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CCR5 antagonists inhibit HIV entry by binding to a coreceptor and inducing changes in the extracellular
loops (ECLs) of CCR5. In this study, we analyzed viruses from 11 treatment-experienced patients who
experienced virologic failure on treatment regimens containing the CCR5 antagonist maraviroc (MVC).
Viruses from one patient developed high-level resistance to MVC during the course of treatment. Although
resistance to one CCR5 antagonist is often associated with broad cross-resistance to other agents, these viruses
remained sensitive to most other CCR5 antagonists, including vicriviroc and aplaviroc. MVC resistance was
dependent upon mutations within the V3 loop of the viral envelope (Env) protein and was modulated by
additional mutations in the V4 loop. Deep sequencing of pretreatment plasma viral RNA indicated that
resistance appears to have occurred by evolution of drug-bound CCR5 use, despite the presence of viral
sequences predictive of CXCR4 use. Envs obtained from this patient before and during MVC treatment were
able to infect cells expressing very low CCR5 levels, indicating highly efficient use of a coreceptor. In contrast
to previous reports in which CCR5 antagonist-resistant viruses interact predominantly with the N terminus of
CCR5, these MVC-resistant Envs were also dependent upon the drug-modified ECLs of CCR5 for entry. Our
results suggest a model of CCR5 cross-resistance whereby viruses that predominantly utilize the N terminus
are broadly cross-resistant to multiple CCR5 antagonists, whereas viruses that require both the N terminus
and antagonist-specific ECL changes demonstrate a narrow cross-resistance profile.
Small-molecule CCR5 antagonists are a relatively new class
of drugs that block HIV entry into target cells, with the first
member of this class, maraviroc (MVC), having been approved
for the treatment of HIV-infected patients. These drugs bind
to a hydrophobic pocket formed by the transmembrane helices
of CCR5, inducing conformational changes in the extracellular
loops (ECLs) of the receptor (18, 31, 39, 40, 58, 62, 64). These
conformational changes can vary with different drugs, as evidenced by differential chemokine binding and HIV resistance
profiles, and block the ability of HIV to use drug-bound CCR5
as a coreceptor for entry (59, 64).
As with other antiretroviral agents, HIV can develop resistance to CCR5 antagonists. One pathway by which HIV can
become resistant to CCR5 antagonists is via mutations in the
viral envelope (Env) protein that enable it to recognize the
drug-bound conformation of the coreceptor. Most of our information on this pathway has come from in vitro passaging of
HIV-1 in the presence of increasing concentrations of inhibitor
(2, 4, 5, 33, 41, 44, 61, 66). In most instances, the viral deter-
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minants of resistance are localized to the V3 loop of gp120 (5,
33, 41, 44, 46, 63, 66). This is as expected: the base of the V3
loop interacts with O-sulfated tyrosines in the N terminus of
CCR5, while the tip of the V3 loop is thought to contact the
ECLs of the receptor (14, 15, 17, 19, 26, 29, 37). Viral resistance to one CCR5 antagonist commonly results in cross-resistance to other drugs in this class, although this is not universally the case (33, 41, 60, 63, 66). Mechanistically, a number
of CCR5 antagonist-resistant viruses have been shown to have
increased dependence on the N-terminal domain of CCR5 (5,
34, 44, 45, 48), which is largely unaffected by drug binding and
may allow viruses to tolerate drug-induced changes in ECL
conformation.
In contrast to several well-characterized viruses that have
evolved resistance to CCR5 antagonists in vitro, few examples of
patient-derived CCR5 antagonist-resistant viruses have been reported. One mechanism of resistance that has been described
in patients is the outgrowth of CXCR4-tropic HIV isolates that
were present at low frequencies prior to the initiation of therapy (22, 23, 35, 36, 42, 65). Due to this finding, patients undergo tropism testing prior to treatment with CCR5 antagonists, with only those harboring exclusively R5-tropic viruses
considered candidates for therapy. Patient-derived viruses capable of using drug-bound CCR5 have been reported in studies using vicriviroc and aplaviroc (45, 60, 63). The aplaviroc-
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MATERIALS AND METHODS
Study population. All subjects for this study were identified from the ongoing
clinic-based cohort of HIV-infected persons followed at two academic clinics in
San Francisco (the SCOPE cohort). This cohort was enriched for patients with
highly resistant HIV who were initiating “salvage” regimens containing an integrase inhibitor and/or a CCR5 antagonist when these drugs became more widely
available (24). From this cohort, we identified all individuals who initiated a
regimen containing maraviroc who exhibited evidence of incomplete viral suppression (defined as failure to achieve an undetectable plasma HIV RNA level
or persistently detectable plasma HIV RNA levels after having achieved undetectable levels). Subjects who received therapy in controlled clinical trials were
eligible as long as their treatment assignment was subsequently determined.
Plasma samples were collected and stored approximately every 4 months. All
subjects provided written informed consent to have samples collected for these
types of studies. This study was approved by the UCSF Institutional Review
Board.
Cloning of patient env genes. Cloning of env genes from patients’ plasma was
performed using multiple separate PCRs using a high-fidelity polymerase with
3⬘-to-5⬘ proofreading exonuclease activity, as previously described (30). Vectors
were grown in Stbl-3 Escherichia coli at 30°C to minimize bacterially induced
mutagenesis and recombination of env. Mutant and chimeric env clones were
created by site-directed mutagenesis and overlap PCR, respectively, and were
confirmed by sequencing.
Virus infection assays. Patient env clones digested with KpnI and XbaI were
subcloned into a pCI expression construct containing hepatitis B virus posttranscriptional regulatory element (PRE) to enable high-level, rev-independent Env
expression. Pseudotyped viruses were produced from 293T/17 cells (30 g pCIPRE-env vector and 10 g pNL-Luc-Env core [9, 12]), and 5 to 25 ng p24
equivalent were used to infect cell lines, amounts empirically determined to be
in the linear range of the infection assay. Cells were spinoculated with virus at
450 ⫻ g for 2 h at 25°C. Three days postinfection, cells were lysed and luciferase
activity was analyzed on a luminometer. For inhibition assays, cells were prein-

cubated with CCR5 antagonists or enfuvirtide for 30 min at 37°C prior to
spinoculation with virus.
454 pyrophosphate sequencing. Viral RNA was extracted from 140 l of
human plasma from the day 1 time point from patient 6061 using the QIAamp
viral RNA kit (Qiagen). cDNA synthesis was performed on isolated viral RNA
using SuperScript III reverse transcriptase (Invitrogen) and the subtype B primer
TTGCTACTTGTGATTGCTCCATGT. For V3 loop amplification, a nested
PCR approach was used. First, the cDNA product was amplified in each of 8 to
16 different PCRs as mentioned previously. Multiple PCRs were performed
simultaneously to ensure sequence diversity. One microliter of the first-round
PCR product was then used for each of the 16 corresponding second-round
PCRs. The second-round PCR was performed using subtype B-specific primers
described by Rozera and colleagues that were modified to contain an 8-bp DNA
barcode and the 454 adaptor sequences (25, 53). Consensus subtype B primers
were used to reduce amplification bias.
Emulsion PCR was then performed, followed by pyrosequencing using a
Roche/454 GS FLX sequencer at the University of Pennsylvania’s DNA sequencing facility. Amplicons were run on 1/8 of a pico-titer plate yielding 55,050 reads.
For sequencing analysis, only reads with 100% barcode and primer identity that
were greater than 200 bp and without any ambiguous base calls were analyzed,
yielding 47,202 sequences. The reverse complement of each sequence was then
translated, and any read with a premature stop codon was discarded. Reads with
intact V3 loop sequences, defined as cysteine-anchored loops of 35 ⫾ 2 amino
acids containing a GPGR motif in which three of the four amino acids were
present, were identified, yielding 43,168 reads representing 3,466 unique V3 loop
sequences.
Antibody neutralization assays. Five nanograms of virus was incubated with
serial dilutions of monoclonal antibody (MAb) for 1 h at 37°C and then spinoculated onto NP2/CD4/CCR5 cells. MAbs 17b and IgG b12 were obtained from
the IAVI Neutralizing Antibody Consortium repository. Cells were assayed for
luciferase expression after 3 days.
Affinofile assay. Infection of the HEK293-based CD4/CCR5 dual-inducible
cell line (293-Affinofile) with luciferase-based pseudoviruses was performed as
previously described (28). Briefly, 96-well plates were seeded with 1.0 ⫻ 104
inducible cells 2 days prior to CD4 and CCR5 induction. Cells were induced
using 2-fold serial dilutions from 0.156 to 5 ng/ml of minocycline (resulting in 6
induction conditions for CD4) and from 0.0156 to 2 M ponasterone A (resulting in 8 induction conditions for CCR5). Cells were incubated for 18 h at 37°C,
after which induction media was removed and half the plates were preincubated
with 10 M maraviroc for 30 min and then were infected with pseudoviruses
normalized for p24 content. Infection was quantified after 3 days as described
above.
Mutant CCR5 assays. 293T cells stably transfected with human CD4 were
transfected with the wild-type or mutant CCR5 genes using lipofectamine (Invitrogen). The CCR5 receptors transfected included the wild type, Y3A, Q4A,
Y10A, D11A, Y14A, Y15A, N24A, Q27A, H88A, Q93A, N98A, S179A, H181A,
F182A, P183A, Q186A, Y187A, F189A, W190A, E262A, N267A, N268A,
C269A, and N273A. Expression of CD4 and CCR5 was quantified by flow
cytometry 24 h posttransfection using anti-CD4 (BD) and anti-CCR5 antibodies
(CTC5, R&D Systems, and 2D7, BD). Cells were infected with luciferase-based
pseudoviruses 24 h posttransfection via spinoculation (450 ⫻ g, 2 h), and infection was quantified after 3 days as detailed above.
Monoclonal antibody binding to CCR5 in the presence of antagonists. NP2/
CD4 cells stably expressing CCR5 were preincubated for 30 min at 37°C with the
CCR5 antagonists maraviroc, aplaviroc, vicriviroc, CMPD-167, or TAK779 or
were left untreated. NP2/CD4 cells expressing CXCR4 were utilized as a negative control. Cells were placed into suspension by treatment with Versene and
probed with the anti-CCR5 N-terminal monoclonal antibodies 3A9 (Becton
Dickinson), CTC5, or CTC8 (R&D Systems) or with the anti-CCR5 ECL monoclonal antibodies 2D7 (Becton Dickinson), 45523, 45529, 45531, or 45549 (R&D
Systems) for 30 min at 4°C. Cells were washed twice, resuspended, and run on a
FACSCalibur flow cytometer (Becton Dickinson). At least 25,000 events per
condition were collected and analyzed using FlowJo software (TreeStar).

RESULTS
In vivo resistance to maraviroc. In the SCOPE cohort of
treatment-experienced patients who received maraviroc (MVC)
in combination with optimized background therapy, 11 exhibited evidence of virologic failure. To investigate the mechanisms of MVC failure in these patients, we obtained HIV env

Downloaded from http://jvi.asm.org/ on June 15, 2012 by UNIVERSITY OF PENNSYLVANIA LIBRARY

resistant viruses were determined to utilize the drug-bound
form of the receptor by interacting primarily with the N terminus of CCR5, similar to the viruses derived by serial in vitro
passaging (48).
In the present study, we report the isolation of MVC-resistant Envs from a treatment-experienced patient who had a
viral load rebound while on a regimen containing MVC. Viral
Envs isolated from this patient at the time MVC therapy
was initiated were fully sensitive to drug. However, resistance
evolved over the course of 224 days, culminating in Envs that
were completely resistant to inhibition but continued to use
CCR5 for entry. The emergence of resistance was dependent
upon changes within the V3 loop of the virus, while changes in
the V4 loop modulated the magnitude of resistance. The
MVC-resistant Envs studied here exhibited several unusual
properties. First, while they were cross-resistant to TAK779,
they remained sensitive to all other CCR5 antagonists tested,
including vicriviroc and aplaviroc. Second, the Envs were particularly adept at utilizing low levels of CCR5 to mediate infection of cells. Third, and in contrast to several recent reports
of CCR5 antagonist-resistant viruses, these Envs were dependent upon residues within both the N terminus and ECLs of
CCR5 for efficient entry in the presence of drug. When considered in the context of other reports, our data suggest a
model in which resistance to multiple CCR5 antagonists can
arise if an Env protein becomes highly dependent upon the
N-terminal domain of CCR5, the conformation of which appears to be unaffected by drug binding. A more narrow resistance profile results from changes in Env that enable it to use
both the N-terminal domain of CCR5 as well as the druginduced conformation of the CCR5 ECLs.
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restricted resistance profile than many other CCR5 antagonistresistant viruses described to date.
The V3 loop is required for MVC resistance, while the V4
loop modulates the magnitude of resistance. Amino acid mutations that might play major roles in conferring MVC resistance to Envs derived from patient 6061 should occur in all
fully resistant clones and be absent in all sensitive clones. Six
potential candidate mutations fulfilled these criteria: 3 within the
V3 loop, 2 in the V4 loop, and 1 in the C5 domain. There were no
mutations in the gp41 subunit that met the screening criteria.
Using amino acid numbers corresponding to the HXB2 reference
strain, the V3 loop mutations present in all resistant clones included P/T308H, T320H, and I322aV (I322aV occurs at an
amino acid not present in HXB2 located between residues 322
and 323 and is designated 322a), the V4 mutations consisted of
D407G and a loss of a glycosylation site at residue 386, and the
C5 mutation was V489I. Because changes in the V3 loop can
impart resistance to CCR5 antagonists, including the I322aV
mutation observed in our clones (66), we exchanged the V3
loops between a resistant and a sensitive Env clone obtained
from the pretreatment time point. Pseudoviral particles bearing these chimeric Envs were constructed and found to infect
NP2/CD4/CCR5 cells efficiently. Introduction of the V3 loop
from the sensitive Env into the resistant Env strongly reduced
resistance to 10 M MVC (MPI ⫽ 89.2 ⫾ 1.1%) (Fig. 2A). The
converse chimera, in which the V3 loop from the resistant
clone was inserted into the sensitive clone, resulted in significant but incomplete resistance to MVC (MPI ⫽ 30.6 ⫾ 3.9%).
To test whether the two mutations present in the V4 loop
influenced the magnitude of resistance, chimeras were created
in which the V4 loop was exchanged between sensitive and
resistant clones, either alone or in combination with V3. As
expected, the resistant virus containing both the V3 and V4
loops from the sensitive clone was largely inhibited by MVC
(MPI ⫽ 90.6 ⫾ 0.6%). In addition, introducing both the V3
and V4 loops from the resistant clone into the sensitive clone
completely reconstituted the resistance phenotype (MPI ⫽
⫺5.6 ⫾ 13.6%). In contrast, chimeras containing the V4 loops
alone exhibited resistance profiles similar to those of the parental strains. These data suggest that the V4 loops from this
patient do not confer resistance to MVC but modulate the
magnitude of resistance.
To map the MVC resistance determinants with higher precision, we individually changed the three V3 loop mutations
back to the baseline sequences in the resistant clone using
site-directed mutagenesis. Pseudoviral particles bearing the
three revertants, H308P, H320T, and V322aI all infected NP2/
CD4/CCR5 cells efficiently. In the presence of 10 M MVC,
pseudoviruses bearing the resistant Env with the H308P mutation were strongly inhibited by MVC (MPI ⫽ 88.3%),
whereas the H320T and V322aI revertants retained most of
their resistance to MVC (MPI ⫽ 17.3% and 9.4%, respectively) (Fig. 2B). Together, these data indicate that the V3 loop
played a major role in conferring resistance to MVC, with the
P/T308H mutation playing the most important role, but additional mutations outside the V3 loop contributed to the extent
of resistance.
Resistance determinants within the V3 loop can transfer
resistance to heterologous viruses. Previous studies of CCR5
antagonist-resistant viruses have identified resistance determi-
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clones from plasma samples by isolating viral RNA, synthesizing cDNA, and performing amplification of full-length env
sequences using a nested PCR strategy. Viral env V3 loop
sequences were examined for evidence of CXCR4 use, which is
a well-characterized mechanism of escape from CCR5 antagonists (22, 23, 35, 36, 42, 65). Six of 11 patients were found to
have basic residues at positions 11, 24, and/or 25 of the V3
loop, which are highly predictive of CXCR4 use (8, 16, 20, 21,
27, 51). The remaining 5 patients had very few or no CXCR4using viruses defined by sequencing. The env clones from these
patients were subcloned into expression vectors, and pseudoviral particles were produced. The viruses pseudotyped with
Envs from these 5 patients were strictly R5 tropic, as determined by their ability to infect NP2 cells expressing CD4 and
CCR5 but not CD4 and CXCR4 (data not shown).
To determine the MVC susceptibility of the cloned Envs,
pseudotype infection assays were performed on NP2/CD4/
CCR5 cells in the presence or absence of increasing concentrations of MVC. Viruses from 4 of 5 patients with strictly
R5-tropic HIV were found to be completely inhibited by MVC
in this pseudoviral infection assay, with a maximal percent
inhibition (MPI) of ⬎95% (data not shown). However, in patient 6061, viral clones isolated after 224 days of therapy were
not inhibited by MVC (MPI range, ⫺13.2 to 0.5%). In contrast, env clones isolated from this patient at the beginning of
treatment were efficiently inhibited by MVC (MPI range, 98.7
to 99.8%). At an intermediate time point 168 days into MVC
therapy, the patient was found to harbor Envs with partial as
well as complete resistance to MVC (MPI range, 0 to 53.4%).
Results obtained with two viruses from each time point are
shown in Fig. 1A; these were selected based on robust infection
in the pseudoviral assay and on the absence of any unusual
sequence motifs compared with Envs isolated from the same
time points. The viral loads for this patient in the month
preceding initiation of MVC ranged between 191,000 to
281,000 copies/ml, with the highest value recorded concurrently with starting treatment. Although there was an initial
decrease to 8,960 copies/ml in the first 2 weeks of MVC therapy, the viral load rebounded by week 4 and returned to setpoint values or slightly above, ranging from 193,000 to 319,000
copies/ml. These data indicate that in the context of this patient, the MVC-resistant viruses were able to replicate with
equivalent efficiencies to the MVC-sensitive pretreatment viruses prior to the initiation of MVC therapy.
Although MVC is the only CCR5 antagonist approved for
treatment of HIV-infected patients, additional CCR5 antagonists have been developed, and several are currently in clinical
trials. A major question for the use of CCR5 antagonists is
whether viral resistance to one drug will result in cross-resistance to other compounds in this class. To determine the
degree of cross-resistance to other entry inhibitors, pseudotype
infection assays were performed in the presence of increasing
concentrations of the CCR5 antagonists aplaviroc, vicriviroc,
CMPD-167, and TAK779 as well as with the fusion inhibitor
enfuvirtide (Fig. 1B to F). The clones with high MVC resistance were partially cross-resistant to TAK779 (MPI range,
62.7 to 70.2%) but remained sensitive to all other CCR5 antagonists tested as well as to enfuvirtide (MPI ⱖ 95%). Thus,
the MVC-resistant Envs derived from this patient have a more
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nants that were dependent upon the parental Env context and
did not transfer resistance when introduced into other viruses
(2, 46, 48). To test whether the V3 loop alone from the MVCresistant Envs would confer resistance to heterologous viral
Env proteins, chimeric viruses were created in which the V3
loop was inserted into ADA, BaL, or SF162 Envs. Pseudotypes
bearing the parental BaL and SF162 Envs were both inhibited
by MVC, with MPIs of ⬎95%, while those bearing the ADA
Env were slightly less sensitive to MVC (MPI ⫽ 91.9%) (Fig.

2C). In marked contrast, chimeric viruses with the V3 loop
from the MVC-resistant Env were highly resistant to MVC
(MPI range, 25.0 to 39.2%). These data indicate that the V3
loop alone from the MVC-resistant virus can confer use of
MVC-bound CCR5 to heterologous viruses.
Origins of MVC-resistant viruses. To determine whether
MVC resistance emerged due to the outgrowth of a preexisting
resistant virus or whether it resulted from viral evolution induced by the selective pressure of MVC treatment, we em-

Downloaded from http://jvi.asm.org/ on June 15, 2012 by UNIVERSITY OF PENNSYLVANIA LIBRARY

FIG. 1. Viruses from patient 6061 evolved resistance to maraviroc but remained sensitive to most other CCR5 antagonists and enfuvirtide.
Viruses pseudotyped with Envs cloned from patient 6061 at days 1, 168, and 224 on maraviroc therapy were used to infect NP2/CD4/CCR5 cells
in the absence or presence of various concentrations of maraviroc (A), aplaviroc (B), vicriviroc (C), CMPD-167 (D), TAK779 (E), and enfuvirtide
(F), and maximal percent inhibition was calculated. Viral Envs cloned after 168 and 224 days on maraviroc therapy are resistant to maraviroc and
partially cross-resistant to TAK779 but remain sensitive to all other CCR5 antagonists and the fusion inhibitor enfuvirtide. Data represent results
from six independent experiments ⫾ standard errors of the mean.
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ployed deep sequencing of the V3 loop from patient plasma
isolated prior to treatment with MVC. To assess the amino
acid frequency of each of the V3 loop positions, we generated
43,168 high-quality sequences representing 3,466 unique V3
sequences. None of these reads contained all three of the
mutations found in MVC-resistant clones (H308, H320, and
V322a). In addition, of the three residues sufficient to confer
partial MVC resistance, we detected only seven sequences
with the major MVC resistance-conferring mutation, H308
(0.016%), no sequences with H320, and 5,966 sequences with
V322a (13.8%) (Table 1). Notably, the seven sequences with
H308 had the MVC-sensitive residues at all other V3 loop
positions. While we cannot exclude the possibility that clones
containing all resistance mutations existed either below a frequency of 1 in 40,000 or in sites other than plasma, it appears
more likely that the mutations associated with MVC resistance
emerged during the course of treatment. Consistent with this
hypothesis, two of the Envs we analyzed at the intermediate
time point (Fig. 1A) contained the H308 and V322a mutations

but not the H320 mutation. In addition, sequences consistent
with CXCR4 usage existed at a frequency of approximately
0.5% in the pretreatment viral reservoir, yet viral resistance to
MVC emerged due to the evolution of drug-bound CCR5
usage rather than the outgrowth of CXCR4-using viruses.
Pretreatment and MVC-resistant Envs use CCR5 efficiently.
Most CCR5 antagonist-resistant viruses described to date use
drug-bound receptors less efficiently than drug-free receptors
(44, 50, 60, 66). However, the resistant viruses isolated from
patient 6061 demonstrated an MPI of ⫺13.2 to 0.5%, indicating that they could utilize drug-bound CCR5 with very high
efficiency. To begin to probe the mechanisms responsible for
this phenotype, we asked whether Envs derived from this patient before and during MVC treatment were unusually efficient at mediating infection of cells expressing low levels of
CD4 or CCR5, a trait we previously observed in viruses obtained from a patient who exhibited partial resistance to CCR5
antagonists even prior to therapy (48). To do this, we tested the
ability of virus pseudotypes bearing MVC-sensitive or MVC-
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FIG. 2. Viral resistance to maraviroc is dependent upon residues in the V3 loop of gp120 and is modulated by the V4 loop. (A) Chimeric viruses
were created between the maraviroc-sensitive clone S2 and the maraviroc-resistant clone R3. The V3 loop is required for resistance to maraviroc,
while the V4 loop can modulate the magnitude of resistance conferred by V3 but does not impart resistance by itself. (B) Point mutations present
in the V3 loop of clone S2 were introduced into clone R3 to determine which residues were critical for maraviroc resistance. The H308P revertant
greatly increased the sensitivity of clone R3 to maraviroc, while the H320T and V322aI mutations had more modest effects. (C) The V3 loop from
resistant clone R3 was introduced into the ADA, BaL, and SF162 Envs. Transferring the V3 loop conferred a significant degree of maraviroc
resistance to these heterologous Envs. Data are representative of results from four independent experiments ⫾ standard errors of the mean.

Deletion
(⫺)

resistant Envs from patient 6061 to infect the Affinofile cell
line, a human HEK293 cell line in which CD4 and CCR5
expression can be independently regulated via the use of separate, inducible promoters (28). Cells in a 96-well plate were
treated in duplicate with 8 different concentrations of ponasterone A, which induces CCR5 expression, and 6 different
concentrations of minocycline, which induces CD4 expression,
in all 48 possible combinations. Using quantitative fluorescence-activated cell sorting (FACS), we have found that CCR5
expression ranges from approximately 5,500 to 88,000 copies
per cell, and CD4 expression ranges from 5,000 to 350,000
copies per cell. Cells were challenged with MVC-sensitive and
-resistant pseudotypes, and infection was determined as normal. Results from this experimental system can be mathematically modeled as a single vector whose magnitude reflects the
efficiency of virus entry and the angle of which represents the
relative dependence on CD4 or CCR5 (Viral Entry Receptor
Sensitivity Analysis [VERSA] computational platform, http:
//versa.biomath.ucla.edu). Viruses that are highly sensitive to
changes in CD4 surface expression but are not impacted by
various levels of CCR5 have a vector angle of 0°, while viruses
that are independent of CD4 expression but sensitive to CCR5
levels have a vector angle of 90°. In our study, most primary R5
virus strains exhibited vector angles of between 20 and 60°.
Infection with pseudotyped viruses bearing an MVC-sensitive Env demonstrated that this viral Env was highly dependent
on CD4 expression levels but used CCR5 very efficiently, even
at very low concentrations (Fig. 3A). The sensitivity of this
virus to CD4 but not CCR5 levels was reflected in the VERSA
angle of 6.7 ⫾ 1.0°. Infection with this sensitive Env was completely abrogated in the presence of 10 M MVC, as expected
(data not shown). Infection of Affinofile cells by pseudoviruses
bearing an MVC-resistant Env displayed a similar profile: high
dependence on CD4 expression levels but ability to use all
CCR5 levels for efficient infection, reflected by the VERSA
angle of 7.6 ⫾ 0.7° (Fig. 3B). Viral requirements for CD4 and
CCR5 levels were not strongly impacted by 10 M MVC (Fig.
3C and D), as indicated by a VERSA angle of 7.2 ⫾ 1.1°. These
data indicate that the Envs from patient 6061 are unusually
adept at infecting cells expressing very low levels of CCR5,
provided that CD4 expression levels are adequate.
MVC resistance is associated with increased sensitivity to
soluble CD4 and b12. To provide insight into the exposure of
the CD4 and coreceptor binding sites that would account for
the unusual ability of these MVC-resistant viruses to infect
cells expressing low CCR5 levels, as well as to determine
whether MVC resistance was associated with increased sensitivity to neutralization, we performed infection assays in which
pseudotypes bearing an MVC-resistant or an MVC-sensitive
Env were preincubated with soluble CD4 (sCD4), monoclonal
antibodies, or HIV-Ig and used to infect NP2/CD4/CCR5 cells
(Fig. 4A to F). In these assays, the pseudotypes bearing the
MVC-resistant Env were significantly more sensitive to inhibition by sCD4 and b12 (P ⬍ 0.02 for both), equally sensitive to
17b, and significantly less sensitive to 2G12 (P ⫽ 0.04). 2F5 and
HIV-Ig both inhibited MVC-resistant Env to a greater degree
than MVC-sensitive Env, but these did not reach statistical
significance after corrections for multiple comparisons (P ⫽
0.06 and P ⫽ 0.2, respectively). The decreased susceptibility of
the MVC-resistant virus to inhibition by 2G12 is likely related
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to the loss of a glycosylation site at position 386, which has
previously been identified as a peripheral glycan contributing
to the 2G12 epitope (56). The increased sensitivity of MVCresistant virus to sCD4 and b12 may reflect differential exposure of the CD4 binding site due to changes within the V3 or
V4 loops, possibly including the loss of a shielding glycan at
position 386 (55). Alternatively, the resistant virus may have
slightly slower fusion kinetics than the sensitive virus, as evidenced by a small difference in susceptibility to inhibition by
enfuvirtide (50% inhibitory concentration [IC50] of 252 versus
439 nM/ml). The latter hypothesis would also account for the

trend toward increased neutralization by 2F5 and HIV Ig. The
equivalent sensitivities of these Envs to 17b indicate that major
differences in the exposure of the coreceptor binding site do
not exist between the two viruses. Overall, the MVC-resistant
virus appears slightly more neutralization sensitive, with the
exception of the increased resistance to 2G12 due to the loss of
a glycosylation site at residue 386.
MVC-resistant virus is sensitive to changes in both the N
terminus and extracellular loops of CCR5 in the presence of
drug. Recent studies have demonstrated that viral Envs resistant to most or all CCR5 antagonists often have an increased
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FIG. 3. Cloned Envs from patient 6061 utilize CCR5 very efficiently, even in the presence of maraviroc. (A) Infection of pseudotyped viruses
bearing Env clone S2 on the Affinofile cell line in the absence of drug. Clone S2 is sensitive to low levels of CD4 but can utilize low levels of CCR5
very efficiently. Infection is normalized to 100% at the highest CD4 and CCR5 levels. Pseudoviruses bearing Env clone S2 were completely
inhibited by maraviroc (not shown). Infection of Affinofile cells with pseudotypes bearing maraviroc-resistant Env R3 in the absence (B) or
presence (C) of 10 M maraviroc. Clone R3 is also sensitive to low levels of CD4 but can infect cells bearing very low CCR5 levels both in the
absence and presence of maraviroc. (D) Maximal percent inhibition of clone R3 by 10 M maraviroc at different CCR5 densities was calculated
from the data in panels B and C. Inhibition of clone R3 by maraviroc was not strongly impacted by cell CCR5 levels. Data are representative of
results from four independent experiments ⫾ standard errors of the mean.
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reliance upon the N-terminal domain of CCR5 for entry (34,
43, 44, 48). To investigate how the MVC-resistant virus is able
to recognize the MVC-CCR5 complex but not other drugCCR5 complexes, we performed pseudoviral infection assays
of 293T cells stably expressing CD4 and transiently expressing
either wild-type CCR5 or one of a panel of CCR5 mutants.
Mutants within the N terminus (Y3A, Q4A, Y10A, D11A,
Y14A, Y15A, N24A, and Q27A), ECL1 (H88A, Q93A, and
N98A), ECL2 (S179A, H181A, F182A, P183A, Q186A,
Y187A, F189A, and W190A), and ECL3 (E262A, N267A,
N268A, C269A, and N273A) were analyzed for their ability to
support infection in the absence or presence of 10 M MVC.
All CCR5 mutants were able to support robust infection by
MVC-sensitive and -resistant clones in the absence of MVC,
with relative light unit (RLU) values ⬎1,000-fold higher than

background levels in this assay. The presence of 10 M MVC
completely inhibited infection with the MVC-sensitive clones
(MPI of ⬎97% for the wild-type CCR5 and all mutants),
indicating that none of these amino acid substitutions prevented drug from binding to the receptor.
On wild-type CCR5, the MVC-resistant clone exhibited an
MPI of ⫺5.9 ⫾ 15.7% (Table 2). Consistent with previous
studies, residues within the N terminus of CCR5 were critical
for the ability of the MVC-resistant virus to utilize the drugbound receptor. The tyrosine mutants Y10A, Y14A, and Y15A
all strongly inhibited the ability of the resistant Env to use the
drug-bound receptor. The D11A mutation also strongly reduced infection, while the remaining N-terminal mutations
reduced infection in the presence of MVC to variable extents.
In addition, this Env also demonstrated sensitivity to several
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FIG. 4. Maraviroc-resistant clone R3 is more sensitive to sCD4 and b12 and more resistant to 2G12 than sensitive clone S2. Pseudotyped viruses
bearing Env clones S2 and R3 were preincubated with various concentrations of sCD4 (A), b12 (B), 17b (C), 2G12 (D), 2F5 (E), and HIV Ig (F) for
1 h and spinoculated with NP2/CD4/CCR5 cells. The maraviroc-resistant clone R3 is significantly more sensitive to sCD4 and b12 and more
resistant to 2G12 than the maraviroc-sensitive clone S2. Data are representative of results from three independent experiments ⫾ standard errors
of the mean.
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TABLE 2. Sensitivity of clone R3 to inhibition by MVC
on mutant CCR5 receptorsa
% resistance of
wild-type
CCR5

⫺5.9 ⫾ 15.7

100

N-terminal mutants
Y3A
Q4A
Y10A
D11A
Y14A
Y15A
N24A
Q27A

47.3 ⫾ 11.0
6.7 ⫾ 1.5
94.3 ⫾ 1.9
92.1 ⫾ 2.7
92.8 ⫾ 3.3
96.6 ⫾ 1.5
33.1 ⫾ 7.6
8.3 ⫾ 8.9

48.9 ⫾ 4.9
92.8 ⫾ 15.8
5.8 ⫾ 2.2
7.6 ⫾ 2.1
6.3 ⫾ 2.3
3.1 ⫾ 1.1
65.1 ⫾ 8.4
89.6 ⫾ 11.9

ECL1 mutants
H88A
Q93A
N98A

48.7 ⫾ 10.5
23.3 ⫾ 2.8
38.7 ⫾ 2.7

47.6 ⫾ 4.4
75.9 ⫾ 11.9
61.9 ⫾ 13.6

ECL2 mutants
S179A
H181A
F182A
P183A
Q186A
Y187A
F189A
W190A

33.1 ⫾ 11.4
65.2 ⫾ 8.5
67.2 ⫾ 9.0
50.1 ⫾ 2.1
28.0 ⫾ 14.7
5.5 ⫾ 15.3
23.4 ⫾ 25.0
68.0 ⫾ 9.4

62.9 ⫾ 2.8
31.7 ⫾ 3.8
29.6 ⫾ 5.0
50.2 ⫾ 10.6
67.1 ⫾ 6.9
88.8 ⫾ 3.1
70.0 ⫾ 17.7
28.9 ⫾ 5.1

ECL3 mutants
E262A
N267A
N268A
C269A
N273A

14.1 ⫾ 20.0
28.7 ⫾ 21.2
⫺0.7 ⫾ 15.7
73.8 ⫾ 3.4
⫺1.3 ⫾ 17.5

79.3 ⫾ 10.6
65.4 ⫾ 12.1
95.0 ⫾ 4.7
25.8 ⫾ 4.4
96.7 ⫾ 11.7

Wild-type CCR5

a

All values represent the means ⫾ standard errors of the means.

residues within the ECLs of CCR5, albeit to a lesser degree
than the N-terminal mutants. The single amino acid changes
H88A, H181A, F182A, P183A, W190A, and C269A all significantly increased MVC sensitivity, with MPIs of 48.7 ⫾ 10.5%,
65.2 ⫾ 8.5%, 67.2 ⫾ 9.0%, 68.0 ⫾ 9.4%, and 73.8 ⫾ 3.4%,
respectively. Taken together, these results indicate that amino
acid residues within the N-terminal domain of CCR5 play an
essential role in supporting infection by the MVC-resistant
viruses studied here, while interactions with individual amino
acids in the ECLs of CCR5, particularly ECL2, are also important but not absolutely required for infection in the presence of drug.
CCR5 antagonists induce drug-specific conformational
changes in the extracellular loops but not the N terminus of
CCR5. To gain further insight into how different CCR5 antagonists disrupt the interactions between gp120 and CCR5 and
how resistant viruses may recognize drug-bound receptors, we
utilized a panel of N-terminal- and ECL-directed MAbs to
probe drug-bound CCR5. NP2/CD4 cells stably expressing
CCR5 were preincubated with the CCR5 antagonists maraviroc, aplaviroc, vicriviroc, CMPD-167, and TAK779 and then
were stained with the N-terminal MAb clones 3A9, CTC5, and
CTC8 or with the ECL MAb clones 2D7, 45523, 45529, 45531,
and 45549. NP2/CD4/CCR5 cells stained in the absence of

drug were utilized as a positive control, while NP2/CD4/
CXCR4 cells served as a negative control.
The N-terminal antibodies 3A9 and CTC5 bound equivalently to unbound CCR5 and to all of the drug-bound CCR5s
(Fig. 5). The binding of the N-terminal antibody CTC8 to
CCR5 was slightly reduced by preincubation with CMPD-167
and slightly enhanced by maraviroc, aplaviroc, vicriviroc, or
TAK779. In contrast, the ECL MAbs 45523, 45529, and 45531
demonstrated diminished binding to CCR5 in the presence of
all of the antagonists tested. The ECL antibodies 2D7 and
45549 showed variable results, with some of the drugs inhibiting and some enhancing antibody binding. A common feature
of ECL loop antibodies was their differential sensitivity to
CCR5 antagonists. For example, binding of 45531 to CCR5
was moderately diminished by maraviroc but was completely
blocked by aplaviroc. These data suggest several important
features of CCR5 antagonists. First, the conformation of the N
terminus of CCR5 does not appear to be dramatically altered
by drug, as judged by the ability of N terminus-specific MAbs
to bind with equivalent efficiencies to drug-free or drug-bound
receptors. Second, the conformation of the ECLs of CCR5 is
altered by the presence of drug, as measured by diminished or
completely abrogated binding of several ECL-specific MAbs.
Third, different CCR5 antagonists cause different changes
to the ECLs of CCR5, suggesting that the conformational
changes induced are drug specific.
Based on these findings and the results from the studies
examining infection of cells expressing mutant CCR5 receptors, we propose a model of cross-resistance for this class of
drug (Fig. 6A). Viruses that are heavily dependent upon the N
terminus but not the ECLs of CCR5 could be able to recognize
multiple drug-bound conformations of CCR5 and demonstrate
broad cross-resistance. In contrast, viruses that are sensitive to
alterations in ECLs of CCR5—the region of the receptor most
greatly affected by small-molecule antagonists—may be restricted by their ability to recognize drug-specific ECL changes
and may display a much more narrow cross-resistance profile.
DISCUSSION
HIV can evolve resistance to CCR5 antagonists by utilizing
CXCR4 for entry or by adapting to recognize drug-bound
CCR5. Treatment of patients with the CCR5 antagonists maraviroc, vicriviroc, and aplaviroc often results in virologic failure due to the emergence of viruses that utilize CXCR4 as a
coreceptor for entry (23, 35, 65). In most cases, this appears to
be due to the selective outgrowth of minor CXCR4-utilizing
variants that were preexisting in the patients’ viral reservoirs
prior to treatment and which gain a selective advantage during
CCR5 antagonist therapy. In other cases, viruses replicating in
the presence of CCR5 antagonists either in vitro or in vivo have
evolved resistance by acquiring the ability to utilize the drugbound conformation of CCR5 for entry while still retaining the
ability to efficiently utilize the drug-free conformation of CCR5
(2, 4, 33, 41, 44, 60, 61, 63, 66). In most instances described to
date, such viruses exhibit cross-resistance to multiple CCR5
antagonists (33, 41, 60). Less commonly, a more narrow drug
resistance profile is observed (66). For example, the MVCresistant viruses studied here remain sensitive to most other
CCR5 antagonists. Together, these observations indicate that
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resistance to CCR5 antagonists entails a variable degree of
conformational plasticity with regard to CCR5 recognition. In
all cases, drug-resistant viruses are able to efficiently utilize the
drug-free conformation of CCR5, and in addition at least one
and more often multiple drug-bound conformations are recognized with variable efficiency. In this study, we sought to
explore the mechanisms that account for these different phenotypes.
There is ample precedent for variable Env-coreceptor recognition. Mutations introduced into CCR5 can have differential effects on infection by different HIV-1 strains (3, 6, 17, 29,
32, 38, 49, 54). In many ways, R5X4 viruses represent an
extreme example of this property, as they are able to efficiently
utilize both CCR5 and CXCR4 despite significant differences
in the ectodomain sequences of these coreceptors. A large

number of studies suggest that Env-coreceptor interactions
involve at least two regions in Env and two coreceptor domains. One interaction occurs between residues within the
bridging sheet and at the base of the V3 loop of gp120, which
bind to the N-terminal domain of CCR5, with O-sulfated tyrosines playing a critical role (15, 19, 26, 29, 52). A second
interaction is thought to occur between the crown of the V3
loop and the extracellular loops, particularly ECL2, of CCR5
(14, 17, 29, 37). The small-molecule antagonists of CCR5 do
not act by reducing surface expression of CCR5 but rather by
binding to a hydrophobic pocket within the transmembrane
helices and inducing conformational changes that prevent HIV
from utilizing drug-bound receptors for entry (18, 39, 40, 58,
62). That CCR5 antagonists alter coreceptor conformation in
different ways is documented by differential effects of various
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FIG. 5. CCR5 antagonists disrupt the extracellular loops of CCR5 but have minor effects upon the N terminus. NP2/CD4/CCR5 cells were
incubated with medium alone or medium containing saturating concentrations of maraviroc (MVC), aplaviroc (APL), vicriviroc (VVC), CMPD167, or TAK779. NP2/CD4/CXCR4 cells were utilized as controls. Cells were probed with the N terminus-specific anti-CCR5 monoclonal
antibodies (MAbs) 3A9, CTC5, and CTC8 or the extracellular loop (ECL)-specific anti-CCR5 MAbs 2D7, 45523, 45529, 45531, or 45549. CCR5
antagonists had no effect on the binding of N terminus-specific MAbs 3A9 and CTC5 and minor effects on CTC8 binding. In contrast, CCR5
antagonists caused significantly reduced binding of the ECL-specific MAbs 45523, 45529, and 45531 and minor disruption of 2D7 and 45549
binding. Different CCR5 antagonists reduced binding by ECL-specific MAbs to various degrees, suggesting that these drugs induce inhibitorspecific alterations to the ECLs. Data are representative of results from three independent experiments.
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drugs on chemokine and antibody binding to CCR5 (59, 64).
We explored the impact of this drug class on CCR5 conformation in a more systematic way and found that while the
various drugs had little to no impact on the recognition of
CCR5 by three different MAbs to the N-terminal domain of
the receptor, there was striking variability in how antibodies
directed to the ECLs recognized drug-bound forms of CCR5.
The implication of these findings, when coupled with previous
work, is that CCR5 antagonists alter ECL conformation while
not necessarily altering the conformation of the N-terminal
domain and that different CCR5 antagonists induce different
conformational changes in the ECLs. Although the MVCresistant Envs from patient 6061 were also partially crossresistant to TAK779, the MAbs directed against the N terminus or ECLs did not reveal obvious structural differences

between MVC- or TAK779-bound CCR5 compared with other
antagonist-CCR5 complexes which still inhibit infection. The
mechanism of cross-resistance between MVC and TAK779 is
under investigation and may be the result of structural similarities
between the drug-bound receptors that were not probed by the
MAbs utilized or the ability of the Envs to independently recognize two structurally different drug-receptor complexes.
We can propose a model to account for how the viruses
studied here can utilize drug-free and MVC-bound CCR5 for
infection but not CCR5 bound to other antiviral drugs, while
other viruses can utilize CCR5 in the presence of any CCR5
antagonist. The viruses studied to date that exhibit resistance
to multiple CCR5 antagonists appear to be exquisitely sensitive
to mutations in the N-terminal domain of CCR5 in the presence of drug but relatively insensitive to mutations within the

Downloaded from http://jvi.asm.org/ on June 15, 2012 by UNIVERSITY OF PENNSYLVANIA LIBRARY

FIG. 6. Model of cross-resistance of Envs to CCR5 antagonists. (A) CCR5 antagonist-resistant viruses that only require the N terminus for
binding in the presence of drug recognize a region of the coreceptor that is relatively unaffected by different drugs. As a consequence, these viruses
can utilize wild-type CCR5 or CCR5 bound to a variety of different CCR5 antagonists, resulting in broad cross-resistance. In contrast, other
resistant viruses require both the N terminus and the extracellular loops (ECLs) of CCR5. Unlike the N terminus, the ECLs of CCR5 are disrupted
in an inhibitor-specific manner. Thus, the maraviroc (MVC)-resistant virus can recognize MVC-bound CCR5 but not aplaviroc (APL)- or vicriviroc
(VVC)-bound conformations, resulting in narrow cross-resistance. (B) Effect of N-terminal ECL1, ECL2, and ECL3 mutations on drug resistance
of the APL-resistant Env Pre5.2 (data from reference 48) and the MVC-resistant Env R3 (data from Table 2). Mutations are shaded according
to the degree to which they eliminate drug resistance, with those abolishing resistance shaded red and those having no effect on drug resistance
shaded yellow. Data are representative of results from three independent experiments ⫾ standard errors of the mean.
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an MVC-based regimen, the vast majority appeared to fail with
either a CXCR4-utilizing virus or a CCR5-utilizing virus that
lacked any in vitro evidence of CCR5 inhibitor resistance.
CCR5 resistance can occur, however, and at least in the case
described here, resistance to MVC requires the emergence of
multiple mutations with the V3 and perhaps V4 loops. The
relative fitness of this resistant virus remains to be defined but
is likely to be high given its remarkable ability to replicate in
vivo (high viral load) and its ability to replicate in vitro in the
presence of very low levels of CCR5. It remains to be determined whether patients with viruses capable of utilizing low
CCR5 levels are more apt to fail MVC therapy due to mutations in Env that enable the use of drug-bound CCR5. If so,
cross-resistance to other CCR5 inhibitors may not be inevitable due to differences in how Env can interact with distinct
CCR5 domains.
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ECL domains (Fig. 6B). As the conformation of the N-terminal domain of CCR5 appears to not be greatly altered by
binding of different CCR5 antagonists to the receptor, a plausible model posits that these viruses have adapted to recognize
a portion of the receptor that is relatively unaffected by drug
binding and thus can utilize drug-bound forms of CCR5 that
differ in ECL conformation as well as drug-free receptors. In
contrast, the narrowly cross-resistant Envs reported here require residues within both the N-terminal domain and the
ECLs of CCR5 in the presence of drug. Unlike the N terminus,
the conformations of the ECLs are disrupted by drug binding
in a manner that appears to be compound specific. We speculate that the mutations in the V3 loop found in this virus
enable it to interact with the MVC-bound conformation of the
ECLs but not with conformations induced by other CCR5
antagonists. Unusually, transfer of the V3 mutations responsible for drug resistance into drug-sensitive Env backgrounds conferred the ability to use MVC-bound CCR5 with
three diverse subtype B viruses. Thus, these viruses appear
to be uniquely adapted to recognize the MVC-bound conformation of CCR5 yet are still able to utilize the drug-free
receptor via interactions with the N-terminal domain of the
coreceptor and perhaps the ECLs as well.
It is not clear why virologic failure following CCR5 antagonist therapy results sometimes from outgrowth of CXCR4using viruses, sometimes from viruses that are resistant to
multiple CCR5 antagonists, and sometimes from viruses that
exhibit a narrow drug resistance profile. There are clearly selective pressures against the emergence of CXCR4-using viruses, since these typically fail to arise until years after infection and often fail to evolve to detectable levels (1, 7, 10, 11, 13,
47, 57). In the patient studied here, deep sequencing revealed
the presence of V3 sequences that are consistent with the use
of CXCR4 for entry at a frequency of approximately 0.5% in
the pretreatment sample. These findings indicate that the presence of X4-tropic HIV variants at baseline does not necessarily
predict that patients will fail CCR5 antagonist therapy by the
outgrowth of these X4 viruses and raises the possibility that
these agents may have some efficacy in certain patients harboring dual/mixed viral populations. In contrast, no sequences
containing all three of the mutations associated with resistance
in this patient were present at baseline, suggesting that de novo
viral evolution to use MVC-bound CCR5 was favored over
outgrowth of CXCR4-using viruses. Using the newly developed Affinofile assay by Johnston and colleagues (28), which
allows detailed characterization of viral requirements for CD4
and CCR5 levels, we found that the MVC-resistant viruses
described here as well as aplaviroc-resistant Envs derived from
a second patient were unusual in their ability to efficiently
utilize low levels of CCR5 for virus infection (48). Although
speculative, it is possible that the ability to utilize very low
levels of CCR5 for entry reflects highly efficient use of CCR5
and that viruses that utilize CCR5 very efficiently may be able
to tolerate mutations within the V3 loop without abolishing
infectivity. Some of these mutations, in turn, may enable the
virus to utilize drug-bound CCR5 more efficiently and give rise
to drug-resistant variants. Further studies with resistant viruses
and their requirements for CCR5 levels will be necessary to
test this hypothesis.
In summary, among individuals who are exhibiting failure of
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