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Genetically encoded libraries of peptides and oligonucleotides are well suited for the
identification of ligands for many macromolecules. A major drawback of these techniques
is that the resultant ligands are subject to degradation by naturally occurring enzymes.
Here, a method is described that uses a biologically encoded library for the identification
of D-peptide ligands, which should be resistant to proteolytic degradation. In this ap-

proach, a protein is synthesized in the D-amino acid configuration and used to select
peptides from a phage display library expressing random L-amino acid peptides. For
reasons of symmetry, the mirror images of these phage-displayed peptides interact with
the target protein of the natural handedness. The value of this approach was demon-
strated by the identification of a cyclic D-peptide that interacts with the Src homology 3
domain of c-Src. Nuclear magnetic resonance studies indicate that the binding site for
this D-peptide partially overlaps the site for the physiological ligands of this domain.

For the purposes of drug discovery, there
are potential advantages in the use of ge-
netically encoded libraries, such as phage
display (1, 2), "peptide on plasmid" (3),
and in vitro translation-based systems (4),
compared to the use of synthetic small mol-
ecule libraries (5, 6). The genetic encoding
of libraries allows the resynthesis and re-
screening of molecules with a desired bind-
ing activity. The resulting amplification of
interacting molecules in subsequent rounds
of selection can lead to the isolation of
extremely rare, specific binders from a large
pool of molecules. However, a major draw-
back of biologically encoded libraries is that
the resultant ligands are subject to degrada-
tion by naturally occurring enzymes. Fur-
thermore, because of their sensitivity to
cellular proteases, peptides composed of
naturally occurring L-amino acids are effi-
ciently processed for major histocompatibil-
ity complex class II-restricted presentation
to T helper cells (TH cells). As a result,
L-peptides can induce a vigorous humoral
immune response that impairs the activity
of such drugs (7). We describe here a gen-
eral approach that uses a genetically encod-
ed library for the identification of D-peptide
ligands. This approach takes advantage of
the fact that the three-dimensional struc-
tures of proteins composed of D-amino acids
are the exact mirror images of the corre-
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sponding L-proteins. The D-peptide ligands
identified through this method may provide
useful starting points for the design or se-
lection of novel drugs.

Around 1850, Louis Pasteur demonstrat-
ed through his experiments with tartrate
that the forces that create or convert natu-
ral products (that is, enzymes) are stereospe-
cific in their actions (8). From the princi-
ples of van't Hoff-Le Bel stereochemistry
(9), it follows that this chiral specificity is
inverted for "mirror-image proteins" (pro-
teins composed of D-amino acids). The re-
cent syntheses of two D-enantiomeric pro-
teins permitted direct demonstration that
these proteins do indeed have optical prop-
erties, substrate specificity (1O), and a struc-
ture (1 ) that mirrors those of the naturally
occurring L-proteins.

In our method (which we call mirror-
image phage display), the D-enantiomer of a
protein is prepared by chemical synthesis
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Fig. 1. Identification of D-peptide ligands through
mirror-image phage display. Because of the mir-
ror-image relation between ligands for L- and D-
enantiomeric proteins, the identification of phage-
displayed L-peptides that bind to the D-enanti-
omer of a target molecule also provides the se-
quence of D-peptides that bind to the L-protein.

and used to isolate L-peptide ligands that
interact with it from a phage display library.
The selection process is performed in an
achiral solvent (water), and the interaction
between the L-peptide and the D-protein is
unlikely to require any chiral cofactors.
Consequently, the D-enantiomeric form of
the isolated L-peptide ligands should inter-
act with the protein of the natural, L-amino
acid configuration (Fig. 1).

To test the validity of our approach, we
sought to obtain D-peptide ligands for the
Src homology 3 domain (SH3 domain) of
c-Src. SH3 domains are 55- to 70-residue
protein domains that are found in a variety
of intracellular effector molecules (12). Be-

Table 1. Sequences of phage-displayed peptides
that interact with the D-SH3 domain (25). These
peptides were isolated through "biopanning" (22,
24). Semiconserved residues are underlined; all
other residues are conserved except for those at
positions 3 and 11. Note that for all of these se-
quences the positions of the conserved residues
relative to the Cys residues are preserved. Individ-
ual clones were analyzed after four and five
rounds of selection. In subsequent rounds, the
incubation time between washes was increased
(times of 0, 3, 5, 10, and 10 min, respectively, for
rounds 1 through 5). After four rounds of selection,
29 clones were sequenced, of which only 7 are
within the sequence class described in the table.
To ensure that the selected phages were not
binding to streptavidin or to a composite surface
formed by the streptavidin-D-SH3 complex, a fifth
selection round was performed with neutravidin
(Pierce) as a matrix. Sequence analysis of clones
after this fifth round of selection revealed only se-
quences of the fdSrc-2 type. The corresponding
D-peptide (Pep-D2) has been characterized only
slightly, but preliminary experiments suggest that
the affinity of this peptide is similar to that of Pep-
Dl. The other phage isolates obtained after four
rounds of selection expressed one of the following
two sequences: CKRFVWRGQALC (10 isolates)
and CWYLGYWPGQEC (12 isolates) (25). The first
of these sequences resembles the background
sequences that are isolated with a variety of bioti-
nylated ligates (22) and is also similar to a se-
quence (CRFVWC) that was isolated previously
with a monoclonal antibody against myohem-
erythrin, although it does not conform to the rec-
ognition motif for this antibody (1). This sequence
is therefore likely to bind to some component in
the system other than the SH3 domain. Indeed, a
D-amino acid version of this sequence fails to bind
to the L-SH3 domain, as judged by ELISA and
NMR studies (41). The other sequence that was
picked up after four rounds of selection shows
limited similarity to the first sequence and has not
been examined further.

Number of
isolates

Type Sequence
Round Round

4 5

fdSrc-1 CLSGLRLGLVPC 2
fdSrc-2 CLMGLRLGLLPC 4 12
fdSrc-3* CAYGFKLGLIKC 1

*This phage clone has an Ala to Arg substitution directly
NH2-terminal to the insert region (26).
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cause c-Src activity is essential for osteo-
clast-mediated bone resorption, interfer-
ence with Src function may be of value in
the treatment of osteoporosis (13). SH3
domains interact with sequence elements in
their cellular targets that form type II
polyproline helices of 8 to 10 residues (14-
17). Although ligands for a variety of SH3
domains have been isolated from phage dis-
play libraries (15), the identification of
such sequences from a synthetic L-amino
acid peptide library was possible only with
prior knowledge of the sequences of the
preferred ligands (14). Thus, the identifi-
cation of D-peptide ligands for SH3 do-
mains from synthetic peptide libraries is
unlikely to be successful in the absence of
prior sequence or structure information
about potential ligands.

The L- and D-enantiomers of the chicken
c-Src domain were prepared by bacterial ex-
pression and chemical synthesis, respective-
ly. The synthetic, 60-amino acid D-SH3
domain (18) was purified by affinity chroma-
tography with a D-amino acid version of a
known peptide ligand for the SH3 domain
(14). As expected, bacterially expressed L-
SH3 (19) was retained on an affinity column
with the L-enantiomer of this peptide but
not with the D-enantiomer, which indicates
that the interaction of the SH3 domain with
its substrates is stereospecific (20).
A phage library was constructed in

10.0 8.0

which random, 10-residue peptide se-
quences were expressed at the NH2-termi-
nus of the pIll protein of the bacterio-
phage fd (1). Because many natural bioac-
tive peptides, such as the immunosuppres-
sant cyclosporin and the tumor promotor
microcystin, are cyclic, the library was
designed to include a large number of
sequences that have a propensity for disul-
fide bond formation (21, 22). When the
L-SH3 domain was used to screen this phage
display library for interacting peptide se-
quences, we isolated the disulfide-free
polyproline-type sequences that have been
identified by others (14, 15, 23).
When the same phage display library

was screened with the D-SH3 domain
(24), we isolated a series of peptide se-
quences that showed no obvious sequence
similarity to the L-SH3-binding sequenc-
es (Table 1). These phage-displayed pep-
tides that bind to the D-SH3 domain are
characterized by a combination of con-
served Leu and Gly residues and a con-
served Arg or Lys residue. In contrast to
the L-peptide ligands for the L-SH3 do-
main (14, 15, 23), the positively charged
residues in the ligands for the D-SH3 do-
main are located in the middle of a stretch
of conserved residues, which suggests that
the mode of ligand binding is different.
Furthermore, all ligands for the D-SH3
domain contain a pair of Cys residues, a

10.0 8.0

property that is not observed for the L-
peptides that interact with the L-SH3 do-
main (14, 15, 23). The disulfide bond may
increase the affinity of these peptides for
the D-SH3 domain by reducing the num-
ber of possible conformers.
A D-peptide denoted Pep-Dl [(D)-

RCLSGLRLGLVPCA] (25), which is the
mirror image of one of the phage-displayed
peptides that bind to the D-SH3 domain,
was synthesized and its interaction with the
bacterially expressed L-SH3 domain exam-
ined (26). Competition binding experi-
ments indicated that the disulfide-bonded
form of this peptide binds to the L-SH3
domain with a dissociation constant (Kd) of
63 ,uM. This affinity is comparable to that
of most of the proposed physiological li-
gands for SH3 domains and about one-
tenth that of the optimal L-peptide ligands
that have been identified (14, 27, 28). The
reduced form of Pep-Di shows no detect-
able binding activity in this assay (Kd >>
800 ,uM), which indicates that the forma-
tion of the disulfide is required for efficient
binding (28).

Heteronuclear magnetic resonance
(NMR) experiments were performed on the
'5N-labeled SH3 domain in the absence
and presence of Pep-Di to determine the
binding site of this D-peptide in the SH3
domain. Residues in the SH3 domain that
interact with Pep-Dl were identified

Id.o 8.0

-108.0
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132.0
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Fig. 2. Heteronuclear NMR spectra of the liganded and unliganded L-SH3
domain (25). 1H-15N correlation spectra (40) are depicted (10 mM sodium
phosphate, pH 6.0 at 250C). (A) The isolated L-SH3 domain. (B) The L-SH3
domain in the presence of the peptide (L)-YGGRELPPLPRF-amide (36) at a

peptide:protein ratio of 1.2:1. (C) The L-SH3 domain in the presence of the
D-peptide ligand, Pep-Dl, at a peptide:protein ratio of 1.5:1. Residues that

change in intensity or chemical shift in the presence of peptide are boxed or

numbered (29). Assignments for the unliganded SH3 domain agree with those
published previously (39), except that Asn113 could not be assigned unam-

biguously. No changes were observed in spectra obtained with a 1:1 ratio of
peptide to protein and the ratio depicted for either complex.

SCIENCE * VOL. 271 * 29 MARCH 1996

A
T98

Nl 13
Cl.16*T126 V137 N 136

N 356olgg9G 127Nt 0 9

Tl 14* 1/Y90 2 N1356'
I1 32W G130 02Se

*T95 * S

GIOSaN135 N1
T125,

N N112FIOV/T129 * Na12
Y131 E97 DII1*1 S94

V 8 \ Kl o3 T85 0 0eQ128Ke,Ki3~ Y135 32

S123- wie*V3 111
K 10 Y92_ T84 0 y S134
0109S E I S140

108*. % * D99
WI19 * LI9 O EIOG

R95o * L120
L59. *iiio
L F8 1 ABB

*VIII * E93

WluBe 1119. * L124

* A121

B 9
T95

NI358

ClS-6 . . T114 0

NI 138
1132. 0

T96 e Y90*

* * N135

Y131, * E9701170
V87T \0

! Y92-* WI3l
e DSI 34

0109. * *
_ D99

WI 19:

L@9.

*1119
A121

C
O T98

NI 13 6
* *&

e N1356S 6*141132. I

T96 *

* *N135
*I.LNIl2

Y131 E97 DI 17 * 594
* 0

* 9
0.S134

El15 * *

of 0099
W119 0 OLIOO

R95 0 * L120
..I

S

0 a

W1I 1g W1 19E 0

Ml

14

1855



Fig. 3. Binding site of a D-peptide
ligand for the L-SH3 domain.
Space-filling diagrams of the SH3
domain structure are depicted
(16, 30). The positions of the res-
idues that do not undergo chem-
ical shift perturbation are indicat-
ed in red. Residues that change
in intensity or chemical shift (29)
upon binding of the L-peptide li-
gand YGGRELPPLPRF-amide
are indicated in blue (left). Resi-
dues that change in intensity (29)
upon binding of the D-peptide li-
gand Pep-Dl are indicated in yellow (right). The structures were generated with the program Insight II
(Biosym). Coordinates for the SH3 domain were from (16).

throuLgh changes in amide 'H or 1'N chem-
ical shifts upon the addition of the D-pep-
tide ligand (29). The ligand-binding site of
the SH3 domain for its natural, L-amino
acid ligands consists of three pockets that
together form a relatively shallow groove on
one si'de of the molectule (16, 30). Pocket
A, which is formed by the side chains of
Asp" and Trp1l, accommodates the con-
served Arg residlue, whereas pockets B and
C form la hydrophobic sUrface that accom-
modates the aliphatic and Pro residues in
SH3 ligands (16, 30).

The binding of Pep-HI results in the
perturbation of the chemicacl shifts of the
residues that form pocket A, as well as a
patch of adjacent residuLes (Fig. 2C). Most
of these residuLes a1lso Undergo changes in
their chemical shifts upon- binding of the
L-peptidle (Fig. 2B). Pocket A is likely to
interact with the conserved Arg or Lys res-
idLues in the D-peptides in a manner that is
analogous to the recognition of Arg residLues
in L-aimino acid ligands. The interaction of
this site with both the L- and U-amino acid
ligands explains the competition observed
for the binding of these two ligands.

Pep-DI appears to occupy only part of
the binding site that is contacted by the
polyproline-type ligands for the SH.3 do-
main (Fig. 3). ResiduCs that form part of
pocket B and pocket C (Tyr90 and Tyr92),
or that are adjaceint to this pocket (Val187
and LeuL59), are not perturbed upon binding
of Pep-HI (Figs. 2 and 3). Mutational anal-
ysis suggests that for L-amino acid ligands,
interactions at these sites are requlired for
high-affinity binding (16). D-Peptide inhib-
itors of higher affinity could therefore po-
tentially be obtained by the design or selec-
tion of analogs of Pep-HD] or Pep-D2 (Table
1) that extend further along the groove into
pocket C' of the SH3 domiain.

Although the syntheses of the 0-enan-
tiomeric form of both rubredoxin (45 ami-
no acids) and humnan immunodeficiency
virus protease (99 amino acids) have been
described (10, 11), for most proteins the
synthesis of the full D-enantiomeric form
will not be feasible becauLse of size limita-

tions on the likelihood of successful chem-
ical synthesis. However, both intracellular
and extracellular proteins are often com-
posed of autonomously folding domains of
100 amino acids or less (31). This size
range is within reach of current solid-
phase peptide synthesis technology, and
recent advances in chemical ligation strat-
egies for unprotected protein fragments
hold promise for the synthesis of even
larger protein domains (32). Ligands for
multidomain proteins may thus be isolated
through the screening of one or more of
their constituent domains, as for the SH3
domain (33).

Finally, our approach is not restricted
to genetically encoded peptide libraries
(1-4). Because ribonucleotides and de-
oxyribonucleotides also contain chiral
centers (which are recognized by nucle-
ases), this approach applies equally to
RNA libraries (34) and DNA libraries
(35). Examination of the large amount of
structural space represented in these li-
braries may yield new ligands of biological
and medical importance.
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