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ABSTRACT The HIV accessory protein Nef modulates key immune evasion and
pathogenic functions, and its encoding gene region exhibits high sequence diversity.
Given the recent identification of early HIV-specific adaptive immune responses as
novel correlates of HIV reservoir size, we hypothesized that viral factors that facilitate
the evasion of such responses—namely, Nef genetic and functional diversity—might
also influence reservoir establishment and/or persistence. We isolated baseline
plasma HIV RNA-derived nef clones from 30 acute/early-infected individuals who par-
ticipated in a clinical trial of early combination antiretroviral therapy (cART)
(�6 months following infection) and assessed each Nef clone’s ability to downregu-
late CD4 and human leukocyte antigen (HLA) class I in vitro. We then explored the
relationships between baseline clinical, immunological, and virological characteristics
and the HIV reservoir size measured 48 weeks following initiation of suppressive
cART (where the reservoir size was quantified in terms of the proviral DNA loads as
well as the levels of replication-competent HIV in CD4� T cells). Maximal within-host
Nef-mediated downregulation of HLA, but not CD4, correlated positively with post-
cART proviral DNA levels (Spearman’s R � 0.61, P � 0.0004) and replication-
competent reservoir sizes (Spearman’s R � 0.36, P � 0.056) in univariable analyses.
Furthermore, the Nef-mediated HLA downregulation function was retained in final
multivariable models adjusting for established clinical and immunological correlates
of reservoir size. Finally, HIV subtype B-infected persons (n � 25) harbored signifi-
cantly larger viral reservoirs than non-subtype B-infected persons (2 infected with
subtype CRF01_AE and 3 infected with subtype G). Our results highlight a poten-
tially important role of viral factors—in particular, HIV subtype and accessory protein
function—in modulating viral reservoir establishment and persistence.

IMPORTANCE While combination antiretroviral therapies (cART) have transformed
HIV infection into a chronic manageable condition, they do not act upon the latent
HIV reservoir and are therefore not curative. As HIV cure or remission should be
more readily achievable in individuals with smaller HIV reservoirs, achieving a deeper
understanding of the clinical, immunological, and virological determinants of reser-
voir size is critical to eradication efforts. We performed a post hoc analysis of 30 partici-
pants of a clinical trial of early cART who had previously been assessed in detail for their
clinical, immunological, and reservoir size characteristics. We observed that the HIV sub-
type and autologous Nef-mediated HLA downregulation function correlated with the vi-
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ral reservoir size measured approximately 1 year post-cART initiation. Our findings high-
light virological characteristics—both genetic and functional—as possible novel
determinants of HIV reservoir establishment and persistence.

KEYWORDS CD4 downregulation, HIV reservoir, HIV-1, HLA downregulation, Nef,
viral pathogenesis

The major barrier to achieving HIV cure or remission, where the latter is defined as
a state where combination antiretroviral therapies (cART) could be discontinued

without the risk of viremia recrudescence (1), is the long-term persistence of latently
HIV-infected cells. Primarily comprising long-lived resting memory CD4� T cells (2–4)
that harbor integrated replication-competent HIV in a nearly transcriptionally quiescent
state (5–7), these viral reservoirs can reactivate at any time to produce infectious virions
(7–12). As individuals with smaller latent HIV reservoirs should be more amenable to
cure, remission, and/or posttreatment virological control (13–15), the identification of
clinical, immunological, and other determinants of reservoir size is a priority.

It is now well established that early cART initiation limits the latent HIV reservoir size
(16–20) and that the set-point viral load and duration of viral suppression on cART
represent additional positive and negative correlates of reservoir size, respectively (21).
Immunological factors also play a role. The homeostatic proliferation (22) and clonal
expansion (23–28) of latently HIV-infected CD4� T cells directly influence the latent HIV
reservoir size and dynamics, and evidence indicates that initial antiviral immune
responses may also modulate reservoir establishment and persistence (29, 30). A recent
longitudinal study of an acute infection cohort reported that the pretherapy levels of
key cytokines correlated with HIV DNA levels after 96 weeks of cART (29). Moreover, a
previous analysis of the cohort evaluated in the present study identified baseline
HIV-specific granzyme B responses, contributed mainly by human leukocyte antigen
class I (HLA-I)-restricted CD8� T cells, to be significant negative correlates of the
reservoir size at 48 weeks post-cART, as measured in terms of HIV proviral loads as well
as the levels of replication-competent viral infectious units per million CD4� T cells
(IUPM) (30).

The observation that early HIV-specific adaptive immune responses correlate with
reservoir size (30) prompts the hypothesis that viral factors that facilitate the evasion of
such responses might also influence reservoir establishment and persistence. The HIV
accessory protein Nef represents such a factor. Nef evades host adaptive immunity by
downregulating cell surface HLA-A and -B (31) as well as CD4 (32, 33). The former
function allows infected cells to evade HLA-restricted CD8� T-cell responses (34), while
the latter function allows infected cells to evade antibody-dependent cell-mediated
cytotoxicity (ADCC) by reducing the capacity of cell surface Env to transit to its
CD4-bound conformation, which is required for ADCC epitope exposure (35). As
primary nef sequences differ in their ability to downregulate CD4 and, in particular, HLA
(36–41), we hypothesized that individuals harboring nef sequences with a strong
immune evasion function would display larger reservoirs due to Nef-mediated protec-
tion of infected cells from immune clearance. A role for Nef in maintaining the HIV
reservoir is additionally supported by the recent observation that pharmacologic
inhibition of Nef promotes CD8� T-cell-mediated elimination of latently HIV-infected
cells in vitro (42).

More broadly, given the vast genetic diversity of HIV globally (pandemic group M
strains currently comprise 9 subtypes and 96 circulating recombinant forms [43]),
modulatory effects of HIV genotype/phenotype variation on latent reservoir size are
conceivable. In support of this, a recent study reported that HIV reservoir sizes among
virally suppressed individuals in Uganda (where subtypes A and D predominate) were
three times smaller than those among individuals in the United States (where subtype
B predominates), where the differences were not clearly attributable to demographic or
clinical characteristics (21). HIV subtype B nef sequences display, on average, the
highest CD4 and HLA downregulation activities of all major group M subtypes (38),
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prompting the hypothesis that superior within-host Nef function may play a key role in
establishing larger reservoirs in subtype B-infected persons.

Towards identifying novel virological correlates of HIV reservoir size, we performed
HIV subtyping and assessed within-host Nef function among 30 individuals with
acute/early (�6 months) infection who took part in a clinical trial comparing standard
and intensive cART and who had previously been assessed in detail for their clinical,
immunological, and reservoir size characteristics (20, 30). The original trial identified the
timing of cART initiation, but not the initial treatment regimen, to be a significant
correlate of the HIV reservoir size measured at 48 weeks post-cART (20). A subsequent
analysis that pooled all participants regardless of the initial regimen identified HIV-
specific CD8� granzyme B responses directed against Tat/Rev, Env, Gag, and Vif, as well
as proteome wide, to be additional negative correlates of reservoir size (30). With the
present study, we extend these observations to identify the HIV subtype and Nef-
mediated immune evasion function as additional novel correlates of reservoir size in
early-treated individuals, supporting virological characteristics as critical modulators of
the HIV reservoir.

RESULTS
Participant characteristics and Nef clonal isolation. The participants included 30

initially cART-naive men (age range, 22 to 59 years) with acute/early (�6 months) HIV
infection who took part in a clinical trial comparing standard and intensive cART (20).
Blood was collected at baseline (cART initiation) as well as 48 weeks post-cART for
virological, immunological, clinical, and reservoir size assessments, the last of which was
measured in terms of proviral loads, as well as the levels of replication-competent
infectious viral units per million CD4� T cells (20). The original trial identified earlier
cART initiation and baseline HIV-specific CD8� granzyme B responses, but not the initial
treatment regimen, to be significant correlates of a smaller HIV reservoir size at
48 weeks post-cART (20, 30). As such, for the present study we analyzed all participants
together regardless of treatment regimen. At baseline, the pretreatment median
plasma viral load (pVL) of the participants was 4.2 log10 copies HIV RNA/ml (interquar-
tile range [IQR], 3.7 to 4.9 log10 copies HIV RNA/ml), the median CD4 count was 445
cells/mm3 (IQR, 358 to 690 cells/mm3), and 20 of 30 (67%) participants were estimated
to be within 141 days of HIV seroconversion using a published multiassay algorithm
(MAA�) (44).

For each participant, three nef sequences were isolated from baseline plasma HIV
RNA, cloned into a green fluorescent protein (GFP) reporter plasmid using previously
described methods (36, 38, 45), and confirmed to cluster with their respective bulk
plasma HIV RNA nef sequence (Fig. 1). For 27 of 30 (90%) individuals, all three Nef clones
were unique at the amino acid level, while for the remaining 3 individuals (participants
5286, 5305, and 5306), all isolated clones were identical at the amino acid level.
Within-host nef diversity correlated significantly with the timing of cART initiation. Nef
clones from participants who initiated cART very early (within 141 days of seroconver-
sion; the MAA� group) differed at a median of only 2 residues (IQR, 1 to 4 residues),
while those who initiated cART slightly later, but still within 6 months of infection (the
MAA� group), differed at a median of 6 residues (IQR, 3 to 8 residues) (Mann-Whitney
test, P � 0.008). This is consistent with sexually acquired HIV infections being generally
established by a single transmitted/founder virus (46, 47), followed by within-host
diversification of this strain (48–52) until cART is initiated.

Of the 30 participants, 25 (83%) harbored HIV subtype B, while 5 (17%) harbored
non-B subtypes (2 harbored subtype CRF01_AE and 3 harbored subtype G) (Fig. 1), a
distribution that is consistent with recent HIV molecular epidemiological trends in
Canada (53). Of note is the presence of two participant pairs, one each in the subtype
B- and G-infected groups, who harbored highly similar viral strains, identifying them as
putative transmission pairs (the HIV genetic similarity was confirmed via Gag sequenc-
ing; not shown). All but 3 of the 90 isolated Nef clones were genetically intact: 2 clones
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for participant 5284 harbored internal stop codons, while 1 clone for participant 5318
lacked the terminal stop codon (Fig. 1 and 2).

Functional assessment of participant-derived Nef clones. The ability of each Nef
clone to downregulate cell surface CD4 and HLA class I was assayed using an in vitro
flow cytometry assay, as described previously (38, 39, 45, 54). The function of each clone
was normalized to that of the HIV subtype B NefSF2 reference strain, which displays
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FIG 1 Maximum likelihood phylogeny relating participant bulk and clonal plasma HIV RNA Nef se-
quences. HIV nef isolates are colored by subtype, and bulk and clonal sequences are indicated. Defective
Nef clones either encoded internal stop codons or lacked a stop codon. Participants who initiated cART
very early (within an estimated 141 days of seroconversion), as determined by a multiassay algorithm
(MAA�), are also indicated. Two participant pairs who shared highly genetically similar viruses, one pair
infected with subtype B and the other pair infected with subtype G, are indicated by vertical lines. The
phylogeny is rooted on the HIV subtype B reference strain HXB2. The scale is in the estimated number
of nucleotide substitutions per site.
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FIG 2 CD4 and HLA-I downregulation functions of participant Nef clones. (A) Representative flow plots demonstrate
surface CD4 and HLA-I expression following transfection of CEM cells with the empty vector (PSEL_GFP), positive-control
Nef (PSEL_SF2), and example participant Nef clones. The median fluorescence intensity (MFI) of receptor staining in the
GFP� (untransfected) and GFP� (Nef-transfected) cells are displayed in the upper left and right corners of each gate,
respectively. The normalized in vitro function of each Nef control and participant clone relative to that of NefSF2 is indicated
as a percentage in the bottom right corner. (B) The normalized CD4 downregulation function of each participant Nef clone
is shown and is expressed as the mean (box height) and standard deviation (error bars) from a minimum of triplicate
independent experiments. Clones are colored by HIV subtype, as described in the key in Fig. 1. Defective Nef clones are
indicated by a cross; these clones encoded either internal stop codons or lacked a stop codon. The dotted horizontal line
indicates the population median. (C) The normalized HLA-I downregulation function of each participant Nef clone is
shown, with all labeling being as described for panel B.
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strong CD4 and HLA downregulation activities (36, 38, 39), such that a normalized value
of 100% indicates a downregulation capacity equivalent to that of NefSF2, whereas
values of �100% and �100% indicate downregulation capacities inferior or superior to
those of NefSF2, respectively (for more details, see Materials and Methods). Represen-
tative raw data for negative-control (empty vector), positive-control (NefSF2), and
participant-derived nef sequences, along with their corresponding NefSF2-normalized
functions, are shown in Fig. 2A. Independent replicate measurements of the same Nef
clone were highly consistent (Fig. 2B and C): median interreplicate (i.e., within-clone)
standard deviations (SD) were 3.3% (IQR, 2.0% to 5.2%) for CD4 and 5.6% (IQR, 3.9% to
8.2%) for HLA downregulation. As expected, the within-host Nef function was highly
consistent for the 3 participants for whom identical Nef clones were independently
isolated but was more variable for the other 27 participants for whom all Nef clones
were unique. Specifically, the median SD of within-host (i.e., between-clone) CD4
downregulation activities was 0.8% for the three individuals for whom identical Nef
clones were independently isolated versus 3.3% for those for whom all isolated Nef
groups were unique (Mann-Whitney test, P � 0.03), while the corresponding values for
HLA downregulation were 3.6% versus 12.7%, respectively (P � 0.06). Moreover, among
the Nef clones that displayed the poorest HLA downregulation function were those
isolated from the subtype G putative transmission pair (participants 5326 and 5327),
identifying their shared strain as partially attenuated for this function. Together, these
observations demonstrate that our Nef functional assays are both sensitive and reliable.
Nef clone amino acid sequences and their respective CD4 and HLA downregulation
functions are provided in Table S1 in the supplemental material.

Overall, the range of Nef-mediated CD4 downregulation (Fig. 2B) was relatively
narrow both within and between hosts. The median CD4 downregulation function of
all participant-derived Nef clones was 96% (IQR, 89% to 99%); in fact, only 12 Nef clones
(including the 3 with major genetic defects) exhibited normalized CD4 downregulation
functions below 80% compared to those of NefSF2. Within-host variation in the Nef-
mediated CD4 downregulation function was similarly limited (median standard devia-
tion, 2.5% [IQR, 1.5% to 16.6%]); in fact, this distribution was not significantly different
from that of the interreplicate standard deviations reported above (Mann-Whitney test,
P � 0.8). Overall, these results are consistent with the CD4 downregulation function
being highly conserved among primary Nef isolates (38, 39, 45, 54). In contrast,
Nef-mediated HLA downregulation varied more widely both within and between hosts.
The median HLA downregulation function of all participant-derived Nef clones was 72%
(IQR, 48% to 89%), while the median standard deviation of within-host Nef clones was
9.5% (IQR, 3.5% to 25.4%) (Fig. 2C), where the latter distribution was significantly higher
than the median interreplicate standard deviations reported above (Mann-Whitney test,
P � 0.02).

Within-host Nef clone function, particularly for HLA downregulation, varied widely
(e.g., whereas participant 5281’s Nef clones ranged from 97.3% to 99.4% function,
participant 5311’s Nef clones ranged from 7% to 81% function, despite being geneti-
cally intact, where the latter participant’s minority low-functioning clone differed solely
by a rare P72L substitution; Table S1). Given that we cannot rule out the possibility of
PCR or cloning errors as the cause of the minority of genetically and/or functionally
defective clones, we elected to represent each participant’s Nef CD4 and HLA-I down-
regulation function as the maximal value observed within each host. Sensitivity anal-
yses were also performed using the median for all within-host clones tested. For 16 of
30 (53%) participants, the maximum within-host CD4 and HLA downregulation values
were derived from different Nef clones, whereas for the remainder of the participants,
the same clone displayed the greatest function for both activities. Overall, the maximal
within-host CD4 and HLA downregulation function correlated positively (Spearman’s
R � 0.56, P � 0.0013) (Fig. 3A). Steady-state Nef protein expression was also confirmed
by Western blotting for all clones (Fig. 3B), where the variability in band intensity was
likely primarily attributable to differential primary antibody binding to genetically
diverse Nef isolates, since all clones displayed functional activities.
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Validating established and identifying novel univariable correlates of reservoir
size. We next moved to our main objective of identifying correlates of reservoir size at
48 weeks post-cART, at which point plasma viremia had been suppressed to undetect-
able levels for a median of 40 weeks (IQR, 32 to 44.5 weeks) in the study participants.
The reservoir size was measured in peripheral blood CD4� T cells in terms of the total
proviral burden (quantified by PCR and expressed as the number of log10 HIV DNA
copies per million CD4� T cells) and by the levels of replication-competent virus
(measured by quantitative HIV coculture and expressed as the number of infectious
units per million CD4� T cells [IUPM]). As these two measurements correlated robustly
(Spearman’s R � 0.6, P � 0.001) and reservoir size is more routinely estimated by
proviral DNA quantification rather than by laborious virus culture, the former was
selected as the primary reservoir size measurement in our analyses.

We first verified that our study was sufficiently powered to identify established
correlates of HIV reservoir size by confirming these relationships in our data (Fig. 4). As
previously reported (30, 55), a very strong correlate of log10 proviral DNA levels at
48 weeks post-cART in peripheral blood CD4� T cells was the log10 proviral DNA levels
at baseline (Spearman’s R � 0.84, P � 0.0001; Fig. 4A). In addition, log10 proviral DNA
levels at 48 weeks correlated positively with baseline log10 pVL (Spearman’s R � 0.45,
P � 0.014), negatively with baseline CD4 counts (Spearman’s R � �0.54, P � 0.0019),
and negatively with baseline total HIV-specific granzyme B responses (Spearman’s
R � �0.57, P � 0.001; Fig. 4B to D) (30, 56–58). Also consistent with the findings of
previous studies of the present (20, 30) and other (17, 18, 59) cohorts, early cART was
also significantly associated with a smaller reservoir (median, 2.27 [IQR, 2.14 to 2.50]
versus 2.91 [IQR, 2.42 to 3.22] log10 copies HIV DNA/million cells in MAA� versus MAA�

participants, respectively; P � 0.0045; Fig. 4E). Carriage of HLA-B*27 and/or HLA-B*57
was not associated with the reservoir size (P � 0.7), though only three participants
expressed one of these protective alleles.

No significant relationship was observed between maximal (or median) Nef-
mediated CD4 downregulation and log10 proviral DNA levels on cART (Spearman’s
R � 0.27, P � 0.15; Fig. 4F and data not shown). However, a significant positive asso-
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ciation was observed between the maximal within-host Nef-mediated HLA downregu-
lation function and HIV reservoir size (Spearman’s R � 0.61, P � 0.0004; Fig. 4G). This
relationship persisted when median within-host Nef-mediated HLA downregulation
was evaluated (Spearman’s R � 0.4, P � 0.027; data not shown). This observation
prompted us to perform an exploratory codon function analysis to identify Nef amino
acids significantly associated with the HLA downregulation function in the 30 maxi-
mally functioning Nef clones. We identified 39 residues at 28 of Nef’s codons that were
associated with the HLA downregulation function at a P value of �0.05 and a q value
of �0.2 (Table S2). These included amino acid variants at Nef codon 20, a position that
is indispensable for the HLA downregulation function (60), and variants at codons 8, 11,
14, 105, 108, 153, and 192, which have been previously reported as being associated
with the HLA downregulation function in independent studies of natural Nef sequence
variation (38, 39). Of note, with the exception of K204X near Nef’s C terminus, all
identified residues lie outside the motifs directly involved in Nef’s interaction with HLA-I
and the mu subunit of the adaptor protein complex 1 (these motifs have been
identified to be the acidic cluster 62-EEEE-65, the PXXP motif at codons 69 to 78, and
approximately codons 202 to 206 at the C terminus [61]).

Maximal within-host Nef-mediated HLA downregulation also correlated positively
with the replication-competent reservoir size on cART (Spearman’s R � 0.36, P � 0.056;
Fig. 4H). Furthermore, the Nef-mediated HLA downregulation function correlated in-
versely with total HIV-specific granzyme B responses (Spearman’s R � �0.37, P � 0.04;
Fig. 4I), suggesting that the ability of an individual’s autologous Nef to subvert antiviral
cellular immune responses via HLA class I downregulation may influence the develop-
ment of such responses in vivo.

We next stratified our data set based on HIV subtype and observed that subtype
B-infected participants harbored significantly larger reservoirs than those harboring
non-subtype B infections (median, 2.45 [IQR, 2.27 to 2.89] versus 1.72 [IQR, 0.96 to 2.10]
log10 copies HIV DNA/million CD4� T cells, respectively; P � 0.0008; Fig. 4J). This
relationship persisted even after we excluded one member of each of the two putative
transmission pairs (P � 0.002; data not shown), indicating that it is not simply driven by
the relatively attenuated Nef-mediated HLA downregulation function observed in the
subtype G-infected pair. Subtype B-infected participants also harbored larger
replication-competent reservoirs in the setting of cART (P � 0.032; Fig. 4K).

Stratification by HIV subtype and multivariable analyses. Having identified
seven univariable correlates of reservoir size on cART (baseline log10 HIV DNA levels,
pVL, CD4� T cell counts, total HIV-specific granzyme B responses, and Nef-mediated
HLA downregulation function, plus the timing of cART initiation and viral subtype), we
next wished to tease apart their individual contributions to this outcome variable. In
doing so, it became apparent that the subtype B- and non-subtype B-infected partic-
ipants differed significantly with respect to some key parameters (Table 1). Specifically,
subtype B-infected participants had significantly higher proviral DNA levels at baseline
and 48 weeks post-cART (all P � 0.05) and displayed significantly better Nef-mediated
HLA downregulation than non-subtype B-infected participants (median, 88 [IQR, 73 to
95] versus 54 [IQR, 45 to 72], P � 0.006), consistent with previous reports of the superior
function of subtype B Nef isolates (38). Furthermore, a multivariable linear regression
model, constructed using stepwise selection, that incorporated HIV subtype, baseline
log10 pVL, the timing of cART, and Nef-mediated HLA downregulation identified HIV
subtype to be the strongest independent correlate of reservoir size (after adjusting for
other variables, subtype B infection was associated with an estimated 0.98 log10 higher
proviral DNA level than non-subtype B infection; Table 2). The baseline log10 pVL and
timing of cART explained an additional proportion of variation in reservoir size, and this
was significant for the former variable.

Given the strong relationship between HIV subtype and reservoir size in our cohort
(Table 1), we next confirmed that our previously identified correlates of reservoir size
remained significant when the analysis was restricted to subtype B infections (n � 25).
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They did in all cases (Fig. 5A to F). From the strongest to the weakest, the correlates of
proviral DNA levels in subtype B infections at 48 weeks post-cART were baseline
proviral DNA levels (Spearman’s R � 0.81, P � 0.0001), baseline CD4 count (R � �0.71,
P � 0.0001), baseline pVL (R � 0.65, P � 0.0005), time of cART initiation (median, 2.4
versus 3.0 log10 copies in earlier- versus later-treated persons; P � 0.003), baseline
HIV-specific granzyme B responses (R � �0.53, P � 0.0068), and maximal within-host
Nef-mediated HLA downregulation function (R � 0.44, P � 0.026). In order to further
tease apart the relationship between Nef function and reservoir size on cART, the
remainder of our analyses therefore focused exclusively on the HIV subtype B infec-
tions.

Determining the contributions of individual variables to a given outcome is chal-
lenging when these variables are highly intercorrelated, as in the present study. In the
subtype B-infected subset, 10 of the 15 possible pairwise relationships between uni-
variable correlates of reservoir size were statistically significant (Fig. 5G). Baseline
proviral DNA levels, baseline pVL, and baseline HIV-specific granzyme B responses
correlated most strongly with one another: Spearman’s R � 0.86 (proviral DNA level/
pVL), �0.71 (pVL/granzyme B response), and �0.62 (proviral DNA level/granzyme B
response), respectively (all P � 0.001). Nef-mediated HLA downregulation, however,
was the least interconnected variable. The only other factor that it significantly corre-
lated with was baseline proviral DNA levels (R � 0.4, P � 0.045), consistent with a role
of Nef in modulating infected cell levels in untreated HIV infection.

TABLE 1 Comparison of immunological and virological parameters between subtype B and non-subtype B infections

Characteristic

Value(s) for participants infected with:

P
value

Subtype B
(n � 25)

Non-subtype B
(n � 5)

Baseline
Median (IQR) plasma viral load (no. of log10 copies/ml) 4.2 (3.7–4.8) 4.8 (3.6–5.0) 0.8
Median (IQR) CD4� T-cell count (no. of cells/mm3) 440 (360–685) 630 (345–750) 0.7
Median (IQR) proviral DNA load (no. of log10 copies/106 CD4� T cells) 3.4 (3.1–3.9) 2.8 (2.1–3.2) 0.01
Median (IQR) no. of replication-competent HIV copies (no. of log10 IUPMa/106 CD4� T cells) 1.2 (0.9–2.0) 1.2 (0.2–1.9) 0.7
% MAA�b for very early cARTc 80 20 0.6
Median (IQR) granzyme B response (no. of spot-forming cells/106 PBMCd) 2,710 (946–3,930) 3,863 (2,380–8,860) 0.095
Median (IQR) maximal normalized Nef-mediated HLA downregulation 88 (73–95) 54 (45–72) 0.006
Maximal normalized Nef-mediated CD4 downregulation 99 (96–101) 97 (90–99) 0.1

Post-cART (wk 48)
Median (IQR) proviral DNA load (no. of log10 copies/106 CD4� T cells) 2.5 (2.3–2.9) 1.7 (1.0–2.1) 0.0008
Median (IQR) no. of replication-competent HIV copies (log10 IUPM/106 CD4� T cells) �0.3 (�0.6 to 0.2) �0.8 (�1.1 to �0.5) 0.03

aIUPM, infectious units per million CD4� T cells.
bMAA�, multiassay algorithm positive (participants who started cART within an estimated 141 days after infection).
ccART, combination antiretroviral therapy.
dPBMC, peripheral blood mononuclear cells.

TABLE 2 Contribution of Nef-mediated HLA downregulation, baseline plasma viral load,
cART timing, and HIV subtype on log10 proviral DNA levels at 48 weeks post-cART: final
multivariable model

Variable

Final model

Estimatea P value

Nef-mediated HLA downregulation
Very early cARTb (MAA�c) �0.32 0.066
Baseline log10 plasma viral load 0.30 0.011*
HIV subtype B infection 0.98 0.00001***
a� estimates are expressed as follows: Nef-mediated HLA downregulation (per percent function increment)
and baseline plasma viral load (per log10 increment). For the timing of cART initiation, participants who
started cART later than 141 days postinfection (MAA�) are the reference group. For HIV subtype, non-
subtype B-infected participants were the reference group. The adjusted r2 value was 0.65, and P was
1.1 � 10�6.

bcART, combination antiretroviral therapy.
cMAA�, multiassay algorithm positive (participants who started cART within 141 days after infection).
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FIG 5 Confirmation of identified correlates in HIV subtype B infections only. (A to F) Correlations between log10 proviral DNA levels
measured at 48 weeks post-cART and either baseline proviral DNA levels (A), baseline CD4� T cell counts (B), baseline log10 plasma
viral load levels (C), timing of cART (D), baseline granzyme B responses (E), or maximal baseline Nef-mediated HLA downregulation
function (F) are shown, where all analyses are restricted to subtype B infections only. (G) A heat map summarizing Spearman’s rho
values (reported in boxes) and P values (depicted as colors) for the 15 possible pairwise comparisons between correlates of
reservoir size in subtype B infections only is shown. NA, not applicable.
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To identify which factors represented independent correlates of reservoir size in
subtype B infection and, in particular, whether Nef-mediated HLA downregulation was
among them, we constructed multivariable linear regression models using stepwise
selection. To minimize the risk of overfitting, we followed the minimum criterion of 5
degrees of freedom per included variable (62, 63) (i.e., models restricted to the 25
participants with subtype B infections feature 20 degrees of freedom and could thus
contain a maximum of 4 variables), and we ensured that the models would incorporate
only one each of the three most highly intercorrelated variables (Fig. 5G). Given our
specific interest in Nef, we also excluded the baseline proviral DNA level from the
models due to its significant relationship with Nef-mediated HLA downregulation.

This left us with two models: the first (model 1) incorporated Nef-mediated HLA-I
downregulation, baseline log10 pVL, baseline CD4 count, and early cART (Table 3), and
the second (model 2) incorporated Nef-mediated HLA-I downregulation, baseline
granzyme B response, baseline CD4 count, and early cART (Table 4). Notably, both final
models retained Nef-mediated HLA downregulation as a variable and were highly
statistically significant overall (adjusted R2 � 0.54 and P � 4.4 � 10�4 for model 1;
adjusted R2 � 0.58 and P � 8.7 � 10�5 for model 2). Specifically, the final model 1
retained all four input variables, with none being individually significant, indicating that
all four variables contribute to reservoir size to a comparable extent and together
explain 54% of the variance in reservoir size (Table 3). Specifically, after adjustment for
other parameters, model 1 estimated that each 10% increase in Nef-mediated down-
regulation led to a 0.06 log10 increase in reservoir size on cART. The final model 2
retained three of the four input variables, Nef function, the granzyme B response, and
early cART, where the last two remained significant, and these three variables together
explained 58% of the variance in reservoir size. Consistent with the first model, model

TABLE 3 Model 1: contribution of Nef-mediated HLA downregulation, baseline plasma
viral load, baseline CD4 T-cell count, and cART timing on log10 proviral DNA levels at
48 weeks post-cART

Variable

Final model

Estimatea P value

Nef-mediated HLA-I downregulation 0.006 0.11
Baseline CD4� T cell count �0.0006 0.14
Very early cARTb (MAA�c) �0.25 0.13
Baseline log10 plasma viral load 0.19 0.10
a� estimates are expressed as follows: Nef-mediated HLA downregulation (per percent function increment),
baseline plasma viral load (per log10 increment), and baseline CD4� T cell count (per cell per cubic
millimeter increment). For the timing of cART initiation, participants who started cART later than 141 days
postinfection (MAA�) were the reference group. The adjusted r2 value was 0.54, and P was 4.4 � 10�4.

bcART, combination antiretroviral therapy.
cMAA�, multiassay algorithm positive (participants who started cART within 141 days after infection).

TABLE 4 Model 2: contribution of Nef-mediated HLA downregulation, baseline CD4� T-
cell count, cART timing, and HIV-specific granzyme B responses on log10 proviral DNA
levels at 48 weeks post-cART

Variable

Final model

Estimatea P value

Nef-mediated HLA-I downregulation 0.0065 0.06
Baseline CD4� T cell count
Very early cARTb (MAA�c) �0.42 0.003**
Granzyme B response �0.0001 0.009**
a� Estimates are expressed as follows: Nef-mediated HLA downregulation (per percent function increment),
baseline CD4� T cell count (per cell per cubic millimeter increment), and granzyme B production per spot-
forming cell (per 106 PBMC increment). For the timing of cART initiation, participants who started cART later
than 141 days postinfection (MAA�) were the reference group. The adjusted r2 value was 0.58, and P was
8.7 � 10�5.

bcART, combination antiretroviral therapy.
cMAA�, multiassay algorithm positive (participants who started cART within 141 days after infection).
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2 estimated that each 10% increase in Nef-mediated downregulation function led to a
0.065 log10 increase in reservoir size after adjustment for other parameters. Taken
together, these observations support Nef function as a novel contributor to reservoir
size in multivariable models that explain �50% of the variance in reservoir size.

DISCUSSION

Our results identify HIV subtype and Nef-mediated HLA downregulation function to
be univariable and multivariable correlates of the viral reservoir size measured approx-
imately 1 year following initiation of suppressive cART in persons who initiated treat-
ment within 6 months of infection. These observations highlight virological character-
istics— both genetic and functional—to be potentially novel determinants of HIV
reservoir establishment and persistence. The identification of HIV subtype as a statis-
tically significant multivariable correlate of reservoir size is particularly notable, given
the modest number of non-subtype B infections in the cohort (5 of 30). Taken together
with recent reports of smaller reservoir sizes among individuals infected with non-B
subtypes (21), the relationship between infecting HIV subtype and reservoir size merits
further study in larger cohorts. It will be particularly important to establish that viral
subtype is not simply associated with a nonviral feature that influences HIV reservoir
size (e.g., a host genetic factor that differs in frequency between populations in which
the HIV subtype distribution also differs). Furthermore, it will be important to quantify
what portion of the effect of HIV subtype on viral reservoir size is attributable to
subtype-dependent differences in Nef-mediated HLA downregulation function (38),
which were strongly apparent in the present cohort (Fig. 4J), versus what portions are
attributable to other genetic and/or phenotypic viral features.

Similarly, our identification of Nef-mediated HLA downregulation as a correlate of
reservoir size, even after stratification by HIV subtype and adjustment for established
immunological and clinical correlates, also merits further investigation. In particular, it
will be important to establish whether Nef-mediated HLA downregulation influences
HIV reservoir size on cART primarily through Nef’s ability to modulate pre-cART log10

proviral DNA levels (e.g., by allowing infected cells to evade cytotoxic T lymphocyte
[CTL]-mediated clearance during active viremia, thereby increasing the absolute num-
ber of infected cells that subsequently enter and persist in a latent state) or whether the
Nef-mediated HLA downregulation function additionally influences reservoir dynamics
during suppressive cART (e.g., by shielding latently infected cells spontaneously reac-
tivating from latency from detection by HLA-restricted HIV-specific CTL).

The results of our study suggest that Nef influences reservoir size, at least in part, by
influencing HIV proviral DNA levels during untreated infection. Nef-mediated HLA
downregulation correlated significantly with pre-cART proviral DNA levels (Fig. 5G);
moreover, an exploratory multivariable model that incorporated proviral DNA levels,
the baseline CD4 count, early cART, and Nef-mediated HLA downregulation (noting
that the last three variables correlated significantly with the first one) identified baseline
proviral DNA levels to be the single most significant predictor of reservoir size on cART
(P � 1.2 � 10�6) (overall model-adjusted R2 � 0.74, P � 1.2 � 10�7), with early cART
also surviving multivariable correction with P equal to 0.026. Though we did not directly
investigate the mechanism in the present study, two lines of evidence support the
notion that Nef influences pretreatment proviral DNA levels by allowing infected cells
to evade HLA-mediated immune responses. First, Nef-mediated HLA downregulation
correlates negatively with HIV-specific granzyme B responses (Fig. 4I). Furthermore, we
have previously demonstrated in vitro that the extent of Nef-mediated HLA downregu-
lation on target cells presenting the relevant HLA-bound peptide significantly inversely
correlates with their ability to be recognized by effector T cells expressing a T-cell
receptor specific to this peptide/HLA combination (45, 64). Whether Nef function
additionally influences the subsequent persistence of latently infected cells during cART
is less clear. In fact, our results do not directly support this (as evidenced by the
above-mentioned observation that Nef function did not remain a significant correlate
of reservoir size on cART after adjusting for baseline proviral DNA levels and the
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exploratory observation that Nef function did not correlate with the absolute level of
decline of proviral DNA levels during cART; data not shown). Nevertheless, given the
very strong relationship between baseline and post-cART proviral DNA levels (Fig. 4A)
and the fact that reservoir size declines very slowly on cART (65–67), it would require
larger cohorts with follow-up times substantially longer than those in the present study
(48 weeks only) to adequately assess Nef’s additional possible modulatory effects on
reservoir decay dynamics during suppressive cART. The observation that pharmaco-
logic inhibition of Nef promoted CD8� T-cell-mediated elimination of latently HIV-
infected cells in vitro (42) supports this notion, and given our study’s modest size and
follow-up time, we cannot conclusively rule this out. One caveat is that future studies,
if undertaken using observational cohorts, would additionally need to control for the
duration of cART suppression, a variable that we did not need to consider since ours
was a post hoc analysis of a clinical trial where the cART duration was the same for all
participants. Indeed, the latter point, as well as the fact that all participants were treated
within 6 months of HIV infection, likely underlies our ability to identify correlates of
reservoir size with a relatively modest number of participants.

In conclusion, the present study identifies Nef-mediated HLA downregulation func-
tion and, possibly, infecting HIV subtype, which are known regulators of HIV infectivity
and pathogenesis (36, 39, 68–73), to be potential modulators of HIV reservoir size.
Further research on the extent to which these and other virological characteristics—
both genetic and functional—influence HIV reservoir establishment and persistence is
merited in larger studies, particularly those featuring expanded HIV subtype distribu-
tions.

MATERIALS AND METHODS
Study participants. Study participants, who were determined to have been infected with HIV for less

than 6 months and who were initially naive to cART, were originally recruited from the Maple Leaf Clinic
in Toronto, ON, Canada, as part of a treatment intensification clinical trial (ClinicalTrials.gov identifier
NCT01154673). The original trial (20) recruited 32 males aged 22 to 59 years who self-identified as men
who have sex with men; the present study included 30 of these participants for whom baseline plasma
was available for analysis. All participants gave written informed consent, and the study was approved
by the University of Toronto, St. Michael’s Hospital, and Simon Fraser University research ethics boards.
As described previously (20), acute/early HIV infection was defined by one of the following criteria: (i) a
positive HIV antibody test (Western blotting) with a documented negative test in the previous 6 months;
(ii) a positive/weakly positive HIV enzyme-linked immunosorbent assay (ELISA) with indeterminate or
evolving Western blotting result with demonstrated HIV antigenemia (p24) or viremia (HIV viral load �

500 copies/ml); (iii) negativity for HIV antibodies in the setting of an illness compatible with acute
seroconversion with demonstrated p24 antigenemia or plasma viremia; or (iv) a compatible clinical
history of a recent seroconversion illness within the last 6 months with a documented high-risk exposure
within 6 months and a negative HIV antibody test within the last year. Blood was collected at baseline,
and participants were immediately initiated on cART; blood was additionally collected 48 weeks there-
after. The treatment regimen had no differential impact on HIV reservoir size (20); the present study
therefore analyzed all participants regardless of regimen.

Determination of recent infection. A published multiassay algorithm (MAA) which identifies
infections that have occurred within a mean 141 days of seroconversion was used to refine HIV infection
timing estimates (44). Briefly, baseline sera were tested with the BED capture enzyme immunoassay
(BED-CEIA; Calypte Biomedical, Lake Oswego, OR), and the average normalized optical density (OD-n)
was calculated. The antibody avidity of sera was measured using a modified Genetic Systems 1/2�O
ELISA kit (Bio-Rad, Hercules, CA). Individuals were classified as having recent infection (MAA�) if their
baseline sample exhibited a BED-CEIA normalized optical density of �1.0, an antibody avidity index of
�80%, a positive viral load, and a CD4 count of �200 cells/�l; otherwise, individuals were classified as
MAA�.

Reservoir size measurements. The frequencies of CD4� T cells carrying HIV proviral DNA and
harboring replication-competent HIV were enumerated by real-time PCR and quantitative coculture
assays, respectively, as previously described (20, 30). Briefly, for proviral DNA quantification, genomic
DNA was isolated from 2 � 106 purified CD4� T cells (Qiagen, Valencia, CA), and 1 �g of DNA was used
as the template in real-time PCRs (7500 real-time PCR system; Applied Biosystems, Foster City, CA)
utilizing both HIV-specific (long terminal repeat) and host-specific (RNase P) primers/probes in a 50-�l
total reaction volume (TaqMan gene expression master mix; Applied Biosystems). All PCRs were per-
formed in triplicate; the detection limit of the assay was 2.6 copies of HIV DNA. For replication-competent
HIV quantification, highly enriched (�97% pure) CD4� T cells were seeded to tissue culture plates, and
irradiated peripheral blood mononuclear cells (PBMCs; 8 � 106) from HIV-negative donors were added to
each well along with anti-CD3 antibody and incubated overnight in medium containing recombinant
interleukin-2 (20 units/ml). CD8�-depleted and anti-CD3-stimulated PBMC blasts (1 � 106) from HIV-
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negative donors were added to each well on the following day and on day 7. The HIV p24 levels in the
culture supernatants were quantified by ELISA between days 14 and 21, and the numbers of infectious
units per million CD4� T cells (IUPM) were determined as previously described (74).

Immunologic and immunogenetic assays. Total HIV-specific granzyme B responses were deter-
mined by an enzyme-linked immunosorbent spot (ELISpot) assay at baseline as previously described (30).
Briefly, cryopreserved peripheral blood mononuclear cells (PBMC) were plated at either 1 � 105 or
2 � 105 cells/well into 96-well plates that had been precoated with monoclonal granzyme B coating
antibody (Mabtech, Cincinnati, OH) and stimulated with pools of 15-mer peptides with an 11-amino-acid
overlap spanning the entire HIV proteome (NIH AIDS Research and Reference Reagent Program, Division
of AIDS, NIAID, NIH) for 48 h. Negative-control wells contained only cells in medium with 2, 4, or 12 �l
of dimethyl sulfoxide; positive-control wells contained 1 �g/ml of staphylococcal enterotoxin B (Sigma,
St. Louis, MO). After incubation, biotinylated antibody, streptavidin-alkaline phosphatase (both from
Mabtech ELISpot assay kits), and alkaline phosphatase color development solution (Bio-Rad, Hercules,
CA) were added sequentially, with thorough washes before and after each step. All samples were tested
in duplicate. Image analysis was conducted using an ImmunoSpot series 3A analyzer (Cellular Technol-
ogy, Ltd., Cleveland, OH). Human leukocyte antigen (HLA) class I typing was performed at allele-level
resolution by PCR sequence-specific primer typing (AllSet� Gold HLA ABC low-resolution kit; One
Lambda) per the manufacturer’s protocol. Ambiguous types for two participants were resolved by
sequence-based typing as described elsewhere (75).

Nef isolation and cloning. HIV-1 nef was amplified from plasma-derived HIV RNA in a one-step
reverse transcription-PCR (RT-PCR) featuring a high-fidelity polymerase (Invitrogen Superscript III one-
step RT-PCR Platinum Taq HiFi) using HIV-specific primers optimized to amplify all major HIV-1 subtypes:
forward primer 5=-TAGCAGTAGCTGRGKGRACAGATAG-3= (HXB2 nucleotides 8683 to 8707) and reverse
primer 5=-TACAGGCAAAAAGCAGCTGCTTATATGYAG-3= (HXB2 nucleotides 9536to 9507). A nested PCR
was then performed using a high-fidelity enzyme (Roche Expand HiFi) and primers that contained AscI
(forward) and SacII (reverse) restriction enzyme sites for cloning: forward primer 5=-AGAGCACCGGCGC
GCCTCCACATACCTASAAGAATMAGACARG-3= (the AscI site is in boldface, HXB2 nucleotides 8746 to 8772
are italicized) and reverse primer 5=-GCCTCCGCGGATCGATCAGGCCACRCCTCCCTGGAAASKCCC-3= (the
SacII site is in boldface, HXB2 nucleotides 9474 to 9449 are italicized). Amplicons were then cloned into
pSELECT (InvivoGen), an expression vector containing separate cytomegalovirus and composite human
EF1/human T-cell leukemia virus promoters, allowing the simultaneous expression of GFP and nef,
respectively. Briefly, a modified pSELECT-GFPzeo plasmid containing a linker bearing the AscI and SacII
restriction sites was digested with the AscI and SacII enzymes and gel purified (GeneJet gel extraction kit;
Thermo Scientific). Participant-derived nef amplicons were digested with AscI and SacII, ligated into cut
pSELECT-GFPzeo (T4 ligase; Thermo Fisher), transformed into chemically competent Escherichia coli (E.
cloni 10G DUOs; Lucigen), plated onto zeocin-containing Luria-Bertani (LB) agar plates, and incubated for
16 to 18 h. A minimum of three colonies per participant were subsequently propagated overnight in
zeocin-containing LB broth, after which plasmid DNA was purified (Omega EZNA plasmid minikit; Thermo
Fisher). The presence of an insert was verified by restriction enzyme digestion, followed by agarose gel
electrophoresis.

Sequencing of bulk nef PCR products as well as clones containing correctly sized inserts was
performed on an ABI 3130xl automated DNA analyzer using an ABI Prism BigDye Terminator (version 3.1)
cycle sequencing kit (Applied Biosystems). Chromatograms were edited in Sequencher (version 5.0)
software (GeneCodes). Nucleotide sequence alignments were performed using the HIVAlign tool (op-
tions, MAFFT program [76], codon alignment) hosted on the Los Alamos HIV sequence database (Los
Alamos National Laboratory [LANL]) web server (77) and manually edited using the AliView program (78).
Maximum likelihood phylogenies were constructed using the PhyML program (79) under a general
time-reversible (GTR) model of codon substitution (80). HIV subtyping was performed using the recom-
binant identification program (RIP) hosted on the LANL web server (81).

Nef-mediated CD4 and HLA-I downregulation assays. Three Nef clones per participant were
assessed for their CD4 and HLA-I downregulation capacity using a published assay that involves
transfection of nef plasmid DNA into a CEM-derived CD4� T-cell line engineered to express HLA-A*02
(CEM-A*02) (38, 39, 45, 54). The use of HLA-A*02 as a representative HLA class I allele in this assay was
previously validated by assessing the ability of a genetically diverse panel of 24 Nef clones to down-
regulate HLA-A*02 and HLA-B*07 in independent experiments, using CEM T-cell lines stably expressing
each of these alleles individually, and observing that these two functions correlated robustly (Spearman’s
r � 0.89 and P � 0.0001, as reported in the original published study [38]). The nef allele from HIV-1
subtype B reference strain SF2, cloned into pSELECT-GFPzeo (NefSF2), was used as the positive control,
while empty pSELECT-GFPzeo served as a negative control. Briefly, 4 �g of participant-derived or control
nef plasmid DNA was delivered into 500,000 CEM-A*02 cells by electroporation in 96-well plates (where
positive and negative controls were included in each row), and the cells were incubated for 20 to 24 h.
The cells were then stained with allophycocyanin-labeled anti-CD4 and phycoerythrin-labeled anti-HLA-
A*02 antibodies (BD Biosciences), and the cell surface expression of these molecules was measured using
flow cytometry. The receptor downregulation functions of participant-derived Nef clones were normal-
ized to those of the positive control, NefSF2, using the following equation: {1 � [MFIparticipant (GFP�)/
MFIparticipant (GFP�)]}/{1 � [MFISF2 (GFP�)/MFISF2 (GFP�)]}, where MFI (GFP�) and MFI (GFP�) refer to the
median fluorescence intensity (MFI) of CD4 (or HLA-I) expression in the Nef-expressing (GFP positive
[GFP�]) and Nef-nonexpressing (GFP negative [GFP�]) gates, respectively, and MFIparticipant and MFISF2 are
the MFI for the participant Nef clone and NefSF2, respectively.
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As such, normalized MFI values of 100% indicate a downregulation capacity equivalent to that of
NefSF2, whereas values of �100% and �100% indicate downregulation capacities inferior or superior to
those of NefSF2, respectively. All participant-derived Nef clones were assayed in a minimum of triplicate
independent experiments, and the results are represented as the means of these measurements.

Western blotting. Steady-state Nef protein levels were measured by Western blotting for selected
clones exhibiting a maximal function for HLA downregulation. A total of 2.5 � 106 CEM cells were
transfected with 10 �g of participant-derived or control plasmid DNA, and cell pellets were harvested 24
h later. Cells were lysed with Nonidet P-40 lysis buffer (1% Nonidet P-40, 50 mM Tris HCl, 150 mM NaCl)
containing a protease inhibitor cocktail (catalog number P8340; Sigma). Following centrifugation, the
resultant supernatants were subjected to SDS-PAGE, and proteins were electroblotted onto a polyvi-
nylidene difluoride (PVDF) membrane. Nef was detected using sheep polyclonal anti-HIV-1 Nef serum
(1:2,000 dilution; NIH AIDS Research and Reference Reagent Program, USA) primary antibody, followed
by horseradish peroxidase (HRP)-conjugated donkey anti-sheep IgG (1:35,000; GE Healthcare). Blots were
visualized using an ImageQuant LAS 4000 chemiluminescent imager (GE Healthcare).

Statistical analysis. In univariable analyses, Spearman’s correlation was used to assess the relation-
ship between continuous variables (e.g., Nef CD4 and HLA-I downregulation capacities, HIV clinical
parameters, reservoir size measurements), while the Mann-Whitney U test was used for binary variables
(e.g., the presence versus absence of protective HLA alleles, MAA� versus MAA�, HIV subtype B versus
not HIV subtype B). The Mann-Whitney U test was also used to identify Nef amino acids that were
significantly associated with Nef-mediated HLA-I downregulation function, using the maximally func-
tioning Nef clone per participant (see Table S2 in the supplemental material). This exploratory analysis
was restricted to amino acids present in three or more Nef clones, and multiple comparisons were
addressed using the q value, the P value analogue of the false discovery rate (FDR) (82). The FDR is the
expected proportion of false-positive results among results deemed significant at a given P value
threshold (e.g., at a q value of 0.2, we expect 20% of identified associations to be false positive). To
identify correlates of reservoir size at 48 weeks post-cART, multivariable models were constructed by
linear regression using a stepwise selection procedure. The variables investigated in the primary and
sensitivity analyses were all those with P values of �0.05 in univariate analyses; these included
Nef-mediated HLA downregulation function (per normalized percent functional increment), HIV-1 sub-
type (reference group, subtype B), baseline log10 plasma viral load (per log10 increment), baseline CD4
count (per cell per cubic millimeter increment), baseline proviral DNA levels (per log10 increment), total
HIV-specific granzyme B responses (per spot-forming cell per 106 PBMC increment), and very early cART
initiation (MAA� versus MAA� [reference group]). Statistical tests were performed in Prism (version 5.0)
software, and multivariable models were constructed in the R (version 3.5.0) program using the MASS
package.

Accession number(s). The GenBank accession numbers for the clonal nef sequences are MK076455
to MK076544.

SUPPLEMENTAL MATERIAL
Supplemental material for this article may be found at https://doi.org/10.1128/JVI

.01832-18.
SUPPLEMENTAL FILE 1, XLSX file, 0.1 MB.
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