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Phage-display technology was used to evolve peptides that
selectively bind to the metal-oxide hematite (Fe2O3) from a library
of approximately 3 billion different polypeptides. The sequences
of these peptides contained the highly conserved amino
acid motif, Ser/Thr-hydrophobic/aromatic-Ser/Thr-Pro-Ser/Thr.
To better understand the nature of the peptide-metal oxide
binding demonstrated by these experiments, molecular dynamics
simulations were carried out for Ser-Pro-Ser at a hematite
surface. These simulations show that hydrogen bonding occurs
between the two serine amino acids and the hydroxylated
hematite surface and that the presence of proline between the
hydroxide residues restricts the peptide flexibility, thereby
inducingastructural-bindingmotif.Asearchofpublishedsequence
data revealed that the binding motif (Ser/Thr-Pro-Ser/Thr) is
adjacent to the terminal heme-binding domain of both OmcA and
MtrC, which are outer membrane cytochromes from the metal-
reducing bacterium Shewanella oneidensis MR-1. The
entirefiveaminoacidconsensussequence(Ser/Thr-hydrophobic/
aromatic-Ser/Thr-Pro-Ser/Thr) was also found as multiple
copies in the primary sequences of metal-oxide binding proteins
Sil1 and Sil2 from Thalassiosira pseudonana. We suggest
that this motif constitutes a natural metal-oxide binding archetype
that could be exploited in enzyme-based biofuel cell design
andapproachestosynthesizetailoredmetal-oxidenanostructures.

Introduction
Billions of years ago, primitive prokaryotic cells evolved the
protein machinery to use solid inorganic phases (e.g., iron
oxides) as terminal electron acceptors (1, 2). Now, humans
are exploiting this feat by using metal-reducing bacteria to
form microbial fuel cells, a potential source of green energy
(3, 4). In a microbial fuel cell, the microorganism converts

dissolved organic matter (electron donor) into electricity by
using an electrode as a terminal electron acceptor (5). Recent
work has shown that biofuel cells can even be created by
coating an iron-oxide electrode (i.e., hematite) with proteins
purified from metal-reducing bacteria (6, 7). In this type of
biofuel cell, redox-active enzymes are immobilized onto
metal-oxide electrodes, and soluble cofactors (e.g., NADH)
are used to reduce the enzymes. The reduced enzymes then
catalyze the reduction of the metal-oxide electrode, thereby
generating an electrical current.

The enzyme-based fuel cells are an intriguing form of
green energy because of the small size of proteins, the
diversity of microbial enzymes, the high turnover rates
associated with such enzymes, and the variety of potential
metal oxide electrodes. However, more experiments are
necessary before the enzyme-based fuel cells reach the
accepted status of the microbial fuel cell. A critical step in
the development of enzyme-based fuel cells is the attachment
of a redox-active enzyme onto an electrode surface in a
manner that promotes efficient electron transfer (8, 9). One
possible approach is the development of electrode-specific
tags that are engineered into the primary amino acid
sequence of the redox-active enzyme. Such tags could be
adapted or designed to bind to a specific electrode surface
using recombinant DNA technology.

Here, we directed the evolution of electrode-specific
peptides using phage-display technology (10) to screen
billions of random peptide sequences for those peptides
displaying a selective affinity for the metal oxide hematite
(R-Fe2O3). From the conserved amino acid sequences of these
hematite-binding peptides we were able to determine a
hematite-binding motif. Molecular dynamics simulations
were then used to examine the molecular-scale mechanism
of binding that occurred between this amino acid motif and
a hematite surface. In addition, we discovered that this
conserved hematite-binding motif is contained within the
primary sequence of two decaheme cytochromes (OmcA and
MtrC) from the metal reducing bacterium Shewanella
oneidensis MR-1 (11). We also discovered that the conserved
hematite-binding motif displays sequence features that are
identical to metal-oxide binding proteins/peptides called
silaffins, which have been shown to control SiO2 deposition
in vitro and to act as macromolecular templates for mediating
biosilica nanopatterning in diatoms (12-15).

Experimental Section
Natural hematite (from Casa de Pedra, Congonhas do Campo,
Minas Gerais, Brazil) was crushed in a mill, passed through
a 45 µm sieve, cleaned of advantageous carbon (16), and
analyzed by X-ray diffraction to confirm its identity. The
hematite particles were then reacted with a Ph.D.-12 Phage
Display Peptide Library (New England BioLabs; technical
reference available at www.neb.com), which contained
approximately 3 × 109 random peptides. Each peptide was
12 amino acids in length and fused to the N-terminus of the
pIII coat protein of M13 bacteriophage (17). The M13
bacteriophage itself consisted of a single-stranded DNA core
surrounded by a proteinaceous coat of five different types
of coat proteins (including pIII). Each phage particle ex-
pressed (“displayed”) 5 copies of the pIII coat protein/fused
random peptide, which extends outward from the virus
particle 10-16 nm. This arrangement thereby established a
direct linkage between the peptide-mineral interaction (i.e.,
phenotype) and DNA encoding this interaction (i.e., geno-
type).
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The phage library was exposed to approximately 2.0 mg
of hematite in Tris-buffered saline (TBS; pH 7.5) within 2.0
mL microcentrifuge tubes. The buffer contained 0.1% (v/v)
Tween-20 to prevent nonspecific interactions. After mixing
at room temperature, nonbinding phage were removed from
the mineral by washing 10 times in TBS, pH 7.5, containing
0.1-0.5% (v/v) Tween-20. Bound phage were eluted from
the mineral with the addition of 0.2 M Glycine-HCl (pH 2.2),
transferred to a fresh tube, and neutralized with 1 M Tris-
HCl (pH 9.1). The mineral-binding phage were titered, phage
were amplified, and this entire process was repeated two
more times using fresh mineral sample each time.

Following each round of hematite exposure, twenty phage
plaques containing a random peptide insert were selected,
and their DNA was sequenced. From these sequences, we
determined the mineral-binding motif (i.e., amino acid
sequence) that allowed the phage to bind hematite. A control
experiment was also conducted using microcentrifuge tubes
that lacked hematite.

Molecular simulations of peptide-mineral interactions
were performed using the AMBER96 force field (18) in
conjunction with the parallel version of the NWChem-4.7
program (19). An AMBER-compatible atomistic model of the
fully hydroxylated oxygen-terminated hematite (001) surface
was developed by empirical optimization of the point charges
and van der Waals parameters following a similar procedure
described in Lins and Hunenberger (20). The choice of
the (001) surface was based on the fact that this surface is
one of the most abundant hematite surfaces and has been
the subject of numerous studies in aqueous solutions (21, 22).
Furthermore, its unit cell characteristics allowed us to build
a slab with R, �, and γ angles equal to 90° such that we could
treat it, computationally, as an infinite mineral surface layer.
The (001) surface was terminated with oxygen atoms because
O-terminated domains have been experimentally observed
and theoretically predicted (21, 23-25). In addition, Liu et
al. (26) showed that low water vapor pressure (∼10-4 Torr)
was sufficient for full hydroxylation of the oxygen surface to
occur; therefore, for our model, a fully hydroxylated oxygen-
terminated hematite (001) surface was used.

The model was solvated and equilibrated for 5 ns. The
water molecules were removed and the double (N- and
C-terminal) acetylated peptide sequences Ser-Pro-Ser and
Ser-Gly-Ser were placed ∼10 Å away from the equilibrated
hematite surface. A short (i.e., 500 ps) molecular dynamics
simulation was performed to promote a quick approach of
the peptides to the mineral surface. The latter had its atomic
coordinates constrained to avoid artificial distortions due to
the absence of the solvent. Once the peptides have reached
the mineral surface, the systems were fully solvated, and
energy was optimized using up to 500 steps of steepest
descent. Production runs were simulated for 5 ns.

All molecular dynamics runs were carried out in the
isothermal-isobaric ensemble with velocity reassignments
every 0.4 ps. The temperature was maintained at 300 K by
weak coupling between the solute and solvent (separately)
to a heat bath (27) with a relaxation time of 0.1 ps. The
pressure was kept at 1.025 × 105 Pascal using weak coupling
to a pressure bath (27) via isotropic coordinate scaling with
a relaxation time of 0.1 ps. Long-range electrostatic interac-
tions were handled using the smooth particle mesh Ewald
(SPME) method (28). A cutoff of 1.0 nm was used for the
short-range nonbonded interactions (van der Waals and real-
space electrostatic contribution). The SHAKE (29) algorithm
was applied to constrain all bonds involving a hydrogen atom,
and a 2 fs time step was used to integrate the equations of
motion based on the leapfrog algorithm (30). The atomic
coordinates of the iron and oxygen atoms in the hematite
surface were constrained to ensure the integrity of the mineral

structure upon peptide interaction. Trajectory frames were
recorded every 0.2 ps for analysis.

Results and Discussion
Phage were reacted with hematite over the course of three
sequential binding experiments (see Experimental Section).
The stringency of each binding experiment was increased by
increasing the concentration of Tween-20 (used to prevent
nonspecific binding) from 0.1 to 0.5% in rounds two and
three. After each round of phage selection, 20 hematite-
binding phage were isolated at random. The DNA within the
phage was sequenced to determine the sequence of the 12-
amino acid peptide expressed on the surface of the phage.
These peptide sequences were manually aligned to identify
amino acid residues that were conserved among the peptides.
An amino acid was considered to be conserved (i.e., essential
for hematite binding) if it, or another amino acid residue
having similar physicochemical properties (31), was observed
at a specific location in a peptide sequence in at least 12 of
the 20 peptides (60%) analyzed. After the third round of phage
selection, the peptides displayed a clear consensus sequence
defined by a motif of nine amino acids (Figure 1). This motif
consisted of serine/threonine residues separated by polar or
hydrophobic/aromatic residues or, in the case of the serine/

FIGURE 1. Amino acid sequences from each of the twenty
sequenced phage clones that are bound to hematite (Fe2O3)
following the third round of selection. Positions having conserved
amino acid residues are underlined. Nonpolar, hydrophobic, and
aromatic amino acids (A, F, I, L, M, V, W, Y) are shown in red.
Polar charged amino acids (D, E, K, R) are shown in blue. Polar
uncharged amino acids (C, H, N, Q, S, T) are shown in green.
Glycine (G) is shown in black, and proline (P) is shown in purple.
The determined hematite-binding motif is given below the amino
acid sequences. Other symbols used: $, postions conserving polar
uncharged residues; #, positions conserving nonpolar hydrophobic
(including aromatic) residues; %, percent of occurrence that a
conserved amino acid residue was observed at a specific location
in the peptides.
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threonine residues located at the C-terminus, separated by
a highly conserved proline (Figure 1). The control experiment
(phage placed in microcentrifuge tubes lacking hematite)
did not yield the conserved motif shown in Figure 1. In fact,
the control phage did not exhibit any type of consensus
sequence.

We chose to stop after the third round of phage-selection
for the following reasons. First, since the library contains ∼2
× 109 different clones, the eluted pool of phage should, in
theory, be fully enriched in favor of binding sequences after
only 2 or 3 rounds (New England BioLabs). Once this point
is reached, further rounds of amplification and panning will
result only in selection of phage that have a growth advantage
over the Ph.D.-12 library phage (New England BioLabs). For
example, vanishingly small levels of contaminating envi-
ronmental wild-type phage (less than one part per billion)
will completely overtake the pool if too many rounds of
amplification are carried out, regardless of the strength of
the in vitro selection (New England BioLabs). Second, the
stringency of the binding experiments was increased by
increasing the concentration of Tween-20 (used to prevent
nonspecific interactions) from 0.1% in the first round of
binding to 0.5% in the second and third rounds. This resulted
in an increased number of “conserved” amino acids among
the phage. Specifically, phage from the first, second, and
third rounds of selective binding experiments contained on
average 2.2, 5.0, and 6.2 amino acids, respectively, of the
motif shown in Figure 1. Therefore, the third round of phage
selection was deemed acceptable as it resulted in a com-
parably smaller increase in the number of amino acids within
the conserved motif. That is, the first round yielded 24% (2.2
out of 9) of the amino acids in the conserved motif (Figure
1), whereas rounds two and three both had a significantly
greater number of conserved residues than round one, but
both were similar at 56% and 69%, respectively. Finally, the
control experiments (phage placed in microcentrifuge tubes
lacking hematite) did not yield the conserved motif shown
in Figure 1.

To verify that the conserved amino acid motif was required
for hematite binding, we examined the binding efficiency of
one of the phage peptides shown in Figure 1. Phage No. 19
(Figure 1) was chosen because it contained eight of the nine
amino acids conserved within the hematite-binding motif,
which was the most for any of the peptides shown in Figure
1. Phage No. 19 (Figure 1), which expressed LSTVQTISPSNH,
was amplified as described in the Experimental Section.
Approximately 109 of these phage particles were incubated
with 2.0 mg of hematite in buffer containing TBS (pH 7.5)
and 0.5% Tween-20. After mixing at room temperature for
15 min, nonbinding phage were removed from the mineral
by washing 10 times in fresh buffer. Bound phage were eluted
from the mineral with the addition of 0.2 M glycine-HCl (pH
2.2), transferred to a fresh tube, and neutralized with 1 M
Tris-HCl (pH 9.1). Detection of the bound phage was possible

because the cloning vector (M13mp19) of the Ph.D.-12 Library
phage carries the lacZR gene. Therefore, phage plaques
appear blue when plated on media containing Xgal and IPTG.
The hematite-eluted phage were titered on LB/IPTG/Xgal
plates, and the number of blue plaques were counted and
then multiplied by the dilution factor. By dividing this number
by the total number of phage incubated with the hematite
(i.e., 109), we determined the percent of phage that bound
to the hematite. For these experiments, 96% of phage No. 19
particles bound to hematite.

The same experiment was conducted for a control phage
that expressed the peptide GHANHQAWNNLA. This phage
was selected as a control because, like phage No. 19, it lacked
polar charged residues, but unlike phage No. 19, it did not
contain the hematite-binding motif shown in Figure 1, nor
did it contain Ser, Thr, or Pro residues. For this control
experiment, less than 0.5% (our limit of detection) of the
control phage bound to the hematite. This confirmed the
results of our phage selection experiments. It revealed that
the conserved hematite-binding motif contained within the
20 peptides shown in Figure 1 is required for binding between
the phage and hematite.

Table 1 compares the amino acids contained within the
peptide sequences bound to hematite versus the expected
peptide sequences for the random phage library. Hematite-
binding phage displayed peptide sequences composed of
mostly polar uncharged amino acids (53%; see Table 1). For
comparison, polar uncharged amino acids are expected to
constitute only 31% of the functional groups in a random 12
amino acid peptide (Table 1). The observed increase in polar
uncharged amino acids suggests that hydrogen bonds form
between the peptides and the metal oxide surface. The
peptides expressed on the hematite-binding phage also
contained approximately twice the expected frequency of
proline, serine, and threonine (Table 1).

Although serine and threonine are able to form hydrogen
bonds, proline is known to be a highly disruptive residue
that introduces bends into a polypeptide chain. This is due
to the backbone-coupled pyrrolidine ring that restricts
the flexibility of proline. For the random Ph.D.-12 library,
proline has an expected frequency of 6%; however, we
observed proline residues within our peptides at a frequency
of 11% (Table 1). The fact that our observed proline frequency
was one standard deviation higher than the expected
frequency (Table 1), and the fact that proline was observed
at a specific location within the hematite-binding peptide
sequences (Figure 1), suggested that peptides having a Ser/
Thr-Pro-Ser/Thr sequence take on a structural conformation
that confers a higher affinity for the hematite surface.

To test this hypothesis, we carried out molecular dynamics
simulations of the interaction between a hematite surface
and the tripeptide sequence Ser-Pro-Ser. The peptide
sequence Ser-Gly-Ser was used as a control. The achiral amino
acid glycine (Gly) was chosen as the spacer amino acid in

TABLE 1. Expected and Observed Distribution of Amino Acids Contained within the 12-Amino Acid Peptides That Were Bound to
Hematitea

polar uncharged
C, H, N, Q, S, T

polar charged
D, E, K, R

nonpolar hydrophobic
aromatic A, F, I, L, M, V, W, Y proline P

serine and
threonine S, T

Ph.D.-12 library (expected)b 3.7(31%) 2.3(19%) 4.5(38%) 0.7(6%) 1.9(16%)
hematite (observed) 6.4 ( 1.2(53%) 0.8 ( 0.7(7%) 3.4 ( 1.1(28%) 1.3 ( 0.6(11%) 3.9 ( 1.3(32%)

a Shown are the expected distributions of amino acids for the peptides of the random Ph.D.-12 library and the observed
distribution of amino acids for those peptides that bound to hematite. The first number in each row corresponds to the
average number of amino acids per 12-amino acid peptide ( standard deviation; the number in parentheses corresponds
to the average frequency of amino acids. b The expected frequency data were obtained from New England BioLabs and
equals the number of codons for an amino acid ÷ 32 codons × 100%. Glycine (G) had an expected frequency of 6% for the
random Ph.D.-12 library but was not included in this table since it was not found in significant quantities (i.e., Gly was
observed once in one peptide; see Figure 1) in the hematite-binding peptides.
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our control tripeptide because it has a hydrogen atom as a
side chain R group and is therefore exempt from many steric
restrictions that the other 19 naturally occurring amino acids
experience.

An all-atom root-mean-square fluctuation (RMSF) was
used to assess the degree of order that proline, in comparison
to glycine, imposed on the tripeptide sequence (Figure 2,
panels a and b). The RMSF was used to quantitatively
compare the structures of the two peptides (SPS vs SGS)
bound to the hematite surface by measuring the deviation
of the peptide’s structure from its initial conformation. It is
worth noting that the RMSF profiles are for the peptides
adsorbed at the mineral surface, rather than peptides that
are free in solution. As seen in Figure 2, the SPS peptide
structure remains closer to its starting conformation when
bound to hematite than does the SGS peptide. The RMSF
plots show significantly lower peptide flexibility when proline
is used as spacer (RMSFSPS)0.072 nm(0.036) versus glycine
(RMSFSGS ) 0.167 nm ( 0.064). Also note that this lack of
flexibility is propagated throughout the atoms of the entire
SPS molecule rather than being restricted to only the atoms
of proline (Figure 2a).

Ramachandran plots were constructed (Figure 2, panels
c and d) to examine the possible conformations of SPS and
SGS. These plots describe an amino acid’s ability to rotate
about the N-CR and CR-C bonds within the N-CR-C peptide
backbone. This rotation is restricted by steric interactions
between main- and side-chain atoms of adjacent amino acid
residues. The angle denoted φ (phi) describes the rotation
about the N-CR bond of an amino acid, whereas the ψ (psi)
angle denotes rotation about the bond linking the CR and the
carbonyl carbon. Because rotation about the peptide bond
is intrinsically limited by its double-bonded nature, the
conformation freedom of an amino acid contained within a
peptide can be describe by φ and ψ. Ramachandran plots are
a way to visualize the possible φ and ψ backbone torsional
angles for each residue in a peptide. Clockwise angles are
positive and counterclockwise angles are negative, with each
torsional angle ranging from-180° to+180°. A peptide having
high conformational diversity can adopt φ and ψ values in

all four quadrants of the Ramachandran plot, whereas a
peptide having a limited number of possible combinations
of φ and ψ will populate far less area of the Ramachandran
plot.

The Ramachandran distributions for these simulations
show that proline has a dramatic impact on the conforma-
tional diversity of the peptides when it is in contact with the
mineral surface (Figure 2c). Unlike the Ramachandran
distribution for the SGS peptide (Figure 2d), three clearly
distinct peaks can be seen for SPS (Figure 2c). Two peaks
correspond to proline, φ ) -71.3° ( 13.5 and ψ ) 139.6° (
29.4, and a third peak crosses the quadrant sign with φ and
ψ values around +/-180°, corresponding to the serine
residues. The kink introduced by proline’s φ torsional angle
results in an arched tripeptide structure with extended serine
residues at its ends (φ ) ψ ) +/-180° would produce a
perfectly extended SPS conformation). These results suggest
that proline restricts the peptide conformational sampling
when in contact with the mineral surface, resulting in a
favorable hematite-binding motif. By locking the two serine
amino acids in place, it appears that the peptide is able to
template the hydroxylated hematite surface in a manner that
promotes hydrogen bonding between the hydroxyl groups
of both serine amino acids and hydroxyl groups on the
mineral surface.

This notion is supported by the fact that SPS was bound
to the mineral surface during the entire simulation (Figure
3, panels a and b; also see the Supporting Information), unlike
SGS, which began to release from hematite after
approximately 2.5 ns (Figure 3c-e; also see the Supporting
Information). You can clearly see in Figure 3a that the
minimum distance between atoms in SPS is relatively
constant throughout the entire 5 ns simulation, although it
should be pointed out that proline in SPS does exhibit some
variability in its distances between atoms at approximately
2.5 ns, but these variations return to stable values at
approximately 3.0 ns and remain relatively constant for the
rest of the simulation. By comparison, the minimum distance
between atoms in SGS is fairly constant up until
approximately 2.5 ns, when Ser II and Gly exhibit large
fluctuations in their minimum distance values (Figure 3c).
Note that in Figure 3, a snapshot is shown for the
SGS-hematite simulation at 2.0 ns (Figure 3d); however, no
snapshot is shown for the SPS-hematite simulation at 2 ns.
This is because, unlike the simulation for SGS-hematite,
both serine residues of SPS remain bound to the mineral
surface via hydrogen bonds during the entire simulation;
therefore, the snapshot for SPS-hematite at 2 ns is identical
to that obtained for SPS-hematite at 5 ns (Figure 3b).

Given the observed configuration of SPS at the hematite
surface, we can speculate that other residues having restricted
access to the configurational space such as (i) �-branched
valine, isoleucine, and threonine and (ii) residues containing
large side chains, such as leucine and tryptophan, may also
serve as suitable hydroxide-spacer residues (e.g., SIS, STS)
that confer similar metal-oxide binding properties. In fact,
our phage peptides 2, 4, 6, 12, and 15 (Figure 1) have their
C-terminal hydroxyl amino acids separated by leucine,
isoleucine, tryptophan, valine, and leucine, respectively.
Figure 1 also shows that 90% of the hematite-binding phage
contained a universally conserved bulky-hydrophobic residue
(see # symbol, Figure 1), which separated adjacent hydroxyl
amino acids.

As suggested in the introduction, the general premise of
this research was to investigate whether or not phage display
technology could be used on a much shorter time scale to
mimic the natural selection that occurs in nature. Therefore,
we compared the amino-acid motif shown in Figure 1 to
published sequences of microbial proteins that are known
to interact with metal oxides, specifically OmcA and MtrC

FIGURE 2. Root mean square fluctuations (RMSF) for the (a)
SPS peptide and (b) SGS peptide atoms and corresponding
Ramachandran distrbutions (c: SPS; d: SGS). Results are shown
for the 2.5-5.0 ns interval.
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from the metal-reducing bacterium S. oneidensis MR-1. We
also employed the ScanProsite tool (http://ca.xpasy.org) to
scan our metal-oxide binding motif against the UniProtKB/
Swiss-Prot databases.

S. oneidensis MR-1 outer membrane cytochromes OmcA
and MtrC (also known as OmcB) have been shown to bind
to the metal-oxide hematite (6, 7, 32). Furthermore, these
cytochromes are believed to catalyze the terminal reduction
of iron oxides by transferring electrons directly from the
bacterial cell to the mineral surface during anaerobic
respiration (1, 6, 7, 11, 32, 33). Upon close inspection of the
primary sequences of both OmcA and MtrC, it is interesting
to note that although neither cytochrome contains the
5-amino acid motif Ser/Thr-hydrophobic/aromatic-Ser/Thr-
Pro-Ser/Thr, each of the proteins does have the 3-amino
acid motif, Ser/Thr-Pro-Ser/Thr (i.e., the tripeptide that we
used in our molecular dynamics simulations), which is
observed once in each cytochrome. For both OmcA and MtrC,
Ser/Thr-Pro-Ser/Thr is found at the protein’s C-terminus
and is adjacent to the terminal heme X binding domain (i.e.,
CXXCH). The C-terminal sequence for OmcA is CATCHTPS
QLMEAHGN735 and for MtrC is CFYCHTPTVADHTKVKM671.

The proximity of the Ser/Thr-Pro-Ser/Thr and heme-
binding domain is noteworthy given a recent publication by
Kerisit et al. (33), who conducted molecular dynamic
simulations of hematite and the small tetraheme cytochrome
from S. oneidensis. The small tetraheme cytochrome was
selected by Kerisit et al. (33) as a model for OmcA or MtrC
because of the lack of structural information for the larger
decaheme cytochromes (i.e., OmcA and MtrC). In 89% of
their simulations, a terminal heme (i.e., heme I or IV) was
found to bind to the hematite surface, and in 75% of their
simulations, where at least one heme was in contact with the
hematite surface, they found that the heme’s propionate
groups were responsible for forming a strong hydrogen bond
with the mineral surface (33). The similarities between our
study and that of Kerisit et al. (33) suggest that Ser/Thr-
Pro-Ser/Thr within MtrC and OmcA may help orientate the
cytochrome molecules such that the terminal heme (i.e.,
heme X) is in direct contact with the hematite surface, which
would in turn facilitate the terminal electron transfer between
the cytochromes and mineral.

A further search using a computer database (UniProtKB/
Swiss-Prot) revealed that our hematite-binding motif was
also contained within the primary sequence of silaffins, which
are a group of metal-oxide binding proteins/peptides. This
was a rather curious discovery, as silaffins do not necessarily
interact with iron oxides like hematite. Rather, silaffins are
found in the cell walls of unicellular eukaryotic algae,
commonly referred to as diatoms (12, 13, 34), and are

biosilica-associated proteins/peptides that are rich in serine,
threonine, proline, and hydroxyproline (12-15, 34-40). These
proteins have been shown to induce rapid silica (SiO2)
deposition in vitro and to control the nanostructure of the
forming silica (12-15). It has been hypothesized that silaffins
regulate silica formation in diatoms and act as templates
that mediate biosilica nanopatterning (14, 15).

It is a bit surprising that both minerals would share similar
peptide-binding motifs because the point of zero charge for
silica and hematite are very different (silica ∼2 and hematite
7-9). However, both minerals display a hydroxyl-rich surface
capable of multiple hydrogen bond interactions. As shown
by our molecular simulations, this is the driving force between
SPS adhesion to hematite. Furthermore, the importance of
hydrogen bonding was also demonstrated by the phage
binding experiments in which we showed that a hydroxyl-
rich peptide, LSTVQTISPSNH (phage No. 19), could readily
bind to hematite, whereas a hydroxyl-less peptide, GHAN-
HQAWNNLA, could not bind to the surface of hematite. It
is beyond the scope of this paper to conduct binding
experiments and molecular dynamic simulations with silica
or quartz minerals. Nonetheless, it is certainly interesting
that our hematite-binding phage display a motif that is similar
to peptides that interact with silica.

Two silaffins in particular, Sil1 and Sil2 from Thalassiosira
pseudonana (12, 13), contain the amino acid consensus
sequence, Ser/Thr-hydrophobic/aromatic-Ser/Thr-Pro-Ser/
Thr, which is identical to the C-terminus of our conserved
hematite-binding motif (Table 2). Even more interesting, this
5-amino-acid consensus sequence is repeated multiple times
in the primary sequences of these proteins (Table 2). In Sil1,
this motif is repeated eight times, and in Sil2, Ser/Thr-
hydrophobic/aromatic-Ser/Thr-Pro-Ser/Thr is repeated nine
times (Table 2). This leads us to hypothesize that these
conserved motif repeats constitute a natural silica-binding
domain, which through the evolution of these microorgan-
isms, has developed within the primary sequences of Sil1
and Sil2 to function in silica biomineralization. Others have
also proposed that these consensus sequence repeats func-
tion as a peptide template for mediating biosilica nanopat-
terning (12, 13).

Furthermore, for Sil1, the sequence Ser/Thr-Pro-Ser/Thr
is observed 24 times, and Ser/Thr-hydrophobic/aromatic-
Ser/Thr is observed 17 times. In Sil2, Ser/Thr-Pro-Ser/Thr is
observed 19 times and Ser/Thr-hydrophobic/aromatic-Ser/
Thr is observed 15 times. These observations support our
previous argument that residues with limited access to the
configurational space, when placed between hydroxyl resi-
dues, lock the peptide into an extended-like configuration,
which allows the peptide to more efficiently bind to and

FIGURE 3. Peptide-hematite surface adhesion as a function of time. Minimum distance between any atom of (a) SPS and (c) SGS
peptides and the mineral surface (results displayed for each residue). Snapshot of (b) the SPS-hematite simulation at 5 ns, and
snapshots of the SGS-hematite simulation at (d) 2 ns and (e) 5 ns. The hematite slab is represented in the CPK model and the
peptides as stick models. Atoms in molecular representations (b, d, and e) are colored as followed: iron, green; oxygen, red;
hydrogen, white; carbon, cyan; nitrogen, blue.
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template the metal oxide surface. As mentioned above, in
addition to proline, hydroxyproline is also abundant in the
cell-wall proteins/peptides of diatoms (34-40). The reduced
flexibility conferred by the imidazole ring in hydroxyproline
has been shown to afford hydroxyproline the same confor-
mational restrictions as proline (35, 37, 39, 40). Therefore,
we speculate that hydroxyproline plays a similar role to
proline in these proteins/peptides.

A number of previous studies, including those referenced
above, have shown that microorganisms evolved the ability
to synthesize a diverse assortment of macromolecules (e.g.,
proteins) with a high affinity for specific inorganic mineral
phases (12, 13, 32, 33, 41-44). Here we attempted to mimic
this type of evolutionary selection by using phage-display
technology to select from billions of different sequences those
peptides that bind to a specific oxide mineral (i.e., Fe2O3).
We identified an amino-acid motif that appears to provide
specificity toward the mineral. Molecular dynamics simula-
tions of the peptide-mineral interactions show that the
peptide specificity is conferred in part by sequences of proline
or �-branched residues placed between adjacent hydroxyl
residues. This structural sequence restricts the peptide
flexibility, thereby inducing a structural metal-oxide binding
motif. Searching the literature for known or putative metal-
oxide binding proteins revealed that our metal-oxide binding
motif is present in at least four metal-oxide-binding proteins.
These include OmcA and MtrC, which have been shown to
bind to Fe2O3 (6, 7, 32) and Sil1 and Sil2, which have been
shown to bind to SiO2 (12-15). These results suggest that all
or part of amino-acid motif discovered here may constitute
a natural metal-oxide binding archetype. Such an archetype
could be exploited in the design of enzyme-based biofuel
cells and approaches to synthesize tailored metal-oxide
nanostructures.
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