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Screening combinatorial libraries of conformationally constrained peptides against macromolecular
targets is utilized in identifying novel drug leads
and in developing new reagents for chemical biology. In methods such as phage-display selections,
biotinylated macromolecular targets are often
immobilized on avidin- and streptavidin-functionalized supports. Thus, the characterization of peptides that bind avidin and streptavidin is
necessary for accurate interpretation of screening
and selection results. Toward this goal, we panned
a phage-displayed cyclic peptide library against
NeutrAvidin, a chemically deglycosylated version
of avidin. The selection produced a highly homologous consensus motif (Asp-Arg/Leu-Ala-Ser/ThrPro-Tyr/Trp). Two of these cyclic peptides,
CDRATPYC and CDRASPYC, bound both NeutrAvidin and avidin with low-micromolar dissociation
constants, whereas their acyclic counterparts had
negligible affinity (<80-fold). Moreover, these cyclic peptides were very specific for their targets
and did not bind the structurally and functionally
similar protein, streptavidin. Thus, we have identified a new class of cyclic peptides, distinct from
the much-studied streptavidin-binding His-Pro-Gln
peptide motif. These results will not only allow for
discriminating between desired and background
cyclic peptide motifs in selections and screens but
also provide a new protein/peptide model system
and a useful reagent in chemical biology that can
have utility in protein immobilization, purification,
and chemical tagging.
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Drug discovery efforts often begin with peptide ligands as lead
compounds (1–5). These peptides, in turn, are discovered in many
ways, including elucidation of native ligands (6), combinatorial

library screening (7), and in vitro selection methodologies (8). Selection methodologies, such as phage display (9,10), ribosome display
(11), and mRNA display (12), rely on immobilization of target proteins on solid surfaces that are amenable to panning procedures.
One immobilization method of choice is the use of known biological
interactions. For example, the glycoprotein avidin has an affinity for
the small-molecule biotin that is one of the strongest non-covalent
interactions known, with a Kd of 10)15 M (13). As such, avidin, as
well as the related protein streptavidin, is routinely used with biotin
for immobilization in combinatorial library screenings and in vitro
selections (14). The (strept)avidin–biotin interactions allow for very
specific immobilization, generally with low backgrounds, even from
complex biological mixtures (15).
One of the important methodologies to which biotin-binding proteins have been applied is phage display (9). In phage display, avidin and streptavidin have been used for both direct immobilization
and solution-phase capture of targets (16). A number of groups
have also used streptavidin, not for immobilization, but rather as a
target itself (7,17–22). One of the earliest phage-display selections
was carried out by Devlin et al. (17) and targeted streptavidin.
While this target provided a convenient demonstration of the
phage-display methodology, the authors also recognized the importance of identifying peptides that bound streptavidin. Knowing
streptavidin-binding motifs allows for the identification of background sequences in screenings and selections that can be easily
identified as off-target binders. Similar studies have been performed to characterize peptides that demonstrate other off-target
interactions, such as plastic-binding peptides (23).
Streptavidin and avidin have also been used as model receptors in
library screenings and drug discovery. As streptavidin is so well
studied and accessible, it has been used as a target to demonstrate
drug discovery methodologies, such as phage display (17), peptide
library screening (7), and ligand–receptor interaction analysis (24).
The differences in avidin and streptavidin also give insight into ligand specificity of receptors, as both proteins bind biotin with very
high affinity yet share only 33% sequence identity (13). It has been
shown that peptides containing the ubiquitous consensus motif for
streptavidin [His-Pro-Gln (HPQ)] do not bind avidin in its native or
deglycosylated state (18). Furthermore, streptavidin and avidin differ
in their affinities for the biotin-competitive dye, 4¢-hydroxyazobenzene-2-carboxylic acid (HABA), by more than an order of magnitude
(streptavidin Kd ¼ 100 lM, avidin Kd ¼ 7 lM at pH 7) (25). Studying the different modes of peptide binding between two similar
receptors (streptavidin and avidin) that share a common ligand (biotin) provides useful model systems and allows for new insight into
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other systems displaying high homology, such as protein kinases (26)
and closely related G protein-coupled receptor (GPCR) families (4).
Streptavidin has gained wider use than avidin both as a model receptor and in other biological applications despite the abundance of avidin. This is because avidin, which can be readily isolated from hen
egg white (27), has the unfavorable characteristic of diminished specificity due to its high isoelectric point (pI ¼ 10) and its glycosylated
native state (13). The oligosaccharide of glycosylated avidin has been
shown to interact with lectin-like molecules and its positive charge at
neutral pH facilitates electrostatic interactions with negatively
charged species (28). On the other hand, streptavidin is not glycosylated and has a relatively neutral isoelectric point (pI ¼ 5–6) (13).
However, streptavidin is not entirely free of non-specific interactions,
exemplified by its motif Arg-Tyr-Asp, similar to Arg-Gly-Asp, the universal recognition site in fibronectin and other adhesion molecules
(29). Apart from this biotin-independent binding, streptavidin has the
additional disadvantage of being more expensive to produce than avidin. In an effort to address these concerns, useful commercial variants
of avidin, including a chemically deglycosylated form of the protein,
called NeutrAvidin (Pierce, Rockford, IL, USA), have been produced.
Chemical modifications also reduce the isoelectric point of NeutrAvidin to a more neutral pH (pI ¼ 6.3). These modifications reduce
non-specific interactions for NeutrAvidin (30), while maintaining its
biotin-binding ability (31), thereby providing an alternative to streptavidin for drug discovery and biological applications.

avidin were obtained from Pierce. Peptide synthesis reagents and
resin were purchased from Novabiochem (San Diego, CA, USA). All
other reagents, unless otherwise noted, were obtained from Sigma
(St Louis, MO, USA).
Library construction
The six-residue disulfide-constrained cyclic peptide library was constructed N-terminal to a peptide linker to the gene III fusion protein
encoded by the phagemid vector pCANTAB-5E (Amersham Biosciences, Princeton, NJ, USA). A gene encoding a peptide linker and containing an internal PstI restriction site had been previously cloned
into pCANTAB-5E between SfiI and NotI restriction sites in our
laboratory to produce pCANTAB-Fos (data not shown). After transfection into Escherichia coli and subsequent isolation of the amplified
pCANTAB-Fos, a gene encoding the cyclic peptide library was cloned
into the Sfi I and PstI sites of the vector, as previously described
(34,35). The gene was constructed using overlapping primers. The
synthesized oligonucleotide library contained the NNS mixed codon
set for randomized positions, where N corresponds to G, C, A, or T;
and S corresponds to G or C. The primers were obtained from IDT
(Integrated DNA Technologies, Coralville, IL, USA).
LibFwd1: cgatgcggcccagccggccatgggttgcnnsnnsnnsnnsnnsnnstgcggtggaggc
LibRev1: gcaagcgctgcagcaccgcctccaccgca

To our knowledge, a monovalent peptide selection against avidin or
NeutrAvidin has not been reported to date (20). Thus, consensus
motifs obtained from phage-display selection against NeutrAvidin
will help map the off-target sequences for combinatorial peptide
library screens and in vitro selections like phage display. Additionally, peptides that bind NeutrAvidin can be used in bioconjugation
applications similar to those of the streptavidin-binding peptide,
Strep-tag (32). Small peptides such as the Strep-tag can easily be
expressed as fusions with larger proteins for use in purification (33)
or other conjugation applications (32). The availability of labeled
streptavidin, as well as streptavidin immobilized on solid supports,
has made these peptides extremely useful. The ability to use NeutrAvidin in similar situations will provide valuable new tools for
drug discovery and biological applications.

The primers were extended to the full duplex DNA by mutually primed
synthesis with the Klenow fragment of E. coli DNA polymerase I. The
insert was purified and digested with SfiI and PstI and subsequently
ligated into digested pCANTAB-Fos (see Supplementary Material for a
complete library sequence). The library was then transformed into
XL1-Blue E. coli cells (Stratagene, La Jolla, CA, USA) via electroporation. The library size was estimated by titration of the transformation
mixture on ampicillin- and glucose-containing LB agar plates, and was
found to be 1.1 · 109 CFU. The phagemid DNA from the transformation mixtures was isolated after amplification in E. coli and was retransformed into XL1-Blue cells, which were grown overnight with
ampicillin and tetracycline selection in the presence of glucose. The
library containing E. coli was stored in glycerol (20%) at )78 C.

With the goals of (i) providing known background motifs for in vitro
selections and screenings, (ii) developing new reagents for NeutrAvidin technology, and (iii) studying ligand differentiation in model
receptors, we present the results of an in vitro selection using a
phage-displayed six-residue disulfide-constrained cyclic peptide
library against NeutrAvidin. The resulting peptides' affinities for
NeutrAvidin were characterized via a competition assay with the
biotin-competitive dye, HABA, and the specificities of the peptides
for NeutrAvidin were explored by analogous assays with avidin and
streptavidin.

Phage-displayed peptide selection against
NeutrAvidin
XL1-Blue E. coli containing the phagemid library vector were grown
from glycerol stocks in 5 mL of 2x YT media with glucose and ampicillin selection at 37 C. Titered M13KO7 helper phage
(5 · 109 PFU) was added when the culture reached an OD600 of 0.8
and was incubated for 1 h. The culture was then pelleted via centrifugation, the cells were resuspended in 2x YT with ampicillin and
kanamycin, and allowed to grow overnight. After 10 h of incubation,
the culture was again pelleted by centrifugation and the supernatant was filtered through a 0.45-lm sterile filter to remove trace
E. coli. The phage was isolated from the supernatant by polyethylene glycol (PEG) precipitation. One milliliters of 20% PEG in 2.5 M
NaCl was added to the 5 mL of filtered media. The resulting precipitate was isolated by centrifugation at 18 000 g. The phage pellet
was resuspended in 5 mL of Tris Buffer A (20 mM Tris–HCl, 150 mM

Materials and Methods
M13KO7 helper phage and all enzymes were purchased from New
England Biolabs (Beverly, MA, USA). NeutrAvidin, avidin and strept4
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NaCl, and 0.05% Tween 20 at pH 7.4). The phage was then re-precipitated with 1 mL of PEG/NaCl, isolated via centrifugation, and resuspended in 1 mL of Tris Buffer A.
Phage solution (100 lL) was then exposed to a well of a NeutrAvidin-coated polystyrene plate (Pierce) that had been previously rinsed
with Tris Buffer A. After 1 h of incubation, the phage solution was
discarded and the well was washed six times for 10 min each with
200 lL of Tris Buffer A. Bound phage was eluted with 200 lL of
0.2 M glycine (pH 2.0) by incubation for 10 min, followed by neutralization with 40 lL of 2 M Tris base (pH 11). The input phage and
eluted phage were then used to infect two 5-mL tetracycline-selected cultures of XL1-Blue E. coli (OD600 ¼ 0.8). After 1 h, the cells
were pelleted and resuspended in 5 mL of 2xYT with ampicillin and
glucose. To estimate the number of input and output phages, 20 lL
of 10-fold serial dilutions of each culture was plated on LB agar
plates that contained ampicillin. The rest of the output culture was
grown overnight, at which point 1 mL was used to start the next
round of selection, while the other 4 mL was stored in glycerol
(20%) at )78 C. DNA from colonies from the LB agar plates was
isolated for DNA sequencing.

Solid-phase peptide synthesis and peptide
cyclization
The selected NeutrAvidin-binding peptides were synthesized via
standard Fmoc solid-phase peptide synthesis strategy on RinkAmide-AM resin. All peptides were synthesized with a C-terminal
glycine and two cysteines flanking the consensus sequences (i.e.
CXXXXXXCG). Cleavage from RinkAmide resin with trifluoroacetic
acid (TFA) left an amide bond on the C-terminal carbonyl of the
peptide. After cleavage and global deprotection with 94% TFA,
2.5% water, 2.5% ethanedithiol and 1% triisopropylsilane, the peptides were purified essentially as described previously (36). Briefly,
the peptides were precipitated three times in chilled ether, and the
dried peptides were further purified by HPLC in 0.1% TFA with a
gradient of 10–20% acetonitrile in water. The peptides were lyophilized and either stored at )20 C for direct use as a linear peptide,
or were cyclized before characterization.
Peptide cyclization was carried out by oxidation of the two cysteines
to form an intramolecular disulfide bond. The peptides (500 lM) were
shaken in phosphate-buffered saline (PBS; pH 7.4) with 10% dimethyl
sulfoxide (DMSO) for 8 h at 37 C. Extent of the disulfide bond formation was monitored as a loss of free thiol using Ellman's reagent, as
we reported previously (37). Reflective-phase Matrix-assisted laser
desorption (MALDI) mass spectrometry confirmed the peptides'
molecular masses, as well as their cyclization states. Results for the
cyclized peptides are as follows: CDRASPYCG, expected: 968.0 g/mol,
found: 968.4 m/z; CDLASPWCG, expected: 948.0 g/mol, found:
948.0 m/z; CDRATPYCG, expected: 982.1 g/mol, found: 981.8 m/z.
Amino acid analysis was also carried out on the cyclized peptides
(W.M. Keck Facility, Yale University, New Haven, CT, USA).

HABA-competitive binding determination
For the competition assays between the NeutrAvidin-selected peptides and HABA, increasing amounts of peptide were titrated into
Chem Biol Drug Des 2006; 68: 3–10

an equimolar complex of HABA and NeutrAvidin, avidin, or streptavidin (50 lM final concentrations) in PBS. After reaching equilibrium (60 min), the absorbance of the complex was monitored at
500 nm. To calculate the IC50s of the selected peptides, the average of three separate trials was fitted to the Hill equation:
LR ¼ ½LB þ

½LF  ½LB

nH
1 þ IC50
½L

ð1Þ

where LR is the fraction of bound ligand [L] is the total ligand concentration, [L]F is free ligand concentration, [L]B is bound ligand concentration and nH is the Hill coefficient (38). Only the NeutrAvidin
and avidin data could be fit to eqn 1 (Figure 1). The dissociation
constants of the peptides were then determined using:
Kd ¼ KL2 ¼

IC50
1 þ ½L1 

ð2Þ

KL1

where [L1] is the HABA concentration, KL1 is the dissociation constant of the complex of HABA and the biotin-binding protein, and
KL2 is the dissociation constant of the selected peptide for the biotin-binding protein (39). We used our calculated value of 15 lM for
the dissociation constant of the HABA–NeutrAvidin complex (see
Supplementary Material), and the literature value of 7 lM for the
HABA–avidin complex (25). Best-fit equations were calculated using
KaleidaGraph (Synergy Software, Reading, PA, USA).

Results and Discussion
Biotin-binding proteins are used frequently as immobilization and
bioconjugation tools in biotechnology; thus, it is important to identify the peptide epitopes that they recognize. In this regard, the
most thoroughly studied biotin-binding protein is streptavidin. The
early work by Devlin et al. (17) found a unique consensus motif,
HPQ, which has been confirmed in several later studies (7,18–22).
Although most of the studies reported HPQ as a major consensus
motif, the flanking sequences varied widely. In the studies performed with cyclic peptide libraries, cyclization of the selected peptides led to an increase in binding affinity (40,41). Given the
availability and stability of immobilized streptavidin, streptavidinbinding peptides have been used as purification tags (33,42) and in
other applications (32). In an effort to reduce the non-specific binding of avidin and streptavidin in such applications, a chemically
deglycosylated form of avidin, called NeutrAvidin, was developed.
The low cost and low non-specific binding of NeutrAvidin make it
an excellent choice for use in immobilization for various applications, especially in vitro selection. However, before selections are
carried out, it is prudent to characterize the background binding of
the immobilization matrix.
Phage-display selection and synthesis of
NeutrAvidin-binding peptides
While performing a selection against a separate target, we discovered an interesting NeutrAvidin-binding peptide epitope in our control selections (data not shown). The rapid and complete
convergence to this novel motif encouraged us to repeat the selec5
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Figure 1: Competitive ligand-binding analysis of CDRASPYCG (black triangles), CDRATPYCG (gray circles) and CDLASPWCG (empty squares)
for (A) cyclized peptides with the 4¢-hydroxyazobenzene-2-carboxylic acid (HABA)–NeutrAvidin complex, (B) uncyclized peptides with the
HABA–NeutrAvidin complex, (C) cyclized peptides with the avidin–HABA complex and (D) cyclized peptides with the streptavidin–HABA complex. Protein–HABA complexes were 50 lM in concentration for (A)–(D). The absorbance was measured at 500 nm and normalized to the
50 lM HABA–protein complex. Error bars indicate the standard deviation of three separate assays. In cases where no error bars are seen,
they are smaller than the symbols used in the figure. The best-fit lines to eqn 2 in (A) and (C) are shown for CDRASPYCG (solid black), CDRATPYCG (solid gray), and CDLASPWCG (dashed black).
tion against NeutrAvidin and characterize the selected peptides
more fully. The selection utilized a six-residue cyclic peptide library
constrained with a disulfide bond from two conserved cysteines.
The library size was chosen to enable complete coverage
(1.1 · 109 unique nucleotide sequences encoding for 6.4 · 107
unique peptides) and a cyclic architecture was chosen because of
the increase in affinity that cyclization provides relative to linear
peptides (40,41). The library was expressed as a fusion to the gene
III protein of M13 filamentous bacteriophage, C-terminal to the periplasmic signaling sequence and N-terminal to a peptide linker and
the rest of the gene III protein (see Supplementary Material).
Phage-display selection rounds were carried out against NeutrAvidin-coated polystyrene plates without further preparation. After only
three rounds of selection, a striking motif was discovered (Table 1).
The motif is of the general form DXaAXbPXc, where Xa ¼ R or L;
Xb ¼ S or T; and Xc ¼ Y or W. After two more rounds, the selection slightly favored the peptide DRASPY. The consensus sequences
all have Asp in the first position, Ala in the third position, and Pro
in the fifth position. It is worth noting that even in the positions of
variability, close consensus was maintained. For instance, the fourth
position strictly requires a hydroxyl containing residue (Ser or Thr)
and the sixth position requires an aromatic amino acid (Tyr or Trp).
The second position allows the most drastic change within the
motif, with Arg as the favored residue, but Leu being tolerated.
6

Table 1: Selected cyclic peptide phage-display results
Round 3

%a

Round 4

%b

Round 5

%c

CDRASPYC
CDLASPWC
CDRATPYC
CDRASPWC

27
27
20
20

CDRASPYC
CDRATPYC
CDLASPWC
CDRASPWC

46
27
12
8

CDRASPYC
CDLASPWC
CDRATPYC
CDRASPWC

49
18
15
5

a

15 clones sequenced.
26 clones sequenced.
c
40 clones sequenced.
b

Many previous studies targeting streptavidin have found consensus
sequences with the motif HPQ (17). Other reported streptavidinbinding motifs include: GDF/WXF, PWXWL, EPDWF/Y, and DVEAWL/
I (43). A NeutrAvidin-binding epitope selected by Petrenko and
Smith in a multivalent context, VPEY (20), was not detected in our
monovalent selections. Lam and Lebl have reported an in vitro
combinatorial screen of a linear pentapeptide library against
NeutrAvidin's glycosylated parent, avidin, which produced a histidine-containing motif HP(Y/F/I/A)P (44) that shares a modicum of
similarity with our consensus motif, that is, a proline followed by
an aromatic residue. Thus, the novelty of our selected epitopes,
Chem Biol Drug Des 2006; 68: 3–10
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along with their relatively early appearance, led us to further
investigate the binding of these peptides to NeutrAvidin and
explore their selectivity. In light of the fact that all of the selected
peptides fell into the consensus motif of DXaAXbPXc, we decided to
synthesize the three most frequently observed peptides for further
characterization, namely DRASPY, DLASPW, and DRATPY.
The peptides were synthesized via standard Fmoc strategies and
consisted of a C-terminal glycine, the consensus sequence, and two
flanking cysteines (CDXaAXbPXcCG). All of the consensus peptides
readily cyclized upon overnight shaking in PBS with 10% DMSO.
The MALDI mass spectrometry confirmed both the monomer status
of the peptides, as well as their cyclization state. The composition
and concentration of the peptides were confirmed via amino acid
analysis (data not shown).

Competition between HABA and the selected
peptides for NeutrAvidin binding
A common method for quantifying biotin in solution is a competition
assay with the dye HABA, which was developed by Green (45). The
binding of HABA to avidin causes a significant increase in absorbance of light at 500 nm. As HABA binds avidin in a biotin-competitive manner, it is possible to quantify the amount of biotin in a
solution based on the loss of absorbance at 500 nm of the HABA/
avidin complex (25). As Green noted, the extent to which HABA can
be out-competed by a biotin analog is dependent upon the binding
affinity of the competitor (45). Therefore, we examined NeutrAvidin's HABA-binding ability with the goal of characterizing the selected peptides through a competition assay (see Supplementary
Material).
As the phage-display selections against NeutrAvidin did not have
any bias toward the biotin-binding site of the protein, it was far
from certain that the selected peptides would compete with HABA.
However, as a previously discovered HPQ-containing peptide was
shown to bind in the biotin/HABA pocket of streptavidin (46), we
felt that it was likely that the peptides from our selection might
bind the analogous site in NeutrAvidin. Therefore, we titrated
increasing amounts of our selected peptides into a complex of
HABA and NeutrAvidin and monitored the decrease in absorbance
at 500 nm (Figure 1). The decrease in absorbance at 500 nm
observed upon addition of the peptide ligands indicates that they
bind in a HABA-competitive fashion. As HABA and biotin are known
to bind to the same pocket (47), it is likely that the selected peptides also bind in the same manner.
It is interesting to note that all of the selected peptides assayed for
HABA-competitive binding to NeutrAvidin showed affinity, although
not in the order of consensus (Table 2). The tightest binder according
to the competition assay, DRATPY, was not the major consensus
sequence from the selection. These results suggest either (i) the
selection does not discriminate peptides within a fivefold affinity
variation or (ii) the extent of cyclization is inconsistent between the
peptides on the surface of the phage during the selection.
Our assumption, based on literature precedence, was that peptides
displayed on the surface of phage with two conserved cysteines
Chem Biol Drug Des 2006; 68: 3–10

Table 2: Cyclic peptide-binding constantsa
Peptide

NeutrAvidin

Avidin

Streptavidin

CDRASPYCG

31.5 € 4.4

44.9 € 2.3

>5000

CDRATPYCG

12.5 € 0.7

28.1 € 0.9

>5000

CDLASPWCG

62.8 € 10.8

46.2 € 3.7

>5000

a

Kd values are in units of lM.

would spontaneously cyclize under the phage preparation conditions
(16). To test the necessity of cyclization for the selected peptides to
bind NeutrAvidin, a competition assay was carried out with the
uncyclized peptides (Figure 1). All three peptides that were assayed
showed a marked decrease of binding to NeutrAvidin in their uncyclized states. The increase of affinity between receptors and peptides in the cyclized form has been well documented (40,41).

Selectivity of the selected peptides in HABAcompetitive binding
Having established that the selected peptides indeed bound NeutrAvidin, we wanted to investigate whether or not they could bind
avidin (the glycosylated parent of NeutrAvidin) or streptavidin.
Therefore, streptavidin and avidin were assayed for peptide binding
using the same conditions as the HABA-competitive NeutrAvidin
assay (Figure 1, Table 2). The similarity of the biotin-binding pockets
of avidin and streptavidin would seem to indicate that peptides
binding these sites would not discriminate well between streptavidin and avidin. However, our results show that the Neutr
Avidin-selected peptides do not bind streptavidin in a HABAcompetitive manner with any measurable affinity (Figure 1). Indeed,
it has been shown that some HPQ-containing peptides that bound
streptavidin tightly did not bind avidin (18,44), indicating that
mutually exclusive recognition may be a common theme for these
proteins. Avidin, on the other hand, does show significant binding
to the NeutrAvidin-selected peptides (Table 2). This indicates that
the chemical modifications carried out on avidin to produce NeutrAvidin are outweighed in this system by the similarity in primary
structure of the two proteins. The similarity in binding constants
(Table 2) implies that the binding of the selected peptides is generally independent of the glycosylation state of avidin.
The demonstrated selectivity for avidin and NeutrAvidin is remarkable for the selected peptides, although the DXaAXbPXc motif (where
Xa ¼ R or L; Xb ¼ S or T; and Xc ¼ Y or W) is itself interesting in a
number of ways. First, the Pro that is absolutely conserved at position 5 suggests that the peptides assume a turn motif. Interestingly,
the variations seen in positions 4 and 6 are logical substitutions of
similar amino acid residues. The appearance of Ser and Thr at position 4 indicates that this residue might be involved in a hydrogen
bond, although it is not tightly packed because either residue
enables binding. Likewise, the allowance of both Trp and Tyr at position 6 indicates some potential p–p interaction. For the absolutely
conserved Asp at position 1, it is interesting that no Glu was seen.
This might indicate that Asp forms an essential interaction that is
very size or distance dependent. The conserved Asp residue might
also be the source of specificity for NeutrAvidin versus streptavidin.
7
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Figure 2: The three-dimensional structure of (A) avidin (PDB ID: 1AVD) (48) and (B) streptavidin (PDB ID: 1STP) (49) bound to biotin (illustrated as black spheres within the interior of each protein). Amino acids represented as light spheres are conserved residues within 12  of the
biotin molecule. Amino acids represented as dark sticks are divergent residues within the same area. The positively charged Arg114, Lys92,
and Lys45 are labeled in (A) (Arg100 is not visible). The analogous residues from streptavidin, Leu124 and Asn105 (Leu56 and Thr111 are not
visible), are labeled in (B). The chemical structure of the selected peptide CDRASPYCG is shown in (C). Alternate residues found in the consensus motif are indicated in parentheses.
If one compares the aligned structures of avidin and streptavidin
(Figure 2) (48,49), the similarity of the binding pocket is striking, considering that the two complete proteins only share 33% identity.
However, there are two lysines (Lys45 and Lys92) and two arginine
(Arg114 and Arg100) residues near the binding pocket of avidin
(within 12  of biotin) that are not present in streptavidin. These
lysines or arginines could form a salt bridge with the conserved Asp
in position 1 of the selected epitopes.

Conclusions and Future Directions
We have discovered a new NeutrAvidin/avidin binding cyclic peptide motif that was reproducibly selected by phage display. Members of this motif, DXaAXbPXc (where Xa ¼ R or L; Xb ¼ S or T;
and Xc ¼ Y or W), were characterized by a competition with the
biotin-competitive dye HABA and found to have binding constants
between 12 and 63 lM for both NeutrAvidin and avidin. Furthermore, the cyclic peptides were shown to be 1000-fold more selective for NeutrAvidin/avidin versus streptavidin. Interestingly, previous
studies showed that streptavidin-selected HPQ epitopes do not bind
avidin (44) or NeutrAvidin (18). This specificity suggests that the
two classes of peptides could be used in mixed systems where
orthogonal recognition of NeutrAvidin and streptavidin could be
beneficial.
Besides being an interesting off-target consensus motif for NeutrAvidin-immobilized screenings and in vitro selections, this epitope
presents an alternative to the HPQ sequences used in a variety of
applications. For instance, the DXaAXbPXc motif could be used as
8

an immobilization tag for protein purification (33) or for immunoassays and blots (32). NeutrAvidin could also complement streptavidin
as a model receptor for novel in vitro selections and in new screening strategies (7,8,14,22).
In summary, we have discovered, through cyclic peptide phage display, a novel avidin/NeutrAvidin-specific motif that binds to these
proteins in a HABA-competitive manner. The newly identified epitopes will not only help in the identification of false positives from
in vitro selections, but they will also serve as new reagents for
drug discovery and biotechnology.

Acknowledgments
The authors would like to thank members of the Ghosh lab for
helpful discussion and Dominic McGrath for providing avidin. Models were rendered using Pymol; DeLano, W.L. (http://www.
pymol.org). This work was supported by the NIH (R01AI068414) and
an Honors undergraduate research grant to T.G.

References
1. Gante J. (1994) Peptidomimetics – tailored enzyme inhibitors.
Angew Chem Int Ed Engl;33:1699–1720.
2. Giannis A., Kolter T. (1993) Peptidomimetics for receptor ligands
– discovery, development, and medical perspectives. Angew
Chem Int Ed Engl;32:1244–1267.

Chem Biol Drug Des 2006; 68: 3–10

NeutrAvidin- and Avidin-binding Peptides

3. Hruby V.J., Balse P.M. (2000) Conformational and topographical
considerations in designing agonist peptidomimetics from peptide leads. Curr Med Chem;7:945–970.
4. Haskell-Luevano C., Hendrata S., North C., Sawyer T.K., Hadley
M.E., Hruby V.J., Dickinson C., Gantz I. (1997) Discovery of
prototype peptidomimetic agonists at the human melanocortin
receptors MC1R and MC4R. J Med Chem;40:2133–2139.
5. Pavia M., Sawyer T., Moos W. (1993) The generation of molecular diversity. Bioorg Med Chem Lett;3:387–396.
6. Adermann K., John H., Standker L., Forssmann W.G. (2004)
Exploiting natural peptide diversity: novel research tools and
drug leads. Curr Opin Biotechnol;15:599–606.
7. Lam K.S., Salmon S.E., Hersh E.M., Hruby V.J., Kazmierski
W.M., Knapp R.J. (1991) A new type of synthetic peptide
library for identifying ligand-binding activity. Nature;354:82–
84.
8. Smith G.P. (1985) Filamentous fusion phage: novel expression
vectors that display cloned antigens on the virion surface. Science;228:1315–1317.
9. Smith G.P., Petrenko V.A. (1997) Phage display. Chem
Rev;97:391–410.
10. Clackson T., Hoogenboom H.R., Griffiths A.D., Winter G. (1991)
Making antibody fragments using phage display libraries. Nature;352:624–628.
11. Hanes J., Pluckthun A. (1997) In vitro selection and evolution of
functional proteins by using ribosome display. Proc Natl Acad
Sci U S A;94:4937–4942.
12. Roberts R.W., Szostak J.W. (1997) RNA–peptide fusions for the
in vitro selection of peptides and proteins. Proc Natl Acad Sci
U S A;94:12297–12302.
13. Green N.M. (1990) Avidin and streptavidin. Methods Enzymol;184:51–67.
14. Lin H., Cornish V.W. (2002) Screening and selection methods for
large-scale analysis of protein function. Angew Chem Int Ed
Engl;41:4402–4425.
15. Finn F.M., Hofmann K. (1990) Isolation and characterization of
hormone receptors. Methods Enzymol;184:244–274.
16. Barbas C.F., Burton D.R., Scott J.K., Silverman G.J. (2001) Phage
Display: A Laboratory Manual. Cold Spring Harbor, NY: Cold
Spring Harbor Laboratory Press.
17. Devlin J.J., Panganiban L.C., Devlin P.E. (1990) Random peptide
libraries: a source of specific protein binding molecules.
Science;249:404–406.
18. Kay B.K., Adey N.B., He Y.S., Manfredi J.P., Mataragnon A.H.,
Fowlkes D.M. (1993) An M13 phage library displaying random
38-amino-acid peptides as a source of novel sequences with
affinity to selected targets. Gene;128:59–65.
19. McLafferty M.A., Kent R.B., Ladner R.C., Markland W. (1993)
M13 bacteriophage displaying disulfide-constrained microproteins. Gene;128:29–36.
20. Petrenko V.A., Smith G.P. (2000) Phages from landscape libraries
as substitute antibodies. Protein Eng;13:589–592.
21. Wilson D.S., Keefe A.D., Szostak J.W. (2001) The use of mRNA
display to select high-affinity protein-binding peptides. Proc Natl
Acad Sci U S A;98:3750–3755.
22. Lamla T., Erdmann V.A. (2003) Searching sequence space for
high-affinity binding peptides using ribosome display. J Mol
Biol;329:381–388.
Chem Biol Drug Des 2006; 68: 3–10

23. Adey N.B., Mataragnon A.H., Rider J.E., Carter J.M., Kay B.K.
(1995) Characterization of phage that bind plastic from phagedisplayed random peptide libraries. Gene;156:27–31.
24. Weber P.C., Pantoliano M.W., Thompson L.D. (1992) Crystal
structure and ligand-binding studies of a screened peptide complexed with streptavidin. Biochemistry;31:9350–9354.
25. Green N.M. (1970) Spectrophotometric determination of avidin
and biotin. Methods Enzymol;18:418–424.
26. Parang K., Cole P.A. (2002) Designing bisubstrate analog inhibitors for protein kinases. Pharmacol Ther;93:145–157.
27. Melamed M.D., Green N.M. (1963) Avidin. 2. Purification and
composition. Biochem J;89:591–599.
28. Duhamel R.C., Whitehead J.S. (1990) Prevention of nonspecific
binding of avidin. Methods Enzymol;184:201–207.
29. Alon R., Bayer E.A., Wilchek M. (1990) Streptavidin contains an
RYD sequence which mimics the RGD receptor domain of fibronectin. Biochem Biophys Res Commun;170:1236–1241.
30. Hiller Y., Bayer E.A., Wilchek M. (1990) Nonglycosylated avidin.
Methods Enzymol;184:68–70.
31. Hiller Y., Gershoni J.M., Bayer E.A., Wilchek M. (1987) Biotin
binding to avidin. Oligosaccharide side chain not required for
ligand association. Biochem J;248:167–171.
32. Skerra A., Schmidt T.G. (1999) Applications of a peptide ligand
for streptavidin: the Strep-tag. Biomol Eng;16:79–86.
33. Schmidt T.G., Koepke J., Frank R., Skerra A. (1996) Molecular
interaction between the Strep-tag affinity peptide and its cognate target, streptavidin. J Mol Biol;255:753–766.
34. Meyer S.C., Huerta C., Ghosh I. (2005) Single-site mutations in
a hyperthermophilic variant of the B1 domain of protein G
result in self-assembled oligomers. Biochemistry;44:2360–2368.
35. Rajagopal S., Meza-Romero R., Ghosh I. (2004) Dual surface
selection methodology for the identification of thrombin binding
epitopes from hotspot biased phage-display libraries. Bioorg
Med Chem Lett;14:1389–1393.
36. Zhou M., Bentley D., Ghosh I. (2004) Helical supramolecules
and fibers utilizing leucine zipper-displaying dendrimers. J Am
Chem Soc;126:734–735.
37. Zhou M., Ghosh I. (2004) Noncovalent multivalent assembly of
jun peptides on a leucine zipper dendrimer displaying fos peptides. Org Lett;6:3561–3564.
38. Hill H. (1910) The possible effects of the aggregation of the
molecules of haemoglobin on its dissociation curves. J Physiol;40:4–8.
39. Cheng Y., Prusoff W.H. (1973) Relationship between the inhibition constant (K1) and the concentration of inhibitor which causes 50 per cent inhibition (I50) of an enzymatic reaction.
Biochem Pharmacol;22:3099–3108.
40. Giebel L.B., Cass R.T., Milligan D.L., Young D.C., Arze R., Johnson C.R. (1995) Screening of cyclic peptide phage libraries identifies ligands that bind streptavidin with high affinities.
Biochemistry;34:15430–15435.
41. Zang X., Yu Z., Chu Y.H. (1998) Tight-binding streptavidin ligands
from a cyclic peptide library. Bioorg Med Chem Lett;8:2327–
2332.
42. Schmidt T.G., Skerra A. (1993) The random peptide library-assisted engineering of a C-terminal affinity peptide, useful for the
detection and purification of a functional Ig Fv fragment. Protein
Eng;6:109–122.
9

Meyer et al.

43. Menendez A., Scott J.K. (2005) The nature of target-unrelated
peptides recovered in the screening of phage-displayed random
peptide libraries with antibodies. Anal Biochem;336:145–157.
44. Lam K.S., Lebl M. (1992) Streptavidin and avidin recognize peptide ligands with different motifs. Immunomethods;1:11–15.
45. Green N.M. (1965) A spectrophotometric assay for avidin and
biotin based on binding of dyes by avidin. Biochem J;94:23C–
24C.
46. Katz B.A., Cass R.T. (1997) In crystals of complexes of streptavidin with peptide ligands containing the HPQ sequence the pKa
of the peptide histidine is less than 3.0. J Biol
Chem;272:13220–13228.
47. Weber P.C., Wendoloski J.J., Pantoliano M.W., Salemme F.R.
(1992) Crystallographic and thermodynamic comparison of natural and synthetic ligands bound to streptavidin. J Am Chem
Soc;114:3197–3200.
48. Pugliese L., Coda A., Malcovati M., Bolognesi M. (1993) Threedimensional structure of the tetragonal crystal form of eggwhite avidin in its functional complex with biotin at 2.7 A
resolution. J Mol Biol;231:698–710.
49. Weber P.C., Ohlendorf D.H., Wendoloski J.J., Salemme F.R.
(1989) Structural origins of high-affinity biotin binding to streptavidin. Science;243:85–88.

10

Supplementary Material
The following supplementary material is available for this article:
Figure S1: The sequence of the peptide library.
Figure S2: HABA saturation of NeutrAvidin.
Table S1: Sequences from the cyclic peptide phage display
against NeutrAvidin
This material is available as part of the online article from:
http://www.blackwell-synergy.com/doi/abs/10.1111/j.1747-0285.2006.
00401.x (This link will take you to the article abstract).
Please note: Blackwell Publishing are not responsible for the content or functionality of any supplementary materials supplied by the
authors. Any queries (other than missing material) should be directed to the corresponding author for the article.

Chem Biol Drug Des 2006; 68: 3–10

