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Human immunodeficiency virus type 1 (HIV-1) envelope glycoprotein modifications over the course of
infection have been associated with coreceptor switching and antibody neutralization resistance, but the effect
of the changes on replication and host cell receptor usage remains unclear. To examine this question, unique
early- and chronic-stage infection envelope V1-toV5 (V1-V5) segments from eight HIV-1 subtype A-infected
subjects were incorporated into an isogenic background to construct replication-competent recombinant
viruses. In all subjects, viruses with chronic-infection V1-V5 segments showed greater replication capacity than
those with early-infection V1-V5 domains in cell lines with high levels of both the CD4 and the CCRS5 receptors.
Viruses with chronic-infection V1-V5s demonstrated a significantly increased ability to replicate in cells with
low CCRS receptor levels and greater resistance to CCRS receptor and fusion inhibitors compared to those
with early-infection V1-V5 segments. These properties were associated with sequence changes in the envelope
V1-V3 segments. Viruses with the envelope segments from the two infection time points showed no significant
difference in their ability to infect cells with low CD4 receptor densities, in their sensitivity to soluble CD4, or
in their replication capacity in monocyte-derived macrophages. Our results suggest that envelope changes,
primarily in the V1-V3 domains, increase both the ability to use the CCRS5 receptor and fusion kinetics. Thus,

envelope modifications over time within a host potentially enhance replication capacity.

The human immunodeficiency virus type 1 (HIV-1) viral
envelope glycoprotein evolves over the course of infection (24,
78), with the portion from constant region 2 to variable loop 5
(C2-V5) diversifying at an approximate rate of 1% per year in
the absence of antiretroviral medications (77). The envelope
glycoprotein variable loops 1 and 2 (V1-V2) expand and add
more glycosylation sites over the course of infection (21, 76).
These envelope changes arise primarily due to errors during
reverse transcription, the high rate of viral replication, and
recombination (25, 42, 58, 86). The rate of mutation fixation in
a virus population, however, depends on both the level of viral
replication and, more importantly, the selective advantage or
disadvantage conferred by the mutation. The host immune
response and the replication capacity in the available target
cells primarily drive this selection (12, 51). Envelope modifi-
cations that confer an advantage in evading the host humoral
immune response and/or increase the efficiency of target cell
infection and replication are likely favored over the course of
an infection within a subject.

Studies with the simian immunodeficiency virus/macaque
model, simian human immunodeficiency virus, and HIV-1
have shown that envelope modifications that occur over the
course of an infection confer antibody neutralization resistance
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(8,9, 72, 85). The host neutralizing antibodies target specific
epitopes on the circulating viral envelope glycoproteins, but
viruses evolve to escape these responses (70, 85). We have
previously shown that in HIV-1 subtype A-infected individuals,
changes in the envelope glycoprotein V1-V2 loops account for
some of the observed neutralization resistance to autologous
plasma (76). Besides influencing the sensitivity to the host
neutralizing-antibody response, envelope modifications that
occur over the course of infection also potentially affect host
cell receptor interactions and replicative capacity in different
target cells.

HIV uses the CD4 receptor along with a coreceptor, such as
CCRS5 and/or CXCR4, for host cell attachment and fusion
(11). Early in infection, most HIVs use the CCRS coreceptor,
and over time, HIVs often acquire an ability to use a wider
variety of coreceptors, such as CXCR4 (7). In subtype B
HIV-1, coreceptor usage has been mapped primarily to the
envelope V3 loop (15, 19, 20, 28), while in non-subtype B
viruses, other portions of the envelope sequence such as the
V1-V2 loops may influence coreceptor usage (26). Because
coreceptor switching occurs less frequently in subtype A vi-
ruses (26, 29), envelope glycoprotein modifications that occur
over the course of infection may affect cell entry efficiency
primarily by altering CD4 or the CCRS5 receptor utilization.
We have previously shown that evolution in the envelope gly-
coprotein V1-V2 loops can have modest effects on cell entry
efficiency in cells with limiting levels of receptors (76). Modi-
fications in the V1-V2 loops and other envelope segments are
constrained because antibody neutralization resistance needs
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TABLE 1. Subjects, sequences, and clones
Early infection Chronic infection
Subject I'nfectiog Plasma virus No. of No. of Ipfection Plasma virus No. of No. of
interval . b c interval .

(mo) (copies/ml) sequences’ clones' (mo) (copies/ml) sequences clones
QA203 1 39,190 3 1 41 45,390 4 3
QA284 1 374,160 1 1 47 14,080 4 4
QAT779 2 66,530 1 1 37 160,970 7 6
QB424 1 330,710 3 1 31 352,740 5 1
QB596 6 56,050 4 1 24 13,800 8 5
QB670 1 141,370 1 1 46 27,770 9 0
QC168 1 993,900 1 1 32 1,611,600 4 3
QC449 5 782,600 1 1 41 185,060 2 2
QC890 2 1,044 3 1 42 733,080 5 4

“ Duration from the estimated date of infection to the day of sample collection.

® Number of independent sequences analyzed.

¢ Number of replication-competent recombinant viruses with unique V1-V5 segments.

to be attained while preserving the ability to bind host recep-
tors and enter cells. The effects of envelope sequence changes
that occur over the course of infection on host cell receptor
interactions and replicative capacity remain largely undefined,
especially for non-subtype B HIV-1.

In the present study, we incorporated previously isolated
unique early- and chronic-infection V1-V5 envelope segments
into a parental virus. As opposed to the majority of studies
which examine HIV-1 envelope glycoprotein phenotypes using
viral pseudotypes, we constructed replication-competent re-
combinant viruses. We found that engineered viruses with
V1-V5 segments from the chronic phase of infection had sig-
nificantly increased replication capacity compared to HIVs
with V1-V5 portions from early infection. In addition, variants
with chronic-infection V1-V5s also had significantly greater
replication capacity in cells with low CCRS densities and lower
sensitivity both to the CCRS antagonists TAK779 and PSC-
RANTES and to the fusion inhibitor T-20, compared to HIVs
with V1-V5 portions from early in infection. These properties
were associated primarily with sequence changes within the
V1-V3 envelope domains. These results in conjunction with
our previous studies suggest that envelope sequence changes
within the envelope V1-V3 domain may lead to antibody neu-
tralization resistance and a concomitant increase in the ability
to use the CCRS receptor and faster fusion capacity.

MATERIALS AND METHODS

Subjects and envelope sequences. A first-round PCR product encompassing
V1-V5 sequences had been obtained previously from peripheral blood mononu-
clear cell samples from nine antiretroviral-naive subtype A-infected women who
acquired HIV-1 through heterosexual contact (Table 1) (76). Each sequence was
derived from an independent PCR starting with one template copy to minimize
resampling bias (74). Previously, we isolated V1-V3 sequences from this first-
round product using a second nested PCR. In this study, we used the same
first-round amplified product to amplify V1-V5 sequences using primers Env10S
(5'-CACTTCTCCAATTGTCCCTCAT-3'; corresponding to nucleotide posi-
tions 7647 to 7668 in the HXB2 genome) and Env15 (5'-CCATGTGTAAAGT
TAACCCC-3'; HXB2 nucleotide positions 6576 to 6595). Amplified products
were cleaned using Qiaquick (Qiagen) and directly sequenced.

Construction of recombinant viral plasmids. We modified a previously de-
scribed yeast gap repair homologous recombination method (43) to incorporate
unique V1-V5 PCR-amplified envelope fragments into a full-length subtype A
HIV-1 clone (Q23-17) (63) (Fig. 1). To incorporate the Q23 HIV-1 sequences
into a Saccharomyces cerevisiae and Escherichia coli shuttle vector, Notl and
Xhol digestion was used to isolate the full-length Q23 sequence, and this frag-

ment was cloned into the multiple-cloning site of pRS315 (New England Bio-
labs). Within Q23, nef sequences were replaced by the HIS3 gene, which allows
yeast to synthesize histidine. The selection marker, HIS3, was amplified from
pRS313 (New England Biolabs) using primers 5'-AAGTGGTCAAAAAGTAGCA
TAGTTCTGGTGGCAATGATTGAAATAAATTCCCTTTAAGAGC-3' and 5'-
GTTTATCTAAGTCTTGAGATACTGCTTTAAATAATCGTGTCAC-3". The
underlined portion of each primer denotes the segments homologous to Q23 nef
sequences. Yeast (strain S288C) was transformed with the HIS3 gene PCR
fragment and BmgBI-linearized pRS315-Q23 plasmid using the lithium acetate
(LiAc) technique (13). (BmgBI cuts within the Q23 nef sequence.) Transformed
yeast cells were selected and expanded on complete minimal medium (CMM)
without leucine or histidine. Yeast plasmids were extracted using glass beads, and
a portion of the crude extract was electroporated into E. coli. Transformed E. coli
were confirmed to have the plasmid pRS315-Q23Anef-HIS3 by restriction en-
zyme digestions. Within pRS315-Q23Anef-HIS3, the V1-V5 portion of the Q23
envelope gene was replaced by the selection marker URA3 to enable different
V1-V5 envelope segments to be shuttled into the plasmid. URA3 encodes the
orotidine 5'-phosphate decarboxylase protein involved in uracil biosynthesis. The
URA3 gene was amplified from pRS316 (New England Biolabs) using primers
5'-CCATGTGTAAAGTTAACCCCTCTCTGAGATTGTACTGAGAGTGCA
C-3' and 5'-CACTTCTCCAATTGTCCCTCATATCTCCTGGTATTTCACAC
CGCAGGG-3'. The underlined segment of each primer highlights portions
homologous to Q23 envelope sequences (analogous to primers Envl5 and
Env10S, respectively). Yeast were transformed with the URA3-amplified PCR
fragment and BgllI-linearized pRS315-Q23Anef-HIS3 (BglII cuts within the
envelope V1-V5 region). Yeast cells were grown on CMM plates lacking leucine,
histidine, and uracil. Crude extract from a transformed yeast colony was elec-
troporated into E. coli to isolate and expand the plasmid pRS315-Q23Anef-
HIS3AV1-V5-URAS3. Different V1-V5 envelope fragments were shuttled into
pRS315-Q23Anef-HIS3AV1-V5-URA3 using LiAc transformation. Briefly,
pRS315-Q23Anef-HIS3AV1-V5-URA3 was linearized with Stul, which cuts
within the URA3 gene. Linearized pRS315-Q23Anef-HIS3AV1-V5-URA3 and
amplified V1-V5 envelopes were used to transform yeast, and yeast was grown on
CMM plates lacking leucine and histidine and with 5-fluoro-1,2,3,6-tetrahydro-
2,6-dioxo-4-pyrimidine carboxylic acid (FOA). FOA inhibits the growth of yeast
that expresses the URA3 gene. Yeast colonies on CMM plates lacking leucine
and histidine and with FOA were screened for the HIV-1 envelope gene by PCR.
Plasmids were expanded in E. coli, and incorporation of the different V1-V5
envelope segments within Q23 was confirmed by sequence analysis.

Virus stocks and titers. Viral stocks were prepared by transiently transfecting
293T human embryonic kidney fibroblast cells using the Fugene protocol (Roche
Molecular Biochemicals). The 293T cells were maintained in Dulbecco’s modi-
fied Eagle medium (DMEM) supplemented with 10% fetal bovine serum, 2 mM
L-glutamine, 100 U of penicillin per ml, and 100 pg of streptomycin per ml
(DMEM complete). After 48 h in culture, the supernatant was filtered through
a 0.45-pm filter, aliquoted, and stored at —80°C until use. The infectious dose of
each virus stock was determined by infecting TZM-bl cells with a range of viral
dilutions by directly counting B-galactosidase (B-gal)-positive “blue” foci at 48 h
postinfection as previously described (32, 76). TZM-bl cells were obtained
through the NIH AIDS Research and Reference Reagent Program, Division of
AIDS, NIAID, NIH (NIH-ARRRP) (84).
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FIG. 1. Construction of viruses using yeast gap repair homologous recombination. (A) A full-length HIV-1 clone was isolated and ligated into
the multiple-cloning site of pRS315 (New England Biolabs). pRS315 sequences permit plasmid replication in both bacteria and yeast, and pRS315
also contains the beta-isopropylmalate dehydrogenase gene for the leucine synthetic pathway (LEU2). Thus, yeast with the recombined plasmid
can be selected in leucine dropout media. (B) The yeast selection gene, for histidine (HIS3), was amplified with primers that contained the HIS3
gene sequences at the 3’ end flanked by nef homologous sequences at the 5’ end. This PCR product and the HIV-pRS315 plasmid linearized by
endonuclease digestion within the nef gene were used to transform yeast and recover the HIV-pRS315-Anef-HIS3 plasmid. (C) The URA3 gene
was amplified from pRS316 (New England Biolabs) using primers that contained the URA3 gene sequences at the 3’ end flanked by sequences
homologous to the HIV-1 envelope. URA3 encodes the orotidine-5'-phosphatase decarboxylase protein involved in the biosynthesis of uracil. Yeast
was transformed with HIV-pRS315-Anef-HIS3 plasmid linearized by endonuclease digestion within the env gene and the URA3 PCR product.
Yeast with the recombined plasmid (HIV-pRS315-Anef-HIS3-AEnv) was selected in leucine, histidine, and uracil dropout media. (D) Yeast was
transformed with the HIV-pRS315-Anef-HIS3-AEnv plasmid linearized with endonuclease digestion within URA and an envelope PCR product
of interest. Recombined plasmid was isolated from yeast selected in leucine and histidine dropout media enriched with FOA. URA3 converts FOA

to a toxic product which inhibits yeast with URA3 expression.

Site-directed mutagenesis. The E370D mutation was introduced into pHXB-
2-env using the QuikChange site-directed mutagenesis kit (Stratagene) with
primers 5'-GGAGGGGACCCAGACATTGTAACGCACAG-3' and 5'-CTGT
GCGTTACAATGTCTGGGTCCCCTCC-3'. pHXB-2-env was obtained from
the NIH-ARRRP (52). The wild-type HXB-2 envelope plasmid and HXB-2
E370D mutated envelope plasmid were used to make virus pseudotypes with a
Q23AEnv plasmid as previously described (41, 76). The YU2 K421D mutated
virus was constructed by site-directed mutagenesis of pYU2, using primers 5'-C
ACACTCCCATGTAGAATAGATCAAATTATAAATATGTGGC-3" and 5'-
GCCACATATTTATAATTTGATCTATTCTACATGGGAGTGTG-3'. pYU2
was obtained from the NIH-ARRRP (39). Site-directed mutagenesis was per-
formed on an EcoRI/Sall segment of pYU2 subcloned into the multiple-cloning
site of pRS316 (NE Biolabs). The EcoRI/Sall portion with the site-directed
mutation was reinserted into the original pYU?2 to obtain pYU2 K421D. The
HXB-2 E370D and YU2 K421D mutations were confirmed with sequence anal-
ysis.

Sensitivity to inhibitors. Sensitivity to soluble CD4, PRO1008 (Progenics),
CCRS antagonists TAK779 and PSC-RANTES, and fusion inhibitor T-20 was
assessed on TZM-bl cells. TAK779 and T-20 were obtained through the NIH-
ARRRP (2). Sensitivity was examined in 96-well plates in the presence of twofold
serial dilutions of the inhibitor. Soluble CD4 was incubated with 500 infectious
particles (IP) of each virus for 1 h at 37°C prior to adding 1 X 10* TZM-bl cells
in each well. TAK779, PSC-RANTES, or T-20 was incubated with 1 X 10*
TZM-bl cells for 1 h at 37°C prior to adding 500 IP of each virus. After 48 h, all
infections were assessed for B-gal expression using Galacton-Light Plus (Applied
Biosystems). Relative light units in wells without any infectious virus were used
as the background level, and this was subtracted from the relative light units of
each well. The level of B-gal expression in the presence of serially diluted
inhibitor versus medium alone was used to determine the percentage of inhibi-
tion. Data were fitted to estimate the 50% inhibitory concentration (ICs). All

1Cs0s were calculated from a minimum of two independent experiments, and
within each experiment all infections were performed in triplicate.

Replication Kinetics on cells with various levels of cell surface receptors. Cell
lines with various CD4 and CCRS surface receptor densities were kindly pro-
vided by Emily Platt and David Kabat (62). All cells were plated 1 day prior to
infection at a density of 4 X 10* cells per well in a 24-well dish. The next day, the
medium was removed and cells were incubated in the presence of 20 pg/ml
DEAE-dextran with 500 IP in a total of 100 ul of DMEM complete. After 2 h,
cells were washed with phosphate-buffered saline, and 1 ml of fresh DMEM
complete was added to each well. Cells were incubated at 37°C, and all of the
medium was collected and replaced with fresh DMEM complete on the first and
fourth days of infection. Cells were expanded to a T25 flask after the fourth day.
Medium was also collected on day 7 after infection. p24 levels were assessed on
medium collected from days 1, 4, and 7 after infection using a p24 enzyme-linked
immunosorbent assay (Perkin-Elmer). The day 7 p24 levels in the cells with
limiting levels of receptors were normalized relative to the day 7 p24 level in the
JC53 cells with high levels of CD4 and CCRS.

Determination of coreceptor use. Coreceptor usage was determined using the
GHOST cell assay as previously described (41, 48). Briefly, 4 x 10
GHOST(3)CXCR4 or GHOST(3)X4/R5 cells were plated in a 24-well dish 1 day
prior to infection. GHOST(3)X4/R5 and GHOST(3)CXCR4 cells express the
CD4 receptor with both the CCRS and the CXCR4 coreceptors or the CXCR4
coreceptor alone, respectively. In addition, green fluorescent protein (GFP) is
under the transcriptional control of the HIV-2 long terminal repeat in these cells.
Thus, infection can be assessed by flow cytometric measurement of GFP staining.
Cells were exposed to 10,000 infectious virions, and wells were washed 2 h after
exposure. Cultures were incubated for 2 days prior to fluorescence-activated cell
sorter analysis for GFP staining of 10,000 events.

Replication kinetics on MDMs. Peripheral blood mononuclear cells (PBMCs)
were isolated using the Ficoll-Hypaque density centrifugation method from buffy



VoL. 83, 2009

coats obtained from local blood banks. Monocytes were isolated using the Percoll
gradient method (14). Monocytes were incubated in macrophage SFM medium
(Gibco BRL) supplemented with 10% human serum, 5% fetal bovine serum, 1
mM L-glutamine, 100 U of penicillin per ml, and 100 pg of streptomycin per ml
(complete macrophage medium) for 5 to 7 days prior to infection. Between 0.5 X
10° and 1.0 X 10° monocyte-derived macrophages (MDMs) were plated per well
in a 24-well plate. Cells were infected with 5,000 IP of virus in the presence of
20 p.g/ml DEAE-dextran. Cells were washed after 2 h of viral exposure. All of the
medium was collected and replaced with fresh complete macrophage medium on
days 1, 4, 7, 10, and 14. All viruses were evaluated for their ability to replicate in
MDMs from a minimum of two different blood donors. Replicative capacities of
all recombinant viruses with V1-V5 segments from the same subject were always
compared on MDMs obtained from the same donor.

Construction of chimeric V1-V5 envelope segments. Overlap PCR was used to
generate chimeric V1-V5 envelope fragments. The V1-V2 and C2-V5 envelope
portions were amplified from the plasmids with the V1-V5 envelope segment of
interest using primers Env 15 and 5'-TGAGGTATTACAATTTATTAATCTA
TA-3" and Env 10S and 5'-TATAGATTAATAAATTGTAATACCTCA-3', re-
spectively. The V1-V3 and C3-V5 envelope domains were amplified from the
V1-V5 envelope segment of interest using primers Envl5 and 5'-GTGTTGTA
ATTTCTAGATCCCCTCCTG-3' and Env 10S and 5'-CAGGAGGGGATCTA
GAAATTACAACAC-3', respectively. Amplified segments were gel purified
and combined in a PCR with primers Env10S and Envl5 to construct the
chimeric V1-V5 domains. Construction of all chimeric V1-V5 envelope segments
was verified by sequence analysis.

Statistical analysis. The average from the multiple independent experiments
was calculated for each recombinant virus for the replicative-capacity and inhib-
itor sensitivity assays. Differences among early- and chronic-infection viruses
were assessed by two independent statistical tests. First, the value from the
early-infection V1-V5 recombinant virus was compared to the median value for
the multiple viruses with chronic-infection V1-V5 segments using the Wilcoxon
matched-pairs signed-rank test. Second, the Exact Wilcoxon-Mann-Whitney test,
stratified by subject, was used for an aggregate comparison between early- and
chronic-infection viruses. The two tests showed that the same properties were
significantly different (P < 0.05) between the early- and chronic-infection vari-
ants except for replication in the cells with low CCRS levels; in this case the Exact
Wilcoxon-Mann-Whitney test demonstrated a significant difference, while with
the Wilcoxon matched-pairs signed-rank test a trend was observed (P = 0.1).
Only the P values from the Exact Wilcoxon-Mann-Whitney test are presented
because it accounts for the measurements from all the multiple chronic-infection
variants as opposed to reducing them into a single median value. All P values are
based on a two-sided test. All statistical analyses were done with Intercooled
Stata version 8.0 (Stata Corporation, College Station, TX) and SAS version 8.2
(SAS Institute, Cary, NC).

RESULTS

V1-V5 sequences. Sequences were generated from samples
taken at 1 to 6 months postinfection and from approximately
24 to 47 months after estimated infection as described previ-
ously (Table 1) (76). The median interval of time for the
analyzed sequences was about 35 months (range, 18 to 46
months). In previous studies, we have shown that five (QA284,
QA779, QB670, QC168, and QC449) of the nine subjects ex-
amined in this study had strictly homogenous envelope se-
quences early in infection (74, 75). Thus, for these subjects,
only one early-infection V1-V5 sequence was isolated, and for
the remaining four subjects, multiple sequences (median, 3;
range, 3 to 4) were isolated from early in infection (Table 1).
For all subjects, multiple sequences (median, 4; range, 2 to 9)
were isolated and examined from the chronic-infection sample.
Similar to our previous results, early-infection sequences
showed a significantly lower median number of predicted N-
linked glycosylation sites (PNGS) within the V1-V2 domain
(median, 5; range, 3 to 8) than did sequences from the chronic
phase of infection (median, 6; range, 4 to 9; P = 0.03) (76).
There was no significant difference in V1-V2 and V1-V4 length
or in the number of V1-V4 PNGS between the early- and
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chronic-infection sequences. As before, neighbor-joining phy-
logenetic analysis showed that sequences at both time points
within each subject clustered together, suggesting that there
was no contamination or reinfection by two different partners
(data not shown) (76).

Generation of replication-competent recombinant viruses.
To assess the effects on envelope function from the changes
that occur in the V1-V5 segments over time, we constructed
replication-competent recombinant viruses incorporating dif-
ferent V1-V5 sequences within a HIV-1 subtype A Q23-17
background. Q23-17 is a replication-competent clone derived
from a subject’s sample approximately 1 year after estimated
infection (63). Because sequences early in infection are rela-
tively homogeneous, only the predominant V1-V5 sequence
from early in infection was incorporated into the full-length
HIV-1 clone. All unique chronic-infection V1-V5 segments,
however, were inserted into the Q23-17 HIV-1 clone. The
median titer of the replication-competent recombinant viruses
was 5.4 X 10° IP per ml (range, 1.0 X 10° to 2.1 X 10°). Some
chronic-infection V1-V5 variants in QA203 (one of four),
QAT779 (one of seven), QB424 (three of four), QB596 (one of
eight), QB670 (nine of nine), QC168 (one of five), and QC890
(one of five) did not yield an infectious titer greater than
20 IP/ml, the limit of detection for the titer assay (Table 1). No
further studies were pursued with the QB670 envelopes from
either time point because no replication-competent recombi-
nant virus with the QB670 V1-V5 chronic-infection sequence
could be generated. It should be noted that we introduced
V1-V5 segments within a heterologous backbone, and thus
these constructs may not accurately reflect the properties of
the original full-length parent envelope, which is potentially
evident by the nonfunctional envelopes.

Replication capacity. We examined replication efficiency dif-
ferences among viruses with V1-V5 envelope segments from
different times during infection in a cell line with high levels of
the CD4 and CCRS receptors, JC53 (62). Thus, host cell re-
ceptors were at a consistently high level in all infections, as
opposed to the case for PBMCs, where there is extensive donor
variability, especially in CCRS density (47, 69). All recombi-
nant viruses showed more than a 100-fold increase in p24
antigen levels from day 1 (median, 4.2 pg/ml; range, 0 to
20.8 pg/ml) to day 7 (median, 1,105 pg/ml; range, 222.9 to
5,534.0 pg/ml), suggesting that all viruses replicated in cells
with high CD4 and high CCRS cell surface receptor concen-
trations. In all subjects, early-infection variants replicated to a
lower level than the median for the chronic-infection viruses,
although these differences in some individuals (QB596 and
QC449) were relatively small (Fig. 2). Early-infection viruses
had significantly lower p24 levels (median, 713.0 pg/ml; range,
222.9 to 2,681.4 pg/ml) at day 7 after infection in the JC53 cells
than the chronic-infection variants (median, 1,527.8 pg/ml;
range, 727.1 to 5,534.0 pg/ml) (P = 0.01).

Receptor utilization. Because host cell entry is the rate-
limiting step in HIV-1 replication (3, 44, 65) and entry is
potentially limited by receptor binding and fusion (46, 61), we
hypothesized that early- and chronic-infection viruses had dif-
ferences in receptor attachment and fusion kinetics. Previous
studies suggest that sensitivity to receptor inhibitors correlates
with the affinity of the viral envelope for the host cell receptor
(59, 66). Sensitivities to a small-molecule CCRS inhibitor,
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FIG. 2. Replication in cells with high levels of CD4 and CCRS receptors (JC53). Each graph shows the p24 production 7 days after infection
for virus with early-infection V1-V5 segments (black bars) and viruses with chronic-infection V1-V5 sequences (white bars). Note that the y axis
scale, which depicts p24 levels, is different in each graph. The subject identification is denoted above each graph, and the V1-V5 segment

identification is below each column. All infection levels represent mean values from two or more independent experiments. The error bars show

the standard deviations.

TAK779 (2), and to a soluble CD4 molecule, PRO1008-1 (Pro-
genics), were used as surrogate markers to measure CCR5 and
CD#4 utilization, respectively. To demonstrate that inhibitor
sensitivity correlates with binding capacity, we tested viruses
with previously documented receptor affinity differences. A
YU2 envelope with a lysine (K)-to-aspartic acid (D) mutation
at position 421 (K421D) within the envelope bridging sheet
region has markedly lower CCRS binding than the wild-type
YU2 (71). The YU2 K421D virus (ICs, 2.1 nM = 0.6 nM) had
an approximately 18-fold greater sensitivity to TAK779 than
the wild-type YU2 virus (ICs,, 37.7 nM £ 12.6 nM). The
HXB2 envelope with a glutamic acid (E)-to-aspartic acid (D)
mutation at envelope position 370 (E370D) results in de-
creased affinity for the CD4 receptor compared to the wild-
type HXB2 envelope (49). HXB-2 E370D pseudotypes (ICs,
1.3 pg/ml = 1.1 pg/ml) had approximately 13-fold greater
sensitivity to soluble CD4 than wild-type HXB-2 pseudotypes
(ICsq, 27.3 pg/ml = 3.4 pg/ml).

To document differences in receptor utilization between chi-
meric envelopes with V1-V5 segments from the early and
chronic phases of infection, we examined sensitivity to TAK779
and soluble CD4. The various recombinant viruses with differ-
ent V1-V5 envelope segments demonstrated large variations in
TAK779 ICss, from 0.4 to 156.8 nM (Fig. 3A). In all subjects
(except QB424), early-infection HIVs had lower TAK779
ICsos than the median TAK779 ICsys from all the chronic-
infection viruses, although in QC449, the difference was less
than twofold. In aggregate, early-infection variants (median,
10.0 nM; range, 7.1 to 105.2 nM) showed approximately four-
to fivefold greater sensitivity to TAK779 than viruses with
chronic-infection V1-V5 domains (median, 46.4 nM; range, 0.4
to 156.8 nM) (P = 0.01).

TAK779 is an allosteric inhibitor (2), and some envelopes
with acquired resistance to small-molecule CCRS inhibitors
display continued susceptibility to CCRS5 chemokines (64, 81),
which suggests that sensitivity to TAK779 may not necessarily

correlate with an ability to utilize the native CCRS receptor.
Thus, we examined the sensitivities of the acute- and chronic-
infection envelopes to a CCRS5 chemokine, PSC-RANTES, a
competitive inhibitor. Sensitivity to PSC-RANTES varied from
0.01 to 0.81 nM (Fig. 3B). Similar to TAK779, early-infection
variants (median, 0.18 nM; range, 0.04 to 0.45 nM) were sig-
nificantly more sensitive to PSC-RANTES than the chronic-
infection viruses (median, 0.37 nM; range, 0.01 to 0.81 nM)
(P = 0.002).

Chronic-infection viruses may potentially have decreased
CCRS inhibitor sensitivity compared to early-infection variants
because they may use CXCR4 receptor for cell entry. To ex-
clude this possibility, we investigated coreceptor usage among
our recombinant viruses using the GHOST cell assay. GFP
staining was observed in more than 5% of the GHOST(3)
CXCRA4 cells after infection with a known CXCR4-using virus
(LAI) (56) and in fewer than 0.2% of the cells with a CCR5-
exclusive virus (JRCSF) (6). Recombinant viruses with early-
or chronic-infection V1-V5 envelope segments showed a me-
dian of 0.2% GFP-positive cells (range, 0.1% to 0.3%). On the
other hand, a median of 4% (range, 2% to 16%) of
GHOST(3)X4/R5 cells were GFP stained after infection with
the same recombinant viruses. This suggests that none of the
recombinant viruses utilized the CXCR4 coreceptor for cell
entry. Thus, chronic-infection viruses do not have decreased
sensitivity to CCRS antagonists because of the ability to use
CXCR4 as a coreceptor.

Among the diverse viruses, soluble CD4 1Cs,s varied
from 6.2 to 22.4 pg/ml (Fig. 3C). Unlike TAK779 and PSC-
RANTES sensitivity, in aggregate, early-infection variants
showed no significant difference in soluble CD4 sensitivity
(median, 13.6 pg/ml; range, 10.5 to 19.7 pg/ml) compared to
chronic-infection viruses (median, 13.3 pg/ml; range, 6.2 to
22.4 pg/ml) (P = 0.9).

To further confirm that chronic- versus early-infection vi-
ruses had an increased ability to use CCRS and no significant
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values from two or more independent experiments. The error bars show the standard deviations.

9699



9700 ETEMAD ET AL. J. VIROL.

= QA284 QA779 - QB424
40 30 40
6 - QA203 . % | ©
1 %
- I " 1 30 2%
c® T % 20
— T T 15 T s
C 15 L 10 - 15
9 10 J_ 5 10 | 10
=] 5
o ° ]
Q o = 0 0 0
c 4 8c 12¢ 24 SE 1C 4 8C  11C E 3C 5C 8 13C 15C 16C 5C
] QB596 4 3 40
Q w 5 acies . QC449 »
'_E gz 20 [ % [ 30
% | 2%
_— 2
[T} T 2 20 T
gio b ol ; : T
Q T 10 I 10 10 T
O\ 10 J- 5 _I_’ 5 5
5
0 0 0 0
17E 5 6C 8 14C 15C 4 3c 7c 100 1E 1c 5C 156 13C  14C  16C  18C
B 35 QA203 25 QA284 20
o u % QA779
< 20 |
025 I [ 30
o 15 2
< 20 J I "
=1 10 | r J 15
812 5 I 10
5o o ;
.,.qc_’ 4E 8c 12¢ 24¢ 5E 1C 4 &  11C 4E 3C 5C 8C 13C 15C 16C
o QBS% *1 _ QC168 ; QC449 “ QC890
> 20 7 12
=12 10
6
3 ] " s s
[ g 10 ‘; 6
g NlINinp ” imm TR
2 1 2
0 +l+ 0 0 0

17E 5C 6C 8C 14C 15C 4E 3C 7C 10C 1E 1C 5C 15E 13C 14C 16C 18C

FIG. 4. Relative replication in cells with high CD4 and low CCRS levels (JC10) (A) and in cells with low CD4 and medium CCRS levels (RC49)
(B) among viruses with early-infection V1-V5 portions (black bars) or chronic-infection V1-V5 segments (white bars). In each graph, the y axis
shows the infection levels in the respective cell lines. Note that the y axis scale is different in each graph. These values are normalized relative to
the infection levels in the high-CD4, high-CCRS (JC-53) cell line. The subject identification is denoted above each graph, and the V1-V5 segment
identification is below each column. All infection levels represent mean values from two or more independent experiments. The error bars show
the standard deviations.

difference in CD4 utilization, we examined replication capacity and high CCRS5 concentrations was around fourfold lower for
in cells with limiting levels of receptors. We reasoned that the HXB2 E370D (6.1% = 1.1%) compared to the wild-type
viruses with an envelope glycoprotein that has a greater ability HXB-2 pseudotypes (25.3% = 3.5%) at day 2 after infection.
to utilize the CCRS receptor should be able to replicate effi- In the JC10 cells with low CCRS receptor concentrations,
ciently in JC10 cells, which have a low CCRS5 density and high relative infection levels at day 7 after infection varied from 0.3
levels of CD4. Furthermore, viruses with envelopes that have to 29.9% for the early- and chronic-infection viruses (Fig. 4A).
higher CD4 binding should have better replication in RC49 In all subjects except QB424, early-infection variants had lower
cells, which express low levels of CD4 and medium density of relative infection levels in JC10 cells than the median of the
CCR5. As controls, we observed that the YU2 K421D virus relative infection levels of the chronic-infection viruses. These
was unable to replicate in the JC10 cells with low CCRS den- differences were less than twofold in two subjects (QB596 and
sity. On the other hand, the wild-type YU2 produced 39.4% =+ QC449). Recombinant viruses with early-infection V1-V5 seg-
7.9% p24 in JC10 cells relative to the JC53 cells with high ments (median, 6.6; range, 0.4 to 21.7) showed significantly
levels of CCRS at day 7 after infection. Entry in the RC49 cells lower relative infection levels in the JC10 cells than engineered
with low CD4 densities relative to the JC53 cells with high CD4 HIVs with V1-VS5 portions from the chronic phase of infection
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FIG. 5. Association between sensitivity to TAK779 and both rela-
tive replication in cells with high CD4 and low CCRS levels (JC10)
(A) and sensitivity to PSC-RANTES (B). The y axis shows the relative
infection in JC10 cells (A) and sensitivity to PSC-RANTES (B). The x
axis shows the TAK779 sensitivity for each chimeric envelope, repre-
sented by individual dots. The line shows the best-fit linear regression
curve, with the correlation coefficient listed on the top of the graph.

(median, 18.3%; range, 0.3 to 29.9%) (P = 0.01). In the RC49
cells with low levels of CD4, relative infection levels varied
from 0 to 41.2% (Fig. 4B). There was no significant difference
in relative infection levels in the RC49 cells between the early-
infection variants (median, 5.5; range, 1.0 to 15.1) and the
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chronic-infection variants (median, 4.8; range, 1.7 to 10.9)
(P =0.9).

Because early- and chronic-infection envelopes from the
eight different subjects showed similar relationships between
CCRYS inhibitor ICss and replicative capacity in the low-CCRS
cells, we examined the correlation between these assays. The
TAK779 ICs, was significantly correlated with relative infec-
tion levels in the low-CCRS cells (p = 0.6, P = 0.001; Spear-
man rank correlation) (Fig. 5A) and with sensitivity to PSC-
RANTES (p = 0.8, P < 0.001; Spearman rank correlation)
(Fig. 5B). Although none of these assays directly measures
affinity for the CCRS receptor, collectively our results suggest
that they may be highly correlated surrogate markers for an
envelope’s ability to bind the CCRS receptor. In contrast, the
soluble CD4 IC, showed no significant correlation with rela-
tive infection levels in the low-CD4, medium-CCRS5 cell line
(p = 0.03, P = 0.9; Spearman rank correlation), suggesting that
these surrogate markers for CD4 use may be influenced by
other factors, such as gp120 shedding or the ability to bind the
coreceptor after CD4 engagement.

Fusion capacity. Differences in cell entry and replication
between early- and chronic-infection viruses may also be influ-
enced by fusion kinetics. Previous studies have suggested that
sensitivity to the fusion inhibitor T-20 correlates with fusion
kinetics (66). Although all envelopes harbored an isogenic
transmembrane domain, gp41, the diverse recombinant viruses
showed great variation in T-20 ICs,s from 0.02 to 2.8 pg/ml
(Fig. 6). In all subjects except QC890, early-infection HIVs had
T-20 ICsys lower than the median T-20 ICs,s from all the
chronic-infection viruses, although in three subjects (QB424,
QB596, and QC449) the difference was less than twofold.
Early-infection variants (median, 0.3 wg/ml; range, 0.2 to 1.5 pg/
ml) were approximately two- to threefold more sensitive to
T-20 than viruses with chronic-infection V1-V5 domains (me-
dian, 0.8 pwg/ml; range, 0.3 to 1.4 pg/ml) (P = 0.01; Wilcoxon
matched-pairs signed-rank test).
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FIG. 6. Sensitivity to fusion inhibitor T-20 among viruses with chronic-infection V1-V5 segments (white bars) versus those with early-infection
V1-VS5 portions (black bars). The y axis shows the ICs,s against the fusion inhibitor. Note that the y axis scale is different in each graph. The subject
identification is denoted above each graph, and the V1-V5 segment identification is below each column. All IC;s represent mean values from two
or more independent experiments. The error bars show the standard deviations.
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Genotypic mapping of the differences to CCRS and fusion
inhibitors. To identify the envelope determinants for the
difference in CCRS utilization and fusion capacity among ear-
ly- and chronic-infection V1-V5 segments, we constructed chi-
meric V1-V5 envelope domains. Chimeric V1-V5s were cre-
ated with the subject’s early-infection V1-V5 envelope portion
and the chronic-infection V1-V5 envelope segment that dem-
onstrated the highest ICy, against CCRS inhibitors in seven
subjects. No chimeric envelopes were generated from QC449
V1-V5 segments because viruses with early- and chronic-infec-
tion envelope regions from this subject showed minimal dif-
ferences in CCRS utilization (Fig. 3A and B and 4A). Overlap
PCR was used to create four sets of chimeric V1-V5 segments
for each subject. We constructed V1-V5s with (i) early-infec-
tion V1-V2 and chronic-infection C2-V5 (V1V2E-C2V5L), (ii)
chronic-infection V1-V2 and early-infection C2-V5 (V1V2L-
C2VSE), (iii) early-infection V1-V3 and chronic-infection
C3-V5 (V1V3E-C3V5L), and (iv) chronic-infection V1-V3 and
early-infection C3-V5 (V1V3L-C3VS5E) segments. These chi-
meric V1-V5 envelope segments were incorporated in the full-
length Q23 clone using the yeast gap repair homologous re-
combination system. In all cases except QA203, the TAK779
ICs4s of the V1-V3/C3-V5 chimeras were within twofold of
that of the parent sequence from which the V1-V3 portion was
obtained (Fig. 7A). Thus, the V1V3L-C3VS5E chimeras com-
posed of chronic-infection V1-V3 and early-infection C3-V5
segments showed TAK779 ICsys similar to that of the parent
virus with the chronic-infection V1-V5 segment, and the V1-
V3E-C3V5L showed TAK779 sensitivity similar to that of the
virus with early-infection V1-V5 domains. The V1-V3/C3-V5
chimeras’ sensitivity to PSC-RANTES was also similar to that
of the parent sequence from which the V1-V3 portion was
obtained (Fig. 7B). In the cases where the chronic-infection
variant replicated more efficiently than the early-infection vari-
ant in the cells with low CCRS densities (JC10), relative rep-
lication in the JC10 cells was higher among the V1V3L-C3V5E
than among the V1V3E-C3V5L chimeras, except in QA203
(Fig. 7C). In QB424, where QB424-17E replicated more effi-
ciently than QB424-5C in JC10 cells, the V1V3E-C3VS5L pro-
duced greater relative amounts of p24 than the V1V3L-
C3VSE. Similarly, except for QB424, the V1V3L-C3VSE
versus the VIV3E-C3V5L chimeras were less sensitive to fu-
sion inhibitor T-20, if the chronic- compared to the early-
infection V1-V5 showed a higher T-20 IC,, (Fig. 7D). In
QC890, where QC890-15E was mildly less sensitive to T-20
than QC890-16C, the V1V3E-C3V5L chimera also had a min-
imally higher T-20 ICs, than the V1V3L-C3VS5E chimera. Col-
lectively, this suggests that V1-V3 sequences mainly influence
the difference in CCRS utilization and fusion capacity between
early- and chronic-infection viruses. Interestingly, in all cases
except QC890, viruses with early-infection V1-V2 and chronic-

USE OF CCRS BY HIV-1 V1-V5 VARIANTS OVER TIME 9703

infection C2-V5 portions consistently demonstrated greater
resistance to the CCR5 antagonists and higher replication ca-
pacity in cells with low CCRS receptor densities than viruses
with chronic-infection V1-V2 and early-infection C2-V5 seg-
ments (Fig. 7A, B, and C). In most cases, these differences
among the V1-V2/C2-V5 chimeras, however, were relatively
small. A similar pattern was not observed among the V1-V2/
C2-V5 chimeras for T-20 sensitivity (Fig. 7D). Thus, the spe-
cific envelope segment (V1-V2 or V3) that influence CCR5
usage and fusion capacity differences among early- and chronic-
infection variants cannot be identified among these different
subjects.

Replication capacity in MDMs. To examine the biological
relevance of CCRS utilization differences among early- and
chronic-infection viruses, we examined replication capacity in
primary cells with known limiting levels of CD4 and CCRS
receptors. Macrophages express lower surface levels of both
CD4 and CCRS5 compared to CD4™" T cells (17, 37, 50, 55, 88).
In addition, viruses that use the CCRS coreceptor often have
large differences in macrophage tropism (60), and this could
potentially relate to enhanced CCRS5 usage (40). MDMs were
isolated from PBMCs using standard Percoll gradient methods
and infected with different viruses. Infections were monitored
by p24 antigen levels at days 1, 4, 7, 10, and 14.

Recombinant viruses with a subject’s V1-V5 segments from
early and chronic infection displayed various replication capac-
ities in MDMs (Fig. 8). There was no consistent pattern in the
replication difference between recombinant viruses with early-
versus chronic-infection V1-V5 segments. In some subjects
(QA203, QA284, and QA779), all viruses with chronic- versus
early-infection V1-V5s showed higher replication in MDMs. In
one subject (QB596), the virus with early-infection V1-V5
demonstrated greater replication in MDMs than the recombi-
nant viruses with chronic-infection V1-V5s. In the remaining
subjects, there was no significant difference in replication ca-
pacity between viruses with early- and chronic-infection V1-V5
segments. In addition, there was no significant correlation be-
tween the highest p24 level in MDMs over the course of in-
fection and CCRS5 inhibitor 1Csgs, soluble CD4 IC,s, and
replicative capacity in cells with low CD4 or low CCRS densi-
ties. These data suggest that CCRS utilization differences
among early- and chronic-infection viruses do not confer rep-
lication capacity differences in MDMs.

DISCUSSION

In this study of sequences from eight individuals with HIV-1
subtype A infection, we showed that modifications within the
V1-V5 envelope segments confer increased replication capac-
ity over the course of infection (Fig. 2). Previous studies with
subtype B HIV-1 have also demonstrated that ex vivo replica-

FIG. 7. Early and chronic chimeric envelope TAK779 I1Csys (A), PSC-RANTES ICs;s (B), relative replication in high-CD4, low-CCRS cells
(JC10) (C), and T-20 ICss (D). VIV2E-C2V5L (blue), VIV2L-C2VS5E (green), VIV3E-C3VS5L (red), and V1V3L-C3VS5E (yellow) chimeras are
shown. For reference, viruses with early-infection V1-V5 (black bars) and chronic-infection V1-V5 (white bars) segments from which the envelope
portions for the chimeras were derived are also shown. The y axis shows the ICy,s for each inhibitor (A and C) and relative replication levels (B).
The y axis scale is different among the graphs. Subject identifications are denoted above each graph. All values represent mean values from two
or more independent experiments with viral stocks from two separate preparations. The error bars show the standard deviations.
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tion capacity increases over the course of infection (4, 34, 80).
Similarly, in the simian immunodeficiency virus/macaque
model, longitudinally collected viruses demonstrate greater in
vivo replication than variants isolated from early in infection
(31). We also showed that longitudinally isolated V1-V5 enve-
lope segments conferred significantly increased resistance to
CCRS inhibitors, TAK779 and PSC-RANTES (Fig. 3A and B).
In addition, we demonstrated that in the majority of subjects,
V1-V5 domains from the chronic phase of infection, compared
to those from early after HIV-1 acquisition, led to increased
replication capacity in cells with low CCRS5 densities (Fig. 4A).
From these significantly correlated measures of CCRS use
(Fig. 5), we concluded that viruses from the chronic phase of
infection are more efficient at utilizing CCRS5 than variants
isolated early after infection. Among the longitudinally col-
lected variants from the different subjects, we also found that
resistance to fusion inhibitors increases over time, suggesting
that chronic-infection viruses are more fusogenic than isolates
from early in infection (Fig. 6). Previous studies and our con-
trols suggest that these measurements could be surrogate
markers for coreceptor affinity and fusion kinetics (59, 66).
Because cell entry is potentially the rate-limiting step in HIV-1
replication (3, 44, 65), in the aggregate, our data suggest that
increases in replication capacity over the course of infection
are potentially related to greater affinity for the CCRS receptor
and/or faster fusion kinetics.

A previous study has suggested that acute- and chronic-
infection variants are not significantly different in their sensi-
tivities to CCRS and fusion inhibitors (73). In that study, how-
ever, the virus isolates from the acute and chronic phases of
infection were obtained from different subjects. In contrast to
that publication and similar to our results, other studies which
have examined longitudinally collected variants have suggested
that viruses become more resistant to CCR5 and fusion inhib-
itors over time (27, 33, 68). In these studies, PBMC cocultures
were used to demonstrate that viruses from the chronic phase
of infection have differential susceptibility to receptor and fu-

sion inhibitors compared to late-stage variants. In contrast to
these studies, we examined subtype A viruses as opposed to the
presumably subtype B HIVs examined in the previous publi-
cations. In addition, we avoided in vitro adaptation that may
occur among viruses in PBMC cocultures by amplifying V1-V5
envelope segments and incorporating them into a full-length
HIV-1 clone using yeast gap repair methodology. One of the
major differences between our study and previous publications,
however, is that we examined differences among variants from
the early and chronic phases of infection as opposed to com-
paring viruses from the chronic and late stages of disease.
Collectively, these studies suggest that both subtype A and B
HIVs found early in infection are extremely sensitive to CCRS
antagonists and fusion inhibitors, and sensitivity to these com-
pounds progressively decreases over later times in infection.
Studies from our group and others demonstrate that there is a
strong correlation between sensitivity to TAK779 and clinically
relevant CCRS antagonists, such as maraviroc and vicriviroc
(81, 87; T. Henrich, M. Sagar, and D. Kuritzkes, unpublished
data). Potential implications from these studies are that che-
mokine antagonists and fusion inhibitors may be ideal thera-
peutic drugs early in infection. In addition, although CCRS
utilization increases over time, HIV-1 infection starts with vari-
ants highly sensitive to CCRS inhibitors, which further justifies
the exploration of CCRS inhibition as a potential means to
interrupt transmission (36, 83).

Another major difference between our work and the major-
ity of previously published studies is that we examined enve-
lope phenotypic differences using replication competent vi-
ruses as opposed to viral pseudotypes. We employed a
modified yeast gap repair homologous recombination system
to generate a large number of recombinant replication-com-
petent viruses (Fig. 1). Within the HIV field, the majority of
studies examining envelope glycoprotein phenotypic differ-
ences employ virus pseudotypes. Although, pseudoviruses are
highly conducive to high-throughput analysis of a large number
of envelopes, there are a number of inherent limitations. First,
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the virus pseudotypes are restricted to a single round of rep-
lication, and thus, phenotypic differences conferred by the viral
envelope glycoproteins, such as replication capacity, cannot be
examined over multiple replication cycles. Second, pseudovi-
ruses often display different phenotypes compared to replica-
tion-competent viruses. For instance, single-cycle pseudotypes
compared to replication-competent chimeric viruses have
demonstrated different sensitivities to CCRS inhibitors on the
same target cells (64). Third, the number of envelope glyco-
proteins expressed on a viral particle may be different among
pseudoviruses versus replication-competent viruses (60). This
may relate to differences in the number of defective envelopes
and glycoprotein processing among the two types of recombi-
nant viruses. Envelope glycoprotein properties need to be ex-
amined in more detail among replication-competent recombi-
nant viruses and viral pseudotypes to definitely document the
differences among these two virus constructs.

The exact biological mechanism for increased CCRS utili-
zation among chronic-stage viruses compared to variants early
after infection remains unclear. Although, TAK779 is an allo-
steric (2) and not a competitive inhibitor, TAK779 sensitivity
correlates with affinity for the CCRS receptor (66). Further-
more, TAK779 ICsys correlate with sensitivity to the CCRS
competitive inhibitor RANTES (Fig. 5B) (40, 68). Thus, we
suggest that increased CCRS usage is because of a greater
affinity for the CCRS5 receptor. Another potential mechanism
for higher CCRS utilization is that chronic-stage envelopes
could bind a broader array of CCRS5 conformations. Indeed,
natural CCRS ligands, such as RANTES, can trigger internal-
ization, as well occupy and presumably distort the receptor
(54). Thus, in vivo, the CCRS receptor may have different
conformations in the presence of chemokines. It has been
shown that envelopes from the late phase of infection com-
pared to the variants from the chronic stage of disease display
an increased ability to bind a broad range of chimeric CCRS
receptors (30). Therefore, an ability to bind different structural
forms of the CCRS5 receptor may explain the increased CCRS
usage among chronic-stage variants compared to the early-
infection isolates. Finally, it also possible that chronic- and
early-stage viruses may have similar binding to the CCRS re-
ceptor, but after CCRS attachment, viruses with chronic- ver-
sus early-stage V1-V5s may have a higher propensity for pro-
ceeding to fusion; this may account for the differences in CCRS
utilization. Previous studies have suggested that CCRS affinity
is directly correlated with fusion capacity (66), and thus viruses
with chronic- versus early-infection V1-V5s may possess both
greater affinity for the CCRS receptor and increased fusion
capacity. Thus, our studies cannot distinguish whether in-
creased replication capacity among the chronic-stage variants
is due to increased CCRS utilization and/or faster fusion ki-
netics.

Interestingly, both sensitivity to CCRS inhibitors and differ-
ential fusion capacity have been previously mapped to se-
quence changes within the envelope V3 loop and the bridging
sheet, which are important for coreceptor binding (16, 66, 67).
Among our eight subjects, differences among the early- and
chronic-infection envelope sequences were evident primarily in
the V3 loop and not in the bridging sheet, which consists of 8
strands 2, 3, 20, and 21 (35, 53). V3 loop modifications, how-
ever, are not solely responsible for the phenotypic differences
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observed among early- and chronic-infection envelopes. Our
chimeric envelope data suggest that sequence changes within
the V3 loop in conjunction with differences in the V1-V2 loops
influence CCRS5 usage (Fig. 7A, B, and C). Furthermore, al-
though each envelope harbored an isogenic transmembrane
domain, notable differences were observed in the sensitivity to
fusion inhibitor T-20 among early- and chronic-infection
V1-V5 segments, and our envelope chimera data suggest that
changes within the V1-V3 domains also affected this pheno-
type (Fig. 7D). Because of numerous and diverse changes in
the V1-V3 domains between the early- and chronic-infection
envelope isolates, we were unable to identify canonical enve-
lope modifications as being responsible for the enhanced
CCRS utilization and fusion capacity. Interestingly, previously
identified polymorphisms, such as changes at positions 318 and
319 of the V3 loop (HXB2 numbering), which have been as-
sociated with differential sensitivity to CCRS inhibitors (40),
were highly conserved among early- and chronic-infection en-
velope sequences. The 318/319 consensus tyrosine (Y)/alanine
(A) motif was modified to serine (S)/A in QA284-8C, Y/threo-
nine (T) in QA779-5C and QA77913C, and Y/glycine (G)
among all QC449 variants. Thus, in our study, these exclusive
318/319 modifications within the V3 loop did not influence the
majority of observed changes in CCRS usage. Our studies
contrast with other publications potentially because of the dif-
ferences in the subtype of the virus and because we examined
longitudinally isolated viral variants from natural infection as
opposed to laboratory-derived viral strains.

Progressively decreasing sensitivity to CCRS entry inhibitors
provides insight into the selection mechanisms acting on the
virus during the course of infection within a host. The host
antibody neutralizing response is a well-described selection
force that drives evolution in the HIV-1 envelope gene (10, 21,
85). Our results imply that receptor use may be another po-
tential selection mechanism driving changes in the viral enve-
lope glycoprotein. After HIV-1 acquisition, a large percentage
of memory CD4" CCR5" T cells are eliminated from the
mucosal tissues (5, 45). In addition, CCRS receptor levels on
the remaining target cells may be downregulated through high-
level expression of chemokines such as RANTES, MIP-1«, and
MIP-1B (1, 79). Both processes likely decrease the availability
of CD4" T cells with high levels of the CCRS receptor. The
dearth of these cell types potentially forces HIV-1 to evolve
envelopes with an increased ability to use low levels of the
CCRS receptor and/or switch to CXCR4 use late in infection.
The need to evolve a greater ability to use low levels of CCR5
is likely especially true for subtype A HIV-1, where use of
other coreceptors, such as CXCR4, has been infrequently doc-
umented (26, 29). It should be noted, however, that not all
individuals, such as QB424, displayed an enhanced ability to
use CCRS over time, suggesting that the potential selection
forces or virus responses may be different in some hosts.

Chronic-stage viruses showed increased CCRS utilization
compared to early-phase viruses even though envelope glyco-
proteins expand variable loops and increase the number of
glycosylated amino acids. Similar to our previous investigations
with the same subjects (76), we found that chronic-stage en-
velopes had a significantly higher number of glycosylated res-
idues than viruses early after HIV-1 acquisition. Envelope vari-
able loop expansion and increased glycosylation likely evolve
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to conceal conserved antigenic portions on the viral envelope
glycoprotein, such as the CD4 and/or the coreceptor binding
site (35, 53), from the host neutralizing antibody response.
Shielding these domains, however, may hinder access of the
viral envelope glycoprotein for the host cell receptors. Our
results imply that increased glycosylation did not adversely
affect CCRS binding. Interestingly, we also found no difference
either in sensitivity to a CD4 inhibitor, soluble CD4, or in
replication capacity in cells with limiting levels of the CD4
receptor among chronic- and early-stage envelope V1-V5 seg-
ments (Fig. 3B and 4B). It has been hypothesized that HIV-1
envelopes with an increased ability to use low levels of CD4
evolve in the absence of humoral immune pressure, such as in
the central nervous system, an immunologically privileged site
(18, 57). Our data suggest that the converse does not neces-
sarily hold, because neutralizing antibodies, which we have
previously documented in these subjects (76), do not lead to
envelope modifications that decrease the efficiency of CD4
receptor usage.

After observing increased CCRS5 utilization among chronic-
stage envelopes, we hypothesized that envelopes from late in
infection were more likely to replicate in primary cells with
limiting levels of CCRS5, such as macrophages. Indeed, some
previous studies suggest that isolates from late in disease are
more macrophage-tropic than those from early in infection
(23, 38, 82). Furthermore, it has been suggested that higher
CCRS5 binding confers macrophage tropism (22). We, however,
observed no significant differences among early envelopes ver-
sus chronic-stage variants in their ability to replicate in MDMs
(Fig. 8). Therefore, our observations support previous conclu-
sions that replication capacity in macrophages does not corre-
late with an ability to use CCRS (59). Because we did not
observe significant differences in CD4 receptor use, however,
we cannot directly corroborate that CD4 affinity predominately
influences macrophage tropism as has been previously sug-
gested (59).

In the same subjects analyzed in this study, we have previ-
ously shown that changes within the V1-V2 envelope loops
confer significantly increased neutralization resistance to au-
tologous plasma (76). Although we did not directly assess neu-
tralization sensitivity of the chimeric viruses in this study to
autologous plasma, collectively our results imply that evolution
within the envelope glycoprotein over the course of infection
that occurs in response to the host antibody response does not
necessarily confer a fitness cost in terms of receptor usage and
replication capacity. It should be noted, however, that effects
on entry and replication of the specific modifications that con-
fer neutralization escape will need to be examined in detail to
validate this hypothesis. In summary, our data suggest that
modifications within the envelope V1-V3 lead to antibody neu-
tralization escape, an increased ability to utilize the CCRS
receptor, and faster fusion kinetics.
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