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Abstract

The sequential interaction of the envelope glycoprotein of the human immunodeficiency virus type 1 (HIV-1) with CD4 and
certain chemokine coreceptors initiates host cell entry of the virus. The appropriate chemokines have been shown to inhibit
viral replication by blocking interaction of the gp120 envelope protein with the coreceptors. We considered the possibility
that this interaction involves a motif of the gp120 that may be structurally homologous to the chemokines. In the amino
acid sequences of most chemokines there is a Trp residue located at the beginning of the C-terminal a-helix, which is
separated by six residues from the fourth Cys residue. The gp120 of all HIV-1 isolates have a similar motif, which includes the
C-terminal part of a variable loop 3 (V3) and N-terminal part of a conserved region 3 (C3). Two synthetic peptides, derived
from the relevant gp120 sequence inhibited HIV-1 replication in macrophages and T lymphocytes in sequence-dependent
manner. The peptides also prevented binding of anti-CXCR4 antibodies to CXCR4, and inhibited the intracellular Ca** influx
in response to CXCL12/SDF-1a. Thus these peptides can be used to dissect gp120 interactions with chemokine receptors
and could serve as leads for the design of new inhibitors of HIV-1.
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Introduction

The envelope glycoprotein of the human immunodeficiency virus
type 1 (HIV-1) mediates the fusion of viral and host cell membranes
necessary for virion entry [1]. The envelope glycoprotein of HIV-1
is produced by the enzymatic cleavage from the gp160 precursor
protein with formation of the external gp120 and the transmem-
brane gp41 proteins [2]. Several studies have identified the amino
acid residues of gpl20 that are responsible for the specific
interaction with CD4, the primary receptor for HIV-1 [3-6]. It is
likely that a conformational change occurs in gp120 following the
binding to CD4, and this exposes a binding site(s) for the chemokine
receptor/viral coreceptor [5]. The major viral coreceptors are
CXCR4, the receptor for stromal derived factor-1 (CXCL12/SDF-
lo), and CCRS, a receptor for several chemokines including
macrophage inflammatory protein-1 (CCL4/MIP-1f) [7]. Recent
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studies suggest that the association of the CD4-gp120 complex with
the viral coreceptor leads to a rearrangement of gp120 that allows
the interaction of the gp41 envelope protein subunit with the host
cell membrane and viral entry [8,9]. Since chemokine receptors
have presumably evolved for the selective binding of chemokines,
we proposed that a region of the viral glycoprotein gp120, res-
ponsible for recognition of coreceptors, might have a structural
element similar to that found in the respective chemokine ligand. In
the amino acid sequences of most chemokines, there is a Trp residue
located at the beginning of C-terminal o-helix that is separated by
six residues from the fourth Cys residue. The gp120 of all HIV-1
isolates have a very similar motif adjacent to the V3 loop. We
hypothesized that this region of gp120 may directly interact with
chemokine receptors. The synthesized peptides based on the rele-
vant gpl20 sequence were found to interfere with chemokine
receptor function and inhibit HIV replication in susceptible cells.
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Materials and Methods

Synthetic peptides

Peptides 15D, 15K and 15KS were synthesized by Macromo-
lecular Resources (Fort Collins, CO). The peptides were purified
by reverse-phase HPLC, and their homogeneity was confirmed by
mass-spectrometry.

Computer modeling

A model of the gpl120 fragment (residues 331-340) was derived
by superimposing heavy atoms onto the corresponding heavy
atoms of CCL4 residues 51-60, which is in a helical conformation
(the atomic coordinates were obtained from X-ray structure of
CCLA4, pdb code 1 hum). Starting with a helical conformation of
the gp120 fragment, backbone atoms and homologous side chain
atoms were template forced onto the CCL4 structure during this
protocol. The resulting gp120 model helix was optimized using a
constrained protocol of sampled molecular dynamics structures
followed by conjugate gradients minimization and selection of
minima under a consistent valence force field (CVFF) [10-12].

Cells and culture conditions

CEMx174 cell line was obtained from ATCC (Rockville, MD).
HEK?293/CXCR4 and HEK293/CCRS5 cell lines were kindly
provided by O.M.Zack Howard [13]. Cells were cultured in RPMI-
1640 medium (BioWhittaker, Walkersville, MD) containing 10%
fetal bovine serum (FBS; HyClone, Logan, UT), 2 mM glutamine,
100 units/ml penicilin and streptomycin (Quality Biologicals,
Gaithersburg, MD) at 37°C in a humidified 5% CO, atmosphere.

Preparation of monocytes, monocyte-derived
macrophages and T cells

Peripheral blood mononuclear cells (PBMCs) were obtained
from the whole blood of seronegative donors and isolated by
Ficoll-Paque Plus (Pharmacia Biotech, Piscataway, NJ) using
standard density gradient centrifugation techniques. Enriched
populations of monocytes or CD4-positive T cells were prepared
by magnetic bead separation using anti-CD14 or anti-CD4
microbeads (Miltenyi Biotec, Inc, Auburn, CA) in RPMI-1640
medium supplemented with 10% heat-inactivated, low-endotoxin
fetal calf serum (Hyclone Laboratories, Logan, UT), 10 ug/mL
gentamicin, and 1 mM L-glutamine.

Monocyte-derived macrophages (MDM) were generated from
adherent human peripheral blood mononuclear cells by culture for
7 days with M-CSF (100 ng/ml). Cultures were maintained in
RPMI-1640 medium (Life Technologies, Rockville, MD) supple-
mented with 10% heat-inactivated endotoxin-free FCS (Hyclone,
Logan, UT), 10 pg/ml gentamicin, and 1 mM glutamine.

There was no toxicity detected for any of the peptides using
trypan blue dye exclusion. Cells treated at each dose of peptide were
assessed for evidence of toxicity at 4 hours and 3 days following
peptide administration, at each dose employed. We observed no
detectable cytotoxicity of the peptides on the cells even at 50 pM
concentration.

HIV-1

The R5 JRFL and X4 IIIB strains of HIV-1 were obtained from
the National Institute of Allergy and Infectious Diseases AIDS
Research and Reference Reagent Program (Rockville, MD). The
JRFL virus strain was propagated in cultures of peripheral blood
mononuclear cells (PBMCis) from adult donors. The IIIB virus strain
was propagated in the human T-cell line, Molt-4 and puri-
fied from the supernatants, and stored in aliquots at -85C. Virus was
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concentrated from culture supernatants and purified by pelleting at
110,000 g for 90 min. This procedure produces stock virus of
between 10° and 107 syncytia forming units per 0.1 ml. The pellets
were gently washed and resuspended in medium. The multiplicity of
infection (MOI) of the I1IB strain is determined by counting syncytia
formed by HIV-infected lymphocytes when co-cultured with
exponentially growing CD4-bearing SupT1 cells. The 50% tissue
culture infectious dose (TCIDjp) for the M-tropic virus is
determined using PBMCs. In all infectivity experiments cells were
infected with HIV-1 at a multiplicity of infection (MOI) of 0.1.

HIV-1 strong-stop expression

The effect of peptide administration on HIV-1 replication in
designated experiments was assessed by PCR quantification of
strong-stop proviral R/U5 long-terminal repeat structures as des-
cribed by Cole et al. [14], with minor modification. Briefly, DNA
isolated 4 hours after infection was amplified with HIV-1 R/U5
primers 5'-CAAGTAGTGTGTGCCCGTCTGT-3" and 5'-CT-
GCTAGAGATTTTCCACACTGAC-3’, which correspond to
nucleotides 560-581 of the R region, and nucleotides 612-635 of
the U5 region. The PCR amplification of strong-stop DNA was
quantitated using DNA isolated from chronically-infected (HIV-1
strain IIIB) human T cells as a standard, using the VB thymocyte
cell line. In each case, the DNA isolation efliciency was controlled
by quantitation of B-globin DNA. Data were analyzed for statistical
significance using one-way analysis of variance.

HIV-1 5’ LTR expression

The effect of peptide administration on HIV-1 reprlication was
also assessed by PCR quantitification of 5'LTR synthesis, using a
method described by Szabo et al. [15]. Briefly, DNA was isolated
at the designated times following infection, and PCR was used to
amplify a 342 bp region of the 5" LTR of HIV-1 uisng oligo-
nucleotide DNA primers 5'-AGCCTCAATAAAGCTTGCCT-3’
and 5-CCCCCTGGCCTTAACCGAAT-3', followed by elec-
trophoresis in 1.5% agarose gel, and transfer to positively charged
nylon membranes for Southern blot analysis. An oligonucleotide
probe (5’-GGAGAGAGATGGGTGCGGAG-3") was 5’ end-labeled
with [y-**P]JATP (DNA 5' End-Labeling System, Promega Corpora-
tion, Madison, WI). The membrane was incubated for 2 hr at 37°C
in a rotary hybridization incubator with prehybridization solution
(6X SSC, 5X Denhardt, 0.05% NaPPi, 100 pg/ml herring sperm
DNA, and 5-10 ul probe), and washed five times with washing
buffer (6X SSC plus 0.05% NaPPi) the next day. The membrane
was exposed to Biomax-MR film, and the film was analyzed by
autoradiography. Quantitation of the bands was carried out using
10-fold dilutions of the latently-infected ACH-2 cell line.

p24-based infectivity assay

Cells were treated with designated concentrations of the pep-
tides 15K or 15D, and after 1 h cells were infected with HIV-1jrgr,
(monocyte tropic) at an MOI of 0.1. After 2 h, cells were washed, and
cultured for additional 48-72 h, followed by analysis of HIV
replication by determination of accumulated p24 in the supernatant.
The production of p24 was determined by a sandwich ELISA, using
ELISA  plates pre-coated with capture anti-p24 anti-
bodies provided by the AIDS Vaccine Program (SAIC Frederick,
NCI-FCRDC, Frederick, MD). The captured p24 antigen was
detected using rabbit anti-HIV-1 anti-p24 antibody, and a secondary
goat anti-rabbit IgG (peroxidase-labeled) antibody. The captured p24
protein was detected using 3,3',5,5'-tetramethylbenzidine and hydro-
gen peroxide detection system (KPL Laboratories, Gaithersburg, MD).
The reaction was read spectrophotometrically at 450 nm. Data were
analyzed for statistical significance using one-way analysis of variance.
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Flow cytometry analysis of CXCR4 and CCRS5 cell surface
expression after treatment of cells with peptides

CEMx174 cells were pelleted and resuspended at 10° cells/ml
in PBS containing 1% BSA and 0.1% sodium azide (FACS buffer).
Cells were then preincubated with designated concentrations of
peptides or CXCLI12 (1 pg/ml) at 22°C for 60 min. FITC-labeled
anti-human CXCR# antibody (clone 12G5, BD PharMingen) was
added to the cells per the manufactures instructions and further
incubated at 22°C for 40 minutes. Cells were extensively washed
with FACS buffer and analyzed using a FACS Calibur flow-
cytometer (Becton Dickinson). HEK/CCR) cells were suspended
in Dulbecco’s PBS containing 1% FCS and 0.05% NaNj; (104 cells
i 100 ul) and incubated with or without 5 pg of CCL4
(PeproTech, Rocky Hill, NJ), 0.1 mM peptide 15D or 15K for
45 min at 22°C. Cells were then treated with FITC-conjugated
anti-human CCR)5 antibody (2D7; BD PharMingen), and incu-
bated for 30 min at 22°C. Cells were washed twice, and analyzed
using a FACS Scan flow cytometer (Becton Dickinson).

Chemokine binding assay

Binding assays were performed with the CCR5-expressing
174xCEM and Sup-TT1 cell lines by adding unlabeled competitor
(peptide or control chemokine) and radiolabeled chemokine,
0.2 ng/ml "**I-MIP-1Bor SDF-1 aspecific activity 2000 Ci/mmol,

Table 2. Sequences of synthesized peptides.

Table 1. Amino acid alignment of sequences of gp120 of some HIV-1 strains with CCL4 and CXCL12.
V3 V3 V3 V3 V3 V3 c3 c3 c3 c3 c3 c3 c3 c3 c3
HIV-1 strain®
HXB2 M R Q A H C N | S R A K w N N
326 340
1B M R Q A H C N | S R A K w N A
326 340
JRFL | R Q A H C N | S R A K w N D
322 336
Consensus A | R Q A H C N Vv S R S E w N K
310 324
Consensus B | R Q A H C N | S R A Q w N N
322 336
Chemokine
CCL4 S K Q - ' C A D P S E S w \ Q
47 60
CXCL12 N R Q - \ C D P K L K w | Q
46 59
*The residues numbered according to Korber (1998). The residues identical in HIV-1 gp120 and chemokines are shown in bold. The location of the residues relative to
the V3 loop/C3 region is noted.
doi:10.1371/journal.pone.0014474.t001

NEN Life Science Products) to cells in a binding medium
consisting of RPMI 1640 supplemented with 1% bovine serum
albumin, 0.1% sodium azide and 25 mM HEPES pH 8.0. Cells
were then incubated at 22°C for 30 min with continuous rotation.
After incubation, cells were centrifuged through 10% sucrose in
PBS, and the supernatant was aspirated and the cell-associated
radioactivity was determined. The data were analyzed by
nonlinear regression using GraphPad Prizm 3.0.

Microscope-based Calcium-flux assay

Microscope based ratiometric analysis was performed as described
by Zhang, et al. [16] with minor modifications. CXCR4/HEK293
cells were cultured in eight-well chambered cover glass slides (Nunc,
IL) for 24-48 hours. Before the experiments, cells were incubated for
45 min with FURA-2 (Molecular Probes) in complete DMEM
medium, followed by three washes with calcium saline buffer
(138 mM NaCl, 6 mM KCI, 1 mM CaCl,, 1 mM MgCl,,
5.5 mM glucose, 0.1% bovine serum albumin, pH 7.4). Peptides
(15K and 15KS) or CXCL12 were diluted in PBS to appropriate
concentrations. Ratiometric calcium imaging was performed using a
Nikon Eclipse TE200 fluorescence microscope equipped with a
variable filter wheel (Sutter Instruments, Novato, CA), a Spot charge-
coupled device camera, and a Nikon S Fluor 40X objective lens. Dual
images (340 and 380 nm excitation, 510 emission) were collected by

Peptide 1 2 3 4 5 6 7 8 9 10 1 12 13 14 15
15K | R K A H C N [ S R A K W N D
15D | R K A H C N | S R A D w N D
15 KS K | N S W R A D N | H C K A R
15GIG G | G D P Vv T C L K S G A | A

doi:10.1371/journal.pone.0014474.t002
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Openlab System 3.14 (Improvision, Lexington, MA) and pseudocolor
ratiometric images were monitored every four seconds. Cells were
incubated with PBS, 15K (1.8 mM), or 15KS (1.8 mM) for 12
seconds, followed by a stimulation by CXCLI12 (15 nM) at 24
seconds.

Chemokine production in PBMCs

PBMCs were cultured in RPMI-1640 medium supplemented
with 10% fetal calf serum, and peptides were added at the
designated concentrations. At 24, 48, 72 and 96 h, the supernatants
were collected, and tested for the level of CCL2, CCL3, CCL4,
CCL5 and CXCL12 by ELISA. Values represent the mean (* SD)
of triplicate cultures, and the results are representative of 3 different
donors.

Results

Amino acid homology between gp120 and chemokines

We noticed that in the amino acid sequences of most CC and
some CXC chemokines there is a Trp residue located at the
beginning of C-terminal a-helix, and separated by six residues
from the fourth Cys residue. In the amino acid sequences of gp120
of all HIV-1 isolates there is a very similar motif in conserved
region 3 (C3) adjacent to the V3 loop [17]. Moreover, several
residues of the C-terminal part of variable loop 3 (V3) are also
conserved between different HIV-1 strains and exhibit some
homology with the chemokines (Table 1).

Computer modeling of HIV-1 gp120 fragment based on

the structure of CCR5 ligand CCL4

To assess the possibility that this particular fragment of gp120
may potentially assume a structure similar to that of chemokines, a
model of the corresponding structure of gp120 was built using the
structure of CCL4 [18] as the template. Under the constraints of
the CVFF molecular mechanics force field, such a model of the
three-dimensional structure of this gp120 segment could be generated
without violation of protein stereochemistry. The resulting structure
possessed the same helical character as the protein backbone of
CCL4with a root mean square (RMS) deviation of the superim-
posed backbone atoms of 0.26. In an effort to examine the func-
tional activity of this region we synthesized peptides corresponding
to the gp120 sequence for further studies.

Rationale for design of inhibitory peptides

The synthesized peptides corresponding to sequences of gpl120
homologous to chemokines are shown in Table 2. The sequence of
HIV-1jrgr, which is very close to the consensus B of HIV-1
sequences [17], was used as a template for the design of anti-HIV
peptides. Because gpl20 of different HIV-1 strains have some
sequence variability even in conserved regions, we designed
peptides with sequences similar to the widest range of naturally
existing variants. In many HIV strains there is a lysine residue
instead of glutamine in position 3 (Table 2). Moreover, it was
reasonable to change glutamine for lysine in the synthetic peptide
to avoid hydrolysis and conversion to glutamic acid near the
conserved positively charged arginine. The corresponding peptide
was designated 15K. In another peptide the lysine-12 preceding
tryptophan was changed to aspartic acid (peptide designated 15D)
because some HIV-1 isolates have aspartic acid in this position
and we wished to explore the significance of this substitution. For
control experiments, a scrambled peptide 15KS with the same
amino acid composition as 15K was also employed. In designated
control experiments a 15 amino acid peptide GIG, with an amino
acid sequence unrelated to gp120 or chemokines, was also used.
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Effect of the 15K and 15D peptides on HIV-1 infection
Our computer modeling of the conserved region of gpl20
suggested that the peptides 15K and 15D might block the ability of
CCR)5 to serve as an HIV-1 co-receptor. We determined the
capacity of the peptides to inhibit infection of CD14+ monocytes
by HIV-ljrpr, a monocyte-tropic HIV-1 strain, using PCR
quantification of strong-stop proviral R/U5 long-terminal repeat
structures [14]. Our results (Figure 1A) show that the addition of
either 15K or 15D to the cells reduces infection with HIV-1, with
significant inhibition at concentrations as low as 50 nM. The
scrambled peptide 15KS with the same amino acid composition
as 15K but a randomized sequence (Table 2) manifested no
mnhibition of virus infectivity demonstrating the importance of the

=
<

A
15KS | 801

B
15KS
60 E—
15K |,
0 15D
15D | 201
15K

@
o

Transcript Relative Units
N =Y
e <

1 — 1) S —
0 5 50 500 5000 0 5 50 500 5000
1C D
2 15KS 1
EE 100 100 15KS
K=l
% 80 - 80 -
g 601 60 -
15K
E 40 40- 15K
B 20 15D 201 15D
0 T T T T T T T T T T T T
0 05 5 50500 5000 0 05 5 50500 5000
Peptide Concentration (nM)
E F
i 201
E 12 4 Control
> 154 Control
£ 8-
S 15| 107 15K
> 4 31 15D
I
15D 0.
0- T T

48 ';"2 96 1I20 214 48 7I2 Qé 1I20
Time after Infection (hr)

Figure 1. Inhibition of HIV-1 infection by peptides 15K, 15D,
and the scrambled peptide 15KS using HIV-1 strain JRFL
infection of purified monocytes (Panel A) or PBMCs (Panels
C&E), or HIV-1 strain IlIB infection of purified CD4-positive T
cells (Panel B) or PBMCs (Panel D&F). Cells were treated with the
designated concentrations of peptide for a period of 1 h prior to
addition of HIV-1 at an MOI of 0.1, or 500 nM peptide in Panels E&F.
Four h after infection the cells were harvested and the HIV early
replication was determined by PCR quantification of either strong-stop
proviral R/U5 long-terminal repeat structures (Panels A& B), or at 18 hrs
for the measurement of the 5’LTR (Panels C&D). The expression of HIV-1
p24 was also determined as a measure of HIV replication (Panels E&F).
Results are presented for a representative experiment except for the
data in Panels C and D where the collective data for all experiments are
presented as the mean =+ SD for each data point.
doi:10.1371/journal.pone.0014474.g001
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Figure 2. Inhibition of HIV-1 strain JRFL infection of monocyte-
derived macrophages by peptides 15K, 15D and chemokine
CCL4. Monocyte-derived macrophages were treated with the desig-
nated concentrations of peptide for a period of 1 h prior to addition of
HIV-1,gp. After 2 hr, cells were washed, and viral replication was
determined after 72 hr by p24 analysis. Results are representative of 4
independent experiments. The level of replication in the 15D and 15K
groups were significantly different (P<<0.01) from the untreated group
at concentrations of 5 nM or more.
doi:10.1371/journal.pone.0014474.9002
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particular amino acid sequence for inhibitory activity. We
obtained essentially the same results from experiments in where
the expression of the HIV 5'LTR was determined (Figure 1C)
following infection of PBMCs.

Based on the homology of the 15K and 15D peptides to the
CXCR4 ligand CXCLI12, we also wished to determine the capacity
of the peptides to inhibit CXCR4 co-receptor function. Experi-
ments were carried out to assess the ability of 15K or 15D to alter
the infection of PBMCis with the T cell-tropic HIV g strain. Our
results show that both peptides significantly reduced HIV-1
infection in a dose-dependent manner (Figure 1B). Significant
inhibition of the HIV-1 infection was detected with concentrations
of peptides as low as 5 nM. The scrambled peptide 15KS with the
same amino acid composition as 15K but a randomized sequence
(Table 2) manifested no inhibition of virus infectivity demonstrating
the importance of the particular amino acid sequence for inhibitory
activity. Here again, we obtained essentially the same results from
experiments in which we determined the expression of HIV 5'LTR
following infection of PBMCs. The virus inhibition data suggest
that CXCR4-specific virus IIIB is more sensitive to peptides 15K
and 15D than CCR5-specific virus JRFL (Figure 1B vs 1A, and
Figure 1D vs 1C) probably because of higher affinity of interaction
of the peptides with CXCR4 than CCR5. Finally, we also assessed
the inhibition of HIV replication in PBMCs over a 5 day period,
and the results show that the greatest inhibition is apparent for the
first 72 hours following infection (Figure 1E & 1F).

Since it was reported that CC chemokines effectively inhibit
HIV-1 infection of cells [19] we compared the ability of chemokine
CCL4 and peptides 15D and 15K to inhibit HIV-1 infection of
monocyte-derived macrophages using p24 based infectivity assay.
Both peptides exhibited inhibitory activities comparable with
CCL4 (Figure 2). Comparison of inhibition of HIV-1 infectivity in
monocytes was determined by measuring HIV-1 strong-stop DNA
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(Figure 1A), and infectivity of macrophages determined by mea-
suring p24 concentrations shows more potent inhibition in the p24
expression assay. This probably reflects the difference between the
assays. The detected proviral DNA includes not only full size copies
but also shorter fragments which would not lead to synthesis of
complete viral RNA and viral proteins; the measurement of p24
level in infected cell supernatants reflects the presence of assembled
viral particles.

Effect of peptides on the binding of antibodies to CXCR4
and CCR5 expressing cells

To determine if peptides 15D and 15K interact directly with
chemokine receptors we studied the effect of these and control
peptides on the binding of anti-chemokine receptor antibodies to
CXCR4 and CCR5. The monoclonal antibody 12G5 recognizes
a conformational extracellular epitope on CXCR4. This
antibody blocks the infectivity of some X4 strains of HIV-1

5001 A
A
4004 i
_ / IgG (control)
S3004 i
2 2 ‘ CXCL12 (0.7 pM)
T 200 H
&) : 15K (25 pM)
15K (4 uM)
100 % Untreated
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1 10 100 1000 10000
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B Cc
100 A 1 -
_ 75 - 14 :
1.
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25 1 g/CXCL12 1 CXCL12 1
e
0 Y—'—llgGl T T T l"""ﬂlIgG T T

0 510152025 0 3 6 9 12
Peptide Concentration (uM)

Figure 3. Effect of peptides 15K, 15D and scrambled peptide
15KS on the binding of anti-CXCR4 antibody 12G5 to CEMx174
cells. A. Dose-dependent effect of peptide 15K in comparison with
CXCL12. B. The comparison of the effects of 15K and 15D. C. The
comparison of the effects of 15K and 15KS. Cells were preincubated at
22°C with peptides at designated concentrations or CXCL12 for 60 min.
Then cells were incubated with FITC-labeled anti-human CXCR4
monoclonal antibodies 12G5 for 40 min at 22°C and washed with
FACS buffer prior to flow cytometry.
doi:10.1371/journal.pone.0014474.g003
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and HIV-2 [20-22]. It also inhibits the binding of CXCLI12, a
natural CXCR4 ligand [23]. Further, the binding of 12G5 to
CXCR#4 receptor-expressing cells is prevented by anti-HIV
compounds [24]. Our results show that peptide 15K inhibited
the binding of the 12G5 antibody to CXCR4 expressing cells in
a dose-dependent manner (Figure 3A), and at a concentration of
25 uM approached the efficacy of CXCLI12 at 0.7 uM. The
more acidic peptide 15D appeared to be less effective in
blocking of 12G5 antibody binding to CXCR4 (Figure 3B),
which is not surprising since the chemokine binding site of
CXCR#4 includes several negatively charged residues [25]. To
determine the importance of the particular amino acid sequence
for the inhibitory activity of the peptides we compared the
effects of peptide 15K and the corresponding scrambled peptide
15KS on binding of 12G5 to CXCR4. The scrambled peptide
15KS manifested significantly less inhibitory activity in compar-
ison with 15K suggesting the importance of the specific peptide
sequence (Figure 3C).

The monoclonal antibody 2D7 binds to a conformational
epitope on CCR5, and inhibits Ca®" flux induced by CCLS5.
This antibody also inhibits HIV infection in vitro [26] but not
the binding of gpl120-sCD4 complexes to CCR5 expressing
L1.2 murine cells [27]. We tested the effect of peptides 15D and
15K on antibody binding to HEK293/CCR5 by flow
cytometry. No significant effect of peptides on anti-CCR)
binding was observed indicating that the peptides bind to an

PBS
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Pretreatment
Duration

Os

32s

40s

80s

Responding

Cells (%) 37+5%

5+6%
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epitope distinct from the antibody-binding site or their binding
affinity is not sufficient for effective competition with this
particular antibody.

Effects of peptides on induction of intracellular Ca**
concentration by CXCL12 in CXCR4/HEK293 cells

The increase of intracellular Ca®* concentration mediated
by a chemokine receptor in response to a cognate chemokine
is a reliable assay for measurement of chemokine agonist
activity.  CXCR4/HEK293 cells express a high level of
CXCR4 and respond well to CXCLI2 stimulation, so we
used these cells to determine whether peptide 15K could
block the activation of CXCR4. Preincubation of cells with
peptide 15K (at a concentration of 1.8 mM) for 12 seconds
almost completely inhibited the cellular response to CXCLI12
implying direct interaction of the peptide 15K with chemokine
receptor. The control scrambled peptide 15KS was signifi-
cantly less effective at inhibiting the Ca”" mobilization
response suggesting the importance of the specific peptide
sequence (Figure 4).

Effect of gp120 derived peptides 15 K and 15D on binding
of chemokines to CCR5 and CXCR4 expressing cells

Since the 15K and 15D peptides were designed based on their
structural homology with a chemokine fragment, we wanted to
determine whether these peptides might exhibit binding activity for

15KS

29+6%

Figure 4. Effect of peptides 15K and 15KS pre-treatment on the mobilization of intracellular Ca?* in CXCR4/HEK cells in response to
CXCL12. Cells loaded with Fura-2 were preincubated with peptides at a final concentration of 1.8 mM for 12 sec prior to stimulation with CXCL12

(15 nM).
doi:10.1371/journal.pone.0014474.g004

@ PLoS ONE | www.plosone.org

January 2011 | Volume 6 | Issue 1 | e14474



Novel HIV gp120 Peptides

20 - -
@ ° A 15D " B
=" / 15D
D 10 /
510 15K~
s 15Kk
5
O 5| CCL4 CXCL12
@) 0.7 M UM
v "/
0 T T T T T O T T T T T 1
7 6 5 4 3 2 7 6 - 4 3

= 11C 15GIG D 15KS
= / 15

81 e
5 15K/ 10 15K
= CXCL12
o 49 1uM 5 |
& e

0 T T 1 0 T T T 1

7 6 5 4 -3
Peptide Conc (log [M])

7 6 -5 -4 3
Peptide Conc (log [M])
Figure 5. Inhibition of chemokine receptor ligand binding by peptide pre-treatment. (A) Effect of pre-treatment with peptides 15K and

15D on the binding of CCL4 to SupT1/CCRS5 cells; (B) Effect of pre-treatment with peptides 15K and 15D on the binding of CXCL12 to CEMx174 cells;
and (C) Effect of pre-treatment with 15K and control peptide 15GIG on the binding of CXCL12 to CEMx174 cells; (D) Effect of pre-treatment with

peptides 15K and 15KS on the binding of CXCL12 to CEMx174. Binding studies were performed as described in Materials and Methods.

doi:10.1371/journal.pone.0014474.g005

CCR5 or CXCR4. Experiments were carried out to assess the ability
of the peptides to compete with radiolabeled CCL4 or CXCLI2 for
binding to cells expressing CCR5 or CXCR4, respectively. To
determine the effect of peptides on chemokine binding and to
exclude the contribution of chemokine internalization, we incubated
cells at room temperature in the presence of 0.1% sodium azide.
Under such conditions all cell-bound ligand could be removed by
rinsing the cells with 0.1 M Gly-HCl pH 2.5, excluding contribution
of internalization to the chemokine binding. The binding experi-
ments show that the peptides 15D and 15K competitively inhibited
chemokine binding to CCR5 (Figure 5A) and CXCR4 (Figure 5B)
although with low potency. The control 15-mer peptide 15GIG with
a unrelated amino acid composition manifested significantly lower
competing activity (Figure 5C). The binding experiments did not
reveal any significant difference in the inhibitory activity of peptide
15K in comparison with the scrambled analog (Figure 5D).

Induction of chemokine production in PBMC by peptides
15K and 15D

CCL3, CCL4, CCL5 and CXCLI12 are important natural
inhibitors of HIV-1 infection, and it possible that the activation of
chemokine receptors may stimulate chemokine expression. The
production of these chemokines by in the cultures of peptide-
treated cells could contribute to the antiviral activity of the
peptides. In an effort to address this possibility, cells were treated
with peptides 15D and 15K and the chemokine levels were
determined by ELISA. Analysis of CCL2, CCL3, CCL4, CCL5
and CXCLI12 in the cultures showed that only CCL2 levels were
elevated following peptide treatement, and the increase in CCL2
expression was observed primarily at 48 h post-peptide adminis-
tration (Figure 6). It appears unlikely that the production of
chemokines in the peptide-treated cultures could contribute to the
antiviral activity of the peptides.

@ PLoS ONE | www.plosone.org

N
\

w
1
-
&)}
~

- N
] 1

Chemokine Protein (ng/ml)
(=]
/
AN

0O 1 10 100 500
Peptide Conc (nM)

Figure 6. Induction of chemokine expression following peptide
administration. Cells were treated with 15K and 15D, at the
designated concentrations, and supernatants were collected from the
cultures at 48 h, and subjected to ELISA for the determination of CCL2,
CCL3, CCL4, CCL5 and CXCL12 levels. Levels of chemokine at 24, 72, and
96 h were also monitored for chemokine levels (data not shown). Data
are presented as the mean (*+ SD) of triplicate determinations, and the
data are representative of the results from experiments with three
donors.

doi:10.1371/journal.pone.0014474.g006
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Discussion

The interaction of HIV-1 envelope glycoprotein gp120 with a
chemokine receptor is a prerequisite for viral attachment and entry
into the target cell [7]. Monocyte-tropic viruses utilize chemokine
receptor CCR5 for cell entry (R5 strains) and T cell tropic virus
utilize CXCR4 (X4 strains). The chemokine receptor binding site
on gpl20 is formed or exposed after binding of CD4 to gp120
[28]. However, the binding of the gp120 of certain HIV-1 strains
to the chemokine receptor does not require interaction with CD4
[29,30]. The V3 loop of gpl20 has been identified as the major
determinant of cellular tropism and coreceptor specificity [31,32].
However, the precise region within this 35-37 amino acid loop
responsible for the observed coreceptor-usage phenotype has not
been established [33]. It was found that synthetic cyclized peptides
corresponding to the V3 loop of gp120 of X4 and dual strains of
HIV-1 (but not an R5 strain), at micromolar concentration, could
prevent binding of anti-CXCR4 antibodies. Some of these
peptides at micromolar concentrations inhibited the infectivity of
HIV-IIIB [34]. Synthetic polymeric preparations including a
putative V3 consensus sequence (GPGRAY) of HIV-1, were found
to inhibit HIV-1 infection by an unknown mechanism; however, it
1s unlikely that this inhibition was due to competition with gp120
binding to the chemokine receptor or CD4 [35]. Although the
influence of V3 on HIV-1 coreceptor utilization is well established,
other more conservative regions of gpl20 are also involved [36].

We reasoned that the localization of the chemokine receptor
binding site of gp120 might be identified based on similarity in
amino acid sequence with the chemokines. Indeed, we observed
that in the amino acid sequences of most chemokines there is a
Trp residue separated by six amino acid residues from the fourth
Cys residue. The gp120 of all HIV-1 isolates have a similar motif
in the C3 region following the V3 loop. Moreover, several residues
of the C-terminal part of the V3 loop also manifest some
homology with the chemokine sequence. Our computer modeling
demonstrated that this fragment of gp120 could be template forced
onto the homologous loop of the known three-dimensional
structure of CCL4 without violation of protein stereochemistry.

Importantly, our hypothesis that this particular fragment of
gpl20 may interact with chemokine receptor similarly to a
chemokine is in agreement with published crystal structures of
gpl120 and chemokines. The X-ray structure of an HIV-1 gp120
core (not including V-loops), complexed with a two-domain
fragment of CD4, and an antigen-binding fragment of neutralizing
antibody, was reported [5]. Although the structure does not
include variable loops of gp120 it did include the C3 portion of the
fragment of gp120, which we considered to be structurally similar
to the chemokines and potentially involved in interaction with
chemokine receptors. In fact, alignment of the three-dimensional
structure of this fragment (HIVyxpo, residues 331-340, Table 1)
with the corresponding fragment of CCL4 demonstrates that they
are similar (Figure 7). Both motifs are characterized by an o-helix
preceded by a turn. Both contain a Trp residue with the indole
ring buried in the interior region of the turn and with the a-carbon
present on an exterior turn of the helix. The surface residues on
the helices are characterized by long aliphatic side chains,
terminated with polar groups, including Lys, Glu, Gln, and Asn.
Moreover, this fragment is located within the region of gpl120
molecule which was implicated in CCR5 binding [36].

Interestingly, when Sharon, et al. [37], determined the structure
of V3-MN peptide bound to Fv fragment of broadly neutralizing
monoclonal antibody 447-52D by NMR, it was found to have
conformational similarity to B hairpins in CCL4 and CCL5; the
structure of V3-IIIB peptide was similar to CXCL12. They
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Figure 7. Comparison of the structures of the fragments of
gp120 (HIV,xg, residues 331-344, PDB code 1gc1) and CCL4
(residues 47-64, PDB code 1Thum). Gp120 is shown in green and
CCL4 is in purple. The solvent interface in the context of both of the
whole proteins is to the right of the figure. The gp120 fragment was
rotated and side chain residues were allowed to move within the
constraints of the CVFF mechanics employed (see Methods: Computer
modeling) in order to align homologous amino acids. Both structures
exhibit a buried Trp residue at a turn preceding an o-helix which has
polar side chains on the surface. The location of the Trp in the start of
the helix and the hydrophobic nature of the residues surrounding the
Trp are also conserved features in both structures.
doi:10.1371/journal.pone.0014474.g007

hypothesized that these structural differences in V3 loop of gp120
dictate which chemokine receptor a virus binds. The sequence
corresponding to our peptides is more conservative and might be
interacting with the sites of chemokine receptors, which are similar
between CC and CXC chemokine receptors.

At present it is assumed that the N-terminal region and the so
called N-loop following the first two cysteine residues of the
chemokines play the most important role in interaction with the
chemokine receptors, although apparently other parts of these
molecules contribute to receptor binding [38-40]. The C-
terminally truncated form of IL-8 missing the o-helix and B-turn
manifested greatly reduced chemotactic activity [38]. Additional
confirmation of the significance of this segment of chemokines for
receptor activation is provided by the observation that substitution
of Arg-45 and Arg-47 with Ser reduced the biological activity of
human CCL4 [41]. Finally, a peptide corresponding to the CCL-2
sequence just preceding the C-terminal o-helix, and its derivatives,
inhibited the recruitment of leukocytes to inflammatory sites in
animal models manifesting properties of broad spectrum chemo-
kine inhibitors [42]. This may imply that this site in chemokines is
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responsible for some important yet unknown step in chemokine
function n vivo. In a recent study it was demonstrated that the
residues including the beginning of the C-terminal o-helix of
CXCLI12 could be involved in interaction with CXCR4 [43].

Since the peptides 15D and 15K include only 5 residues from
the C-terminal part of the V3 loop, which is more conserved than
other parts of V3 loop, and 9 residues from the N-terminal part of
the conservative C3 region, it was reasonable to expect that anti-
HIV activity of these peptides may not be dependent on virus
tropism. The effects of the peptides on infectivity of R5 and X4
viruses confirmed this prediction.

Our finding that peptides 15K and 15D compete with anti-
CXCR4 antibody 12G5 suggests a direct interaction of the peptide
with this receptor. Although the 15D peptide had reduced ability
to block binding of the 12G5 antibody, probably because it has a
negative Asp residue instead of Arg and it is known that the
chemokine binding site of CXCR4 is negatively charged, the
infectivity data indicate that the low-affinity interaction of 15D was
still sufficient to interfere with viral infection. It was established
[44] that MIP-1B and HIV-1 gp120 have overlapping but distinct
binding sites. Thus it is possible that our peptides based on gp120
sequence can more effectively compete with HIV-1 gpl120
attached to virus than with the chemokine ligands. Moreover,
binding to CD4 induces a conformational change in virus-
associated gpl120, which allows it to interact with chemokine
receptor [28]. This conformational state is very likely to be
transient, avoiding generation of neutralizing antibodies, and has a
limited time for productive interaction with the chemokine
receptors. Consequently, if the binding site for HIV-1 gp120 on
a chemokine receptor is occupied by our peptides it may have
strong inhibitory effect on virus infectivity. Apparently our
peptides are not strong competitors of chemokine binding, as
indicated by radio-labeled binding analysis, but have a signifi-
cantly slow rate of dissociation from receptor which would be
consistent with our calcium mobilization results, and would also be
consistent with the weak ability of chemokine to displace inhibitory
peptide from receptor immediately when chemokine is added. We
think that these two factors may explain rather strong antiviral and
low chemokine antagonistic activity of peptides. Of course more
studies are necessary to fully understand the mechanism of the
antiviral activity of these peptides.

When ligands such as free chemokines or HIV-1 gp120 interact
with chemokine receptors they can induce expression of additional
chemokines by the cells [45-47]. Thus a possible explanation for
potent inhibition of virus infectivity by our peptides could be
through the induction of chemokine production, which could
potentially inhibit virus attachment and infectivity. We failed to

References

1. Freed EO, Martin MA (1995) The role of human immunodeficiency virus type 1
envelope glycoproteins in virus infection. ] Biol Chem 270: 23883-23886.

2. Capon DJ, Ward RH (1991) The CD4-gpl20 interaction and AIDS
pathogenesis. Ann Rev Immunol 9: 649-678.

3. Clayton LK, Sich M, Pious DA, Reinherz EL (1989) Identification of human
CD4 residues affecting class I MHC: versus HIV-1 gp120 binding. Nature 339:
548-551.

4. Arthos J, Deen KC, Chaikin MA, Fornwald JA, Sathe G, et al. (1989)

Identification of the residues in human CD# critical for the binding of HIV. Cell

57: 469-481.

Kwong PD, Wyatt R, Robinson J, Sweet RW, Sodroski J, et al. (1998) Structure

of an HIV gp120 envelope glycoprotein in complex with the CD4 receptor and a

neutralizing human antibody. Nature 393: 648-659.

6. Landau NR, Warton M, Littman DR (1988) The envelope glycoprotein of the
human immunodeficiency virus binds to the immunoglobulin-like domain of
CD4. Nature 334: 159-162.

7. Berger EA, Murphy PM, Farber JM (1999) Chemokine receptors as HIV-1
coreceptors: roles in viral entry, tropism, and disease. Ann Rev Immunol 17:
657-700.

o

@ PLoS ONE | www.plosone.org

Novel HIV gp120 Peptides

detect the induction of CCL3, CCL4, CCL5 or CXCLI2
following peptide administration (Figure 6). For this reason, we
find it unlikely that chemokine induction from the target cells by
the peptides during the infectivity assays played a significant role in
the observed antiviral activity.

The affinity of interaction of the peptides 15D and 15K with
chemokine receptors is apparently low. However, even this low
affinity interaction is sufficient for interference with HIV-1
infection based on the low concentration of peptides required for
blocking of the viral infection of macrophages and T’ lymphocytes.
The use of low affinity anti-viral drugs interfering with HIV-1
coreceptor interaction may allow targeting multiple cellular
coreceptors while maintaining the ability to inhibit interactions
of a viral glycoprotein, which is subject to frequent mutation.
Moreover, the rather weak competition of peptides 15D and 15K
with chemokines for receptor binding, together with potent
inhibition of HIV-1 infectivity, may be therapeutically preferable
to high affinity inhibitors of CXCR4 and CCRS5, because these
peptides would not compromise functions of potentially critical
chemokines such as CXCLI12 or the CCR5 ligands.

In conclusion, we believe that we identified a region of HIV-1
gp120, which appears to be structurally similar to chemokines, and
is probably directly involved in the interaction with certain
chemokine receptors. Our findings that the corresponding
peptides inhibit HIV-1 infection of human monocyte-derived
macrophages and T-lymphocytes at low nanomolar concentration
suggest that these peptides and their analogs may be used to dissect
gp120 interactions with different chemokine receptors and could
serve as leads for design of new peptide based inhibitors of HIV-1
not restricted by viral tropism [48]. Moreover, it may also be
possible that the antibodies raised against this sequence of HIV-1
gp120 may have anti-HIV protective and therapeutic activity.

Acknowledgments

We are grateful to Robert Gorelick and O.M. Zack Howard for critical
reading of the manuscript, Vicky Coalter for assistance with flow
cytometry, Hanne Anderson for the assistance with data presentation,
Matthew J. Fivash for helpful discussions concerning biomolecular
interactions, and Robert J. Fisher for support and encouragement.

Author Contributions

Conceived and designed the experiments: OC JO EH TJR. Performed the
experiments: OC NZ XC JL CM MAK AS TJR. Analyzed the data: OC
JL CM RSI BC AM TJR. Contributed reagents/materials/analysis tools:
OC JL CM RSI TJR. Wrote the paper: OC TJR.

8. Helseth E, Olshevsky U, Gabuzda D, Ardman B, Haseltine W, et al. (1990)
Changes in the transmembrane region of the human immunodeficiency virus
type 1 gp4l envelope glycoprotein affect membrane fusion. J Virol 64:
6314-6318.

9. Weissenhorn W, Dessen A, Harrison SC, Skehel JJ, Wiley DC (1997) Atomic
structure of the ectodomain from HIV-1 gp41. Nature 387: 426-430.

10.  Dauber-Osguthorpe P, Roberts VA, Osguthorpe DJ, Wolff J, Genest M, et al.
(1988) Structure and energetics of ligand binding to proteins: Escherichia coli
dihydrofolate reductase-trimethoprim, a drug-receptor system. Proteins 4:
31-47.

11. Hagler AT, Huler E, Lifson S (1974) Energy functions for peptides and proteins.
1. Derivation of a consistent force field including the hydrogen bond from amide
crystals. J] Am Chem Soc 96: 5319-5327.

12. Hagler AT, Osguthorpe DJ, Dauber-Osguthorpe P, Hempel JC (1985)
Dynamics and conformational energetics of a peptide hormone: vasopressin.
Science 227: 1309-1315.

13. Howard OM, Shirakawa AK, Turpin JA, Maynard A, Tobin GJ, et al. (1999)
Naturally occurring CCR5 extracellular and transmembrane domain variants affect
HIV-1 Co-receptor and ligand binding function. J Biol Chem 274: 16228-16234.

January 2011 | Volume 6 | Issue 1 | e14474



22.

23.

24.

27.

28.

29.

30.

31.

. Cole SW, Naliboff BD, Kemeny ME, Griswold MP, Fahey JL, et al. (2001)

Impaired response to HAART in HIV-infected individuals with high autonomic
nervous system activity. Proc Natl Acad Sci (USA) 98: 12695-12700.

Szabo, I, Wetzel MA, Zhang N, Steele AD, Kaminsky DE, et al. (2003) Selective
inactivation of CCR5 and decreased infectivity of R5 HIV-1 strains mediated by
opioid-induced heterologous desensitization. J Leuk Biol 74: 1074-1082.

. Zhang N, Inan S, Cowan A, Sun R, Wang JM, et al. (2005) A proinflammatory

chemokine, CCL3, sensitizes the heat- and capsaicin-gated ion channel TRPV1.
Proc Natl Acad Sci (USA) 102: 4536-4541.

. Korber B (1998) Human retroviruses and AIDS, 1998: a compilation and analysis of

nucleic actd and amino acid sequences. Los AlamosNM: Theoretical Biology and
Biophysics Group T-10 Los Alamos National Laboratory.

. Lodi PJ, Garrett DS, Kuszewski J, Tsang ML, Weatherbee JA, et al. (1994)

High-resolution solution structure of the beta chemokine hMIP-1 beta by
multidimensional NMR. Science 263: 1762-1767.

. Cocchi F, DeVico AL, Garzino-Demo A, Arya SK, Gallo RC, et al. (1995)

Identification of RANTES, MIP-1 alpha, and MIP-1 beta as the major HIV-
suppressive factors produced by CD8+ T cells. Science 270: 1811-1815.

. Endres MJ, Clapham PR, Marsh M, Ahuja M, Turner JD, et al. (1996) CD4-

independent infection by HIV-2 is mediated by fusin/CXCR4. Cell 87:
745-756.

. Hoxie JA, LaBranche CC, Endres MJ, Turner JD, Berson JF, et al. (1998) CD4-

independent utilization of the CXCR#4 chemokine receptor by HIV-1 and HIV-
2. J Reproductive Immunol 41: 197-211.

McKnight A, Wilkinson D, Simmons G, Talbot S, Picard L, et al. (1997)
Inhibition of human immunodeficiency virus fusion by a monoclonal antibody to
a coreceptor (CXCR4) is both cell type and virus strain dependent. J Virol 71:
1692-1696.

Schols D, Struyf S, Van Damme J, Este JA, Henson G, et al. (1997) Inhibition of
T-tropic HIV strains by selective antagonization of the chemokine receptor
CXCR4. J Exp Med 186: 1383-1388.

Hatse S, Princen K, Gerlach LO, Bridger G, Henson G, et al. (2001) Mutation
of Asp(171) and Asp(262) of the chemokine receptor CXCR4 impairs its
coreceptor function for human immunodeficiency virus-1 entry and abrogates
the antagonistic activity of AMD3100. Mol Pharmacol 60: 164-173.

. Doranz BJ, Orsini MJ, Turner JD, Hoffman TL, Berson JF, et al. (1999)

Identification of CXCR4 domains that support coreceptor and chemokine
receptor functions. J Virol 73: 2752-2761.

5. Wu L, LaRosa G, Kassam N, Gordon CJ, Heath H, et al. (1997) Interaction of

chemokine receptor CCR5 with its ligands: multiple domains for HIV-1 gp120
binding and a single domain for chemokine binding. J Exp Med 186:
1373-1381.

Olson WC, Rabut GE, Nagashima KA, Tran DN, Anselma D], et al. (1999)
Differential inhibition of human immunodeficiency virus type 1 fusion, gp120
binding, and CC-chemokine activity by monoclonal antibodies to CCR5. J Virol
73: 4145-4155.

Wu L, Gerard NP, Wyatt R, Choe H, Parolin C, et al. (1996) CD4-induced
interaction of primary HIV-1 gp120 glycoproteins with the chemokine receptor
CCR-5. Nature 384: 179-183.

Hoffman TL, LaBranche CC, Zhang W, Canziani G, Robinson J, et al. (1999)
Stable exposure of the coreceptor-binding site in a CD4-independent HIV-1
envelope protein. Proc Natl Acad Sci (USA) 96: 6359-6364.

Hesselgesser J, Halks-Miller M, DelVecchio V, Peiper SC, Hoxie ], et al. (1997)
CD4-independent association between HIV-1 gp120 and CXCR4: functional
chemokine receptors are expressed in human neurons. Curr Biol 7: 112-121.
Cocchi F, DeVico AL, Garzino-Demo A, Cara A, Gallo RC, et al. (1996) The
V3 domain of the HIV-1 gp120 envelope glycoprotein is critical for chemokine-
mediated blockade of infection. Nature Med 2: 1244-1247.

@ PLoS ONE | www.plosone.org

10

33.

34.

36.

37.

38.

40.

41.

42.

43.

44,

46.

47.

48.

Novel HIV gp120 Peptides

. Hwang SS, Boyle TJ, Lyerly HK, Cullen BR (1991) Identification of the

envelope V3 loop as the primary determinant of cell tropism in HIV-1. Science
253: 71-74.

Hung CS, Vander HN, Ratner L (1999) Analysis of the critical domain in the V3
loop of human immunodeficiency virus type 1 gpl20 involved in CCR5
utilization. J Virol 73: 8216-8226.

Sakaida H, Hori T, Yonezawa A, Sato A, Isaka Y, et al. (1998) T-tropic human
immunodeficiency virus type 1 (HIV-1)-derived V3 loop peptides directly bind to
CXCR-4 and inhibit T-tropic HIV-1 infection. J Virol 72: 9763-9770.

. Moulard M, Mabrouk K, Martin I, van RJ, Rochat H, Sabatier JM (1999) V3

loop-derived peptide SPC3 inhibits infection of CD4- and galactosylceramide-
cells by LAV-2/B. J Peptide Res 53: 647-655.

Rizzuto CD, Wyatt R, Hernandez-Ramos N, Sun Y, Kwong PD, et al. (1998) A
conserved HIV gp120 glycoprotein structure involved in chemokine receptor
binding. Science 280: 1949-1953.

Sharon M, Kessler N, Levy R, Zolla-Pazner S, Gorlach M, et al. (2003)
Alternative conformations of HIV-1 V3 loops mimic beta hairpins in
chemokines, suggesting a mechanism for coreceptor selectivity. Structure 11:
225-236.

Clark-Lewis I, Schumacher C, Baggiolini M, Moser B (1991) Structure-activity
relationships of interleukin-8 determined using chemically synthesized analogs.
Ciritical role of NH2-terminal residues and evidence for uncoupling of neutrophil
chemotaxis, exocytosis, and receptor binding activities. J Biol Chem 266:
23128-23134.

. Crump MP, Gong JH, Loetscher P, Rajarathnam K, Amara A, et al. (1997)

Solution structure and basis for functional activity of stromal cell-derived factor-
1; dissociation of CXCR4 activation from binding and inhibition of HIV-1.
EMBO J 16: 6996-7007.

Pakianathan DR, Kuta EG, Artis DR, Skelton NJ, Hebert CA (1997) Distinct
but overlapping epitopes for the interaction of a CC-chemokine with CCR1,
CCR3 and CCR5. Biochem 36: 9642-9648.

Czaplewski LG, McKeating J, Craven CJ, Higgins LD, Appay V, et al. (1999)
Identification of amino acid residues critical for aggregation of human CC
chemokines macrophage inflammatory protein (MIP)-lalpha, MIP-1beta, and
RANTES. Characterization of active disaggregated chemokine variants. J Biol
Chem 274: 16077-16084.

Grainger DJ, Reckless J (2003) Broad-spectrum chemokine inhibitors (BSCIs)
and their anti-inflammatory effects in vivo. Biochem Pharmacol 65: 1027-1034.
Gozansky EK, Louis JM, Caffrey M, Clore GM (2005) Mapping the binding of
the N-terminal extracellular tail of the CXCR4 receptor to stromal cell-derived
factor-lalpha. J Mol Biol 345: 651-658.

Farzan M, Choe H, Martin KA, Sun Y, Sidelko M, et al. (1997) HUV-1 entry
and macrophage inflammatory protein-1-B-mediated signaling are independent
functions of the chemokine receptor CCR5. J Biol Chem 272: 6854-6857.

. Fantuzzi L, Canini I, Belardelli F, Gessani S (2001) HIV-1 gp120 stimulates the

production of B-chemokines in human peripheral blood monocytes through a
CD4-independent mechanism. J Immunol 166: 5381-5387.

Choe W, Volsky DJ, Potash MJ (2001) Induction of rapid and extensive -
chemokine synthesis in macrophages by human immunodeficiency virus type 1
and gpl20, independently of their coreceptor phenotype. J Virol 75:
10738-10745.

Wetzel MA, Steele AD, Henderson EE, Rogers TJ (2002) The effect of X4 and
R5 HIV-1 on C, C-C, and C-X-C chemokines during the early stages of
infection in human PBMCs. Virol 292: 6-15.

Chertov O, Oppenheim JJ, Chen X, McGrath C, Sowder RC, et al. (2001)
Methods and Compositions for Inhibiting HIV-Coreceptor Interactions. US
Provisional Patent Application No 60/269,534, PCT/US02/05063.

January 2011 | Volume 6 | Issue 1 | e14474



