more closely approached structurally and composi-

tionally by another type of synthetic cluster. Of the
17 core atoms of the cofactor cluster, the clusters
[MFe4S6(PEt3)4L] (M ) V, Mo; L ) Cl-, RS-; Figure
29F) present the 10 atoms Fe4S3(µ2-S)3 with analo-
gous bond connectivity and spatial disposition.449,450

(ii) The iron atoms of the Fe6 trigonal prism are three-
coordinate, occurring in the units Fe(µ2-S)(µ3-S)2. An
FeS3 coordination unit has otherwise been achieved
only with sterically encumbered thiolate ligands and
only with Fe(II).451 While no trigonal unit with
sulfide ligands has been prepared, it is relevant to
observe that in the FeS3P units of [MFe4S6(PEt3)4L]
the FeS3 fragments are approximately trigonal pla-
nar, with the Fe-P bond normal to the S3 plane. (iii)
In the more accurately determined cofactor structure
(A. vinelandii FeMo protein1) the distances between
three-coordinate iron atoms are variable (2.4-2.6 Å)
and average to ∼2.5 Å. These values are possibly
smaller than are found in native and synthetic Fe2S2,
Fe3S4, and Fe4S4 clusters in any oxidation state,
where Fe-Fe distances are typically 2.65-2.80 Å.
Associated with these distances are displacements of
iron atoms from their S3 planes toward the interior
of the trigonal prism. The mean Fe-Fe distance
deduced from EXAFS analysis452,453 is somewhat
longer (2.6 Å) than the crystallographic mean value,
but contains contributions from the P-clusters. On
balance, three-coordinate Fe-Fe separations appear
to be somewhat smaller than those between tetra-
hedrally coordinated iron atoms in other clusters.
This implies a modicum of direct metal-metal bond-
ing and a means of partially alleviating electron
deficiency at the three-coordinate sites.

When liberated from acid-denatured MoFe protein
by extraction into basic N-methylformamide (NMF),
the Mo-N‚His and Fe-S‚Cys bonds of the cofactor
cluster are broken, but homocitrate binding and the
S ) 3/2 state are maintained. In NMF solution, on
the basis of the small-angle X-ray scattering studies,
the cofactor is aggregated.454 By the detection of both
first- and second-shell scattering, the Mo K-edge
EXAFS results make clear that the cofactor core
structure is maintained upon removal from the
protein.455 In solution, the cofactor binds exogenous
ligands, among them PhSe- at an iron site456 and
cyanide at the molybdenum site.455 These results
were obtained by Se and Mo K-edge EXAFS. The
existence of an Fe-Se bond strongly implies that
thiolate binding to cofactor established earlier in-
volves iron and not molybdenum; the unique iron
atom, ligated by Cys‚S in the protein, is the likely
binding site. By use of acidic methyl ethyl ketone,
it is possible to extract from the MoFe protein a
different cluster, termed the MoFe cluster, which has
the metal content MoFe6 and an S ) 3/2 EPR
spectrum, but lacks homocitrate.457 EXAFS results
indicate that the molybdenum atom retains six-
coordination, as it does in the cofactor, but that at
least one of the iron atoms in the first shell of
molybdenum has been lost. Further, the second shell
scattering around 5 Å is absent, suggesting that the
MoFe cluster does not have the long-range order of
the cofactor structure. Evidently, the MoFe cluster
is a structural derivative of the cofactor cluster.
Insertion of the cluster into a mutant MoFe protein
followed by addition of Fe protein and MgATP results
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in ATP hydrolysis at 28% of the rate of the wild-type
enzyme.457 Not surprisingly, the MoFe cluster does
not reconstitute H2 evolution or acetylene reduction
activity.

Although it cannot be said to be proven in its
entirety, sequence 13 is the consensus order of
electron flow in nitrogenase. The difficulty in relat-

ing the structures of the metal clusters in the MoFe
protein to function is the uncertainty of their fidelity
to actual structures under turnover conditions. Fur-
ther, the fine details of protein structure in the fixing
enzyme are unknown. It has been proposed that
electron transfer through a P-cluster results in the
breaking and making of the S-S bond between
subclusters.436 Fe and Mo K-edge EXAFS of the
MoFe protein in three oxidation levels, ranging from
the indigo disulfonate oxidized form to that present
under slow turnover conditions (effected with limiting
Fe protein) indicate that metal-metal distances
contract slightly upon addition of each electron.453 In
particular, the Mo-Fe distance is shortened by ca.
0.06 Å upon two-electron reduction of the Mox state.
The only relevant comparison is with cubane-type
[MoFe3S4]3+,2+ cores; examples of both expansion and
contraction of Mo-Fe distances by j0.05 Å have been
found upon reduction.458-460 Nothing is yet known
about the nature of the interaction of any substrate
with the cofactor cluster. The most obvious points
of interaction between substrate and cluster are the
coordinatively unsaturated iron atoms. One initial
realization was that the cavity of the cofactor is far
too small to accommodate a dinitrogen molecule.1 If
this or another substrate were to reside within the
cluster structure, Fe-S bond breakage and/or expan-
sion of cavity size is required. One estimate is that
Fe-Fe distances of the Fe6 trigonal prism must reach
ca. 3 Å in order to contain dinitrogen.461 In the
Thorneley-Lowe mechanism,462 the cofactor binds
dinitrogen in a state more reduced than MN. The
idea of cofactor cavity occupation should be contin-
ued, given a possible synergy between cluster reduc-
tion, cavity expansion, and the formation of Fe-N
bonds which would be part of the activation process.
However, this notion is problematic; exterior binding
modes of dinitrogen to the cluster have been exam-
ined theoretically.461,463 Despite its six-coordination,
the molybdenum atom also remains a possible site
of dinitrogen binding. When the cluster is further
reduced, it is likely that the electron density on the
molybdenum atom will increase to some extent,
weakening in particular bonds to anionic ligands. The
homocitrate chelate ring might open and dinitrogen
bind to a coordination position previously occupied
by a carboxylate oxygen atom.464 The current resolu-
tion of the MoFe protein X-ray structures does not
permit a distinction between the hydroxyl group or
its deprotonated form as one of the homocitrate
binding sites. If the ligand is alkoxide, cluster
reduction could lead to protonation and displacement
by dinitrogen. If the ligand is hydroxyl, it could be
displaced by substrate upon reduction.

Synthetic systems based on MFe3S4 cubane-type
clusters (M ) V, Mo) have been developed which
reduce hydrazine to ammonia or acetylene to ethyl-
ene in the presence of proton and electron sources.465

Reduction activity was empirically correlated with
the presence of labile coordination sites (occupied by
solvent) on the M atom, implying that the hetero-
metal was the site of substrate binding. Such
clusters remain the best structural models of the
MFe3S3 cuboidal fragment of the native cluster.
Examination of the interaction of cofactor cluster and
substrates as dependent on cluster oxidation level is
an attractive proposition which might assist in defin-
ing binding modes. However, any such study must
await solution of the formidable problem of the
synthesis of FeMoco, or a reasonable analogue thereof,
in tractable form. Alternative nitrogenases, not
containing molybdenum, are considered elsewhere
(Eady, R.; this issue).

F. Oxotransferases
Oxotransferases29,466,467 and nitrogenase are the

only enzymes that utilize molybdenum. However,
any resemblance between the two enzyme types ends
there. While many oxotransferases contain iron-
sulfur clusters as electron transfer centers, all such
clusters appear to be of a standard type (Figure 4).
Further, because all molybdenum sites are mono-
nuclear, the catalytic centers in oxotransferases are
unrelated to that in nitrogenase. Oxotransferases
catalyze overall reaction 14, in which X and XO are
generalized oxygen atom acceptors and donors, re-
spectively. All reactions of these enzyme involve

substrates and products whose oxygen content differs
by one atom; hence, the name “oxotransferase” which,
however, does not necessarily carry a mechanistic
implication. In past29 and present accounts (this
issue), Hille has presented comprehensive treatments
of the types of enzymes, reactions and mechanisms,
and active-site structures obtained by crystallography
and XAS. In addition, the current state of tungsten
enzymes, some of which are oxotransferases, has
been summarized (Adams, M. W. W.; Johnson, M. K.;
Rees, D. C.; this issue). We limit our consideration
here to structure and, in selected cases, its relation
to reactivity.

Until 1995, structural information on the active
sites of oxotransferases was deduced from spectros-
copy, principally molybdenum EXAFS analysis and
EPR results. In that year two protein crystal struc-
tures were reported; structural information is sum-
marized in Table 15.468,469 The first published struc-
ture was that of the oxidized tungsten-containing
aldehyde ferredoxin oxidoreductase from the hyper-
thermophile Pyroccous furiosus. This enzyme con-
tains four metal sites. The tungsten site (Chart 5E,
p 2254) consists of two dithiolene chelate rings from
two pterin cofactor molecules. The remaining two
coordination sites are occupied by two oxygen ligands
thought to be oxo and/or glycerol (from the protein
storage buffer). There is no protein ligand. The
chelate rings are disposed at a dihedral angle of about

Fe protein f P-clusters f
cofactor f substrate (13)

X + H2O a XO + 2H+ + 2e- (14)
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97° and the WO2S4 unit has distorted trigonal
prismatic stereochemistry. Prior to the X-ray struc-
ture determination, two oxo ligands were proposed
from analysis of the tungsten EXAFS.470 All
oxotransferases contain a pterin cofactor,471 which
was originally thought to consist of a pterin nucleus
with a four-carbon side chain carrying an ene-1,2-
dithiolate fragment, one hydroxyl group, and a
terminal phosphate group which may or may not be
bonded to guanine or cytosine dinucleotide. How-
ever, the crystal structure reveals that the cofactor
contains an additional six-membered ring closed by
a C-O bond at C(7) involving the oxygen atom
initially thought to be present as hydroxyl. This
pyran-type ring is decidedly nonplanar, and the
pyrazine-type ring of the pterin is also nonplanar,
indicating that it is in the reduced (dihydro) form.
As seen in Table 15, the two cofactors are connected
through a structural Mg(II) ion coordinated to two
phosphate oxygen atoms, two water molecules, and
two backbone carbonyls. One [Fe4S4(S‚Cys)4] cluster
is hydrogen bonded to the cofactor and is located
about 10 Å from the tungsten atom. Its function
doubtless is to provide a pathway for electron flow
from the catalytic center where reaction 14 (X )
RCHO, XO ) RCO2H) occurs to the physiological
electron acceptor, which is a ferredoxin. The path-
way may involve the pterin nucleus. The fourth
metal center is tetrahedrally coordinated and thought
to involve iron on the basis of anomalous scattering.

It is about 25 Å removed from the other metal center
and probably has a structural role.

The aldehyde oxidoreductase from D. gigas con-
tains a molybdenum site and two [Fe2S2(S‚Cys)4]
clusters, the same metal composition as in xanthine
oxidase where the iron-sulfur clusters have an
electron transfer function. In the inactive form
investigated crystallographically, the molybdenum
atom was found in distorted square-pyramidal coor-
dination and is displaced ∼0.5 Å toward the axial
position. One dithiolene chelate ring lies in the
equatorial plane together with an oxo ligand. The
remaining two positions are occupied by unidentified
oxygen ligands. As for the tungsten enzyme, there
is no protein ligand. When the enzyme is partially
converted to a sulfided form, the coordination unit
undergoes a significant change. The electron density
at an axial position increases and is displaced ∼0.4
Å away from the metal atom. This observation is
entirely consistent with the conversion ModO (1.7
Å) f ModS (2.1 Å), the indicated distances having
been established in enzymes by EXAFS472,473 and in
numerous synthetic compounds by X-ray diffraction.
The equatorial ModO group is maintained in the
sulfided form; the other equatorial ligand has been
assigned as a water molecule of the basis of a Mo-O
bond distance of 2.4 Å.

Following Hille (this issue), most molybdenum
oxotransferases can be placed in the families indi-
cated in Figure 30, these being named for their
prototypic enzymes. Structures and metric features
have been taken from X-ray and EXAFS472-477 inves-
tigations and are intended as current consensus
depictions of active sites. Mo(IV) and Mo(VI) sites
are shown because, under the oxo transfer hypothesis
in Figure 31A, the indicated oxidation states are
those involved in direct oxygen abstraction from or
donation to substrate, respectively. Other enzymes
in the xanthine oxidase family include xanthine
dehydrogenase, aldehyde oxidase, and CO dehydro-
genase. Members of this family are characterized by
the presence of one pterin cofactor, the MoVIOS group
in the oxidized enzymes, and an apparent terminal
hydrosulfide ligand in the reduced form. Oxygen
atom transfer in the oxidation of xanthine to uric acid
by milk xanthine oxidase has been proven by labeling
the oxidized enzyme with 18O and demonstrating that
under single turnover conditions 79% of the label
appeared in the product when the reaction was
performed in unlabeled water.478 The 21% isotope
dilution must have arisen from exchange with solvent
over the course of reaction; controls showed that this
exchange did not occur with uric acid. Hence, the
oxygen atom transferred to the product originated
with the molybdenum atom and not with solvent. In
light of the active-site structure (Figure 30), it is
probable that the oxo atom is transferred inasmuch
as ligated water (or hydroxide) would be expected to
exchange with bulk solvent. Water enters into
overall reaction 14 because it is the ultimate source
of the oxo ligand in all enzymes (Figure 31A).
Mechanistic considerations of xanthine oxidase ca-
talysis are extensive and complex (Hille, R.; this
issue). Treatment of the enzyme with cyanide re-
moves sulfide as thiocyanate and completely deacti-

Table 15. Crystallographically Defined Coordination
Units of Molybdenum and Tungsten Oxotransferases

enzyme/unit
resolution

(Å)
references

(PDB code)a

aldehyde oxidoreductase
(Desulfovibrio gigas)

2.2, 1.8 468, b

inactive form
[MoO(S2‚pterin)L2]c,d

2[Fe2S2(S‚Cys)4]
partially sulfided form b

[MoOS(S2‚pterin)(OH2)]c

2[Fe2S2(S‚Cys)4]
aldehyde ferredoxin oxidoreductasee 2.3 469a

(Pyrococcus furiosus)
[W(S2‚pterin)2L2Mg(OH2)2(OC‚Ala)(OC‚Asn)]f

[Fe4S4(S‚Cys)4]
DMSO reductase

(Rhodobacter sphaeroides)
2.2 469b

oxidized
[MoO(S2‚pterin)2(O‚Ser)]g

reduced
[MoO(S2‚pterin)(O‚Ser)]h

a See footnote in Table 5. b Hille, R., this issue. c S2‚pterin:

d L ) unidentified oxygen ligand. e Also contains tetrahedral
iron atom (structural). f (S2‚pterin)2Mg(OH2)2:

L ) oxo and/or glycerol oxygen ligands. g S2‚pterin contains a
guanine group; one dithiolene group is asymmetrically coor-
dinated (Mo-S 2.4, 3.1 Å). h One S2‚pterin is in the active site
region but interacts weakly with the Mo atom (Mo-S 2.9, 3.7
Å).
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vates the enzyme. Consequently, the sulfido ligand
is essential to activity. While in certain other
enzymes molybdenum-mediated direct atom transfer
from or to substrate is probable and in one instance

established, this is not the case for the xanthine
oxidase family. Proposed mechanisms frequently
involve more steps and utilize water or protons as a
reactant; hence, these enzymes are frequently de-
scribed as hydroxylases.

The sulfite oxidase family also includes assimila-
tory nitrate reductase. All available structural in-
formation (Figure 30A) has derived from molybde-
num XAS.472,475 For oxidized chicken liver sulfite
oxidase, the EXAFS data are most consistent with
the MoVIO2 group and 2-3 coordinated sulfur atoms,
indicating the presence per molybdenum atom of one
pterin cofactor, which has otherwise been detected.471

In the reduced states, the results are in accord with
a MoV,IVO(OH) unit. Remaining ligands may be
Cys‚S from a conserved cysteinate residue and/or
water. The EXAFS of nitrate reductase from Chlo-
rella vulgaris in the oxidized and reduced states are
very similar to those of sulfite oxidase.474

The DMSO reductase family is considerably larger,
and encompasses enzymes such as biotin-S-oxide
reductase, trimethylamine-N-oxide reductase, dis-
similatory nitrate reductase, and formate dehydro-
genase. XAS results for Rhodobacter sphaeroides
DMSO reductase lead to structures that are some-
what surprising because of the monooxo MoVIO group
in the oxidized form and no terminal oxo ligands in
the Mo(V,IV) states.477 The dissimilatory nitrate
reductase from E. coli also has a monooxo MoVIO
group, significant thiolate ligation, and no MoIVO
group.476 While synthetic molybdenum complexes
with these characteristics are not unknown, they are
relatively infrequent compared to species with the
MoVIO2 and MoV,IVO groups, especially in the aqueous
chemistry of the element. The 2:1 pterin:Mo ratio,
taken as a defining feature of this family, has also
been established by direct analysis of the enzyme.479

Very recently, the X-ray structure of DMSO reduc-
tase from Rhodobacter sphaeroides in two oxidation
states has become available (Table 15). It reaffirms
the MoVIO unit and the absence of an oxo ligand in

Figure 30. Structures of molybdenum sites and complexes. (A) Structures of Mo(VI) and Mo(IV) sites in the indicated
families of oxotransferases as determined from crystallography and Mo EXAFS, with the bracketed portions being the
pterin cofactors. All bond distances (Å) given to three figures are from EXAFS; others are crystallographic values. (B)
Schematic structures of the dithiolene complexes [MO2(mnt)2]2- (M ) Mo, W) showing selected bond lengths.

Figure 31. Reaction schemes: (A) the oxygen atom (oxo)
transfer reaction hypothesis for molybdenum oxotrans-
ferases; (B) the double oxo transfer reaction demonstrated
for a DMSO reductase. The asymmetric coordination of one
dithiolene group found crystallographically (Figure 30A)
is not depicted here.
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the Mo(IV) state, and shows tight bidentate coordi-
nation of one pterin dithiolene grouping in both
oxidation states. However, the dithiolene of the
second cofactor behaves in a most unexpected man-
ner, described schematically in Figure 30A. In the
oxidized form, the molybdenum atom is firmly coor-
dinated by five ligands, including the presumably
deprotonated serine side chain. The potential sixth
ligand is a sulfur atom of an asymmetrically bound
dithiolene group located at 3.1 Å from the molybde-
num atom. In the reduced form, only three strongly
bound ligands have been identified, two sulfur atoms
in a dithiolene ring and Ser‚O(H). The second
cofactor has moved away from the metal, such that
the Mo‚‚‚S separations are long (2.9 and 3.7 Å) and
nonbonded. Furthermore, the distant dithiolene
appears to have become protonated, creating a chiral
center, with attendant formation of a thione group.
Whether these bizarre structural effects extend to
other members of the DMSO reductase family in an
enzymatically active condition remains to be deter-
mined.

The oxo-transfer hypothesis (Figure 31A) was orig-
inally presented for enzymes thought at the time to
contain the MoVIO2 and MoV,IVO groups,480,481 the
presence of the MoVIO and the absence of MoIVO
group in enzymes not having been anticipated. It is
founded on an extensive body of reaction chemistry
in synthetic systems demonstrating the general reac-
tions MoVIO2Ln + X a MoIVOLn + XO.467,480-484

Among these, the sulfite oxidase analogue reaction
system 15 involving complexes of known structure483

(Figure 30B) suggests that the hypothesis is ap-
plicable to the sulfite oxidase family. As yet, there

are no isotope labeling experiments that prove atom
transfer from the molybdenum center to substrate
in this family of enzymes. However, results such as
reaction 15 and many others make clear that the
MoVIO2 and MoIVO groups, with a variety of coligands
which often include thiolate, are well suited to oxo-
transfer reactions. The sulfite oxidase family ap-
pears to utilize these groups in both oxidation and
reduction processes.

A thermodynamic scale for oxygen atom transfer
reactions has been developed.481,485 A series of reac-
tions (or couples) X + 1/2O2 f XO is arranged in the
order of decreasing ∆H, such that the reduced
member Y of a couple Y/YO is thermodynamically
competent to reduce the oxidized member XO of a
couple X/XO with a larger ∆H. With the extensive
database available,485 the directions of many reac-
tions X + YO can be predicted. Given the values
∆H(HSO3

-/HSO4
-) ) -62 kcal/mol and ∆H(NO2

-/
NO3

-) ) -24 kcal/mol in aqueous solution, it follows
that ∆H exceeds -62 kcal/mol for the MoIVO/MoVIO2
couple of sulfite oxidase and for the complexes in
reaction 15 in order that bisulfite function as an oxo
acceptor. Similarly, it is required that ∆H be less
than -24 kcal/mol for the MoIVO/MoVIO2 couple of
assimilatory nitrate reductase in order that nitrate
behave as an oxo donor. If, as seems likely, the ∆H

values for both enzymes are within these limits, then
on thermodynamic grounds reduced sulfite oxidase
should be capable of reducing nitrate, and oxidized
nitrate reductase capable of oxidizing bisulfite. We
are unaware of any experiments designed to test the
activities of these enzymes toward the two potential
cross-substrates.

In the DMSO reductase family, the double oxo
transfer experiment in Figure 31B has been per-
formed with R. sphaeroides enzyme using 18O label-
ing.30 The labeled substrate was incubated with the
enzyme and the water-soluble tertiary phosphine
under both single-turnover and catalytic conditions
where the reaction is Me2SO + R3PfMe2S + R3PO.
Isotope transfer was J90%, showing at once that the
MoVIO group is competent as an oxo donor and the
non-oxo Mo(IV) center as an oxo acceptor, the natural
function of the enzyme. If the correlation between
two bound pterin cofactors and an MVIO group
extends to the foregoing tungsten aldehyde oxi-
doreductase, it would be placed in the DMSO reduc-
tase family. In that event, the structurally defined
bis(dithiolene) WVIO2/WIVO complexes486 in Figure
30B would not strictly apply as models of the enzyme
site. Hille (this issue) has also placed Mo-containing
formate dehydrogenases in this family, with recogni-
tion that there may be a subclass containing the
ModS group. While the tungsten enzymes have yet
to be classified in a similar scheme, we note the
powerful oxo-acceptor ability of [WO-
(mnt)2]2-, which has been reported to effect the
transformation HCO3

-f HCO2
-.487 On the thermo-

dynamic scale, this places ∆H(WIVO/WVIO2) for these
complexes below -64 kcal/mol, in the range of such
avid oxo acceptors as cyanide and tertiary phos-
phines. Lastly, should catalytic centers containing
one MIVO/MVIO2 group (M ) Mo, W) bound by two
pterin cofactors appear, the complexes in Figure 30B
and related species488 provide intrinsic structures,
including the oxo trans effect on dithiolene coordina-
tion. As yet, no bis(dithiolene)monooxo complexes of
Mo(VI) or W(VI) have been prepared.

G. Transport and Storage Proteins
Three types of proteins are considered. Transfer-

rins solubilize, transport, and deliver Fe(III) to cells.
Ferritins store Fe(III) intracellularly in exceptionally
large iron-oxo aggregates surrounded by a protein
sheath. Metallothioneins sequester Zn(II), Cd(II),
and Cu(I) by means of their remarkably high cys-
teinyl content. Metal site structures are summarized
in Table 16.489-501

1. Transferrins
These monomeric glycoproteins502,503 are found in

all vertebrates and some invertebrates. Like sidero-
phores, they solubilize Fe(III) by binding, thus avoid-
ing the formation of Fe(OH)3. Transferrins bind two
Fe(III) atoms tightly but reversibly and synergisti-
cally bind two carbonate ions as bidentate ligands to
the metals. They deliver Fe(III) to cells during which
process they pass through cell walls and are encap-
sulated in endosomes. ATP-driven proton pumps on
the surface of the endosome lower the interior acidity
(pH ∼5.5) resulting in the release of Fe(III) which is

[MoO2(mnt)2]
2- + HSO3

- f

[MoO(mnt)2]
2- + HSO4

- (15)
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taken up by other iron-binding proteins including
ferritin. Apotransferrin is subsequently released
from the cell, and the process is repeated. Transfer-
rins impede bacterial growth and survival. Iron
metabolism is regulated by transcription and subse-
quent destruction of transferrin receptor mRNA.
High iron levels within cells promote degradation of
this mRNA, hindering synthesis of the receptor via
translation. Low iron levels stabilize transferrin
receptor mRNA, promoting the synthesis of the
transferrin receptor and thus increasing iron uptake.
Transferrins also protect cells from the toxic effects
of free iron by sequestration, thereby preventing the
formation of injurious hydroxyl radicals in Fenton
reactions. There are three main types of transfer-
rins: serum transferrin, located mainly in the blood
plasma; ovotransferrin, in hen egg white, and lac-
totransferrin, in milk. Structural information is
available for all three types (Table 16), although not
always for an intact transferrin molecule.

Transferrins typically consist of a single polypep-
tide with 670-700 residues and a molecular weight
of ca. 80 kD. Protein folding affords N- and C-
terminal halves or lobes, with one iron binding site
in each lobe. Each half exhibits up to about 40%
sequence homology, and the protein structural fea-
tures of each, where known, are quite similar. The
two lobes are connected by a short R helix, generating
a bilobate structure. Transferrin half-molecules can
be prepared by proteolytic reactions or recombinant
DNA techniques; structures of several such species
have been determined. The Fe(III) binding sites in
the two halves are separated by ∼42 Å (in human
lactotransferrin) and are practically identical. They
display distorted octahedral coordination with the
ligation pattern illustrated in Figure 32A. Carbonate
(or bicarbonate) fits efficiently into a strongly hydro-
gen-bonded site and coordinates as a bidentate
ligand; the aspartate carboxyl group is unidentate.
Coordination is completed by His‚N and two Tyr‚O
ligands arranged facially. In this set of weak-field
ligands, Fe(III) is bound in the high-spin condition.
For reactions at fixed pH and partial pressure of CO2,
the effective formation constants K1′ and K2′ (eq 16)

can be defined. These have been found to be of
similar magnitude and in the range 1017-1020 M-1.502a

As befits such high Fe(III) affinity, the ligands are
hard anions and imidazolesjust those known to bind
high-spin Fe(III) effectively in nonprotein circum-
stances. The total ligand charge of 5- is matched
by the metal charge and the nearly 2+ charge of the
protein binding pocket.503 The redox potential of
about -500 mV504 reveals that the anionic ligand
environment strongly favors Fe(III) over Fe(II).

Nonnative metals can be substituted for iron in
transferrins. As recently noted by Baker,503 Aisen505

has proposed three criteria for binding at the native
iron sites: (i) no more than two metals bound per
transferrin molecule; (ii) no binding to iron-saturated
transferrin; (iii) one (bi)carbonate or other appropri-
ate anion bound with each metal ion. By these
criteria the ions VO2+, Cr3+, Mn3+, Co3+, Cu2+, and
Ga3+ bind specifically,505 but others may also bind in
this way.502,503 However, while the binding constants
(eq 16) for Ga3+, a trivalent ion with nearly the same
radius as Fe3+ (0.62 Å11), also are 1017-1020 M-1,506

those for divalent ions such as Fe2+ and Zn2+ under
conditions comparable to Fe3+ binding are much less
(104-106 M-1).507 Evidently, the site was evolved to
stabilize trivalent ions. When Cu(II) is substituted
into human lactotransferrin, two inequivalent sites
are observed. In the N-lobe, the [Cu(N‚His)(O2C‚
Asp)(O‚Tyr)2(CO3)] coordination unit is square pyra-
midal with the carboxylate and carbonate groups
unidentate in the equatorial plane and an axial Tyr‚O
ligand (at 2.8 Å). In the C-lobe, carbonate is biden-
tate and the metal is six-coordinate with one long
Cu-O‚Tyr bond (2.4 Å). The overall protein struc-
ture is the same as the native form, the different
coordination units arising from small movements of
Cu(II) and carbonate in the binding site. This local
flexibility presumably allows the binding of the much
larger trivalent lanthanides, although the extent to

Table 16. Crystallographically Defined Coordination Units in Transport and Storage Proteins

protein resolution (Å) references (PDB code)a

Iron
transferrin [FeIII(N‚His)(O2Cγ‚Asp)(O‚Tyr)2(CO3)]b

serum transferrin
rabbit 3.3 489 (1TFD)

N-terminal half-molecule 2.3 490
lactotransferrin

human 2.2, 2.0 491, 492 (1LFG, 1LCT), 493
N-terminal half-molecule 2.0 494
Cu(II)-substituted formc 2.1 495 (1LFI), 493
apoprotein 2.8 496 (1LFH)

ovotransferrin
duck, quarter-molecule 2.3 497
hen, N-terminal half-molecule 2.1 498

ferritin [Fe(N‚His)(O2C‚Glu)(OH2)]
apo form (human H-chain, mutant) 2.4 499 (1FHA)

Zinc-Cadmium
metallothionein (Cd5Zn2 isoform 2, rat liver) 2.0 500, 501 (4MT2)

[Cd4(µ-S‚Cys)5(S‚Cys)6,
(Cys‚S)2Cd(µ-Cys‚S)2Zn2(µ-S‚Cys)(S‚Cys)4]

a See footnote in Table 5. b Carbonate acts as a bidentate ligand. c Two inequivalent Cu sites.

K1′ ) [FeTfn]/[Fe3+][Tfn]

K2′ ) [Fe2Tfn]/[Fe3+][FeTfn] (16)

Aspects of Metal Sites in Biology Chemical Reviews, 1996, Vol. 96, No. 7 2297

+ +



which protein structure is preserved is not known in
such cases.

The binding of Fe(III), and also Cu(II), contributes
to tertiary structure. In apolactotransferrin, the N-
and C-lobes are rotated around intervening protein
structure by 53° compared to the holoprotein. Fur-
ther, the N-lobe undergoes a large conformational
change while the C-lobe is little changed. These
results demonstrate a substantial conformational
change which is intimately coupled to Fe(III) binding
and release, reactions which are examined in more
detail elsewhere.502,503 The function of transferrins
has been aptly encapsulated by Baker: “The most
striking feature of transferrin chemistry is that iron
is bound with extraordinary avidity, yet it can be
released without any denaturation and the protein
can be recycled through many cycles of uptake and
release.” 503 The view that emerges for the binding
sites of transferrins is that they have been beautifully
engineered to bind their native metal Fe(III), but
possess sufficient conformational flexibility to coor-
dinate other ions of different size and lower charge,
albeit with reduced affinity.

2. Ferritin

These proteins, found in vertebrates, invertebrates,
higher plants, fungi, and bacteria, function as iron
storage vehicles in aerobic cells and have been
extensively studied.508-510 Horse spleen ferritin is the
most thoroughly examined member of this family of
proteins and is prototypic among mammalian fer-
ritins. Ferritins are very large proteins, typically
100-110 Å in outside diameter and containing a
protein coat about 10 Å thick that envelops a core of
hydrous ferric oxide with variable amounts of phos-

phate. The core has an effective diameter of ca. 75
Å and contains up to 4500 iron atoms; ferritins with
highly variable iron contents have been isolated. The
protein coat, or shell, is built up of 24 subunits. Each
subunit consists of a single polypeptide chain with
ca. 170 residues. A given ferritin molecule includes
two different types of chains, termed H and L, of
similar sequence and size. Each subunit of horse
spleen ferritin, for example, contains 174 amino
acids; about 85% of these subunits consist of L chains
and the remainder H chains. Following Harrison et
al.,509,510 each subunit is a 4-R-helix bundle involving
two antiparallel helix pairs (AB, CD). A fifth shorter
helix (E) lies at the end of the bundle at an acute
angle to the other helices; 129 residues are included
in the five helices. A long loop positioned on the
outside surface of the bundle joins the C-terminus of
helix B to the N-terminus of helix C. As shown
schematically in Figure 32B, the subunits are ar-
ranged in the manner of a rhombic dodecahedron (an
example of the rare point group O if all subunits are
taken as identical). This spatial disposition of sub-
units produces channels into the core along C3 and
C4 axes of the molecule. The six 4-fold channels are
substantially lined with Leu residues and are con-
sidered hydrophobic. The eight 3-fold channels are
relatively hydrophilic because of Asp and Glu resi-
dues and, to a lesser degree, His and Tyr residues.
The inside shell of the ferritin molecule is also
hydrophilic. The arrangement of subunits and the
size of the molecule are basically the same in apo-
and holoproteins. Iron is stored nearly exclusively
as Fe(III); treatment of the holoprotein with dithion-
ite or ascorbate in the presence of a chelating agent
with affinity for Fe(II) results in formation of the

Figure 32. Structural features of iron transport and storage proteins: (A) the binding site of transferrin; (B) quaternary
structures of horse spleen ferritin showing the arrangement of 24 subunits and structure of one subunit; (C) the tetranuclear
(R domain) and trinuclear (� domain) structures in rate liver Cd5Zn2 metallothionein-2.
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apoprotein. The latter may be reconstituted in vitro
by aerobic treatment with an Fe(II) salt in a solution
at pH ∼7.

The foregoing structural results were obtained by
X-ray diffraction using samples crystallized from
solutions containing salts of ions such as Ca2+ and
Cd2+, a technique that has proven effective for
molecules with mainly L-chain subunits. In such
cases, individual ferritin molecules are linked by
metal bridges involving coordination to Asp and Gln
residues. The metals execute a (nonbiological) struc-
tural function. However, in the case of certain
H-chain ferritins this method failed to afford crystal-
line protein because coordinating Gln residues were
not conserved. Site-directed mutagenesis of recom-
binant human H-chain ferritin (LysfGln) allowed
the desired bridges to form, producing crystals from
CaCl2 solutions suitable for X-ray structure deter-
mination.499 The bridges were formed by the coor-
dination units [Ca(O2C‚Asp)2(Oδ‚Gln)2]. The recom-
binant form retains activity in iron uptake and is an
otherwise normal ferritin. Also discovered in the
structural analysis was the tetrahedral [Fe(N‚His-
B)(O2C‚Glu-A,B)2(OH2)] coordination unit located
within the helical bundle of each subunit and 7-10
Å from the cavity surface. Ligating groups are
located in the A and B helices; the coordinated water
molecule is hydrogen-bonded to Glu-C and Gln-D
residues.499,510 This unit is thought to be the “fer-
roxidase” center,511 at which Fe(II) is catalytically
oxidized to Fe(III) attendant to its entry into the
protein cavity. Iron(II) may reach the ferroxidase site
via the hydrophilic 3-fold channels. However, the
structural results for human H-chain ferritin suggest
a more direct route through the subunit itself.510 The
ferroxidase center accelerates the rate of iron uptake
and core formation, but is not essential to it inasmuch
as L-chain ferritins, lacking this redox center, can
take up iron slowly and develop cores. Iron(II) may
also bind at other sites in the protein.

While details remain obscure, ferritin core forma-
tion is an example of biomineralization. The “min-
eral” in this case is the core, which is rendered soluble
by encapsulation within the protein shell. The reac-
tion 4Fe2+ + O2 + 6H2O f 4FeO(OH) + 8H+ is a
simplified representation of the formation of hydrous
Fe(III) oxide which, together with variable amounts
of phosphate, makes up the core. Oxidation may
occur at ferroxidase sites or at the surface of the
nucleating core, with dioxygen being the ultimate
electron acceptor. The core is built up by hydrolysis
of aquo Fe(III), formation of oligomeric FeIII-O-FeIII

species, and then separation from solution as core
crystallites. On the basis of strong X-ray512 and
electron diffraction513 reflections, the core is none of
the crystalline forms of FeO(OH) minerals or of
Fe2O3. The best match is the hydrous ferric oxide
mineral ferrihydrite,514 of approximate composition
5Fe2O3‚9H2O and containing octahedral FeIIIO6 units.
EXAFS results for ferritin (2000 iron atoms) have
demonstrated octahedral coordination with a mean
FeIII-O bond distance of 1.95 Å.515 The core is the
“active site” of ferritin, both taking up and releasing
iron in response to cellular demands. Of the many
challenges that remain in this aspect of active-site

chemistry, certainly none exceeds elucidation of the
mechanism of iron entry to the protein cavity and
the formation of the core. Two other related proteins
are known but are crystallographically undefined.
Bacterioferritins resemble mammalian ferritins and
apparently contain a four-helix bundle,510 but also
include a heme group with bis(Met‚S) axial liga-
tion.516 Hemosiderin is found mainly in animals and
appears to store iron in a form similar to ferritin. The
protein is usually located within the intracellular
membrane and is of limited solubility. Lastly, we
note the discerning comment by Theil and Ray-
mond: “The structure of ferritin is the most complete
paradigm for bioinorganic chemistry because of three
features: the protein coat, the iron-protein interface,
and the iron core.” 517

3. Metallothioneins
These proteins518-521 have been isolated from a

variety of sources including mammals, crustaceans,
and yeast. The mammalian proteins have been the
most extensively studied. They typically have about
60 amino acid residues, one-third of which are
cysteine. For example, rat liver metallothionein (MT)
and human MT-2 have 61 residues, 20 of which are
Cys. Not infrequently, proteins from a single organ-
ism occur as isoforms, sometimes differing by only a
single amino acid residue. No other protein type has
such a high Cys content. These residues bind a
variable number of metal ions, with loadings of 4-12
metal ions per molecule rather common. Metal
content depends on the organism and the extent of
heavy metal exposure. While a number of functions
have been ascribed to MT, those which are frequently
associated with these proteins are homeostatic regu-
lation of essential metals such as zinc, and detoxifi-
cation by sequestration of physiologically adverse
metals such as cadmium and mercury. For example,
cadmium induces the biosynthesis of MT. As would
be expected, apo-MT binds practically any transition
metal ion, but their interactions with an array of soft
metals including Zn(II), Cd(II), Hg(II), Cu(I), Ag(I),
Au(I), and Pt(II) have been the most thoroughly
examined. Numerous MTs have been isolated from
natural sources, and others have been prepared from
apo-MT and metal ions or by displacement of bound
metal ions. However, there is at present only one
MT crystal structure (Table 16), that of Cd5Zn2-MT-2
from rat liver. This structure has been described in
detail in the original literature and subsequently.522

Rat liver MT-2 has been cleaved into two polypep-
tides. The � or N-terminal domain consists of resi-
dues 1-30, among which are 9 Cys. The R or
C-terminal domain includes residues 33-61, of which
11 are Cys. These individual domains bind metals
the same as does the intact protein.523 The metal
sites of the rat liver protein divide into two poly-
nuclear aggregates, which are depicted in Figure
32C. The two domains are not in contact and are
separated by a short polypeptide linker (residues 30-
32). All seven coordination sites are tetrahedral, as
would be expected for four-coordinate Zn(II) and Cd-
(II); the 20 Cys residues are fully utilized in metal
binding. The � domain cluster [CdZn2(S‚Cys)9] is a
nonplanar six-membered ring with two bridge and
two terminal bonds at each metal atom. The R
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domain cluster [Cd4(S‚Cys)11] consists of two nonpla-
nar six-membered rings with two common bonds,
such that two cadmium atoms each have one termi-
nal ligand. The protein is folded the same way in
the crystal and in solution. The original crystal
structure500 was not in agreement with the pattern
of binding of Cys residues to the two clusters deduced
from a solution NMR study of rat liver Cd7-MT-2.524

A second X-ray determination501 afforded the same
molecular structure as in solution; the situation has
been resolved.525 Apo-MT itself is a random coil
polypeptide; the holoprotein achieves its tertiary
structure by metal binding.

Except for its occurrence as the � domain cluster
in MT, a separate M3(µ-SR)3 ring structure is un-
known in zinc and cadmium thiolate chemistry. It
has been established in [Fe3(µ-SR)3X6]3- (X ) Cl-,
Br-), but in these complexes the rings are planar.526

However, this ring in the chair conformation occurs
in the adamantane-like complexes [M4(µ-SR)6X4]2- (X
) halide, RS-),527 including [M4(SPh)10]2- with M )
Zn528 and Cd.529 The R domain cluster is formally
derivable from M4(SR)10 by addition of thiolate at one
metal site, thereby breaking one M-S(R)-M bridge
under the constraint of tetrahedral coordination. The
structural chemistry of MT has been greatly aided
by perspicacious use of 111,113Cd NMR,530 whose
chemical shift sensitivity affords resolution of all
seven cadmium atoms in a Cd7 protein. The original
recognition of tri- and tetranuclear aggregates came
not from X-ray crystallography but from NMR.530a

Further, line broadening effects in NMR suggest that
the clusters are fluxional, with Cys‚S ligands moving
between different metals and Cd(II) atoms exchang-
ing sites in the � domain cluster faster than in the R
domain cluster and between sites in different clus-
ters.520,531 This behavior indicates binding lability,
and is consistent with rapid substitution of zinc by
external Cd2+. The following qualitative order of
replacement in MT holds: Zn(II) < Cd(II) < Cu(I),
Au(I), Pt(II), Ag(I), Hg(II).532 Reactions are rapid
compared to the often slow replacements of the metal
in zinc enzymes. Native cluster compositions can be
achieved by mixing appropriate quantities of Cd7-MT
and Zn7-MT in the intermolecular metal exchange
reaction 17.531 This reaction favors cadmium binding

in the four-metal cluster and zinc binding in the
three-metal cluster, leading to the suggestion that
the two-domain structure allows the protein to func-
tion simultaneously as toxic metal scavenger (Cd(II)
in the � domain) and in zinc metabolism (Zn(II) in
the R domain).531

Petering et al. have effectively summarized the
functional aspects of MT related to metal ion homeo-
stasis and sequestration of toxic metals: “Because
of this unusual kinetic lability as well as the ther-
modynamic stability [owing to soft acid-soft base
interactions] of the metallothionein species that are
formed, metallothionein acts as a sink for the binding
of a variety of essential and toxic metal ions which
enter cells.” 532

H. Nonredox Enzymes
As the name implies, these enzymes catalyze

reactions in which there is no net flow of electrons
into or out of the active site. The majority of these
are hydrolytic enzymesspeptidases/proteases, colla-
genases, phospholipases, phosphatases, ATPases,
and lactamases, constituting the major categories.71

Also in this group are enzymes such as kinases,
alcohol dehydrogenases, DNA polymerases, and ure-
ase. These enzymes generally employ Mg(II) or Zn-
(II) in their active sites, but nonnative metal ions can
often be substituted with retention of (some) enzy-
matic activity. At present, urease, with a binuclear
nickel site,25 is a special case, although in nonredox
enzymes binuclear catalytic sites are not exceptional.
The large majority of enzymes utilize zinc. The body
of mechanistic investigations of these enzymes is
profuse, detailed, and occasionally contentious; its
scope is beyond the purview of this article. Here we
scrutinize the structural chemistry of the active sites
of nonredox enzymes, with some note of structure/
function relationships.

1. Structural Zinc
Before proceeding to the structures of zinc en-

zymes, we observe that Zn(II) has a very significant,
purely structural role in metallobiomolecules in ad-
dition to serving as a catalytic metal. As noted in
section III, the prototypical structural site is [Zn-
(S‚Cys)4], such as that in alcohol dehydrogenase and
shown in Chart 6A (p 2254). Among many other
examples are those found in zinc fingers,533,534 pro-
teins involved in gene regulation. Tetrahedral coor-
dination by Zn(II) results in the folding of protein
minidomains which are recognized and bound to
DNA. In addition to the foregoing site, [Zn(N‚His)2-
(S‚Cys)2] is a frequent structural unit in zinc fingers,
and even binuclear [Zn2(µ-Cys‚S)2(S‚Cys)4] has been
encountered. Examples of structural zinc sites are
included in Table 17.78,535-543 We note, however, a
further role for [Zn(S‚Cys)4] in at least one protein.
The protein Ada from E. coli possesses a tightly
bound Zn(II) atom that is essential for protein folding;
it may be replaced by Cd(II). From a combination of
113Cd NMR and site mutagenesis experiments, the
[M(S‚Cys)4] site (M ) Zn(II), Cd(II)) was estab-
lished.583 It was further shown that Ada recognizes
and repairs DNA whose phosphate groups have
become non-
enzymatically methylated. The repair mechanism
involves the nucleophilic attack by coordinated
cysteinate on the methyl phosphotriester moiety,
recovering the phosphate, and creating a methio-
nine residue at the Zn(II) site.583 The reaction of
[Zn(SPh)4]2- with (MeO)3PO to afford quantitative
conversion to PhSMe and (MeO)2PO2

- 584 lends con-
siderable support to this picture.

2. Catalytic Zinc
Structurally characterized catalytic sites of zinc

enzymes are summarized in Table 17.24,78,535,544-582

Other collections and discussions of zinc protein
structures are available (Lipscomb, W. N.; Sträter,
N.; this issue).77,585-588 It is emphasized that the
actual body of structural data is much larger than

mZn7-MT + nCd7-MT f
(m+n)Cd7n/(m+n)Zn7m/(m+n)-MT (17)
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Table 17. Crystallographically Defined Structural and Catalytic Coordination Units of Zinc and Cadmium
Enzymes

unit/enzyme resolution (Å) references (PDB code)a

Structural
[Zn(S‚Cys)4]

alcohol dehydrogenase (horse liver) [6A] 2.4 78, 535 (6ADH)
aspartate transcarbamoylase (Escherichia coli) 3.0 536, 537 (2AT2)

[Zn(N‚His)2(S‚Cys)2]
tramtrack (Zn fingersDrosophila melanogaster) 2.8 538 (2DRP)
Zif268-DNA complex (Zn fingersmouse) 2.1 539

CoII-substituted 2.4 539
GLI-DNA complex (Zn fingershuman) 2.6 540

[Zn2(µ-S‚Cys)2(S‚Cys)4]
GAL4-DNA complex (Zn fingersyeast) 2.7 541

[Zn(N‚His)3Cl], [Zn(N‚His)2(OH2)2], [Zn(N‚His)3((OH2)3]
2-zinc insulinb (human; porcine) 1.6, 1.5 542 (1TRZ;3INS)
4-zinc insulinb (human) 1.85 543

Mononuclear Catalytic
[Zn(N‚His)3(OH2)]

adamalysin II (rattlesnake venom) 2.0 544
atrolysin C (rattlesnake venom) 2.3 545
carbonic anhydrase I (human erythrocyte) 2.0 546 (2CAB)
carbonic anhydrase II (human erythrocyte)[6C] 2.0 547, 548 (4CAC)

pH 6.0; 7.8 1.67, 1.54 549 (2CBB, 2CBA)
mutants: Val143Gly, His, Phe, Tyr 2.1-2.8 550 (6CA2-9CA2)

Gln92Ala, Asn, Glu, Leu; Glu117Ala 2.1-2.8 551 (1CNG-1CNK)
carboxypeptidase DD (Streptomyces albus) 2.8 552 (1PTE)
�-lactamase II (Bacillus cereus) 3.5 553

CdII-substituted form, apoprotein 3.5 553
[Zn(N‚His)3(O2‚X)]c

collagenase (human fibroblast, neurophil) 1.6-2.4 554-559
[Zn(N‚His)3(O2Cγ‚Asp)]

collagenase (human fibroblast, neurophil) 1.6-2.4 554, 555, 558, 559
[Zn(N‚His)3(O2Cγ‚Asp)(HOR)]

adenosine deaminase (mouse)
purine ribonucleotide (ROH)-bound form 2.4 560 (2ADA)

[Zn(N‚His)3(OH2)](HO‚Tyr)d

protease (Serratio maecescens) 1.8 561
protease (Pseudomonas aeruginosa) 1.6 562
astacin (crayfish) 1.8 563, 564

CoII-, CuII-, NiII-, HgII-substituted forms 2.2 564, 565
apoenzyme 2.4 564

[Zn(N‚His)2(O2Cδ‚Glu)(OH2)]
carboxypeptidase A (bovine pancreas)[6D] 1.54 566 (5CPA)
carboxypeptidase B (bovine pancreas) 2.8 567 (1CPB)
phospholipase Ce (Bacillus cereus) 1.5 569

phosphate-bound form 2.1 570
thermolysin (Bacillus thermoproteolyticus) 1.6 571, 572, 573 (1LNF)

MnII-, FeII-, CoII-, CdII-substituted forms 1.7-1.9 574
[Zn(N‚His)2(O2Cγ‚Asp)(OH2)2]

P1 nuclease (Penicillium citrinium) 2.8 575
[Zn(N‚His)2(S‚Cys)(OH2)]

T7 lysozyme 2.2 568
[Zn(N‚His)(S‚Cys)2(OH2)]

alcohol dehydrogenase (horse liver)[6B] 2.4 78, 546 (6ADH)
apoprotein 2.4 546 (8ADH)

Binuclear Catalytic
[(His‚N)2(Asp‚γCO2)Zn(µ-η1:η1-PO4)Zn(N‚His)(O2Cγ‚Asp)(O2Cδ‚Glu)

alkaline phosphatasef (E. coli), phosphate-bound 2.0 576 (1ALK)
CdII-substituted, phosphate-bound 2.5 576
Asp101Ser mutant 2.5 577

[(His‚N)(Asp‚γCO2)Zn(µ-η1:η1-O2Cγ‚Asp)(µ-OH2)Zn(N‚His)(O2Cδ‚Glu)]
aminopeptidase (Aeromonas proteolytica)[6E] 1.8 578 (1AMP)

[(His‚N)2(Asp‚γCO2)Zn(µ-η1:η1-O2Cγ‚Asp)(µ-OH2)Zn(N‚His)(NH‚Trp)OC‚Trp)]
phospholipase C (Bacillus cereus) 1.5 569
P1 nuclease (Penicillium citrinium) 2.8 575

[(Asp‚γCO2)(Asp‚CO)Zn(µ-η2-O2Cδ‚Glu)(µ-η1:η1-O2Cγ‚Asp)(µ-OH2)Zn(O2Cγ‚Asp)(εNH2‚Lys)]
leucine aminopeptidase (bovine lens) 1.6 579, 580, 581 (1BPN)

[(His‚N)2(Asp‚γCO2)Cd(µ-η1:η1-O2CNH‚Lys)(µ-OH2)Cd(N‚His)2(OH2)2]
phosphotriesteraseg (Pseudomonas diminuta) 2.0 24

apoprotein 2.1 582
a See footnote in Table 5. b Insulin in a hormone; 2-zinc form has the 6-coordinate site only. c Coordinated by two oxygen atoms

of an inhibitor molecule. d Weak ligand at 2.5-2.8 Å; state of protonation not specified. e Two aquo ligands. f The active site of
this enzyme is a [Mg(O2Cγ‚Asp)(O2Cδ‚Glu)(HO‚Thr)(OH2)3] unit. g One bridge is a carbamylated lysine residue.
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that in Table 17, which does not include numerous
structures with substrate and transition-state ana-
logues, inhibitors, and exogenous anions. These may
be retrieved from the PDB.7 One example is the
endopeptidase thermolysin, where a structural basis
for the catalytic mechanism has been derived from
extensive crystallographic studies of the native en-
zyme and its inhibitors.589 The mechanisms of action
of a number of zinc enzymes and related structural
considerations have been dealt with at length (Lip-
scomb, W. N.; Sträter, N.; this issue).71,537,588-592

Catalytic sites are mainly mononuclear, but may also
involve two or three Zn(II) atoms (Table 17). Some
of these sites are illustrated in Chart 6 (p 2254); a
larger set is available in Figure 33. All four-co-
ordinate sites are tetrahedral, and nearly all, in the
forms studied, contain one or sometimes two coordi-
nated water ligand(s). The leading reactions cata-
lyzed by these enzymes are summarized in Table 18.

Mononuclear zinc sites are of the general type
[Zn(N‚His)3-nLn(OH2)] in which L is a protein ligand
(Cys‚S, X‚CO2) and n ) 1,2. The most prevalent sites

Figure 33. Structures of biological Zn(II) and Cd(II) sites: structural sites in alcohol dehydrogenase (A) and a zinc finger
(B); catalytic sites in carbonic anhydrase (C), carboxypeptidase A (D), alcohol dehydrogenase (E), aminopeptidase (F),
leucine aminopeptidase (G), and phosphotriesterase (H).
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are [Zn(N‚His)3(OH2)1,2] (Chart 6C, p 2254), which
have been established in carbonic anhydrase and a
number of endopeptidases. Those enzymes which
exhibit a characteristic sequence motif involving the
three histidyl ligands are considered to form a
“superfamily” of zinc peptidases.587,588 This site may
also apply to collagenase, whose only available struc-
ture contained an inhibitor molecule bound to the
metal. Collagenase additionally contains the struc-
tural site [Zn(N‚His)3(O2Cγ‚Asp)]. Sites with two
His‚N ligands take the forms [Zn(N‚His)2(O2C‚X)-
(OH2)1,2] and occur in exo- and endopeptidases and
at least one nuclease. The carboxylate group is
unidentate in the tetrahedral thermolysin site, but
bidentate in carboxypeptidase A (Chart 6D, p 2254)
leading to a five-coordinate structure. The formula-
tion [Zn(N‚His)2(S‚Cys)(OH2)] is entirely probable for
the native site of cytidine deaminase; in known
structures the putative water molecule is replaced
by an oxygen atom from a transition state analogue
molecule.593 The tetrahedral site [Zn(N‚His)(S‚Cys)2-
(OH2)] (Chart 6B, p 2254) has been encountered thus
far only with alcohol dehydrogenase.

Binuclear zinc sites all have at least one His‚N
ligand at each metal subsite. The remaining coor-
dination positions are taken up by carboxylate and
water, which are also the prevalent bridging ligands.
The active site of A. proteolytica aminopeptidase
(Chart 6E, p 2254) is among the simpler binuclear
structures; this and others are illustrated in Figure
33. Whereas mononuclear sites are structurally
unexceptional, the binuclear sites exhibit several

features rarely observed with biological coordination
units: binding by the amino group of lysine and
bridging by one oxygen atom of a carboxylate group
(aspartate) in leucine aminopeptidase (Figure 33G),
the occurrence of and bridging by a carbamylated
lysine residue (-CH2NH-CO2-) in a Cd2 phoshotri-
esterase (Figure 33H), and interaction with an amido
nitrogen atom in phospholipase C and P1 nuclease.
Actually, the active-site regions of these two enzymes
contain three zinc atoms (Table 17). In P1 nuclease,
the separations are Zn(1)-Zn(3) ) 3.2 Å, Zn(1)-Zn-
(2) ) 5.8 Å, and Zn(2)-Zn(3) ) 4.7 Å. The bridged
Zn(1)Zn(3) pair is tabulated as such; the Zn(2) site
is not directly bridged to this pair. Current evidence
suggests that all three zinc atoms are required for
activity,575 but the role of each metal center remains
to be elucidated. Vallee and Auld585 term sites with
two or more Zn(II) atoms in close proximity cocata-
lytic. Fenton and Ohkawa594 have called attention to
“trinuclear constellations” in metallobiomolecules,
which, in addition to these two enzymes, include
cuboidal [Fe3S4(S‚Cys)3] clusters (Figure 4), the Zn2-
Mg grouping in E. coli alkaline phosphatase, the
trinuclear cluster in metallothionein (Figure 30C),
and the tricopper array in ascorbate oxidase (Chart
4C, p 2253, Figure 27). Binuclear hydrolytic enzymes
have been treated by Wilcox (this issue).

Among transition elements in biology, zinc is
second only to iron in pervasiveness. In the context
of nonredox enzymes, the question “Why zinc?” has
been often raised.595 Without speculating on the
means of natural selection of zinc, but rather con-
sidering its intrinsic chemical properties, the salutary
features of the element are clearly apparent. (i) The
Zn2+ ion readily undergoes ligand substitution, the
aquo exchange rate of [Zn(OH2)6]2+ being ca. 107

s-1,596 at least 1 order of magnitude higher than for
hexaquo ions of other divalent first transition series
ions except [Cu(OH2)6]2+ (k ≈ 109 s-1),597 whose axial
sites are labilized by a Jahn-Teller distortion. (ii)
Zn(II) is not subject to the effects of LFSE (Table 2),
meaning that its coordination number (nearly always
4 or 5 in proteins) and stereochemistry are entirely
set by ligand charge and size. Further, there is no
LF activation energy for the substitution reactions
in i nor for intramolecular ligand rearrangement
(known to be facile for Zn(II)598). (iii) Zn(II) is a
borderline hard-soft acid, and thus has a developed
affinity for soft ligands like Met‚S and Cys‚S and
harder ligands like X‚CO2, His‚N, and H2O/OH-. Its
hard ligand affinity extends to the binding of carbonyl
oxygen atoms in protein side chains and backbones
and in substrates and inhibitors; carbonyl oxygen
ligands are not uncommon at zinc sites but are only
occasionally encountered in binding sites of other
transition metals. (v) Zn(II) is entirely resistant to
redox changes at biological potentials, cannot be
oxidized by dioxygen, and cannot itself generate
radicals. (vi) Its charge:radius ratio (3.3 and 2.9 in
tetrahedral and five-coordination, respectively (Table
2)) is such as to allow it to function as an effective
Lewis acid in polarizing carbonyl groups subject to
nucleophilic attack. Further, coordinated water can
be deprotonated to hydroxide at or near physiological
pH, generating an internal nucleophile for attack at

Table 18. Reaction Types of Nonredox Enzymesa

a Examples from the enzymes in Tables 17 and 19. b Ni
enzyme.
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a bound or otherwise adjacent substrate. Conse-
quently, biological Zn(II) is a redox-stable, (often)
coordinately unsaturated, substitutionally and ste-
reochemically labile, Lewis-acidic metal center ca-
pable of binding and activating substrate and releas-
ing product efficiently. This combination of features
potentiates the “hydroxide-carbonyl” mechanism,
whereby bound hydroxide nucleophilically attacks a
carbonyl group activated by coordination to the same
(or a bridged) Zn(II) center.

3. Nonnative Metals

Other divalent ions can be substituted at Zn(II)
sites by displacement of the native metal or by
reaction with apoprotein.599 As noted earlier, sub-
stitution is often for the purpose of introducing a
spectroscopic probe. Moreover, an associated issue
is the effect on enzymatic activity by a nonnative
metal ion of variant size and possibly different
stereochemical preference in the presence of suf-
ficient ligands (protein, water) to satisfy a coordina-
tion number up to 6 (Table 2). We briefly consider
the cases of two endopeptidases, astacin and ther-
molysin (Tables 17 and 18). For both, placement of
divalent ions other than Zn(II) in the binding site of
the latter causes structural changes of note only in
the close vicinity of the catalytic site. In addition to
the native Zn(II) form, the structures of the Co(II),
Cu(II), Ni(II), and Hg(II) variants of astacin are
known,565 of which the latter two are inactive (j5%
activity). The site [Hg(N‚His)3(O‚Tyr)] lacks a cata-
lytic water molecule. The site [Ni(N‚His)3(O‚Tyr)-
(OH2)2] contains two cis water ligands which may be
insufficiently labile for efficient substrate substitu-
tion (k ≈ 104 s-1 for [Ni(OH2)6]2+ ligand exchange596)
and/or insufficiently acidic for development of a
coordinated hydroxide nucleophile. On the other
hand, the sites [M(N‚His)3(O‚Tyr)(OH2)] (M ) Co(II),
Cu(II)) have the same trigonal-bipyramidal structure
of the Zn(II) enzyme, with a water ligand in the
equatorial plane which is hydrogen bonded to a
glutamate carboxylate group. These substituted
forms of the enzyme have 37% (Cu(II)) and 140% (Co-
(II)) of the activity of the native enzyme,565 presum-
ably because they possess a catalytic water and can
achieve a substrate-bound intermediate stereochem-
istry resembling that of the Zn(II) enzyme. Ther-
molysin has been substituted with Mn(II), Fe(II),
Co(II), and Cd(II) and the structures of the substi-
tuted enzymes determined.574 The Cd(II) form has
no activity, a behavior seemingly consistent with the
structural change embodied in the six-coordinate site
[Cd(N‚His)2(O2Cδ‚Glu)2(OH2)2] (monodentate carbox-
ylates) compared to the native tetrahedral unit [Zn-
(N‚His)2-(O2Cδ‚Glu)(OH2)]. The Mn(II) (10%) and
Fe(II) (60%) sites are four- and five-coordinate,
respectively, and their enzymes have the indicated
activities.600 However, the enzyme containing the
five-coordinate site [Co(N‚His)2(O2Cδ‚Glu)(OH2)2] (mon-
odentate carboxylate) exhibits 200% activity. Rela-
tive activities can be strongly dependent on reaction
conditions and the substrate itself, and must be
carefully determined to be strictly comparable.

While there is no universal metal activity order for
metallopeptidases, overallswith a few exceptionssit

has been found that Co(II) is the most efficient
substitution, following from an activity criterion at
parity of substrate.599 In addition to the results for
astacin and thermolysin, Co(II) induces 50% activity
in carbonic anhydrase,601 comparable activity in
alcohol dehydrogenase,602 and 110-1100% activity in
carboxypeptidases A, depending on the enzyme and
substrate.599 Thus, in some instances, Co(II) substi-
tution leads to a hyperactive enzyme; there is no case
reported where this substitution results in <50%
activity of the native enzyme. The entire body of
structure/activity relationships is difficult to interpret
in terms of size or stereochemical preference based
on LFSE, especially given that fact that Shannon
radii (Table 2) are “best-fit” values deduced from a
variety of compounds. Nonetheless, several points
can perhaps be raised. High-spin Mn(II), as Zn(II),
has no intrinsic stereochemical preference. However,
with coordination numbers 4, 5, and 6 it is does have
a decisively larger radius and consequently should
not afford as good a stereochemical fit in resting or
intermediate state structures as the native site,
assuming the latter is somewhere near optimal in
this regard. Cd(II) has an even more accentuated
size mismatch. Atoms in the sequence Fe(II)-Cu-
(II) have preferential stereochemistries and favor
octahedral coordination with access to sufficient
ligands. There is little to differentiate them on this
basis except for the decided octahedral preference of
Ni(II). While possibly more apparent than real, the
radii of Co(II) and Zn(II) in four-, five-, and six-
coordination are closely matched. It may be for this
reason that nearly congruent ground and intermedi-
ate/transition state configurations can be achieved,
accompanied by comparable acidities of coordinated
water, to generate enzymes of activity commensurate
with or larger than that of the native form.

4. Miscellaneous Enzymes

Collected in Table 19603-613 are metal site struc-
tures for nonredox enzymes which contain zinc and
other metals. It is convenient to include jack bean
concanavalin A in this tabulation. Concanavalin A
is not an enzyme but a glycoprotein (lectin) that
recognizes saccharides containing glucosyl and man-
nosyl residues. The jack bean protein features six-
coordinate Mn(II) and seven-coordinate Ca(II) sites
at a distance of 4.2 Å and bridged by two aspartate
carboxylate groups. One carboxylate is chelated to
Ca(II) and utilizes one oxygen atom in the bridge,
while the other carboxylate forms one terminal ligand
bond to each metal. The metals in this protein are
structural in nature; their removal abolishes binding
ability. The metals Ni(II), Co(II), and Cd(II) substi-
tute isomorphously at the octahedral Mn(II) site; the
calcium coordination units remain unchanged. How-
ever, in examining cadmium-substituted concanava-
lin A, a third metal site containing octahedral Cd(II)
(Table 19) was discovered.

Urease, with D. gigas hydrogenase (Table 14), are
the only two nickel-containing enzymes of known
structure. Urease hydrolyzes urea (Table 18); it
utilizes a binuclear Ni(II) site in which the metal
atoms are separated by 3.5 Å and are bridged by the
two carboxylate oxygen atoms of a carbamylated
lysine residue. One Ni(II) atom is five-coordinate
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while the other is described as “pseudotetrahedral
with a weakly occupied fourth ligand”.25 The fourth
ligand may be a water molecule disordered over two
or three positions but primarily a terminal ligand to
the five-coordinate Ni(II) atom. Urease is considered
in detail elsewhere (Wilcox, D. F.; this issue).

D-Xylose isomerases catalyze the isomerization of
the aldose D-xylose to the ketose D-xylulose, and of
D-glucose to D-fructose. These enzymes contain
bridged binuclear sites and are activated by divalent
ions such as Mg2+, Mn2+, and Co2+, and inhibited by
Cu2+, Zn2+, and Ca2+. The forms of the enzyme that
have been structurally defined contain Mg(II), Co-
(II), or Mn(II) (Table 19). In the A. missouriensis
enzyme the structural Co(II) atom is tetrahedrally
coordinated by four unidentate carboxylate oxygen
atoms and is bridged at ca. 5 Å by a single carbox-
ylate group to a catalytic Co(II) site. Octahedral
coordination is completed at that site by uni- and
bidentate Asp‚γCO2 groups, His‚N, and a water
molecule. The S. rubiginosus enzyme contains two
octahedral Mn(II) sites bridged at 4.9 Å by a single
carboxylate group. Structures are also available
for enzyme-substrate and enzyme-inhibitor com-
plexes,603-605,614-616 including enzymes mutated at or
near the active site.603,616 Collectively, these studies
point to a metal-mediated 1,2-hydride shift mecha-
nism605,614 whereby hydrogen is transferred from C(2)
of D-xylose or D-glucose to C(1) of D-xylulose or
D-fructose in a process demonstrated to occur without
exchange with solvent.617 The labilization of hydride
is presumably accomplished by formation of an
intermediate C(2) alkoxide stabilized by binding to
the two Mn(II) atoms followed by concerted develop-
ment of a C(2) keto group and attack of hydride on
the C(1) carbonyl group activated by coordination to
Mn(II) and hydrogen bonding to a protonated lysine
residue. Further details are available elsewhere,605,614

including a depiction of the hydride transfer part of
the overall reaction pathway (Lipscomb, W. N.;
Sträter, N.; this issue).

Galactose-1-phosphate uridylyltransferase cata-
lyzes nucleotide exchange between uridine 5′-diphos-

phate hexoses and hexose-1-phosphates,618 and thus
participates in the Leloir pathway of galactose me-
tabolism. The enzyme from E. coli as examined
crystallographically contains a tetrahedral Zn(II) and
a five-coordinate Fe(II) site (Table 19). However, Mn-
(II), Co(II), and Cd(II) when substituted in the
enzyme afford activities of 40-50% of the FeZn
enzyme. This retention of activity is considered
suggestive of a structural, rather than a catalytic,
role of the metal sites.618

Purple acid phosphatases212b,619 (PAPs) catalyze the
hydrolysis of aryl phosphate esters, phosphoric an-
hydrides, and phosphoroproteins with serine resides.
They are readily distinguished from alkaline phos-
phatase and other mammalian acid phosphatases by
their low pH optima (4-6) for activity, their insen-
sitivity to inhibition by tartrate (a powerful inhibitor
of other acid phosphatases), and their intense pink
or violet coloration. PAPs have been isolated from a
variety of bacterial, plant, and mammalian sources.
Two of the most thoroughly investigated PAPs are
those from porcine uterus (uteroferrin) and bovine
spleen. Molecular weights are in the 25-35 kD
range; the amino acid sequences of the porcine and
bovine enzymes are highly conserved (>90%). These
enzymes contain an antiferromagnetically coupled
binuclear iron site with the accessible oxidation
states FeIIIFeIII and FeIIIFeII. Spectroscopic data
suggest a minimal formulation [(H2O)(His‚N)(X‚CO2)-
FeII(µ-OH)(µ-X‚CO2)FeIII(N‚His)(O2C‚X)(O‚Tyr)] for
the catalytic oxidation state; the color arises from a
Tyr‚OfFeIII LMCT band near 560 nm. Because the
structure of the diiron PAP site has not been estab-
lished crystallographically, considerable interest has
greeted the structure determination of kidney bean
PAP (R2, Mr 110 000 kD). This enzyme contains an
FeZn binuclear active site (Table 19, Chart 6F, p
2254) in which the metal atoms are separated by 3.1
Å and bridged by one oxygen atom of Asp‚γCO2 and
a putative hydroxide group. The latter, a terminal
hydroxide group assigned to Fe(III), and a water
molecule placed on Zn(II) were not directly located
at 2.9 Å resolution, but were satisfactorily modeled

Table 19. Crystallographically Defined Catalytic and Structural Coordination Units in Isomerases, Purple Acid
Phosphatase, a Transferase, Urease, and Concanavalin

protein
resolution

(Å)
references

(PDB Code)a

D-xylose (glucose) isomeraseb

Actinoplanes missouriensis
[(Asp‚γCO2)2(Glu‚δCO2)CoII(µ-η1:η1-O2Cδ‚Glu)CoII(N‚His)(O2Cγ‚Asp)2(OH2)] 2.2 603 (1XIM-9XIM, 1XIN-5XIN)

apoprotein 2.4 603
Streptomyces rubiginosus
[(H2O)2(Asp‚γCO2)2(Glu‚δCO2)MnII(µ-η1:η1-O2Cδ‚Glu)MnII(N‚His)(O2Cγ‚Asp)3(OH2)] 1.6 604,605 (1XIB)

purple acid phosphatase (kidney bean)
[(His‚N)(Asp‚γCO2)(Tyr‚O)(HO)FeIII(µ-O2Cγ‚Asp)(µ-OH)ZnII(N‚His)2(OCγ‚Asn)(OH2)]c 2.9 606

galactose-1-phosphate uridylyltransferase (E. coli)
[FeII(N‚His)2(O2Cδ‚Glu)] 1.8 607 (1HXP)
[ZnII(N‚His)2(S‚Cys)2]

urease (Klebsiella aerogenes)
[(His‚N)2NiII(µ-η1:η1-O2CNH‚Lys)NiII(N‚His)2(O2Cγ‚Asp)(OH2)]d 2.2 25

concanavalin A (jack bean)
[(H2O)2(His‚N)(Asp‚γCO2)(Glu‚δCO2)MnII(µ-η1:η1-O2Cγ‚Asp)(µ-η1-
O2Cγ‚Asp)Ca(OCγ‚Asn)(OC‚Tyr)(OH2)2]

1.75 608-611 (2CTV)

CoII-substituted (for MnII) 1.6 612 (1SCS)
NiII-substituted (for MnII) 2.0 612 (1SCR)
CdII-substituted (for MnII) 2.0 613

[Cd(OH2)2(O2Cγ‚Asp)(O2Cδ‚Glu)2]e

a See footnote in Table 5. b Same structure with Mg(II). c Hydroxo and aquo ligands modeled, not directly located. d Bridging
ligand is a carbamylated Lys residue. e Mononuclear 6-coordinate site in addition to the CdCa binuclear site.
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in the refinement.606 In this formulation, both metals
are six-coordinate. The current mechanism620,621 of
the phosphatase reaction (Table 18) involves uniden-
tate binding of the ester ROPO3

- to Zn(II) by dis-
placement of the apparent water ligand, attack by
the adjacent FeIII-OH- nucleophile to generate a
pentacovalent phosphorus intermediate, and cleavage
of the P-O bond most nearly opposite the attacking
nucleophile to release HPO4

2- and ROH. This se-
quence is consistent with the observed inversion at
phosphorus.620 The low pH optima presumably are
due to the generation of the FeIII-OH- group in acidic
solution. The mechanism was originally framed for
FeIIIFeII enzymes. However, replacement of Zn(II)
with Fe(II) in kidney bean PAP affords an enzyme
with 125% of the activity of zinc enzyme,622 suggest-
ing that Zn(II) and Fe(II) are surrogate metals in
PAPs. Lastly, when considering phosphatases and
other enzymes where a metal-bound nucleophile
reacts with a ligand containing an electrophilic center
(whether or not on the same metal), it is appro-
priate to place in context the classic experiments of
Sargeson and co-workers.623 These investigators
proved such reactions in well-defined systems con-
taining metal complexes nonlabile with respect to
binding of the nucleophilic and electrophilic compo-
nents.

IV. Prospectus
In this article we have endeavored to present a

comprehensive treatment of the five types of metal
sites in biology, with exclusion of heme and corrin
prosthetic groups. The large majority of protein
crystallographic data on these metal sites has been
summarized. Structure/function relationships are
developed where feasible and not treated comparably
in this issue or in the recent literature. It has been
our intent to provide an introduction to sites in metal-
lobiomolecules which is assimilable by students and
persons entering the field of bioinorganic chemistry,
and at the same time to make available a concise
structure database together with interpretive views
(our own and others) of the function of selected sites.

It is not inconsequential to observe that evolution
has selected elements for tasks that are entirely
consistent with chemical experience uncoupled to
biology; e.g., iron and copperswith two stable oxida-
tion statessfor electron transfer, binding and activa-
tion of dioxygen, and oxidation-reduction of sub-
strates; molybdenumswith three stable oxidation
statessfor oxygen atom transfer; zinc with its flexible
stereochemistry for nonredox catalysis; nickel and
cobalt for catalysis involving formation and rupture
of metal-carbon bonds. Perhaps it could not have
been any other way. However, within these and
other examples, the evolutionarily dictated organiza-
tion of metal ions with each other and with endo-
genous and exogenous ligands has produced a re-
markable array of structures, often unpredicted but
increasingly anticipated by spectroscopic interpreta-
tion and directed at the accomplishment of function.
One prominent example is the remarkable family of
iron-sulfur redox centers, each member of which has
a different intrinsic potential, with each such poten-
tial subject to modulation by the protein environ-
ment. In this way, one-electron transfers can be

accomplished at a rather fine grid of potentials within
the interval of ca. +300 to -500 mV. This family of
protein sites has been synthesized, a result that
has the effect of directing attention and research
effort toward those sites not yet achieved in the
laboratorysinter alia, the P-cluster and cofactor
cluster of nitrogenase, the delicate entatic blue copper
sites, the tricopper array of multicopper oxidases, the
copper-iron dioxygen binding site of heme-copper
oxidases, the mononuclear iron sites of non-heme
oxygenases, the binuclear iron site of methane mono-
oxygenase, the nickel-iron site of hydrogenase, mono-
oxo MoVI/WVI atom transfer groups and the entire
pterin cofactor of oxotransferases, and the Brob-
dingnagiansbut discretesiron oxide cluster of fer-
ritin. When seeking further challenges in research,
one need only contemplate the specific byproduct-free
reactions of enzymes such as hydrogenase, nitroge-
nase, sulfite reductase, and copper and iron oxyge-
nases and oxidases, and our current inability to
assemble the essential catalyst and otherwise to
control and manipulate the overall biological reac-
tion. The chemist will eventually be defeated in this
pursuit only if the three-dimensional organization of
protein structure, with its ability to influence metal
site structure, to contribute to the binding and
orientation of substrate, and to control proton and
electron flux to or from the catalytic site of redox
enzymes, is mandatory.

Spectroscopy is directed at the disclosure of ground
and excited states and electron distributions of met-
allobiomolecular active sites in order to elucidate
electronic structure, which is an integral aspect of
reactivity. Insights into geometric structure can also
be obtained. Crystallography aims for the definitive
establishment of geometric structure. These ap-
proaches are obviously complementary and essential
by reason of the simple axiom: no structure, no
[rigorous] reaction mechanism! If explication of
function at the atomic level is the ultimate goal with
any metallobiomolecule, the initiation point is, ir-
reducibly, a knowledge of geometric and electronic
structure. With ever-improving X-ray sources and
means of data collection and analysis, and the advent
of time-resolved protein crystallography, the rate of
acquisition of protein structures will clearly increase
rapidly. Indeed, that trend is already upon us, as
demonstrated by the availability of an impressive
array of structures, including many of the key metal-
containing active sites in biology. Consequently,
metallobiomolecules will remain most attractive sys-
tems for investigation in the foreseeable future as
they present manifold challenges in electronic struc-
ture, reactivity, kinetics and mechanism, and syn-
thesis. It is hoped that this article may also engage
the interest of those with presently only a peripheral
awareness of the experimental activity and intel-
lectual excitement in bioinorganic research.

Abbreviations
This list excludes amino acid, organism, and com-

mon biochemical nomenclature; see also Tables 4 and
12.

AO ascorbate oxidase
Az azurin
CEP ceruloplasmin
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co cofactor
CT charge transfer
DA donor-acceptor
EDTA ethylenediamine-N,N,N′,N′-tetraacetate(4-)
ET (et) electron transfer
Fd ferredoxin
Hc hemocyanin
HEDTA N-(hydroxyethyl)ethylenediamine-N,N′,N′-tri-

acetate(3-)
HiPIP high-potential iron protein
Hr hemerythrin
IPNS isopenicillin N-synthase
kD kilodalton
L ligand (generalized)
LC laccase
LMCT ligand-to-metal charge transfer
LUMO lowest unoccupied molecular orbital
M metal (generalized)
MMO methane monooxygenase
MO molecular orbital
MT metallothionein
NHE normal hydrogen electrode
mnt maleonitriledithiolate(2-)
PAP purple acid phosphatase
PDB protein databank (Brookhaven)
Pc plastocyanin
Rd rubredoxin
RDPR ribonucleotide diphosphate reductase
SCE standard calomel electrode
SOD superoxide dismutase
X amino acid residue (generalized)
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(544) (a) Gomis-Rüth, F. X.; Kress, L. F.; Bode, W. EMBO J. 1993,
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