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Background: To satisfy their requirement for iron while at the same time countering the toxicity of this highly
reactive metal ion, prokaryotes have evolved proteins belonging to two distinct sub-families of the ferritin
family: the bacterioferritins (BFRs) and the bacterial ferritins (Ftns). Recently, Ftn homologues have also
been identified and characterised in archaeon species. All of these prokaryotic ferritins function by
solubilising and storing large amounts of iron in the form of a safe but bio-available mineral.
Scope of review: The mechanism(s) by which the iron mineral is formed by these proteins is the subject of
much current interest. Here we review the available information on these proteins, with particular emphasis
on significant advances resulting from recent structural, spectroscopic and kinetic studies.
Major conclusions: Current understanding indicates that at least two distinct mechanisms are in operation in
prokaryotic ferritins. In one, the ferroxidase centre acts as a true catalytic centre in driving Fe2+ oxidation in
the cavity; in the other, the centre acts as a gated iron pore by oxidising Fe2+ and transferring the resulting
Fe3+ into the central cavity.
General significance: The prokaryotic ferritins exhibit a wide variation in mechanisms of iron core mineral-

isation. The basis of these differences lies, at least in part, in structural differences at and around the catalytic
centre. However, it appears that more subtle differences must also be important in controlling the iron
chemistry of these remarkable proteins.

© 2010 Elsevier B.V. All rights reserved.
1. The chemistry and biology of iron

Ironmost commonly occurs in either the+2and+3oxidation states
and can readily cycle between them. This ability underpins its
importance in many diverse biochemical processes, but also means
that it is potentially extremely toxic. The +2 state is more thermody-
namically stable (EoFe3+/Fe2+ =+0.77 V versus NHE), but is readily
oxidised to Fe3+ by dioxygen (EoO2/H2O =+1.23 V versus NHE) and
other reactive oxygen species, generating reduced oxygen species such
as superoxide, hydrogen peroxide andwater. Hydrogen peroxide, which
is a by-product of aerobic respiration, readily reacts with Fe2+ in a
reaction known as the Fenton reaction [1], to generate the extremely
reactive and, therefore, toxic, hydroxyl radical, OH. This will react on
collision with all types of biological macromolecules, usually perturbing
their activity and sometimes inactivating them completely. Fe3+ can be
reduced back to Fe2+ by a number of cytoplasmic reductants, including
low molecular weight thiols and superoxide, resulting in a destructive
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catalytic cycle known as the Haber–Weiss reaction. Recently it has been
suggested that this chemistry underpins a broad range of antibiotics [2].

The propensity of Fe2+ to react with dioxygen to generate Fe3+ is the
basis of another significant problem for biology because Fe3+ is highly
insoluble; it precipitates as the uncharged species Fe(OH)3(H2O)3 (Ksp, of
∼10−38) [1], thereby limiting the concentration of Fe(OH2)63+ at neutral
pH7 to∼10−17 M. Thus, under aerobic conditions andatphysiological pH,
its bioavailability is commonly extremely poor, such that it is often a
limiting nutrient for growth and for virulence in bacterial pathogens [3].
Faced with the difficulties imposed by iron chemistry, organisms have
evolved mechanisms to both acquire and maintain iron in a non-toxic
form. The latter is achieved through storage of iron as a ferric
oxyhydroxide mineral solubilised within members of the ferritin family
of proteins [4–6].

2. Ferritins—nature's solution to the iron problem

Oligomeric proteins composed of subunits that assemble to form an
essentially spherical shell are capable of storing iron. The first family of
iron storage proteins to be discovered were the vertebrate ferritins,
which consist of 24 α-helical subunits ofMw ∼20 kDa that assemble to
form a roughly spherical hollow shell with an outer diameter of ∼120 Å
and an inner diameter of ∼80 Å [4,6,7]. Vertebrate ferritins catalyse the
oxidation of Fe2+ to Fe3+ and promote the formation of an iron
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oxyhydroxide mineral within their central cavity. Mammalian ferritins
are composed of two different subunit types, H and L, which have 55%
amino acid residue identity and are isostructural, meaning that they can
assemble in any proportion in the 24mer, and different tissues contain
ferritins with different subunit compositions [8]. The most important
difference between these subunits is that the catalytic centre, known as
the ferroxidase centre, that is particularly important for the early stages
of core mineralisation is found only in the H-chain subunit. Ferritins are
found in all types of organisms from mammals to bacteria, and while
there is relatively low overall sequence conservation, the three-
dimensional structure and symmetry of the oligomer is remarkably
highly conserved. Nevertheless, significant structural variations do exist
and, as discussed below, these lead to mechanistic diversity. A second
family of proteins that have the ability to store iron, the DNA binding
protein from starved cells (Dps) family, was discovered relatively
recently [9,10]. These are also oligomeric proteins and have a α-helical
subunit structure related to that of ferritins, and are sometimes referred
to as being ferritin proteins; however, they assemble into 12mers and
have quite different catalytic sites and iron mineralisation character-
istics. These are described in detail in this issue [11] and, therefore, will
not be covered in any detail here.

2.1. Types of prokaryotic ferritins

Twodifferent types of ferritins are found in bacteria, oftenwithin the
same cell. These are the bacterioferritins (BFRs) and the bacterial
ferritins (Ftns). Recently, Ftn homologues have been discovered and
Fig. 1. Amino acid residue sequence alignment of BFR and Ftn proteins. Protein sequences
vinelandii BFR (AvBFR), Desulfovibrio desulfuricans BFR (DdBFR), E. coli FtnA (EcFtnA), Camp
(PfFtn). The alignment was performed using ClustalW [111] and the figure generated using
helices of the ferritin subunit are represented as cartoon helices above the alignment. The fif
BFR proteins (the upper helix corresponds to EcBFR, PaBFR and AvBFR, while the lower helix
serve as ligands at the ferroxidase centre of BFR and Ftn. Blue arrows indicate the position of r
residues that coordinate iron at site C of Ftn proteins (see main text for details). A red arro
characterised in the archaea [12,13]. The rather subtle nomenclature
reflects that the proteins have significant similarities but also important
differences, as discussed below. An amino acid residue sequence
alignment of BFR and Ftn proteins reveals that, outside of catalytically
important residues (see below), rather few residues are conserved
between the two ferritin sub-families (Fig. 1), with sequence identities
between pairs of sequences generally b15%. A more comprehensive
review of the evolutionary relationship between BFRs and Ftns, and
other members of the ferritin family is provided in this issue [14].

Both types of ferritin play a role in iron storage, but may also have
more specialised functions in iron metabolism or in iron detoxifica-
tion. The precise roles of the proteins vary depending on the particular
organism. For example, in Escherichia coli, a bacterial ferritin functions
as the principal iron store [15], while in Salmonella enterica sv.
typhimurium, BFR is the major iron storage protein [16]. In the
pathogen Erwinia chrysanthemi, BFR is not the principal iron store but
instead is functionally connected to the Suf iron-sulfur cluster
biosynthetic apparatus [17]. In Helicobacter pylori, Ftn is essential for
host colonisation [18]. In some cases, the proteins appear to have dual
roles; for example, in Bacteroides fragilis and Campylobacter jejuni, the
ferritin FtnA is involved in iron storage and redox stress response
[19,20] and in the cyanobacterium Synechocystis sp. PCC 6803 and
Neisseria gonorrhoeae, BFR appears to have a similar dual role [21,22].
More information is required about the physiological roles of
prokaryotic ferritins, and in particular about the interplay between
ferritins and the diversity of their roles where they co-exist in the
same cell.
correspond to E. coli BFR (EcBFR), Pseudomonas aeruginosa BFR (PaBFR), Azotobacter
ylobacter jejuni Ftn (CjFtn), Helicobacter pylori Ftn (HpFtn) and Pyrococcus furiosis Ftn
Genedoc [112]. Residue numbers are indicated on the right. The positions of the five

th helix (αE) is indicated in two positions due to a gap in the alignment for three of the
corresponds to DdBFR, EcFtnA, CjFtn, HpFtn and PfFtn. Asterisks indicate residues that
esidues that coordinate iron at the inner surface site of BFR, while beige arrows indicate
w indicates the Met residue that serves as the heme ligand in BFRs.
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2.1.1. Bacterioferritins
The first ferritin to be unambiguously identified in bacteria was the

bacterioferritin (BFR) of Azotobacter vinlandii [23], and since then BFRs
have been isolated from a wide variety of bacteria, including E. coli,
Rhodobacter capsulatus and Desulfovibrio desulfuricans [24,25]. Amongst
the ferritins, BFRs are unique in that they contain heme (discussed further
in Section 3.1). The BFR subunit is composed of a four α-helical bundle
with a fifth, short helix at the C-terminal. A long loop connects helices B
and C such that helices B and C are parallel. 24 such subunits are arranged
in a highly symmetric fashion, with a dimer of subunits forming each face
of a dodecahedron, with 4,3,2 symmetry, see Fig. 2 [26–32]. BFRs are in
most cases homopolymers. Some bacteria, for example, Pseudomonas
aeruginosa, P. putida and the cyanobacterium Synechocystis, encode two
BFR subunits, but even in these cases, it is not clear whether these co-
assemble into heteropolymers [33–35]. All BFR subunits are of the H-
chain-type; they arenotparticularly similar to eukaryoticH-chain ferritins
in terms of overall sequence similarity (∼20% identity), but conserved
within them are some of the key residues that constitute the catalytic
ferroxidase centre, see Section 3.2.1 below.

The symmetric arrangement of subunits in ferritins gives rise to a
number of different channels through the protein coat, connecting the
proteincavitywith theexternal solution. ThusBFRcontainseight channels
at the three-fold and six channels at the four-fold symmetry axes, see
Fig. 3A and B. Both types of channels are hydrophilic in character in BFR,
while in eukaryotic ferritins, the three-fold channels are hydrophilic but
the four-fold channels are hydrophobic, with little or no conservation of
residues in these regions. In addition to these, there is a further type of
channel, termedB-channels,which occurwhere one subunit dimermeets
another in a side-on fashion, such that there are 12 such channels per BFR
(Fig. 3C) [28,36]. Exchange ofmetal ions, protons and anions between the
cavity and external solution occurs during mineralisation (and iron
release), but the roles of each of the channels in this are not yet clear.

2.1.2. Bacterial ferritins
In the early ‘90s another type of ferritin was discovered in E. coli

and was named bacterial ferritin (FtnA) [37]. Homologues have been
Fig. 2. Structure of BFR. Cartoon representations of A, the E. coli BFR (pdb 3E1M) subunit
dimer peptide backbone showing the position of the intra-subunit dinuclear
ferroxidase centre and inter-subunit heme site, B–D, the overall structure of 24meric
E. coli BFR looking down a two-fold (B), four-fold (C) and three-fold (D) symmetry axis.
This and other structural figures were prepared using Pymol [113].
subsequently identified in many other bacteria, including Campylo-
bacter jejuni, Porphyromonas gingivalis and H. pylori [18,38,39]. Ftn
proteins, which share only ∼10 – 15% identity with BFRs (Fig. 1),
generally consist of 24 H-chain-like subunits (Fig. 4A) arranged as
dodecahedron with 4,3,2 symmetry (Fig. 4B). A second type of Ftn,
called FtnB, which does not contain a typical catalytic centre has also
been identified in E. coli and in Salmonella enterica sv. typhimurium. In
the latter, in vivo studies indicated a role for this bacterial ferritin in
iron-sulfur cluster repair and virulence [16]. As with BFR, in species
that encode more than one Ftn protein subunit heteropolymers may
exist but have not been identified. E. coli FtnA is the best studied
bacterial ferritin [15,40–43]. Although only distantly related to
eukaryotic H-chain ferritin, in terms of sequence (∼22% identity), it
bears a striking structural similarity to human H-chain, and, therefore,
possesses eight three-fold and six four-fold channels. The three-fold
channels are lined by both hydrophobic and hydrophilic residues and
are significantly less polar than their eukaryotic ferritin equivalents.
The four-fold channels are polar at both ends and hydrophobic in
character in their central part. B-channels are also present in Ftns (but
not in eukaryotic ferritins) [28]. One possibility is that B-channels in
BFRs and Ftns are functionally equivalent to eukaryotic ferritin three-
fold channels. The structures of a number of other bacterial Ftn
proteins have been solved, including those of Campylobacter jejuni
[38] andHelicobacter pylori [44], and both of these proteins bear a high
degree of structural similarity to E. coli FtnA.

2.1.3. Archaeal ferritins
Ftn proteins from two archaea have recently been structurally

characterised. The first was from the hyperthermophilic archaeon
Archaeoglobus fulgidis, which is 37% identical to E. coli FtnA [12]. This
revealed a typical ferritin subunit structure, but a quite different
quaternary arrangement, with 3,2 tetrahedral symmetry instead of the
4,3,2 octahedral symmetry of other 24meric ferritins (although it is
noted that such symmetry is found in the 12mer Dps proteins), see
Fig. 4C. The result of this is that, although the protein shell is roughly
spherical, it is less densely packed with slightly larger overall
dimensions, and there are four super-pores of 45 Å diameter connecting
the cavity with the outside environment. The pores are hydrophilic and
carry a net positive charge. In the absence of an iron core, the protein
was found to dissociate into subunit dimers; the 24meric structure was
stabilised by the iron core. The difference in symmetry appears to bedue
to amino acid residue differences in the region of the fifth, E-helix that
prevent association of subunits with four-fold symmetry. This novel
structural arrangement is not, however, a common feature amongst
archaeon Ftn proteins. The structure of Pyrococcus furiosis Ftn (which is
51% identical to the A. fulgidis Ftn) exhibits the classic ferritin 4,3,2
symmetry, with three- and four-fold channelswith similar properties to
those of E. coli FtnA [13]. B-type channels are also found in archaeal Ftn
proteins, but, as with other ferritins, the precise function of each of the
channels has not been clearly established.

3. Iron centres of prokaryotic ferritins

3.1. The heme group of BFR

BFR uniquely contains up to 12 heme groups per 24mer [23,26],
though overproduction of the polypeptide chain usually results in a heme
loading lower than 12. D. desulfuricans BFR is unusual in that it contains
iron-coproporphyrin III, rather than iron-protoporphyrin IX [28]. The
hemes are located at 2-fold symmetric inter-subunit sites, where they are
ligated to the protein by two methionine residues (located in adjacent
subunits) [45,46], see Figs. 1 and 5. Bis-thioether axial coordination of
heme is highly unusual. To our knowledge, only one other example of this
has been reported, in the streptococcal cell surface protein Shp, which is
involved in heme acquisition and uptake [47]. The ligand field generated
by bis-methionine coordination is sufficient to make the heme iron low



Fig. 3. Trans-protein channels connecting the inner cavity ofBFRwith theenvironment. Cartoon representationsof theA, three-fold, B, four fold, andC,B-channels of E. coliBFR. InA, a sulfate
ion is bound in the channel,while inC a closely lying four-fold channel is located to the left of theB-channel in theview shown. Similar channels are found inbacterial ferritins (Ftn proteins).
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spin (in both Fe2+ and Fe3+ forms). It has been shown that the hemes do
not play a role in the aerobic oxidative uptake of Fe2+, as substitution of
the heme coordinating Met52 in E. coli BFR, resulting in a heme-free
variant, did not affect mineralisation properties [48]. Significantly
increased iron loadings in as isolated heme-free BFR led to the suggestion
that hemeplays an important role in iron release [48]. Evidence in support
of this proposal is now beginning to emerge; a study of P. aeruginosa BFR
reported that heme reduction was associated with efficient iron
mobilisation [49].

3.2. The ferroxidase centre

The ferroxidase centre of eukaryotic H-chain ferritins has been
intensively studied for several decades, but due to instability of the iron-
bound form, a structure of the ferroxidase centre in an iron-bound form is
not yet available. Nevertheless, structural data on forms of the protein
containing other divalent metal ions has enabled a detailed model of the
centre to be constructed [50–52]. For the purposes of comparison with
prokaryotic ferroxidase centres, it is useful to review here briefly the
details of theH-chain centre. The centre consists of two iron sites, FeA and
FeB, in which FeA is ligated by a histidine (His65, human H-chain
numbering), amonodentate glutamate (Glu27) and a bridging glutamate
(Glu62), while FeB is ligated by Glu62 and two monodentate glutamates
(Glu61 andGlu107), see Fig. 6A. Structural data of ferritin containing Tb3+

at the centre rather thanFe3+ [53] revealed thatGlu61 is able toadopt two
conformations: one bound to the metal at the B site and in the other
projecting towards the cavity, leading to the suggestion that this ligand
might play a role in iron transfer into the cavity. However, more recent
structures of H-chain ferritins containing Zn2+ [52] and Zn2+ or Mn2+

[54], did not feature Glu61 as a ligand to FeB. In addition to these directly
coordinating residues, Tyr34 and Gln141 formed hydrogen bonds to
Glu107andawatermoleculewas ligated to FeA. In the sections below, the
ferroxidase centres of prokaryotic ferritins are discussed in detail,
revealing significant structural differences with the H-chain centre.
Fig. 4. Structure of Ftn proteins. Cartoon representations of A, the E. coli FtnA subunit dime
24meric arrangement of A. fulgidus Ftn with a view down one of the super-pores (pdb 1SQ
3.2.1. The BFR ferroxidase centre
BFRs contain an intra-subunit ferroxidase centre that is similar to, but

distinct from, that of H-chain ferritin. Like H-chain ferritin, the centre is a
dinuclear iron site, see Figs. 6B, 7A andC,which show thedi-Fe2+ formof
the centre [55]. Fe1 and Fe2 are both ligated by terminal glutamate
(Glu18/Glu94 for Fe1 andFe2, respectively, E. coliBFRnumbering, Fig. 1)
and histidine (His54/His130) residues and by two bridging glutamate
(Glu51 and Glu127) residues. This generates a highly symmetric centre
that may be classified as a class II dinuclear iron centre and, as such, is
closely related to the dinuclear iron centres of the R2 subunit of
ribonucleotide reductase and the hydroxylase subunit of methane
monooxygenase [56,57]. Recent structural studies of iron-free BFRs have
shown that the residues at the ferroxidase centre are positioned to
accept Fe2+ ions such that significant conformational changes do not
occur upon binding iron. In the case of Pseudomonas aeruginosa
bacterioferritin (BfrB) all residues except His130 were positioned
ready to bind Fe2+ [58], while for E. coli BFR, all side chains of the
ferroxidase centre residues were clearly in position to bind metal ions
with no significant rearrangement [55]. Similar observationsweremade
for the R2 subunit of ribonucleotide reductase [59] for which a complex
hydrogen bonding network that stabilizes the metal-free form of the
centre was proposed. Fe2+ binding to the apo-BFR ferroxidase centre
leads to the release of four protons (twopermetal ion), thusmaintaining
the charge balance of the centre [60]. Two of these protons presumably
arise fromthedeprotonationof thehistidine residues at thecentre,while
the origin of the remaining two is not clear, though it is likely that they
are derived from twoof the four glutamate residues at the centre (which
would have unusually high pKa values), suggesting that a hydrogen
bonding network is likely to be important for the stabilization of the BFR
centre in the absence of metal ions in an analogous fashion to the R2
subunit of ribonucleotide reductase. Binding of two divalent metal ions
per apo-BFR subunit is believed to occur via a pore betweenhelicesA and
C that connects the ferroxidase centre with the protein exterior, see
Fig. 8. A recent structure of an engineered BFR subunit dimer (that
r peptide backbone (pdb 1EUM), B, the overall structure of 24meric E. coli FtnA, and C,
3).



Fig. 5. The heme site of BFR. Cartoon/sticks representation of the intra-dimer, inter-
monomer heme binding site of E. coli BFR showing coordination via the two Met52
residues (one from each monomer).

Fig. 7. The ferroxidase centre of BFR. Sticks side on representations of A, the di-Fe2+-form
(pdb 3E1M) and B, bridged di-Fe3+-form (pdb 3E1N) of the E. coli BFR ferroxidase centre.
Overheadviewsof thedi-Fe2+andbridgeddi-Fe3+-formsare shown inCandD, respectively.
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cannot assemble further) revealed that amolecule of polyethyleneglycol
was bound in the pore [61].

The ferroxidase centre of BFR has been structurally characterised in a
number of iron-bound forms. Although the structure of BFR was first
reported in 1994 [26], the first iron-bound structure was not described
until 2003. In this study, the ferroxidase centreof as isolatedDesulfovibrio
desulfuricans BFR contained a bridged di-Fe3+ species with an inter-iron
distance of 3.71 Å [28]. The identity of the bridging species could not be
determined, and it was concluded that the structure likely represented a
mixture of species containing terminal water ligands, a peroxo-
intermediate and/or an oxo/hydroxo-bridge. Reduction of the centre
with dithionite resulted in a di-Fe2+ centre with no bridging electron
density and an inter-iron distance of 3.99 Å. Re-oxidation of the centre
led topartial occupancy, see Section 4.1. Iron-bound formsofAzotobacter
vinelandii BFR have also been reported. In one study, the centre was
foundwithpartial occupancy at the Fe1 site and full occupancy at theFe2
site [29] (note that, here, the irons are referred to as1 and2, rather thanA
andB, so as to distinguish the class II diiron-type centre from theH-chain
ferritin-type). In a second study, the two ferroxidase centre sites were
equally (and essentially fully) occupied, with the two Fe3+ ions, ∼3.5 Å
apart and bridged by a water molecule [30]. This formwas concluded to
represent the oxidised state, with reduction by dithionite leading to a
lengthening of the iron-iron distance to ∼4 Å and the loss of His130 as a
ligand to Fe2 together with a number of other concerted side chain
rearrangements, including movement of Glu47. The BFR of Rhodobacter
Fig. 6. The ferroxidase centres of ferritin family proteins. Schematic representations of the fe
coli). The di-Fe2+ forms of the ferroxidase centres are depicted. For H-chain and FtnA centr
centres [42,52], while for BFR, the model is derived directly from the di-Fe2+ structure [55
capsulatus has also been structurally characterised [27], and the
ferroxidase centre was found to be only partially occupied (with an
unknown metal), most likely due to the fact that the protein was
exposed to the metal chelator EDTA during purification and crystal-
lisation. In this structure, Glu18 (a ligand to the Fe1 site) was found to
adopt two different orientations, possibly a consequence of the partial
occupancy at this site.

The first high resolution structure of a BFR was that of the E. coli
protein [26], inwhich the ferroxidase centrewas occupied by twoMn2+

ions. Flexibility of coordination at the Fe2 sitewas observed such that, as
in iron-bound A. vinelandii BFR, His130 was able to adopt a non-ligating
conformation [62]. The structure of E. coli BFR containing a mixture of
iron and zinc at the ferroxidase centre has also been solved. As well as
revealingbidentate ligation ofGlu18 at Fe1, the structure again indicated
flexibility of amino acid residue side chains at Fe2, suggesting that this is
a common feature of this site. Recently, di-Fe2+ and bridged di-Fe3+

structures of E. coli BFR were obtained from iron-soaking experiments
using crystals of apo-BFR [55]. The di-Fe2+ structurewas similar to other
divalent metal ion forms of the protein (including the original Mn2+-
bound form), with an inter-iron distance of 3.71 Å, (Fig. 7A and C) a
distance shorter than the 3.99 Å inter-iron distance in di-Fe2+ D.
desulfuricans BFR [28]. Prolonged aerobic soaking resulted in a bridged
di-Fe3+ ferroxidase centre, with an inter-iron distance of 3.63 Å [55],
shorter than that reported for the di-Fe3+ form of theD. desulfuricans BFR
rroxidase centres of A, Human H-chain ferritin, B, BFR (from E. coli) and, C, FtnA (from E.
es, the models are based on structural information derived from di-Zn2+ forms of the
].



Fig. 8. The ferroxidase centre pore of prokaryotic ferritins. A, A cross-section viewof the E. coliBFR subunit viewed side on, showing thepore linking the ferroxidase centrewith the outsideof the
protein. B, Space filled view fromoutside the protein down into the Fe2+-containing ferroxidase centre of one BFR subunit. The othermonomer of the subunit dimer is shown in cartoon format.
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centre (3.71 Å). As for D. desulfuricans BFR, the origin of the additional
'bridging' electron density was not established unequivocally, but,
importantly, the density was homogenous and consistent with a small
molecule such as H2O, OH-, O2, H2O2 or O2-, rather than a mixture of
species, and was therefore concluded to represent a μ-oxo or hydroxo
bridged di-Fe3+ form of the ferroxidase centre (Fig. 7B and D), similar to
those previously observed in the di-Fe3+ sites of other proteins such as
ribonucleotide reductase, purple acid phosphatase, hemerythrin, and
methane monooxygenase [56,57,63–65]. Such a conclusion is consistent
with previous mechanistic studies of E. coli BFR, which indicated that a μ-
oxo or hydroxo bridged di-Fe3+ form of the ferroxidase centre is
generated (and is kinetically stable) following oxidation of Fe2+ ions at
the centre [66,67].

Although the Dps proteins (which are not discussed in detail here)
typically have inter-subunit catalytic centres that are not related to
those of ferritins, it is extremely interesting that the Dps-like proteins
from the archaea Sulfolobus solfataricus and [68] Pyrococcus furiosus [69]
andhomologues all contain all of the residues that serve as ligands to the
BFR ferroxidase centre. Indeed, the high resolution structure of the Dps-
like protein from Sulfolobus solfataricus contained two metal ions at the
centre (a mixture of zinc and iron) [70] and also revealed a pair of
cysteine residues that could themselves cycle between thiol (reduced)
and disulfide bonded (oxidised) forms. These observations raise
important questions about the evolutionary relationships between
Dps-like proteins and ferritins.
Fig. 9. The ferroxidase centre and Site C of E. coli FtnA. Sticks representation of A, the bridged
di-Fe3+-form of the E. coli FtnA ferroxidase centre, and B, a rotated view from under the
ferroxidase centre showing Fe3+ at the closely lying site C [42]. Note thatwatermolecules are
not shown. Thepdbfilewas kindly providedby Prof. PeterArtymuik (University of Sheffield).
3.2.2. The Ftn ferroxidase centre
The ferroxidase centre of Ftn closely resembles that of H-chain ferritin

and is, therefore, quite distinct from that of BFR. A high resolution
structure of the iron-free form of the FtnA protein from E. coli has been
solved, and, like BFR, the ferroxidase centre residueswere found to be in a
conformation similar to that found inmetal-bound forms [42], suggesting
that thismay be a common feature of dinuclear iron centres. The structure
of an iron bound form of the centre was also solved by soaking crystals of
apo-FtnA in an Fe2+-containing solution. Fe3+ bound at the FeA site was
ligatedbymonodentateglutamate(Glu17)andhistidine (His53) residues,
and a bridging glutamate (Glu50). Fe3+ at site FeB was ligated by Glu50
and twomonodentate glutamates (Glu94 andGlu130), see Figs. 1 and 9A.
In addition, a water molecule was coordinated to FeA and a secondwater
bridged the irons, which the authors suggestedwas likely to be an oxo- or
hydroxo-bridge [42]. The inter-iron distance (3.24 Å), was significantly
shorter than that observed at the BFR ferroxidase centre, and the
occupancy of the FeB site was significantly lower than that of the FeA site.
The coordination of FeB is different from that in H-chain: Glu130 is either
an additional ligand or it replaces Glu61 (depending onwhether Glu61 is
actually a ligand to the FeB site of the H-chain centre (see above)). It
should also be noted that Glu130 and Glu61 are derived from different
parts of the sequences of H-chain and FtnA, respectively. Importantly, the
dinuclear centre of FtnA is associated with an additional, closely located
iron site, FeC, discussed in detail in Section 3.3.2. Although the structure of
a di-Fe2+ form of the FtnA centre is not yet available, soaking of apo-FtnA
crystals in Zn2+ yielded a structure that likely resembles the di-Fe2+ form
(shown schematically in Fig. 6C), with zero occupancy at the third iron
site. The inter-metal distance was, as expected, lengthened to 3.43 Å [42].

Iron-bound forms of the Ftn homologue from H. pylori, rather
confusingly referred to in some reports as Hpf, have been solved [44].
Iron was observed at the ferroxidase centre, but only the FeB site was
significantly occupied. Surprisingly, soaking apo-crystals in Zn2+ or
Ni2+-containing solutions did not result in metal-binding at the
centre, but Cd2+ ions were bound at both sites at full occupancy. The
ferroxidase centre of the Ftn from the archaeon Archaeoglobus fulgidis
was found to bepartially occupied bywhat are believed to be Zn2+ ions
following expression/overproduction in E. coli [12]. Iron soaking
experiments led to an iron-bound form of the centre, with each iron
bound by the equivalents of those at the E. coli FtnA centre, and an
inter-iron distance of 3.18 Å, which is very close to those observed in
the bridged di-Fe3+ form of the E. coli FtnA centre. The relatively low
resolution of this structure prevented detailed determination of



Fig. 10. The inner surface site of E. coli BFR. A sticks/cartoon representation of the inner
surface iron site of E. coli BFR in which Fe2+ is coordinated by His46, Asp50 and
crystallographically ordered water molecules (pdb 3E1M).
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solvent molecule/bridging ligands, although the electron density
indicates that these are important features of the oxidised centre. As
for E. coli FtnA, the third iron site, FeC, is also occupied (see
Section 3.3.2). A second archeon Ftn from P. furiosis was recently
structurally characterised [13]. The ferroxidase centre within crystals
of as-isolated protein contained iron only at the FeA site. Iron at site
FeB (and FeC) was only observed following soaking experiments, and
even then, occupancy at site FeBwas lower than that of FeA. The inter-
iron distance was ∼3.0 Å, shorter than in other Ftn structures but
consistentwith a di-Fe3+ centre. Soaking as isolated protein crystals in
Zn2+ led to Zn2+ binding at the centre (and therefore at least partial
displacement of iron).

3.3. Other protein-associated iron sites

3.3.1. The inner surface site of BFR
In addition to the ferroxidase centre, structural and mechanistic

studies of BFR from E. coli identified an additional iron site on the inner
face of the protein, associated with an aspartate (Asp50) and a histidine
residue (His46), [55]. This internal iron site is 9.2 Å from the nearest
ferroxidase centre iron, and 10.2 Å from the second, and clearly
protrudes into the central cavity, Fig. 10.Maximumoccupancyof the site
was obtained following a Zn2+/Fe2+ double soaking experiment with
crystals of apo-BFR, resulting in Zn2+ ions at the ferroxidase centre and
Fe2+ at the inner surface site, coordinated by only one oxygen from
Asp50 and the ε-Nitrogen of His46, and up to three (partially)
crystallographically ordered water molecules.

Studies of H46A, D50A single and H46A/D50A double variants
revealed that the site is functionally significant. Each of the variants
exhibited substantially reduced coremineralisation kinetics and reduced
core capacities but were not affected in their ferroxidase centre
reactivities [55]. Similar conclusions resulted from studies of an E. coli
BFR variant inwhich subunit interactions are affected such that it cannot
assemble beyond a subunit dimer [61]. Here, substitution of Asp50 and
Asp126, another surface exposed residue (see Fig. 10), with glutamine
resulted in only a small effect on the ferroxidase centre reaction, but a
major decrease in the rate of mineralisation. These reports represent the
first instances of site-directed variants of BFR in which core formation is
inhibited but ferroxidase centre activity is not; i.e., the mineralisation
reaction (see Section4.1) is selectively impaired in these variant proteins.

Alignment of BFR amino acid sequences showed that His46 andAsp50
are conserved to different extents. While an Asp or Glu residue is almost
universally found at position 50, the His residue is not conserved. It is
present in BFRs from γ-proteobacteria and cyanobacteria but is often
substituted (in some cases by a non-ligating residue) in BFRs from other
bacteria (Fig. 1). Thus,modifiedand/or alternative inner surface sitesmust
exist in these BFRs. It is interesting to note that, although not present in all
BFRs, the inner surface site of E. coli BFR is related to metal-binding sites
previously observed in eukaryotic ferritins. Ametal ion binding site on the
inner surface of the K86Q variant of human H-chain ferritin (HuHF) was
reported following a soak experiment in a solution containing Tb3+ [51].
The site involved coordination by Glu61 (the equivalent of Asp50 in BFR)
and Glu64 (a lysine residue in BFR). Interestingly, His46 is also conserved
in HuHF (His57), and a recent structural study of the apo form of a E27D/
K86Q variant of HuHF following a Zn2+ soak revealed two metal sites on
the inner surface, one of which was ligated by His57 and Glu61 [52].
Similar sites (again, amongst others)were also identified inmitochondrial
ferritin (Mn2+ bound by His57 and Glu61) [54] and in mouse L-chain
ferritin (Cd2+ bound by His53 and Glu57) as ligands [71]. The subunit
structures of BFR andmitochondrial ferritin [54], the humanH-chain [52],
and the mouse L-chain [71] are superimposed in Fig. 11. For human H-
chain and mitochondrial ferritins, the ligands almost overlay those of the
BFR site, except for aGlu inplace ofAsp, perhaps indicating that these sites
are also involved in Fe2+-binding during core nucleation. The L-chain
subunit lacks the dinuclear ferroxidase centre, and the His/Asp site is not
conserved. However, a Cd2+ binding site with coordinating His and Glu
residues was identified in the structure of mouse L-chain, at a position
shiftedone turnofhelixB towards thehelixE endof the subunit. In eachof
these cases, an iron-bound formhasnot been reported, and themetal sites
were identified as one of two ormore sites at or close to the surface. Thus,
the likelymechanistic significance of each site is less clear than in the case
ofE. coliBFR.However, the fact that this site occurs inbothprokaryotic and
eukaryotic ferritins points towards it having a functional role.
3.3.2. Site C of Ftn
An important difference between FtnA and H-chain ferritin was

revealed in the iron-soaked structure of E. coli FtnA. In addition to the
two ferroxidase centre iron sites, a third iron-binding site, site FeC (or
site C)was observed [42]. Iron at this latter site is coordinated by Glu49,
Glu126, Glu129 and Glu130 and two water molecules (Fig. 1). Notably,
Glu130 is also a ligand to the FeB site and so bridges the FeB and FeC
irons, see Fig. 9B. Also of interest is that Glu49 is equivalent to Asp50 in
BFR (a ligand of the inner surface site iron) [42,72]. The FeB-FeC inter-
iron distance is ∼5.8 A, though, as mentioned above, the occupancy of
FeB is low relative to FeC.

Studies of site-directed variants of FtnA revealed that site C is not
essential for rapid iron oxidation but that it does have an important
effect on the characteristics of iron mineralisation [73]. Sequence
comparisons revealed that the residues acting as ligands to FeC are
highly conserved [13], indicating the functional importance of the site.
Because the FeC site is not absolutely required for iron storage, it may
play a more subtle role in iron movement into the protein cavity.

The structure of iron-soaked H. pylori Ftn (Hpf) did not contain iron
at FeC although the amino acid ligands and their arrangement suggests
that the site is present. The two archaea Ftn proteins with known
structures also possess a site C that has been observed with iron-bound
in the structure of each. In A. fulgidis Ftn, Fe3+ at site C is 5.96 Å away
from FeB, with significant rearrangement of residues Glu51 and 131
(equivalent to Glu49 and 129 in E. coli FtnA) on going from the native
crystals (in which the ferroxidase centre is believed to be Zn2+ bound)
to the iron-bound form [12]. Although as isolated protein crystals of P.
furiosus Ftn did not contain iron at site C, iron-soaked crystals did, with
coordination by the same fourGlu residues as in E. coli FtnA and a longer
FeB to FeCdistance (6.3Å) [13]. As also observed in the structure of E. coli
FtnA, site C was apparently occupied at the expense of site FeB.



Fig. 11. Structural comparison of the inner surface iron site of E. coli BFR with non-iron
sites identified in vertebrate ferritins. Cartoon representation of a subunit of BFR
showing the inner surface-bound Fe2+ ion (pdb 3E1M) coloured in sand yellow, with
His46 and Asp50 shown in stick representation, superimposed on to A, subunit of Zn2+-
soaked E27D K86Q human H-chain ferritin (pdb 2CIH), coloured in magenta His57 and
Glu61 are shown in stick representation and the bound Zn2+ inmagenta, and B, subunit
of mitochondrial ferritin (pdb 1R03) coloured in green. His57 and Glu61 are shown in
stick representation. The pdb file does not correspond to theMn2+ soaked structure [54]
and so the metal is not shown, C, subunit of mouse T125A L-chain ferritin (pdb 1LB3),
coloured in blue. His53 and Glu57 are shown in sticks representation. The pdb file does
not contain the Cd2+ ion reported [71] and so is not shown.
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3.4. The iron mineral core

Ferritin proteins can accommodate polynuclear iron clusters within
their central cavities. It is estimated that up to 4500 iron atoms could
theoretically be stored as the mineral ferrihydrite [74], but as isolated
proteins generally contain much less than this. Vertebrate ferritins, as
isolated, generally contain 1000 - 3000 atoms of iron per molecule,
while BFRs usually contain only 800 - 1500 iron atoms [5]. Furthermore,
in vitro loading experiments have not been able to achieve iron clusters
withmore than∼3000 iron atoms; this result is attributable to low rates
of mineralisation at high iron loadings which enables Fe2+ oxidation
outside of the cavity to compete kineticallywith intra-protein oxidation.
Precise structural information for ferritin cores is lacking because
preparations of iron-containing ferritins are generally poly-disperse
with respect to their core component even though their protein
components are homogeneous. This situation is probably a consequence
of the high symmetry of the internal protein surface, which means that
although the protein is aligned in the crystal, the iron mineral can be
nucleated at potentially 24 different positions relative to it, leading to a
smearing of electron density due to the mineral. This problem has thus
far prevented determination of an X-ray structure of the mineral core
within ferritins. The generally accepted structure for the crystalline iron
core of ferritin is similar to that of the mineral ferrihydrite [75]. Precise
structural information on ferrihydrite itself (i.e. not associated with
ferritin) has proved difficult to obtain due to long range disorder, but
Michel and colleagues recently succeeded in obtaining a high resolu-
tion model of the mineral from pair distribution function analysis of
total X-ray scattering [76]. From this analysis, these authors assigned the
formula Fe10O14(OH)2, and proposed a model involving a lattice in
which 80% of the iron is octahedrally coordinated to oxygen and 20% is
tetrahedrally coordinated, with the tetrahedral iron surrounded by
octahedral iron. Although models of the ferritin core structure exist in
which iron does occur with tetrahedral coordination [77], the majority
of studies have suggested that only octahedral iron is present [75,78];
therefore, the true nature of the ferritin mineral remains unclear.
Indeed, recent studies of horse spleen ferritin cores revealed a
polyphasic structure (containing the minerals ferrihydrite, magnetite
and hematite) and that the proportion of each varies with iron content,
with ferrihydrite dominating as the core size increased [79].

The iron cores of prokaryotic ferritins exhibit considerable variability.
BFR cores are generally referred to as ‘iron-oxy-hydroxide-phosphate’
and are, in general, far less well ordered than those of eukaryotic
ferritins. Their mean core sizes are, however, similar [80] to those of
eukaryotic ferritins, consistent with lower density essentially amor-
phousmaterial. Studies of native A. vinelandii BFR have shown that there
are fewer Fe-Fe contacts than occurwith eukaryotic (horse) ferritin, and
those that do occur are at a greater interatomic distance [81].
Furthermore, EXAFS data showed that each core Fe3+ ion of BFR had
5-6 phosphorus atoms at b 3.2 Å distance, consistent with Fe:P ratios of
∼1.7:1 [81], thus supporting a model for the core in which phosphate is
clearly an integral constituent. Native bacterial ferritin cores have not
been investigated in detail, but studies of Ftn fromH. pylori revealed that
it contains significant amounts of iron and phosphate (Fe:P ratio of
1.4:1), leading to the conclusion that it has a BFR-like core structure [82].
Some phosphate is also typically found associated with eukaryotic
ferritin cores but is largely associatedwith the surface of themineral and
does not appear to be an integral component [81]. In vitro experiments
with BFR have shown that the properties of the core can be modulated
between native and eukaryotic ferritin-like through the inclusion or
omission of phosphate from the reconstitution reactionmixture [83,84],
and reconstitution of E. coli FtnA also resulted in a ferrihydrite-like core
[37]. Importantly, such experiments suggest that core morphology is
controlled principally by the chemical composition of the medium in
which mineralisation takes place.

The structural differences in core type in prokaryotic ferritins result
in physical properties quite distinct from those of eukaryotic ferritins,
particularly with regard to magnetic properties [85–90]. Even amongst
BFR cores, there is variability with some exhibiting behaviour
characteristic of superparamagnetism, a property usually associated
with crystalline cores of eukaryotic ferritins [85,91], suggesting that
pockets of more ordered material may be embedded, to a greater or
lesser extent, within the amorphous mass.

4. Mechanisms of iron mineralisation

Understanding the processes by which the mineral iron core is laid
down in ferritins has been a major research focus for the past 40 years.
The majority of work has concerned eukaryotic ferritins, and a complex
interplay of oxidation pathways has emerged. The catalytic activity of
ferritins is associated with H-chain subunits and, in particular, the
dinuclear ferroxidase centre [51,53,92,93]. At iron loading below or equal
to that required to fill the ferroxidase centres, the key catalytic reaction
occurs at the ferroxidase centre, leading to oxidation of the two Fe2+ ions
and reduction of dioxygen to hydrogen peroxide (a two electron process)
[93,94]. The oxidised form of the H-chain ferroxidase centre is not stable
and undergoes a hydrolysis reaction leading to passage of the Fe3+ into
the internal cavity and subsequent mineral formation. The ability of the
ferroxidase centre to regenerate its apo-form and catalyse further Fe2+

oxidation [95–97] indicates that it acts as a ‘gated iron pore’ into the
cavity, whereby iron transfer is coupled to oxidation of Fe2+ to Fe3+. At
high iron loadings, the principle site of catalysis switches from the
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ferroxidase centre to the growing core surface [93,96,98] and results in
the complete reduction of dioxygen to water (a four electron process).
The observation of core-surface catalysed mineralisation led initially to
the crystal growth model for core formation in which the core surface is
theonly catalytic site and theavailable core surface controls thekinetics of
Fe2+ oxidation [99,100]. Addition of intermediate amounts of Fe2+ (i.e.
100-500 Fe2+ per molecule) results in consumption of some of the
hydrogen peroxide produced at the ferroxidase centre in an Fe2+

oxidation reaction [93]. Thus, iron oxidation in eukaryotic H-chain
ferritins occurs through a combination of these three pathways,
depending on the amount of Fe2+ added.

For many years it was assumed that mineralisation in prokaryotic
ferritins would take place via a similar H-chain-like mechanism.
However, studies over the past twenty years have demonstrated that
these proteins exhibit a diversity of mechanisms, some of which are
very different to the H-chain model outlined above.

4.1. BFR

Despite the fact that BFRs have been isolated from a wide range of
bacteria and high resolution structures are available for many, there is
relatively little mechanistic information available for BFRs other than that
from E. coli. In many cases, mechanistic information has been inferred
from structural studies. Structural studies ofD. desulfuricans BFR provided
thefirst atomic detail of iron-bound formsof BFR (as the original structure
of E. coliBFR containedMn2+ ions [26]). As isolated, the ferroxidase centre
was found to be present in a bridged di-Fe3+ form [28]. Upon reduction of
crystals with excess dithionite, the centre was converted to a di-Fe2+

form, and subsequent exposure of crystals to dioxygen led to the
observation of a centre containing iron at full occupancy only in the Fe2
position (coordinated by Glu56, Glu99, Glu132 and His135); iron at
position Fe1was depleted to 0–30%across all of the subunits. Thisfinding
led the authors to propose that iron had been transferred to the internal
cavity, facilitated by a concerted movement of His59 and Glu132, which
openedupapore connecting the centre to the internal cavity. Suchagated
iron pore mechanism would align BFR closely with the mechanism of
eukaryotic H-chain ferritins. A similar mechanistic model was proposed
on the basis of iron bound forms of A. vinelandii BFR. Liu and co-workers
solved the structure of the protein containing partially occupied
ferroxidase centres, with Fe1 significantly depleted relative to Fe2 [29].
In contrast, Swartz and co-workers crystallised the same protein in an as-
isolated form but found that both sites of the ferroxidase centre were
occupied and in an oxidised state (see Section 3.2) [30]. Reduction with
dithionite led to an increase in the iron-irondistance and to changes in the
Fe2 site coordination andbeyond, such thatHis130wasno longer a ligand
to the iron. Although re-oxidation of the centre did not lead to loss of iron
(the oxidised form was re-generated), the redox-dependent conforma-
tional changes were interpreted as providing support for a mechanism in
which the centre functions as a redox gated iron pore. The unusual
observation of an iron atom bound at the four-fold channel also led these
authors to suggest that Fe2+ enters the protein via the four fold channels,
becomes oxidised at the ferroxidase centre before being incorporated into
the growing mineral core.

These mechanistic interpretations are based only on structural
information, but it is important to combine such information with data
from solution mechanistic studies of mineralisation. Recently, such a
combined study of P. aeruginosa BfrB was reported [58], providing clear
evidence in favour of the proposal that the BFR ferroxidase centre
functions as a gated iron pore. However, a substantial body ofmechanistic
and structural data are available for E. coli BFR, and from this a different
mechanistic picture emerges [55,66,67,101–103]. Mineralisation of E. coli
BFR occurs via amechanism consisting of three kinetically distinct phases.
In thefirst (phase 1), two Fe2+ ions enter eachof the 24pre-organised but
conformationally flexible unliganded ferroxidase centres. As first noted in
the structure ofDesulfovibrio desulfuricans BFR [28], each centre is located
at the base of a pore that provides direct access to the centre from the
outside of the protein, see Fig. 8. Of particular interest is the fact that the
pore is present in the structure of apo-BFR [55], strongly suggesting that
this is the route for Fe2+-binding at the centre.

Binding of Fe2+ to apo-BFR is followed, in the presence of dioxygen,
by the oxidation of each di-Fe2+ centre (Fig. 7A and C) to generate a µ-
oxo/hydroxo bridged di-Fe3+ form (Fig. 7B and D), with the concom-
itant reduction of dioxygen to hydrogen peroxide, phase 2 [67,102]. This
reaction is a two electron reduction but the Fe:O2 ratio of the ferroxidase
centre reaction is 4:1, indicating that the reduction is a four electron
process. This stoichiometry implies that two ferroxidase centres act
together to reduce a single dioxygen to the oxidation state level ofwater,
and that the subunit dimer may be the functional unit of the protein
[67]. Hydrogen peroxide production was subsequently detected and
was found to be a much better oxidant of Fe2+ at the ferroxidase centre
than dioxygen [67,102]. Thus, reaction of dioxygen at one ferroxidase
centre yields a bridged diferric centre and hydrogen peroxide, and the
latter subsequently reacts at another ferroxidase centre to generate a
second bridged diferric centre and water, see Eqs. (1) and (2).

FeðIIÞ2ðFCÞ−P
h iZ

+ O2 + H2O→ FeðIIIÞ2OðFCÞ−P
h iZ

+ H2O2 ð1Þ

FeðIIÞ2ðFCÞ−P
h iZ

+ H2O2→ FeðIIIÞ2OFCÞ−P
h iZ

+ H2O ð2Þ

where P indicates the BFR protein, FC indicates iron at the ferroxidase
centre, and Z is the net charge on the protein. The net reaction of the
two reactions in Eqs. (1) and (2) is given by Eq. (3):

2 FeðIIÞ2ðFCÞ−P
h iZ

+ O2→2 FeðIIIÞ2OðFCÞ−P
h iZ ð3Þ

The resulting bridged di-Fe3+ centre is relatively stable, and a
mechanism in which iron oxidised at the ferroxidase centre is
subsequently transferred to the cavity can be ruled out [55,66,67,104].
The centre is modelled here as a μ-oxo-bridged rather than a hydroxo-
bridged form, consistent with the pH independence of the ferroxidase
oxidation reaction [67], but further studies are required to establish this.
It is likely that the reaction in Eq. (1) proceeds via a diferric peroxo
species, but the expected colour associated with this has not been
detected in BFR so far. Thus, it is possible that such an intermediate is not
formed, but perhaps more likely is that the species is too short-lived or
its absorbance is too weak to detect. It is noteworthy that the inter-iron
distance in the di-Fe2+ and the bridged di-Fe3+ forms of the ferroxidase
centre are similar (3.71 and 3.63 Å, respectively). The catalytic cycling
proposed here would be facilitated by a minimisation of structural
reorganisation on changing oxidation states. Hence, the relatively small
changes observed here upon oxidation may be functionally significant.
Mechanistic and structural studies of E. coli BFR indicate that all 24
ferroxidase centres are functional duringmineralisation. Fe2+-binding/
oxidation at the centres is saturated at a level of 48 ions per protein, and
in high resolution structures, fractional occupancies at the ferroxidase
centres in both di-Fe2+ and bridged di-Fe3+ forms are close to 1.
Therefore, the ferroxidase centre is the primary site of iron interaction
with BFR and it is very likely that all ferroxidase centres are also active in
vivo. Vertebrate ferritins exist as heteropolymers of H-chain (or H-
chain-like) and L-chain subunits, the latter of which does not contain a
catalytic ferroxidase centre. The relative proportions of each subunit
type present in the 24mer have important consequences for the
mineralisationproperties of the ferritin, and there is significantvariation
in subunit compositions observed in different tissue types. Although
some bacteria contain genes encoding more than one type of BFR, no
evidence has yet been found that these assemble to form hetero-
polymers, and, in any case, virtually all contain a ferroxidase centre. So,
functional fine-tuning through heteropolymer composition has not
evolved in prokaryotes. Nevertheless, microbes may accomplish the
same goal by another means, for example by expressing multiple BFR/
Ftn proteins in the same cell.
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Phase 3 ofmineralisation constitutes the actual formation of the iron
core, and until recently it was quite unclear how a stable ferroxidase
centre could drive formation of the core. Recent studies have provided
significant new insight into this process. Fe2+ present in excess of that
required to saturate the ferroxidase centre sites enters the central cavity
via one or more of the channels in the protein coat which are located at
the four-fold, three-fold and two-fold symmetry axes [26,28]. Which of
these is most important for iron entry has not yet been established.
Within the central cavity, Fe2+ ions bind on the inner face of the protein
coat at internal nucleation sites. One such site, involving the side chains
of Asp50 and His46, was recently identified by crystallographic studies
of iron-soaked BFR crystals [55]. This inner surface site is located
adjacent to the ferroxidase centre (Fig. 10).

A key question now is howdoes Fe2+ bound at this site, and perhaps
other inner surface sites, become oxidised, leading to build up of an iron
core? It has been demonstrated that the E. coli ferroxidase centre is
required, and is therefore active, throughout core formation, and that
the size of the existingmineral core is also important in determining the
rate of iron oxidation [103]. To account for the importance of both the
ferroxidase centre and the growing core surface it is proposed that Fe2+

bound at the internal surface site(s) becomes oxidised to Fe3+ and
subsequently undergoes a hydrolysis reaction, Eq. (4):

2½FeðIIÞðinternalÞ � P�Z + 2+ 4H2O→2½FeðIIIÞOOHðcoreÞ−P�Z+ 6Hþ+ 2e− ð4Þ

where internal and core indicate iron at the inner surface site and
within the core, respectively. The electrons resulting from Fe2+

oxidation in the cavity are channelled to the ferroxidase centre, where
a di-Fe2+ centre is regenerated, Eq. (5):

FeðIIIÞ2OðFCÞ−P
h iZ

+ 2e− + 2Hþ→ FeðIIÞ2ðFCÞ−P
h iZ

+ H2O ð5Þ

The resulting di-Fe2+ ferroxidase centre can now react again with
dioxygen/hydrogen peroxide, and continues to operate in this catalytic
cycle throughout core mineralisation. As the iron core builds up, it is
reasonable to suppose that incoming Fe2+ will bind to the hydrated
surface of the growing mineral, and that the mineral itself may act as a
conducting wire to channel electrons resulting from the oxidation of the
incoming Fe2+ to the ferroxidase centre. The ability of incoming Fe2+ to
donate electrons into the core has been observed inMössbauer studies of
A. vinelandii BFR [105]. Alternatively, Fe2+ could continue to bind and
become oxidised at inner surface sites that remain exposed and available
(there are 24 such sites per BFR). Mutagenesis experiments indicate that
Asp50 and His46 are important for mineralisation. Replacement of these
residues with Ala resulted in unaltered activity of the ferroxidase centre,
but a ∼75–80% decrease in the rate of mineralisation [55]. These results
suggest that this inner surface site is a key component of the electron
transfer pathway connecting the core to the ferroxidase centre. However,
the fact that mineralisation was not completely abolished in the absence
of the inner surface site suggests that one or more alternative electron
transfer pathways exist. Clearly, the characterisation of a single inner
surface iron site also raises the question of how the ferroxidase centre
obtains two electrons to become re-reduced. Several possible explana-
tions can be proposed, including the existence of additional, as yet
uncharacterised sites, and sequential oxidation of Fe2+ ions. The former
possibility is supported by recent studies of a stable BFR subunit dimer in
which Asp126 was found to play an important role in phase 3
mineralisation [61].

A key feature of themechanism, which is summarized in Fig. 12A and
B, is that, while the cavity is the site of Fe2+ oxidation, the ferroxidase
centre is the site of dioxygen reduction. The overall core formation
reaction is simply the sum of Eqs. (4) and (5), i.e. Eq. (6).

2½FeðIIÞðcavityÞ � P�z + 2 + 1
=2O2 + 3H2O→2 FeðIIIÞOOHðcoreÞ � P

h iz
+ 4Hþ ð6Þ
Phosphate is an integral component of the BFR core (see Section 3.4),
but most in vitro studies of BFRs have been carried out in the absence of
phosphate, leading to the formation of ferritin-like mineral cores.
Studies of the effect of phosphate on mineralisation showed that it
significantly increased the rate of phase 3 core formation [84], but not of
phase 2. Consistentwith this, phosphatewasalso shown tobe important
for promoting electron transfer reactions at the core surface [105].

In summary, studies of E. coli BFR over the past 20 years have led to
an advanced understanding of the mechanism of mineralisation. The
central focus of this mechanism is the cycling of the ferroxidase centre
between the di-Fe2+ and µ-oxo/hydroxo bridged di-Fe3+ forms as the
site is first oxidised by dioxygen/hydrogen peroxide and subsequently
reduced by electrons transferred from Fe2+ ions located within the
central cavity. The recently described functionally important inner
surface site may play a dual role as the initiation point for core
nucleation and as a facilitator for redox communication between the
ferroxidase centre and the growing iron mineral core.

4.2. Ftn

E. coli FtnA is, in mechanistic terms, the best characterised of the
bacterial ferritins [40–43,73,106]. Coremineralisation is proposed tooccur
via amechanism similar to that of eukaryotic H-chain ferritin butwhich is
complicated by the presence of site C [42]. Fe2+ binding at the ferroxidase
centre in the presence of dioxygen leads to iron oxidation. This reaction
proceeds via a coloured intermediatewith absorptionmaxima at 370 and
600 nm [73,107]. This is not due to the direct binding of nearby tyrosine
(Tyr24) to iron at the centre, as substitution of the tyrosine did not affect
the appearance of the intermediate. The intermediate is likely to be a
diferric peroxo species, as judged by the similarity of the Ftn reactionwith
that of humanH-chain ferritin [108]. The intermediate decays to generate
a μ-oxo-bridged Fe3+ dimer, which is proposed to convert further to a μ-
hydroxo-bridged dimer [41,106]. Somewhat puzzlingly, the initial
oxidation reaction has an iron:dioxygen ratio of 3-4, compared to 2 for
eukaryotic H-chain ferritins [73]. This observation probably results from
the presence of site C, and it is proposed that there may be a fourth,
uncharacterised site for Fe2+ oxidation that would lead to reduction of
dioxygen to water rather than hydrogen peroxide. Consistent with this is
the observation that the iron:dioxygen stoichiometry dropped to 2 when
site C residues were substituted. Once oxidised, iron at the ferroxidase
centre is proposed to migrate into the central cavity where core
mineralisation occurs. However, the flux of iron through the ferroxidase
centre of FtnA (i.e. the regeneration of the centre) appears to be much
slower than for eukaryoticH-chain, as judged from the fact that additions
of Fe2+ beyond that required to saturate the ferroxidase centres are
oxidised at a significantly diminished rate relative to the initial addition
of iron to the apo-protein; such a difference is not observed for H-chain
ferritins [73]. Importantly, an FtnA variant lacking site C exhibited only a
small decrease in oxidation rate, indicating that site C is not essential.
However, it appears that site C is important in controlling iron flux
through the ferroxidase centre, because loss of site C resulted in a more
rapid regeneration of the centre. The authors proposed that the lower
rate of Fe2+ oxidation and core mineralisation that result from the
presence of site C confers the advantage that iron remains at the ligand-
accessible ferroxidase centre longer and that this could be important for
satisfying cellular iron requirements. A further advantage is that
hydrogen peroxide is not generated [73]. Structural and biochemical
studies of H. pylori Ftn led to the proposal that mineralisation at low
levels of iron is dominated by the ferroxidase centre reaction, while at
higher iron loadings the mineral surface dominates [44]. Furthermore,
based on the observationof an iron ionbound in the four-fold channel by
four symmetry-related His149 residues, the authors suggest that these
channels are the route for iron into the central cavity. Themineralisation
mechanism for bacterial Ftn proteins is summarised in Fig. 12C.

Recent studies of the archaeon Ftn from P. furiosus have provided
significant new insight into the mechanism of mineralisation in Ftn



Fig. 12. Mechanisms of mineralisation in prokaryotic ferritins. A and B, Schematic representation of mineralisation in E. coli BFR. The model shows in A the mechanism of core
nucleation broken down into three distinct steps or phases. In phase 1, Fe2+ ions bind at the ferroxidase centre (labelled FC) and become oxidised in phase 2. In phase 3, Fe2+ bound
at the internal, inner surface site (labelled Int) is oxidised, with electrons channelled to the ferroxidase centre, which is re-reduced. This mechanism continues to operate throughout
core formation as illustrated in B, where incoming Fe2+ ions are oxidised at the core surface and the resulting electrons are channelled to the ferroxidase centre via a pathway that
involves the inner surface iron site. Thus, the ferroxidase centre operates as a true catalytic centre. Note that this mechanism does not require that the core particle(s) remain
permanently bound to the protein surface. A similar mechanism appears to operate in P. furiosus Ftn (seemain text for details). C, Schematic representation of mineralisation in E. coli
FtnA. Fe2+ ions bind at the ferroxidase centre and site C (labelled C) and become oxidised, in the presence of oxygen, generating an unstable di-Fe3+ form at the ferroxidase centre.
Fe3+ ions at site C and the ferroxidase centre are transferred to the internal cavity where they nucleate, or become incorporated into, the mineral iron core. The apo-form of the
ferroxidase centre/site C is now ready to accept further Fe2+ ions. Thus, the ferroxidase centre acts as a gated iron pore.
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proteins. Kinetic experiments showed that the oxidation of the initial 48
Fe2+ per protein were distinct, in terms of rate, from subsequent
additions. Studies of pre-loaded Ftn samples showed that rates of
oxidation did not recover to those of the protein containing no iron
(apo-protein), consistent with a very slow or negligible regeneration of
the ferroxidase centre to its apo-form [109]. Stability of the oxidised
ferroxidase centre was further demonstrated through redox titration
experiments followed by electron paramagnetic resonance spectrosco-
py, which revealed that a mixed valence Fe3+–Fe2+ centre could be
readily generated, and that occupancy of the centre was not redox
sensitive [110]. Dioxygen consumption experiments showed that the
ferroxidase centre reaction proceeds with an iron:dioxygen ratio of ∼2,
indicating that hydrogen peroxide is generated during the ferroxidase
centre reaction. This ratio remained constant for subsequent additions
of 48 Fe2+ ionsper protein and increased to∼3 for additions of 300 Fe2+

ions, from which it was concluded that hydrogen peroxide generated
during oxidationwas able to oxidise some of the Fe2+. These results are
inconsistent with a mechanism in which the ferroxidase centre
functions as a gated iron pore, as shown for E. coli FtnA. Furthermore,
it was concluded that the growing mineral core does not catalyse Fe2+

oxidation independently of the ferroxidase centre. These results led the
authors to propose that the ferroxidase centre functions as a stable
catalytic site, becoming re-reduced by electrons derived from the
oxidation of Fe2+ to Fe3+ at nearby sites (e.g. site C)with resulting Fe3+

forming the iron core. Although the authors suggest that the P. furiosus
Ftn mechanism represents a novel type of mineralisation mechanism,
there is currently little to distinguish it, apart from the structural details,
from that of the BFRmechanism described above. However, it is indeed
remarkable that, in terms of mechanism, P. furiosus Ftn is much more
similar to E. coli BFR than to E. coli FtnA, see Fig. 12.

5. Concluding remarks and future challenges

From the substantial literature describing mechanistic studies of
different ferritins, it is clear that a catalytic centre for Fe2+ oxidation,
routes for Fe2+ access into the central cavity, and the ability to efficiently
nucleate the iron core are common requirements for all ferritins.
However, the specific structural and mechanistic details vary signifi-
cantly betweendifferent ferritins. The ferroxidase centre of BFRs andFtns
are quite distinct from each other and from those of eukaryotic H-chain
ferritins. Likewise, iron sites close to, or on the inside of, the protein coat
are also variable: sites inBFRandFtnproteins,which are theonly ferritins
for which functionally important iron sites outside of the ferroxidase
centre have been structurally characterised, are distinct. While the Ftn
site C is well conserved amongst Ftn proteins, the inner surface site
identified in E. coli BFR is not present in all BFRs, and so alternative sites
must exist amongst other BFRs. Even in BFRs with similar structures,
significant mechanistic differences are apparent: structural and solution
studies of the BFRs from E. coli and P. aeruginosa clearly show that these
proteins are mechanistically distinct. Likewise, the Ftn proteins charac-
terised so far exhibit very similar structures (with the exception of the
unusual 2,3 symmetry of A. fulgidis Ftn) and all contain a very similar
ferroxidase centre and associated site C, but the two Ftn proteins that
have been best characterisedmechanistically appear to be very different,
suggesting that other differences must be important for determining the
mineralisation mechanism. A major future challenge will be to gather
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mechanistic and structural information on awider range of BFRs and Ftns
to determine the extent of structural andmechanistic variations, and the
factors important in controlling them.
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