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Abstract

For nearly 20 years, the principal biological function of the HIV-2/SIV Vpx gene has been
thought to be required for optimal virus replication in myeloid cells. Mechanistically, this Vpx
activity was recently reported to involve the degradation of Sterile Alpha Motif and HD do-
main-containing protein 1 (SAMHD1) in this cell lineage. Here we show that when ma-
caques were inoculated with either the T cell tropic SIVmac239 or the macrophage tropic
SIVmac316 carrying a Vpx point mutation that abrogates the recruitment of DCAF1 and the
ensuing degradation of endogenous SAMHD1 in cultured CD4™ T cells, virus acquisition,
progeny virion production in memory CD4* T cells during acute infection, and the mainte-
nance of set-point viremia were greatly attenuated. Revertant viruses emerging in two ani-
mals exhibited an augmented replication phenotype in memory CD4™ T lymphocytes both in
vitro and in vivo, which was associated with reduced levels of endogenous SAMHD1.
These results indicate that a critical role of Vpx in vivo is to promote the degradation of
SAMHD1 in memory CD4* T lymphocytes, thereby generating high levels of plasma viremia
and the induction of immunodeficiency.

Author Summary

Primate lentiviruses, such as HIV and its SIV simian relative, encode accessory proteins that
suppress cellular restriction factors interfering with efficient replication. One of these, desig-
nated Vpx, is produced in infected cells by HIV-2 and some SIV strains, which cause en-
demic infections in African monkeys. The primary function of Vpx has long been thought
to facilitate infectivity in dendritic cells and macrophage by degrading the Sterile Alpha
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Motif and HD domain-containing protein 1 (SAMHD1), which restricts virus replication in
these cells. Using STVmac carrying a mutated Vpx gene with a single amino acid change
that prevents it from binding to DCAF1 and subsequently mediating the degradation of
SAMHD1, we show that virus infection of CD4" T lymphocytes is markedly compromised
both in vitro and in vivo. The SIV Vpx mutant is severely attenuated in establishing new in-
fections in inoculated rhesus monkeys, in producing high levels of virus progeny, in degrad-
ing SAMHD1 in memory CD4" T cell in infected animals, and in inducing symptomatic
disease. Thus, although once considered to be only critical for optimal replication in macro-
phage based on earlier studies performed with cultured cells, the SIV Vpx protein is func-
tionally important in vivo for establishing the primary infection in rhesus macaques,
sustaining high levels of virus replication in CD4" T lymphocytes, and promoting the onset
of symptomatic immunodeficiency.

Introduction

The Vpx accessory protein is encoded by HIV-2, related SIVsm strains, SIVmnd, and SIVrcm
[1-4]. Vpx has been reported to antagonize restriction imposed by SAMHD1 in cultured mye-
loid lineage (dendritic cells, monocytes, and macrophages) and quiescent CD4" T cells [5-8].
Early studies also showed that SIVmac239, carrying vpx gene deletions, exhibited an attenuated
replication phenotype in inoculated macaques [9,10]. It is presently unclear whether compro-
mised infection of myeloid lineage cells in vivo is responsible for this phenotype or if endoge-
nous SAMHD1 must also be suppressed in memory CD4" T lymphocytes, the cell lineage that
sustains high levels of set-point viremia attending pathogenic infection.

Although the HIV-1 genome does not encode Vpx, most studies assessing Vpx degradation
of SAMHDI during virus infections have utilized pseudotyped HIV-1 constructs, in combina-
tion with SIV VLPs expressing Vpx, in single-cycle replication assays. Only a single study has
utilized replication-competent HIV-1 to monitor Vpx-mediated suppression of SAMHD]1 dur-
ing an in vitro infection. In that experiment, SAMHD1 was reported to block virus infection in
resting human CD4" T lymphocytes unless STVmac239 Vpx was co-packaged into an HIV-1
expressing GFP construct [5]. However, even though SAMHDI levels had been markedly de-
pleted and HIV-1 directed GFP expression became detectable intracellularly in the presence of
Vpx, no progeny virions were produced.

The relevance of these in vitro functional studies of Vpx to the induction of immunodefi-
ciency during pathogenic infections of macaques with SIVsm strains, such as SIVmac, in
which the vpx gene is an intrinsic and evolutionarily conserved element, is not clear. It has
been suggested that the antiviral activity of endogenous SAMHDI1 may be limited to non-cy-
cling cell lineages such as terminally differentiated myeloid cell subsets or, more recently, qui-
escent CD4" T lymphocytes. Non-cycling memory CD4" T lymphocytes are, in fact, the
principal targets of both HIV and SIV during the initial weeks of the acute in vivo infection.
Prodigious numbers of resting memory CD4" T cells become infected in lymphoid tissues and
blood and large amounts of circulating progeny virions are produced during this phase of the
infection [11-13]. Furthermore, the relatively low levels of set point viremia and slow disease
progression previously reported in rhesus macaques inoculated with SIV Vpx deletion mutants
[9,10] suggests that Vpx may also be functionally important in counteracting SAMHD1 in
virus-producing CD4" memory T lymphocytes during the later chronic phase of the in vivo
infection.
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Here we examine replication-competent SIV Vpx mutants, disabled in their capacity to de-
grade SAMHD1. We show that when macaques were inoculated with SIV carrying the Q76A
Vpx point mutation, which specifically affects the interaction of Vpx with DCAFI1 and the sub-
sequent recruitment of SAMHDI for degradation, virus acquisition, progeny virion production
in memory CD4" T lymphocytes during the acute infection, and the maintenance of set point
viremia were greatly attenuated. Revertant viruses, which emerged in two infected animals,
carried substitutions located in likely contact points of Vpx with the c-terminal domain of
DCAF1. Thus our data indicate that contrary to the commonly held belief that the principal
function of SIV Vpx is to facilitate virus replication in myeloid lineage cells, the need to degrade
endogenous SAMHD1 during SIV infections of memory CD4" T cells in vivo is critically im-
portant and drives the selection for Vpx revertant viruses, capable of mediating the degradation
of SAMHDI1 and generating high levels of plasma viremia.

Results

SIVmac Vpx mutants generate lower amounts of progeny virions during
infections of cultured rhesus PBMC and MDM

Several earlier studies have reported that replication competent HIV-2 and SIVmac mutants,
unable to express the Vpx protein, exhibit delayed infection kinetics and low levels of progeny
virus production in cultured rhesus peripheral blood mononuclear cells (PBMC) [9,14,15]. To
ascertain whether a Vpx point mutant, specifically defective in recruiting DCAF1 and subse-
quently degrading SAMHDI1[7,16-18], might possess similar properties, the X-Q76A Vpx
mutant, carrying a 2-nucleotide substitution, was constructed (Fig 1A). A second Vpx mutant
(X-del), containing a TAA stop codon at residue 2 that prevents the synthesis of any SIV Vpx
protein was also prepared (Fig 1A). Both Vpx mutations were introduced into molecular clones
of wild type (WT) T cell tropic (SIVmac239) or WT macrophage tropic (SIVmac316) SIVs.
Wild type and Vpx mutant SIV inocula were prepared by transfecting full-length infectious
molecular clones into 293T cells as described in Methods. Vpx expression in HeLa cells and its
incorporation into progeny virions released into the transfection supernatant medium were
confirmed by immunoblotting (Fig 1B).

Compared to the WT viruses, both types of SIVmac239 or SIVmac316 Vpx mutants
generated reduced amounts of progeny virions during infections of cultured Concanavalin A
(ConA) stimulated rhesus PBMC (Fig 2A and 2B). The defective replication phenotype of the
Vpx mutants was more profound during infections of rhesus monocyte derived macrophage
(MDM) infections (Fig 2C and 2D). In contrast to the robust replication of the WT macro-
phage tropic SIVmac316 in rhesus MDM, replication of both the STVmac316 Vpx deletion mu-
tant and the SIVmac316 Vpx point mutant was blocked in these cells. As expected, neither the
WT nor the Vpx mutants of the T cell tropic STVmac239 were able to infect rhesus MDM
(Fig 2C). The SIVmac239 and SIVma316 X-Q76A Vpx point mutants both exhibited replica-
tion kinetics in human SupT1-R5 cells indistinguishable from corresponding WT viruses (Fig
2E and 2F), consistent with results reporting that SupT1-R5 cells do not express the SAMHD1
protein [8], and confirming the absence of any inherent replication defects in these
mutant viruses.

SIVmac Vpx mediates the degradation of endogenous SAMHD1 during
productive infections of cultured rhesus CD4™ T cells

As noted earlier, a majority of previous studies evaluating virion-associated Vpx-mediated deg-
radation of SAMHD1 have been conducted in non-lymphoid cells using pseudotyped virus
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Fig 1. Construction of the SIVmac239 and SIVmac316 X-del and X-Q76A Vpx mutants. (A) The codon (TCA) for the second residue (serine) of SIV Vpx
was changed to a stop codon (TAA) to generate the X-del Vpx mutant. This change does not alter the amino acid sequence of the overlapping Vif protein. In
the X-Q76A Vpx mutant, amino acid 76 (glutamine) was changed to alanine by altering the CAA codon to GCA. (B) The intracellular expression of Vpx
proteins and their incorporation into virions was evaluated by transfecting HeLa cells with WT and Vpx mutant full-length SIV plasmids. Forty-eight hours
later, cell lysates or cell-free culture supernatants, pelleted through 20% sucrose, were evaluated by immunoblotting using anti-SIV plasma, anti-Vpx

antibodies, and anti-tubulin antibodies.

doi:10.1371/journal.ppat.1004928.9001

preparations capable of only single cycles of replication. To determine whether Vpx-mediated
degradation of endogenous SAMHDI1 occurred during the course of spreading infections of
replication-competent virus in CD4™ T lymphocytes, freshly collected, and negatively selected,
Con-A stimulated rhesus macaque CD4™ T cells were infected with WT SIVmac239 at a multi-
plicity of infection (MOI) = 0.2. Cells and supernatant samples were collected daily and exam-
ined for levels of progeny virions released into the medium (**P-reverse transcriptase [RT]
activity) and endogenous SAMHD1 (immunoblotting). Newly produced virus first became de-
tectable on day 2 post infection (PI) and steadily increased on days 3 and 4 (Fig 3A). The levels
of endogenous SAMHDY1, present in the CD4" T cells on days 1 and 2, markedly declined on
days 3 and 4 PI when compared to an unrelated cellular protein (GAPDH) (Fig 3B). In an inde-
pendent experiment, also assessing the status of endogenous SAMHDI1, ConA-activated rhesus
CD4" T lymphocyte cultures were infected with WT SIVmac239, WT SIVmac316, or the two
different and corresponding Vpx defective mutants, all at a MOI = 0.2. Based on the results of
the experiment shown in Fig 3A and 3B, cells were collected on day 3 PI and lysates were exam-
ined by immunoblotting for levels of endogenous SAMHDI1. As shown in Fig 3C, Con A-stim-
ulated rhesus CD4" T cells, infected with both of the WT SIVmac viruses, contained reduced
levels of endogenous SAMHD1 compared to levels in mock infected cells or in cells infected
with the corresponding Vpx mutant viruses. Together, these results demonstrate that SIV
Vpx mutants bearing the Q76A point mutation, which specifically blocks the recruitment of
DCAF1, are defective in degrading endogenous SAMHD1 (Fig 3) and are attenuated during
spreading infections in cultured activated PBMC (Fig 2) compared to their WT counterparts.
It has recently been reported that phosphorylation of human SAMHDI] at the threonine
592 residue (Thr592) greatly reduces its capacity to restrict HIV-1 replication, but does not af-
fect its ANTPase activity [19-21]. To first verify that the Thr592 residue was actually present in
rhesus SAMHDI1, mRNAs were prepared from a mixture of PBMC samples collected from six
monkeys, amplified by RT-PCR, and individual amplicons were analyzed by nucleotide se-
quencing. Although rhesus and human SAMHDI proteins differed at 38 of 626 amino acid po-
sitions, the Thr592 residue was present in both proteins (S1 Fig). It was therefore of interest to
ascertain the phosphorylation status of SAMHDI in primary rhesus mononuclear cells, partic-
ularly in the Con A-activated rhesus PBMC in which SIV production was shown modestly re-
duced in the absence of Vpx (Fig 2A and 2B). Cell lysates from either non-activated or ConA
activated CD4" T cells, from two different macaques, were subjected to electrophoresis in
Phos-tag Acrylamide and immunoblotting using the anti-SAMHD1 antibody. As shown in
Fig 3D, a significant fraction of SAMHD1 was phosphorylated in ConA activated rhesus CD4"
T cells, whereas in unstimulated CD4" T cells, the majority of SAMHD1 was unphosphory-
lated. Taken together, the increased levels of phosphorylated nonrestrictive SAMHD]1 in the
stimulated PBMC cultures may very well have minimized the differences between the infectivi-
ties of WTand the Vpx mutants measured in these cells.
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Fig 2. The replication of Vpx defective SIV mutants is attenuated in rhesus macaque mononuclear cells.
ConA-activated rhesus PBMCs (A and B), rhesus MDM (C and D) and SupT1-R5 cells (E and F) were infected
with WT and Vpx mutant SIV stocks produced in transfected 293T cells. The indicated cell cultures were
infected with equivalent amounts of virus inocula, based on particle-associated 32p RT activity (approximately
5 x 108 cpm) and progeny virion production was monitored by measuring the RT activity released into the
culture medium. The results in panels A and B, are shown as mean +/—s.e.m (n = 4). The parametric unpaired t
test was performed using PRISM software. The significant p values (* p<0.05, ** p<0.01) for WT versus the X-
del and X-Q76A Vpx mutants refer to the single time points at peak virus production. A representative result
from at least two experiments is shown in panels C and D.

doi:10.1371/journal.ppat.1004928.9g002
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CD4* T lymphocytes was determined by electrophoresis in acrylamide gels with/without Phos-Tag and analyzed by immunoblotting. Whole-cell extracts
(from 3 x 10° cells) of non-activated and ConA-activated CD4* T lymphocytes from two uninfected animals were separated on acrylamide gels with/without
Phos-Tag and analyzed by immunoblotting using anti-SAMHD1 and GAPDH antibodies.

doi:10.1371/journal.ppat.1004928.9003

The expression of SIVmac Vpx correlates with reduced levels of
endogenous SAMHD1 during productive infections of rhesus macaques

In vivo, the principal target of both HIV-1 and SIVmac are memory CD4" T lymphocytes
[11,22,23]. The levels of SAMHDI] in unstimulated rhesus macaque memory CD4" T cells,
freshly collected from either blood or spleen, were examined by immunoblotting using anti-
human SAMHDI antibody. As shown in Fig 4A, higher levels of SAMHD1 were detected in
memory CD4" T lymphocytes than those measured in naive CD4" T cells from the same two
sources. Among rhesus myeloid lineages, circulating CD14" monocytes expressed levels of
SAMHDI similar to those present in memory CD4" T cells, whereas much higher concentra-
tions of SAMHDI1 were detected in macaque alveolar macrophage, collected by bronchoalveo-
lar lavage, and rhesus MDM derived in vitro. Cell lysates from the same preparations of freshly
collected unstimulated rhesus macaque memory CD4" T cells from blood or spleen were
subjected to electrophoresis in Phos-tag Acrylamide and immunoblotting using the anti-
SAMHDI1 antibody. As shown in Fig 4B, most of the SAMHD1 in memory CD4" T cells was
unphosphorylated. The relatively high levels of expression of unphosphorylated endogenous
SAMHDI1 measured in memory CD4" T lymphocytes suggested that SAMHD1 might signifi-
cantly restrict viral infections in vivo, reduce virus production systemically, and affect disease
progression if not adequately suppressed by Vpx.

To specifically examine whether Vpx can degrade endogenous SAMHDI1 in rhesus memory
CDA4" T cells, a large preparation of this subset was purified by FACS and infected with VSV-G
pseudotyped WT SIVmac239 or its X-del or X-Q76Aderivatives; SAMHD1 expression was
evaluated 24 h later by immunoblotting. As shown in Fig 4C, the levels of SAMHDI in WT
SIVmac239 infected memory CD4 T cells were markedly reduced compared to that in cells in-
fected with the Vpx mutants.

More importantly, to directly ascertain whether Vpx also degrades endogenous SAMHD1
in memory CD4" T cells in vivo, we next determined if SAMHD1 degradation could be de-
tected in memory CD4" T lymphocytes, collected from SIVmac239 infected macaques. During
the first weeks of the SIV acute infection, CD4" memory T lymphocytes are massively infected
systemically [11]. For example, on day 10 post inoculation, levels of cell-associated SIV DNA
were reported to be in the range of 1 x 10> copies/10° memory CD4* T cells in PBMC, inguinal
and mesenteric lymph nodes, and jejunum mucosa. The establishment of such a prodigious in
vivo infection provided a window of opportunity to directly examine the status of endogenous
SAMHDI in memory CD4" T cells during the acute infection. The infection kinetics of SIV-
mac239 in two previously described rhesus monkeys (95D132 and H589) [24], inoculated in-
travenously (IV) with 1 x 10* TCIDs, of STVmac239 is shown in Fig 4D. Based on this result, a
macaque was inoculated IV with 1 x 10* TCIDs, of WT SIVmac239, sacrificed on day 9 PI,
and memory CD4" T cells from PBMC and spleen were collected by flow cytometric sorting.
Memory CD4" T lymphocytes were similarly prepared from the PBMC and spleen of an unin-
fected monkey. Immunoblotting revealed markedly reduced levels of SAMHD1 in memory
CDA4" T cells purified from PBMC and spleen in the day 9 infected animal compared to those
present in similar cells from the uninfected monkey (Fig 4E). This result demonstrates that lev-
els of endogenous SAMHD1 in memory CD4" T lymphocytes are greatly diminished at the
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Fig 4. WT SIVmac239 degrades endogenous SAMHD1 in memory CD4* T cells during the acute infection of rhesus macaques. (A) Levels of
endogenous SAMHD1 expression were examined by immunoblotting rhesus macaque naive and memory CD4* T cells in blood and spleen, and myeloid
lineages (CD14* cells, MDM, and alveolar macrophages) or in two control human T cell leukemia lines (PM1 and SupT1-R5). Whole-cell extracts (from

3 x 10° cells/lane) from each indicated source were separated on 10% acrylamide gels and stained using anti-SAMHD1 antibody. GAPDH was used as a
loading control. The numbers below each lane indicate relative densitometric intensities of SAMHD1 bands relative to that of GAPDH and normalized to that
presentin PM1 cells. (B) SAMHD1 phosphorylation status in macaque memory CD4* T lymphocytes was determined by electrophoresis in acrylamide gels
with Phos-Tag and analyzed by immunoblotting. Whole-cell extracts (3 x 10° cells) from PM1 cells, freshly collected rhesus CD4* T cells or sorted rhesus
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(C) Levels of SAMHD1 in sorted rhesus memory CD4* T cells infected with VSV-G pseudotyped WT SIVmac239, SIVmac239 X-del or SIVmac239 X-Q76A
were assessed by immunoblotting using anti-SAMHD1 antibody. (D) Acute phase viremia in two macaques inoculated intravenously with 10,000 TCIDs of
SIVmac239. (E) Memory CD4™ T cells were prepared by cell sorting from PBMC or spleen from an uninfected or an infected rhesus macaque at day 9 PI
following IV inoculation with 10,000 TCIDsq of SIVmac239. The plasma viral load on day 9 post infection in the macaque inoculated with WT SIVmac239 was
7.8 x 10” RNA copies/ml; viral RNA in the uninfected animals were below levels of detection (< 100 RNA copies/ml). Whole-cell extracts from 3 x 10° sorted
memory CD4™ T cells from each source or from PM1 cells were analyzed by immunoblotting using anti-SAMHD1 and anti-GAPDH antibodies.

doi:10.1371/journal.ppat.1004928.9004
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time of peak virus production in vivo, presumably reflecting SIVmac239 LTR-directed expres-
sion of Vpx.

Virus acquisition is impaired and levels of set-point viremia are
suppressed in macaques inoculated with SIV Q76A Vpx mutants

An extensive literature exists reporting that STVmac and HIV-2 Vpx is a major facilitator of
virus replication in cultures of terminally differentiated myeloid cells [10,25-27]. In an attempt
to translate this particular cell-dependent Vpx function to the organismal level, an experiment
was designed to direct WT and Vpx-deficient viruses to at least one myeloid lineage cell type
(viz. dendritic cells) by using a mucosal rather than an IV route of virus inoculation. Accord-
ingly, two macaques (DCXX and J7L) were challenged intrarectally (IR) with 1 x 10° TCIDs,
of WT SIVmac239 and two macaques (J3L and J5R) were inoculated by the same route with

1 x 10° TCID5, of WT SIVmac316. Virus acquisition only occurred in the two WT SIVmac316
challenged monkeys (J3L and J5R) (Fig 5A and 5B). After waiting 6 additional weeks, the same
two macaques (DCXX and J7L), which had previously been inoculated with 1 x 10° TCIDs, of
WT SIVmac239, were re-inoculated intrarectally with 1 x 10* TCIDs, of STVmac239. Both
monkeys rapidly became infected and generated high levels of peak plasma viremia (Fig 5A).
Based on these results, we elected to inoculate four additional macaques intrarectally with 1 x
10* TCIDs, of the STIVmac239 X-Q76A Vpx mutants and four other animals with 1 x 10
TCIDs of the STVmac316 X-Q76A Vpx mutant to assess the infectivities of the Vpx point mu-
tant viruses in vivo.

Both macaques inoculated with WT SITVmac239 generated peak plasma viremia levels of
1.3 x 10® RNA copies/ml between days 10 and 14 PI, and developed viral set points of 2.9 x 10°
and 6.0 x 10® RNA copies/ml, respectively (Table 1). The four monkeys (JWR, JHL, K2M, and
K42) inoculated by the IR route with the SIVmac239 Vpx Q76A point mutant all exhibited at-
tenuated replication phenotypes (Fig 5A and Table 1). In three of these animals (JWR, K2M,
and K42), peak plasma viral loads ranged from 3.40 x 10> to 2.66 x 10® RNA copies/ml, 50 to
400-fold lower levels than those measured in WT SIVmac239 infected macaques. In two of
these monkeys, the time of peak virus production was delayed to day 17 or day 28 PI. One of
the animals (JHL) required 3 successive IR inoculations of the SIVmac239 Vpx Q76A mutant,
spaced 6 weeks apart, to establish the SIV infection; a relatively low peak plasma viremia
(2.25x 10° RNA copies/ml) in this macaque was delayed until day 21 post challenge. It should
also be noted that the viral set points in three of the animals inoculated with the STVmac239 Vpx
point mutant were markedly reduced compared to monkeys infected with WT virus (Fig 5A),
falling below the level of detection in one macaque (JHL) by week 12 PI. As shown in Fig 5C,
memory CD4" T cells rapidly declined in the two monkeys inoculated with WT SIVmac239 but
did not change appreciably in animals infected with the Vpx mutants. The memory CD4" T cell
subset, as a percentage of total CD4" T cells in these two infected animals, rapidly declined com-
pared to levels in the 4 macaques inoculated with the Vpx mutants (S2A Fig).

A similar result was obtained with the WT macrophage tropic SIVmac316 and its Vpx
Q76A mutant. As noted above, the two animals (J3L and J5R) inoculated with 1 x 10°> TCIDs,
of WT SIVmac316 became infected following a single challenge and developed levels of peak
plasma viremia of 1.62 x 10" and 9.00 x 10° RNA copies/ml on days 21 and 24 PI, respectively
(Fig 5B and Table 1). The set point levels of viremia (3.0 x 10*and 1.0 x 10° copies/ml) in these
two monkeys were somewhat lower than those measured in the macaques inoculated with WT
SIVmac239. When the SIVmac316 Vpx Q76A mutant was similarly evaluated in four animals,
its replication properties were even more severely debilitated than the analogous SIVmac239
Vpx mutants (Fig 5B and Table 1). An infection was established in two of these four monkeys
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Fig 5. SIVs deficient in degrading SAMHD1 in memory CD4* T cells exhibit an attenuated replication phenotype in inoculated rhesus macaques.
Rhesus macaques were inoculated intrarectally with 1 x 10* TCIDs, of SIVmac239 WT or SIVmac239 X-Q76A derivatives (A and C) or 1 x 10° TCIDs, of
SIVmac316 WT or the SIVmac316X-Q76A derivatives (B and D). The infectious virus titers in the inocula were determined by end-point dilution using
SAMHD1 negative SupT1-R5 cells to avoid suppressive effects of SAMHD1 restriction. Plasma viral copies/ml are shown in panel A and C. Memory CD4+ T
cell counts/ul are shown in panel C and D. Black curves: WT virus; blue curves: putative revertant Vpx mutants; red curves: non-revertant Vpx mutants. (E)
Amino acid substitutions present in the starting Q76A Vpx mutant virus or in the putative revertant virus populations present in the plasmas of macaques K42
and JAX4 at week 35 PI, based on SGA (see Fig 6) are shown. The locations of the three helical domains of SIVmac Vpx are indicated.

doi:10.1371/journal.ppat.1004928.9g005

(JLP and DX39) following a single IR challenge, but the peak viral loads (7.05 x10* and

9.08 x 10* RNA copies/ml) were 2 logs lower than that measured with WT SIVmac316 and
were markedly delayed (until day 35 and day 52 post inoculation, respectively). In addition,
the viral set points at weeks 22 to 24 in these two macaques were quite low (4.33 x 10> and

2.00 x 10> RNA copies/ml). Establishment of an STVmac316 infection in the two remaining an-
imals receiving the SIVmac316 Q76A Vpx mutant virus (JA4X and K31) required 2 and 3 suc-
cessive inoculations, respectively, with a peak viral load reaching only 3.7 x 10’ RNA copes/ml
at day 77 Pl in the latter macaque (Fig 5B and Table 1). Taken together, these results indicate
that the Q76A Vpx mutation is profoundly disabling in vivo, affecting SAMHDI1 degradation,
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Table 1. Infection of rhesus macaques with WT SIVmac and Q76A Vpx SIVmac mutants.

Animal ID

DCXX
J7L
JWR
JHL
K2M
K42
J3L
J5R
JLP
JA4X
DX39
K31

doi:10.1371/journal.ppat.1004928.t001

Virus Strain

239 WT
239 WT
239 X-Q76A
239 X-Q76A
239 X-Q76A
239 X-Q76A
316 WT
316 WT
316 X-Q76A
316 X-Q76A
316 X-Q76A
316 X-Q76A

Inoculations Peak Virus Load (RNA Copies/ml) Peak Day Set-Point Virus Load (RNA copies/ml)

W = N — — 4 a4 ) = =

1.32x 108 14 2.90 x 10°
1.30 x 108 10 6.04 x 10°
2.66 x 10° 28 5.88 x 102
2.25x 10° 21 <100

3.40x 10° 14 1.47 x 10°
4,92 x 10° 17 5.55 x 10*
9.00 x 10° 24 1.00 x 10°
1.62 x 107 21 2.99 x 10*
7.05 x 10* 35 4.33 x 102
2.00 x 10° 42 1.54 x 10*
9.08 x 10* 52 2.00 x 10°
3.67 x 10° 77 <100

SIVmac acquisition, the production of progeny virions during the acute infection, and the
maintenance of set-point viremia, all of which are replication functions that occur in memory
CD4" T cells. A modest reduction of memory CD4" T lymphocytes occurred in the two mon-
keys inoculated with WT SIVmac316 but not in the animals infected with the Vpx mutants
(Fig 5D). The memory CD4" T cell subset in these two macaques, as a percentage of total
CD4" T cells, declined somewhat compared to levels measured in the monkeys inoculated with
the Vpx mutants (S2B Fig).

Vpx revertant viruses emerge in macaques inoculated with SIV Q76A
Vpx mutants

During the chronic phase of their infections, one of the four recipients of the STVmac239 Vpx
mutant (macaque K42) and one of the four recipients of the STVmac316 Vpx mutant (macaque
JA4X) developed elevated set-point viremia levels that distinguished them from the six other
monkeys inoculated with the Q76 AVpx mutant (indicated by the blue curves in Fig 5A and
5B). In fact, the set-point virus load in animal JA4X was similar to those generated by the two
recipients of WT SIVmac316 (Fig 5B). It should be noted that to minimize the emergence of re-
vertant viruses during infections in vivo, a Q76 A Vpx point mutant, containing a two nucleo-
tide substitution, was purposely constructed.

The possible emergence of Vpx revertant viruses was initially investigated by performing
single genome amplification (SGA) analyses of plasma samples collected at week 35 PI from all
8 monkeys inoculated with the SIVmac239 or the SIVmac316 Q76A Vpx point mutants (Fig
6). Nucleotide sequence analyses revealed that 13 of 14 vpx gene amplicons from the putative
revertant virus circulating in macaque K42 had acquired an A76S (GCA to TCA) substitution
at the site of the original Q76A mutation in the STVmac239 Vpx mutant. In the case of the pu-
tative revertant virus recovered from monkey JA4X, all of the week 35 amplicons had retained
the original Q76A mutation; however, 25 of 27 carried a “second site” I32T (ATT to ACA)
change. Both putative Vpx revertant viruses also had acquired a G19E substitution (Fig 6).
However, the latter was the only change present in some vpx gene amplicons from macaque
K2M (Fig 6) and this single amino acid substitution failed to restore high levels of set-point vi-
remia in the animal (see Fig 5A). The “second site” I32T Vpx substitution identified in virus
circulating in macaque JA4X would be consistent with and support a recent genetic study re-
porting that Ile32 is a critical residue mediating Vpx and DCAF1 interactions [28]. The Vpx

PLOS Pathogens | DOI:10.1371/journal.ppat.1004928 May 21,2015 12/283



ol
@ : PLOS | PATHOGENS Vpx Functions in Memory CD4 T Cells in SIV Infected Rhesus Macaques

76
WT MSDPRERIPP GNSGEETIGE AFEWLNRTVE EINREAVNHL PRELIFQVWQ RSWEYWHDEQ GMSPSYVKYR YLCLIQKALF MHCKKGCRCL GEGHGAGGWR PGPPPPPPPG LA

>

Q76A MSDPRERIPP GNSGEETIGE AFEWLNRTVE EINREAVNHL PRELIFQVWQ RSWEYWHDEQ GMSPSYVKYR YLCLIAKALF MHCKKGCRCL GEGHGAGGWR PGPPPPPPPG LA

Kkkkkkkkkk kkkkkkkk hkkhkkkkhhhk hkkhkkhhhh hhkkkhhhkhh hhhhkhhkhhkd hhkkhkrkhhhdh KArkkhkhkGhhkhk hhkkkkkhhkk hkkkkhkhhkk Ghkkkkrkkkk k%
kkkkkkkkkk Khkkkkkkk KhKKKKKH KK KKKKKKKK KK ARKKKKARRK* KAKRKRKKKKK KAKARRIKKE KKK KGhAA* KARAhkkkkk *hkkhkhhhkk Shkhkkkrkkhkx *%
kkkkkkkkkk kkkkkkkk hokkkkkkkdkk kokkkkkkkkk kkkkkkkkkk hokkkkkkkkk hokkkkkkkhk hkkhkShkkk kkkkkkkkkk hkkkkkkkkk Ghkkkkkkkk k%
kkkkkkkkkk kkkkkkkk hkkhkkkkhhk Khkkhhhkhkhhkh hhkkkhhhhkhh hhhhkhhhhkd hhkhhkhkkhhdk *AhkhkGhhkhkk Khhkhkkkhkkk hkkkkhhhhk Shkkkkkkkk k%
Kkkkkkkkkk Khkkkkkkk KhkkKkkhhhk KAKKKRKK KK ARKKKKARRK KARRRKKKIR KAk hRII I A d AAhAAShAA* KhAAhkkkkk *kkkrkhhdhkdk Shkkkkkrkhhx *%
kkkkkkkkkk kkkkkkkk hkkkkkkkhk kkkkkkkkkk kkkkkkkkkh hkkkkkkhkk hkkkkkkhkk *hkkhkGhhkkk kkkkkkkkkk hkkkkkkhkk Ghkkkkkkkk k%

K!12 kkkkkkkkkk kkkkkkkk hhkkhkkkhkhhhk Khkhkhhhkhkhhdh Khkkhhhhhkhh AhArkhhhhkd hhhhhkhhkhhh ArkhkhkGhhkhk Ahkhkkhkkk hhkkkhhdhhk Shkkkkrkkkk *%
Kkkkkkkkkk Kkkkkkkk KhKKKKKI KR KKKKIRKKKK ARKKKKARKK KAARKKKKIR KA K ARRIIKE AAKAAGhAIK* KA AAhhkkkk Kk kkkkhhkk Shkkkkkkhhx *%
kkkkkkkkkk kkkkkkkk hhkkhkkkkkhhk kkkhhhkhkhkkh hhkkkkkhhkhkh hhkkhhhhkk hhkkhkhkkhhdk *khkhkGhhkhk Kkhkhkkkhkkk hkkkkhkhhhk Ghkkkkkkkk k%
kkkkkkkkkk khkkkkkkk hhkhkhkhkhkhhhh Khkhkhhkrkhkhkh KRRk hhhhkrkh KAARKRKKKAK KAk hRrhhhk KAk A AGhArk Kkhhkkkhkkk *hkkhkhhdhkk Shkhkkkkrkkhkx *%
Kkkkkkkkhk Krkkkkkkk KAKKKKKH KK KKKKKRRKKK ARKKKKARRK KARRKKIIAR KA K ARRKKIE AR A ASHAR K AARRK K KA Ad Kk kkkhhhkk Shhkkkrhhkx *%

hhkkkkkhhhhk Khkhhhhhkhhdh Khkhkhhhhhh KhArkhhhhhkd *hkhhhhkhhdk ArkhkhkGhhkhk Akkhkkkhkkk hhkkkkhhkk Ghkkkkkkkk *%

Khkhhkhkhhhk KhKKKRKRKKK* KRKRKKKARRK* KAKRKRKKKRK KAk hRhkhhhk KAhkhkhkFhhhdh Khhkhhkkhkk* Hkkhkhkhkhkkk Fhhkkhkrkkdkx *%

kkkkkkkkkk kkkkkkkk
kkkkkkkkkk khkkkkkkk

kkkkkkkkkk kkkkkkkk
Kkkkkkkkkk Khkkkkkkk
kkkkkkkkkk kkkkkkkk

hhkkhkkkhkhhh Khkhhhhhhhdh Khkhkhkhhhhhdh Khhrkhhhhhkd *hkhhhkhhhdk khkhhhhhhdh Ahhkhhhhhhkd Fhhhkhkkhkhkk *hkkkkhkrkdhkx *%
KhkKKKK KKK KKKKKRRKKK ARKKKKARRK KARRKKKKIR KA KA AR I I K E Ahhkk ARk hdh AAhkhhhhhhkd Fkkhkhkhkkhkk *hkkkrkhkhhx *%
hokkkkkkkhk kokkkkhkhkkkk hkkkkkkkkk dhokkkkkkkkdk hkdkkkkkkkk hokkkkkkkkk hkkkkdkkkkk dhkkhkkkkkk kkkkkkkkkk *%x
Kkkkkkkkhk khkkkkkkk KhhKKKhh Kk, KKKKKKRKKK KRKKKKKRRK KAKRKRKKKKR KAKARAI A Ak Ak khARhhdh AARAAKhAA* FhARrkhhhkk *hkkkkrkrkhhkx *%
Kkkkkkkkkk Khkkkkkkk KhKKKK KK KK KKKKIRRKKK ARKKKKARRK KARRKRKKKAR KA K ARRI I KL KAk A A ARAhh KRR h Ak hAk* KhhRhhkhhk *hkkkhkhkhhkx *%
}(2hﬂ Kkkkkkkkkk Kkkkkkkk TohAk KKKk KKK KIKKKIKH ARKKHIIIIKI AAARKIIIEK KAhh AR I IIh Ak hhhh Rk ok ok KAk hhhkk Kk Fhkkkhhhkkx *kkhkkkhdhk *%
KhKKKKKKK K KRKKKKKKKRK KKKRKRKKKKE KA KKRRKRKKKE AAKKKARRKK* KARK KA KRR KA kAR h I Ak k Akkkkhhkhhdh Ahhkhhkhhhkd Hkkhkkhkkhkk *hkkkkhkhkhkkx *%
KhKKKKKKKK KKK KKKRRK KKK RRKIIAE KKK KRRKKKKE ARKKKAIRKK KRR RKIKARK KAk RRI KA KE Ak K AA AR hhh KRRk hhh Ak * Kk kkkkhkkk *hkkkkhrhhx *%
Kkkkkhkhkkkk hhkhkkkhhkhkh hhhhkhhhhhk hhkhhhhhhhk khkkkkhkhhk Ahkhkhhhkd hhkhhhkhhkdk kkkkhkhhkkdh khkkhkhhhkhkd hhkhkkkhkkk kkkkkkrkdhkx *%
KhkhKKKKKKK* KAKKKKKRKK* HAARKKhhkk KAKKRRRKKKE AAKKKAAR*K* KARRK K KRR KA kAR KAk Ahkkhhhhhdh Ahhhhhhhhkh Hkkhkhkhhhhkhk *hkkhhkhkhdx *%

KRRk Ok ok ok Ok O ok O ok ok kK

Khkhkhkhkkhkhkhkh KRAkhkhhhhkhkh HhAkhhhhhk *hhhhrkhkhhk Krkkhhhhhkhdhk KARRAhhhr* hhkkhhkhhhdk Ahhhhhhhhdh Arkhkhhhhkhkh Fkkhkkhhhkk *hkkkkkrkdhkx *%
KhKKKKKK KK KRKKKKKIRK KAARRKIIEE KKK KRRRK AL AAKKKAARKKT AARRKKIARKI KAk RAI KA KL Ak kA AR hhh AkRhhhh Ak h Kk hhhkhhhhk *hkkkhhrhhkx *%
Kokkkkkkkkk kkkkkkkkkk hkkkkkkkkk kokkkkkkkkk kokkkkkkkkk hkkkkkdkkkk hkkkkkkkkk hokkkkkkkkk kkkkkkkkkk dhkkkkkkkkk kkkkkkkkkk k%
KhkhhhRKKKK* KRKKKKKRRK KAKRRKKKAR KA KK RRRIKE KAk A A ARhk KARRA KK AA* hhkhAkhhkk Akkkkhhhhdh Ahhkhhkhhhkh Hkkhkkkkkhkk *hkkkhkrkhhkx *%

JVVF‘ KRKKKKKKKK KRKKKKAIKK KKK RKRKIIEE KKK KRRKKIE ARKKKAARKKT AARRKIIARK KA KRRRKAIE AR KK AARRKIF KRR KK I AR K* Kk AARhhhkk Kk kkkkrhhk k%
KHKKKKKKKK KKKKKKKKRK KAKRKKKKKK KAKKKKRKKKK KAKKRKARKR ARKRKKRKKK KAKKRKRKKKK KARKRKKRKK ARKRKRKRKKK KAKRKRKKRK KARKARKRKK *%
KhKKKKKKK K KRKKKKKKKRK KKKKKRKKKAK KA KKRRKRKKD Khkkkkkhhkhh KARhkhhhhhkh Khkhhkhkhhhhk *hkhkkhhhkhhdh Ahhkhhhhhkhkd Fkkhkhkhkhkkk *hkkkkkkkkkx *%
KHKKKKKKKK KRKKRKKKRKK KKKRKKKRKKK” KAKKKRKKKF KAKKRKKKRKK ARKRKKRKKK KAKKKRKRKK KARARKERKK ARKRRKRKRK* KhkRARKk*K* kKRR ARARKK *%

SIVmac239 Vpx

JHL khkkkhkhkhkhkhkhk hhkhkhkhkhkhhdhkhk dhhhhhhhhdx dhhhhhhhhhd dhkhkhhhhhdhdk dhhdhhhhhhhd hhdhhhhhhdd dhhkhkhkddhhhhd dhhhhhhhhd dhhkhkhhhddd dhhkhkddhhhhdx %%
760 CAA
76A GCA
32 76 76S TCA
B WT MSDPRERIPP GNSGEETIGE AFEWLNRTVE EINREAVNHL PRELIFQVWQ RSWEYWHDEQ GMSPSYVKYR YLCLIQKALF MHCKKGCRCL GEGHGAGGWR PGPPPPPPPG LA

Q76A MSDPRERIPP GNSGEETIGE AFEWLNRTVE EINREAVNHL PRELIFQVWQ RSWEYWHDEQ GMSPSYVKYR YLCLIAKALF MHCKKGCRCL GEGHGAGGWR PGPPPPPPPG LA

Khkkkkkhkkkk KAKkhKKAKEK* Hhkhkhhhhhkhk *THAAAIhhKx KKK KAAR** KARRKKKIIK KA KRR I AKE Ak k KA Ak hhd Ahhhhkhkhkd Fhkhkhkhhhhkk *hkkkhkhhdx *%
kkkkkkkkkk kkkkkkkk KAKKKKKKK K KPRKKKKKRKK KRKKKKRKKK KAKKKRKKKK KARKRKKRKK ARKKKRKRKKK KAKRKRKKKK KARKKKRKRKK ARKARKRKKK *%
kkkkkkkkkk kkkkkkkk Kkkkkkhkkkkhk KThhkhkhhhhkh hhkhhkhhhhk Khhkhhhkhhdh KAk khhhhkhkh *hkhkhhhhkk *hkkkkhkkhdhk Khkkkkkkhkkkh *kkkkkkkkx *%
Kkkkkkkkkk Khkkkkkkk Khkkkkkhkkhh KPRKKKKARK KAKARRKK KL KRKKKARIKF KRR KKIAAKR KA ARRIIIAE Ak Kk kA ARk hh KRR KAk hrAh* Kk khhkkkkr *%
kkkkkkkkkk khkkkkkkk Kkkkkkkkkhk HPhhkkhhhhkh hhkhhkhkhhk Khkhhhkhhdh Ahkkhhhkrd hhkhkhhhhhk *hkhhkkhkhhdh khkkkhkkkhk *kkkkkkkkx **
kkkkkkkkkk Khkkkkkkk Khkkhhhkhkkhkkh KPRKKKKARK KAKARRKK KX KAKKKARKKK* AARKRKKKARK KAARRAK KAk Kk hkkrkrkhhk Arkkhhkkrkdd *kkhkhkkkkkd *%
Kkkkkkkkkk Kkkkkkkk KkkKKKKK KK KTRKKKIIIK KAKARRKIIE KKK HIIRKKT AARKKIIARK KA ARRKIIIE Kk hh AR hhx KRR KA kAR ** Ak kkkkkkkx *%
kkkkkkkkkk kkkkkkkk Kkkkkkkkkk KThkkhhhhkh hhkhhkhkhhhk Khkhhhhkhhdh khhkkhhhhhkdh *kkhkhhkhkk *hkkkkhkhkhdhdh *hkkkkkkkhk *kkkkkkkkx **
kkkkkkkkkk kkkkkkkk Kkkkkhkhkkkk KPRhkKAFhh* KAk hRhkhhhk KAk hkkrkhhd AARKKKKARK* KAARRhhhkk *hkkkkhkhdhk Ahkkhkkkhhkd Fkkkkkkkkx *%
kokkkkkkkkk kkkkkkkk KKKKKKKKK K KPRKKKERKK KRKRKKRKKK KAKRKRKIKK KARKRKKRKK ARKKRKRKAK KAARKRKKKRK KARKRRKRKK ARKARKRKKK* *%
kkkkkkhkkhk khkkkkkkk Kkkkkkhkhkhkhk KPRKkhhAhkk *hkhRkhkhhhk KAk h kAR khdh AARRKAAAA* KAk Rhhhhkk *hkhhkkhhkhhk Khkkhhkkhkhd *kkkkkkkkx *%
Kkkkkkkkkk Kkhkkkkkkk Kkkkkhhkkhh KPAKKKKERK KAKARRKKKE KAKKKRRKKH ARRKKKKRRK KAARRKK KRR Ak hhAARhhKx AAKKKKAR*K* KAk hkhkkkkd *%
kkkkkkkkkk kkkkkkkk KAKKKKKKK K KPRKKKKKRKK KRKRKKRKKK KAKKRKRKKKK KARKRKKRKK ARKKKRKRKKK KAKRKRKKKRK KARKKKRKRKK ARKARKRKKK *%

J/\4)( kkkkkkkkkk khkkkkkkk Kkkkkhhkkhkkh KPRKKKKKRK KAKARRhhkk KAKKKARKKK* AARKKKKIRK KKK RRAK KRR *hkkkhhhkhhk Khkkhkkhhkhkh *kkkkkkkkk *%
Kkkkkkkkkk Khkkkkkkk Kkkkkkkkkh KTRKKKKKKK KAKARKRKKKE KAKKKRIRIKH AARKKKIIRK KKK RRKKKAE Kk hkk Rk hhd KAk kkkhhhd Khkkhkhkkkkd *%
kkkkkkkkkk kkkkkkkk KEKKKKKKKK KPRKRKKRKK KRKRKKRKKK KAKKRKRKAKK KARKRKKRKK ARKKKRKRKKK KAKRKRKKKRK KARKRKRKRKK ARKARKRKKKR * K
kkkkkkkkkk khkkkkkkk Kkkkkkhkkhkk KPRAKAFAAK KAKARRAhAEx KAKAAAIRII* AARKKKKIRK KA ARRI K KRR Kk kkkhkhhk Ahkhkkkhkhd Fkhkhkkkkkkx *%
Kkkkkkkkkk Khkkkkkkk KhkkkkRKK KK KTRKKKFIRK KAKARRKKIE AR KHAARIKIT AARKKIIIRK KA ARRKKIAE Ak h kAR hhx KRR KA kAR ** KAk hkkkkx *%
kkkkkkkkkk kkkkkkkk Kkkkkkkkkk KThkkhhhhkh hhkkhkhkkhhk Khkhhkkhhdh khkkhhhhkhkd *hkhkhkkhkk *hkkkkkkhhdk khkkkhkkkkk *kkkkkkkkx **
Kkkkkkkkkk Kkkkkkkk Kkkkkkhkkhk KTRKKKKIRK KAKARKRKKKE KAKKKRIRIKF AAKRKKKKIRK KA ARAIKKAE ok kkkkkhhd AR**kkhhkkd Fkkhkhkkkdkh *%
kokkkkkkkkk kkkkkkkk KhKKKKKKK K KPRKKKKKRKR KRKRKKRKKKR KAKRKRKAKK KARKRKKRKK ARKARKRKAKR KA ARKRhkkKh *KRAAR*kk*k ARk khkkrkhkk *%
kkkkkkkkkhk Kkhkkkkkkk KEKKKKKKK K KPRARKKRKR ARKRKKRKKK KAKKKRKKKKE KARKRKKRKK ARKKKRKRKKK KAARKRK KKK KRKAKKKKRKK ARKARKRKKK XK
Kkkkkkkkkk Khkkkkkkk KhkkKK KKK KK KTAKKKKIKK KAKARRKKKE AR KKAARKKT KRR KAIRRK KA ARRR KA AR Ak ok ok kAR hhd AXR KK kAR A K g********* * %
kkkkkkkkkk kkkkkkkk KAKKKKKKK K KPRKKKIKRKE KRKRKKRKEK KAKRKRKKKK KARKRKKRKK ARKKKRKRKKK KAKRKRKKKRK KARKRRKRKR GRAARARKKK* *%
kkkkkkkkkk kkkkkkkk Kkkkhkhkhkhkhkhk KEKKKKKARK *hkkhkhhhhk Khhhhhkhhdh KAk kkhhkhkh Kkkkhhhkkk *hkhhhkhkhhk kkkhkkkkhkd Fhrkhkkkkkkkx *%
Kkkkkkkkkk Khkkkkkkk KRKKKKKKK K KKKKKKKIRK KAARRKKIIE KhKKARKKIIKT KRR KKKARKK KA RRI K IR R® KA hhk Rk hhhk Ak hkkhkkd Fkkkhkkhkx *%
kkkkkkkkkk kkkkkkkk KKKKKKKKK K KTRKKKKKRKK KRKKKKRKKK KAKKKRKKKK KAKRKRKKKRKK ARKKKRKRKKK KAKKRKRKKKK KARARPHRKK ARKKKRKRKKK X%

kkkkkkkkkk khkkkkkkkk
kkkkkkhkkhk khkkkkkkkk
Kkkkkkkkkk Khkkkkkkkk
kkkkkkkkkk kkkkkkokkok
kkkkkkhkkkk kkkkkkkkk
Kkkkkkkkkk Khkkkkkkkk

stg kkkkkkkkkk kkkkkkkkk
kkkkkkhkkkk khkkkkkkkk

KAKKKKKKKK KRKKKKKKKR ARKRKARKKK KAKKKRKRKK KRAKKKAKRKR ARARKKRKRK KAKKKRKAKK KARKRKKRKE ARKARKRKKR *%
KHKKKKKKRKK AKKKKKKKKR ARKRKKRKRK KAKKKRKKKK KRIAKKKKKRKR ARKKKKRKKK KAKKKRKKKK KARKRKRKRKK ARKKRKRKKKR *K
KhkKKKKKKKK KRKKKKKARK KAAARKK KKK kKK hRIhhx KRIAKKKARKK* KAARAhhkkk Khkhhhkhkhkdk *Ahkhkhkkhhkhd Fkkhkkkkrkx *%
KEKKKKKKKK KKKKKKKKKR ARKRKKKRKKK KAKKKRKRKK KRIAKKKAKRKR ARKKKKRKRK KAKKRKRKKKK KARKRKKRKK ARKARKRKKKR *%
KHKKKKKKKK KKKKKKKKKR ARKRKKKRKRK KARKKRKKKK KRIAKKKKKKR ARKRKKRAKK KAKKKRKKKK KARKRKKRKK ARKARKRKKK * K
KhkKKKKKKK K KRKKKKKARK KAAARRhhkk Kk kkhkhkhhd ARIAKKKAIRKK* KAARhhhkkk Khkhhhhkhhdk Ak hkkhhhd Fkkhkhkkkkx *%
Kkkkkkkkkhk hhkhkkkhhhhkh hhkkhkhhkhhk *hkhhhhhkhhdh kkkkhkkhkhh Ahkhkhhhhkk hhkkhhhkkhhk kkkkkkkkhk *kkkkkkkkx **
Khkhkhkhhhkhkhkhk KAKKkhAKARK KAARRAhhhk KhhhhRAkhhKh KRRk hhhhhh AAARAhhhkk *hkhhhhhhk Khkhkhhkkhhkd *kkhkhkkkkkx **
KhKKKKKK KK KRKKKKARKR(G FARRKKHIAR KKK ARRKIKE AR KHKARRKT KRR KIIIIK KK ARRKKIIE Ak KA ARRKIF KRR K KA AR’ KARAR KK A k* Kk kkkkhhkk *%
KHKKKKKKKK KRKKKKKKKG KAKRKKKKKK KAKKKKKRKK AKKKRKKKKR KKKRKKKRKKRK AREKKKKKKK KKYHRKKKKR ARKRKKRAKK KAKRKRKKKK KARKRKKRKK K%
KhKKKKKK KK KRKKKKKKKRT KGRRKKKKAK KAKARRKKKE KAk A AARRK*K* AARKKKKIRK AKARRKKKKR Ak FAARRhhKh Ahkhhhkhhkhd Khkhkhhhkhkk *hkkkhkhkrhkkx *%
kokkkkkkkkk kkkkkkkkkk AU kkkkkkkk kkkkkkkkkk kokkkkkkkkk hokkkkkkkkk hkkkkkkkkk kokkkkkkkkdk Kkkkkkkkkk kkkkkkkkkk kkkkkkkkkk *%
Khkkhkhhkhkhhhk KRKhhhhrkhkh HAKRKKKKKK KAKhRAhhhk Khhkhhhhkhhdh KARKAKhAA* KAk Rhkkhhkk *hkhhkhkhhhkh Khkhhhhhkhhkh Khhhkkhhkkk *hkkkkrhdhkx *%

QOOQONEY 3+ 3 % 3 % % % %k 3k 3 3% 3 % %k %k %k % K k% % %k ok Kk

SIVmac316 Vpx

kkkkkkkkkk Kkkkkkkkkk hhkkkkkhhkk hkkkkhkkkhk kkkkkkkkhhk hkkkkhkkkh hkkkkkkhkk hokkkkkkkkdk Kkkkkkkkkk kkkkkkkkkk kkkkkkkkdkk *%
KhkkhkhkhkhkhKh KRAhKKAKRhK* KARKRKKKKIK KhKARAhhhk Khhkhhhhhhdh KAk hhhhhkd Kkkhhkhkhhkhk *hkkkhhkhhdhdh Ahkhkhhhhhhkd Fhhkhkhkkhkk *hkkkkhhhdhx *%
KhKKKKKK KK KRKKKKIRKK KARRKKKIAR KA K ARRKKIKE KR KKKARR KT KRR KKK IIKT KA ARRI I KA d Ak Kk kAR Rk hh Ak h kA kA h* KhRAhhhkhk *hkkkhhhdhdx *%
kkkkkkhkkkh khkkkhhhhkhk hhhkhhhhhhh hhhhhhhhhk khkhhhhkhhdh hhhkhkhhhhkd hhhhkhkhhhk hkkhhhkhhhdh khkkkhhhhhkh khhkhkhkhkkk kkkkkhkhkdhk *%
Jl_P KhKKKKKKK K KRKKKKERKK KARRKKKKIR KKK ARRKKKE KAKKKARK KT AARKKKKIRK KK ARRKKKAE Ak kAR AR hhKh AAK KK KRR KK* KARARKAKkk Kk kkkrkhhkk *%
KhKKKKKKK K KRKKKKAKRKK KARRKKHIEAR KKK ARRKIKE KR KHKARKRKT KRR KIIIRK KA ARRKKIAE Ak KA A RR K I F KKK A AARI KT KARRR KA A k* Kk kkkkkhkk *%
kkkkkkhkkkk Khkkkhhhhkhkkh Khhhkkhkhhhkk hhkhhkhkhkhhk khkkhkhkhhdh hhkkhhhhhkh hkkhkhkkhhkk *khkkkhkhhdh khkkkkhkkhkkh kkkkkkhkkk *kkkkkhkdhk *%
KhKKKKKK KK KRKKKKIKKK KARKKKKKIR KKK ARIRKIKE KA KKKARRKIK* AARK KK KIIK KK ARAhhhhk ok kkkkkhhk Ahkkhkkhhkhkd Fhkhkkkkkhkk *hkkkkhkhkkx *%
KRKKKKKK KK KRKKKKIKRKK KARKRKKIIIK KKK ARKKIIE KR KHKIRI KT AARKKIIIIK KA ARRKIIAE Kk F AR ARk hh Ak Kk hkhkkh Kk RAkhhkkk *hkkkkhhdhx *%
KhKKKKKK KK KRKKKKARKK KARRKKIIRR KA KARRKKIIE AR KKKARRKIT KRR KIIRRKR KA ARRRIIAE Ak kAR AR I I d KRR I A A AA* K’ KARAR KA A AR Kk kkkhhhkk k%
kokkkkkkkkk khkkkkhhkhkk hhkkkkkhhkh hokkkhkhkkkhk kokkkkkkhhhk hhkkkhhkkk hkkhkhkkkhkk kokkhkhkkhkdk khkkkkkkhkk kkkhkkkkkkk kkkkkkkkkk *%
KhKKKKKK KK KRKKKKKKKK* KARRKKKKKR KAKARRKKKE KAh K KRR I’ AARKKKKRRK KA kAR hhhkk *hkhkkkhkhhdhk KAk hkkhkhkd Khkrkkhkkkk *hkkkkkrkkkx *%
|<31 KRKKKKKK KK KRKKKKAKRKK KARRKKIIEIR KAKARRKKIIE KKK HKARKRKKT KRR KKIIIRK KA ARRKIIAE Rk K AR RRKIFE KK IAh AR I’ KARAR KA Ak k hhkkkhhhhk *%
kkkkkkkkkk khkkkkhkkhkhk hhhkkkkhhkk hkkkhkhkkhhk khkkkkkkhkhhk hhkkkkhhhkh hkkkkkkhkk hokkkkkhkkdk Khkkkkkkhhh Kkkkkkkhkkk kkkkkkkkhk *%
KhkkKkRKkhhKh KKK KKARKK* KAKRKKKKKK KAKARRKKKE Khhh kA Rk hh AARK KK KRR K* KAk RAhhhkk *hkkkkhkhhdhdk Ahkhkhhkkhhkd Khhkhkkhkkhkk *hkkkkhkhhkkx *%

32I ATA
32T ACA

Fig 6. Alignment of Vpx amino acid sequences amplified from the plasma of monkeys inoculated with SIV Vpx X-Q76A mutants. SGA plus
sequencing was used to generate vpx gene sequences present in the plasma of (A) SIVmac239 X-Q76A infected animals (K42, K2M, JWR, and JHL) and
(B) SIVmac316 X-Q76A infected animals (JA4X, DX39, JLP, and K31) at week 35 PI. The sequence of WT SIVmac Vpx is shown at the top and the animal
identifications are indicated on the left. Amino acids highlighted in red represent changes conferring putative revertant phenotypic changes. Amino acid
substitutions in black are not thought to contribute to revertant phenotype because when present alone and in the absence of a change in the starting Q76A
Vpx mutation (e.g. in the K2M virus), they fail to restore WT properties. The nucleotide changes corresponding to the putative revertant amino acid
substitutions at Vpx residue 76 or residue 32 are shown at the bottom of each panel.

doi:10.1371/journal.ppat.1004928.9006

amino acid changes associated with revertant viruses isolated from macaques JA4X and K42
are located in helix 1 and helix 3, respectively, and are shown diagrammatically in Fig 5E.

To ascertain whether revertants had, in fact, emerged in monkeys JA4X or K42, virus stocks
were prepared from each animal by co-cultivating their PBMC, collected at week 40 PI, with
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SupT1-R5 cells. We then confirmed that these recovered swarm virus stocks (K42 and JA4X)
had each retained their respective putative revertant mutation by SGA analysis: 10 of 10 ampli-
cons from the K42 stock carried the Vpx A76S revertant change; 15 of 15 amplicons from the
JA4X stock contained the original Vpx Q76A mutation as well as the I32T substitution (S3
Fig). The recovered viruses were then assayed for infectivity in rhesus macaque PBMC, side-
by-side, with the corresponding starting Q76A Vpx mutant viruses. In contrast to the original
Q76A Vpx mutants, which exhibited attenuated replication phenotypes, the viruses isolated
from animals K42 or JA4X had robust infection kinetics in rhesus PBMC and released high lev-
els of progeny virions (Fig 7A and 7B).

We next determined whether the capacity of the putative revertant viruses to degrade en-
dogenous SAMHD1 was restored during productive in vitro infections. Rhesus CD4" T lym-
phocyte cultures were prepared as described for Fig 3C and infected with the viruses recovered
from monkeys K42 or JA4X, the parental WT SIVmac239, WT SIVmac316, and the two corre-
sponding Q76A Vpx mutants. Infected cells were collected at day 3 PI and lysates were exam-
ined by immunoblotting for endogenous SAMHD1. As shown in Fig 7C, macaque CD4" T
lymphocytes infected with the two putative revertant viruses and both WT viruses contained
lower levels of endogenous SAMHD1 compared to that present in cells infected with the start-
ing Q76A Vpx mutant viruses. These results indicate that viruses recovered from macaques
K42 and JA4X had re-acquired the capacity to degrade endogenous SAMHD1 as well as to re-
lease large amounts of progeny virions during spreading infections in Con-A activated rhesus
CD4" T cells.

The functional significance of the Vpx substitutions in revertant virus populations that had
emerged was directly assessed by inserting the changes shown in Fig 5C into the genetic back-
ground of SIVmac316 and evaluating the replication phenotypes of the resultant constructs
during infections of rhesus PBMC. As shown in Fig 7D, the X-Q76S revertant virus released
nearly three-fold more progeny virions than the starting X-Q76A Vpx mutant in rhesus
PBMC. The Q76A/I32T second-site revertant virus was less robust and generated intermediate
amounts of virus. These results indicate that both revertant changes augmented virus replica-
tion in rhesus PBMC compared to the initial attenuated Q76A Vpx mutant.

Structural analyses of the A76S and I32T Vpx revertant substitutions

A recent structural study of Vpx and DCAF]I reported that residues Ile32 and GIn76 of Vpxgy,
both make contact with Trp1156 of the DCAF1 cytoplasmic domain [17]. Vpx residues Ile32
and GIn76 are in close physical proximity within the SAMHD1- DCAF1-Vpx ternary complex
with Ile32 making hydrophobic interactions with the aliphatic base of the GIn76 side chain.
The carbonyl side chain of Vpx residue GIn76 makes H-bond interactions with DCAF1
Trp1156 and the NH2 side chain of Vpx GIn76 bonds with the main chain carbonyl of DCAF1
Asnl135 (Fig 8A and 8B). In addition, the main chain carbonyl of Vpx GIn76 hydrogen bonds
with a water molecule (W1) that mediates extensive contacts between Vpx and DCAFI. Thus
GIn76 appears to play a critical role at the Vpx-DCAF1 interface. Modeling the GIn76Ala dis-
abling mutation in Vpx used in this study on the Vpx-DCAF1-SAMHDI1 crystal structure
places DCAFI1 Trp1156 in a predominantly unfavorable hydrophobic environment and creates
a potentially destabilizing void at the interface, and also results in loss of interactions mediated
by GIn76 in WT (Fig 8C). Substituting the Vpx Ala mutation at position 76 with Ser, as is pres-
ent in the K42 revertant virus, is predicted to partially fill the cavity created by the original
GIn76Ala change and to restore some of the interactions with DCAF1 (Fig 8D). Similarly, the
Ile32Thr change, in the presence of the original Vpx Ala mutation, is predicted to restore a hy-
drogen bond interaction between Vpx and DCAF1 and also stabilizes the interface providing a
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Fig 7. Analyses of Vpx revertant viruses emerging in macaques K42 and JA4X. ConA-activated rhesus PBMCs were infected at a MOl = 0.01 with (A)
the WT SIVmac239, SIVmac239 X-Q76A Vpx mutant, or the virus recovered at week 40 PI from infected macaque K42 or (B) the WT SIVmac316,
SIVmac316 X-Q76AVpx mutant, or the virus recovered at week 40 Pl from infected macaque JA4X. Virus replication was monitored by measuring the
particle-associated 3P RT activity released into culture supernatants. Results are shown as mean +/- s.e.m. The parametric unpaired t test was performed
using PRISM software. The significant p values (* p<0.05, ** p<0.01) for putative revertant viruses compared to the starting X-Q76A Vpx mutant refer to the
indicated time points during the infection. (C) ConA- activated enriched rhesus CD4* T lymphocytes were infected with the indicated viruses at MOl = 0.2.
Whole cell lysates were prepared on day 3 Pl and levels of endogenous SAMHD1 present in virus or mock infected cell extracts from 3 x 10° cells/lane were
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cultures were infected with equivalent amounts of virus inocula, based on particle-associated RT activity (approximately 5 x 10° 2P cpm). Progeny virion
production is shown as mean +/—s.e.m. The parametric unpaired t test was performed using PRISM software. The significant p values (* p<0.05) for
SIVmac316 X-Q76S or SIVmac316 X-Q76A/I132T versus the starting SIVnac316 X-Q76A Vpx mutant are indicated. Representative results from at least two

experiments are shown.

doi:10.1371/journal.ppat.1004928.9g007

complementary polar site for DCAF1 Trp1156 to interact with (Fig 8E). Thus by recreating a
shared surface to which SAMHDI1 binds, Vpx substitutions that are predicted to facilitate inter-
action with DCAF1 augment SIV replicative capacity in vivo.
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Fig 8. Mapping of Vpx mutations at the Vpx-DCAF1-SAMHD1 interface. (A) Crystal structure (PDB ID 4CC9) of the c-terminal domain of SAMHD1
(green) in complex with WT Vpx (blue) and DCAF1 (salmon). (B) Zoomed-in view displaying the interactions of GIn 76"P* at the Vpx-DCAF1 interface. Models
of the Q76A Vpx mutation (C), the Q76S Vpx substitution (D) in the revertant recovered from macaque K42, and the Q76A/I32T Vpx double substitution in the
revertant recovered from macaque JAX4 (E). Hydrogen bonds are indicated by dashed lines and the red spheres denote a crystallographic water molecule

observed the structure.

doi:10.1371/journal.ppat.1004928.9008

Discussion

Our results demonstrate that Vpx is critically important for countering SAMHD1 during SIV-
mac infections of memory CD4" T lymphocytes both in vitro and in vivo. SIVs carrying the
Q76A Vpx point mutant, which specifically blocks the interaction of Vpx with DCAF1 and the
subsequent recruitment of SAMHD]1 to the Cullen 4A-ring ubiquitin ligase complex, exhibited
an attenuated replication phenotype during infection of ConA activated rhesus macaque
PBMC and were deficient in degrading endogenous SAMHD1 in cultured rhesus CD4™ T lym-
phocytes. In a monkey inoculated with WT SIVmac239, levels of endogenous SAMHD1 were
markedly reduced in circulating and tissue-associated memory CD4" T cells on day 9 PI of the
acute infection, compared to the levels measured in lymphocytes from an uninfected animal.
When macaques were inoculated with the T cell tropic STVmac239 or the macrophage tropic
SIVmac316 carrying the Q76A Vpx point mutation, virus acquisition was markedly impaired:
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multiple IR inoculations were required to establish infections and peak levels of virus produc-
tion were both delayed and reduced. The maintenance of set point viremia was also severely at-
tenuated in monkeys inoculated with the SIV Vpx point mutation unable to recruit DCAF1.
Revertant viruses, which emerged in two recipients of the Vpx point mutant, carried either an
A76S change at the original mutation site or an I32T “second site” change, two substitutions lo-
cated in likely contact points of Vpx with the C-terminal domain of DCAF1. Both SIVmac Vpx
revertants exhibited an augmented replication phenotype in vitro and in vivo and were able to
degrade SAMHDI. These results point to a requirement for Vpx to maintain robust SIVmac
replication in memory CD4" T cells during all phases of the in vivo infection and provide evi-
dence that selective pressure will be exerted in these cells to restore activity occurs if Vpx func-
tion is compromised.

Although it has been previously reported that an SIVmne mutant, carrying Vpx changes
that prevent binding to DCAF1, exhibited attenuated infectivity in pig-tailed macaques [29],
our study is the first to show that expression of functional Vpx during the acute SIV infection
causes near complete SAMHD1 depletion in memory CD4™ T cells in vivo. It must be noted
that the Q76A Vpx mutation does not specifically block the interaction of Vpx with SAMHDI,
but rather, the binding of Vpx to DCAF1. This may lead to the subsequent recruitment of
SAMHDL1 to the Cullen 4A-ring ubiquitin ligase complex. On the other hand, the possibility
exists that abrogating the binding of Vpx with DCAF1 may allow DCAF interacting cellular
partners, other than SAMHDI, to disable SIV replication [30-32].

It is important to point out that 90 to 95% of sorted CD3", CD4", CD8’, CD95" memory
cells collected from uninfected rhesus macaques are not activated, as measured by Ki67 stain-
ing [12]. The median % activation of CD4" T lymphocytes on day 14 post SIVmac239 infection
has been reported to be 20% [33]. Thus, a majority of T cells targeted by SIV in vivo are not di-
viding. In this regard, SAMHDI1 has been previously reported to suppress virus infection in
resting but not in cycling CD4" T cells [5]. The dependence of Vpx restriction on cell activation
status was subsequently shown to be due to the phosphorylation state of SAMHDI1 [19-21].
This is shown in Fig 3D for SAMHD1, which becomes hyperphosphylated as a consequence of
activating rhesus CD4" T cells with the plant lectin ConA. Since infectivity assays required the
use of rhesus PBMC, activated with Con A to achieve demonstrable virus replication in vitro,
the relatively modest attenuated replication phenotype of the SIVmac Q76A Vpx mutants
compared to WT SIVmac repeatedly observed in rhesus PBMC (Figs 2 and 7) might simply re-
flect the increased levels of phosphorylated nonrestrictive SAMHDI1 in the stimulated PBMC
cultures.

It is now recognized that the gastrointestinal (GI) tract is a major site of HIV-1 and SIV rep-
lication and the number of CD4" T cells is markedly reduced during all phases of the virus in-
fection [34,35]. Despite antiretroviral treatment, immune reconstitution in the GI mucosa is
variable and incomplete [36,37]. A recent study of 5 monkeys, chronically infected for 2 to 4
years with an SIVmac239 mutant carrying a 101 base pair deletion of the vpx gene, reported
that virtually no virus infected macrophages were present in lymph node, spleen and colon
specimens, collected at the time of their death from immunodeficiency [38]. This result would
be consistent with numerous reports showing that Vpx expression is required for efficient rep-
lication of SIVmac in myeloid lineage cells. This study had an even more interesting finding. In
contrast to animals infected with wt SIVmac239, which experience robust virus replication in
the gut-associated lymphoid tissue (GALT) and associated severe sustained depletion of CD4"*
T cells at this site, the GALT of macaques infected with the SIV Vpx mutant contained very
few virus infected CD4" T lymphocytes and had sustained only a minimal loss of this T cell
subset. The latter finding suggests that the inability to optimally infect macrophages in the
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intestinal mucosa may mitigate vigorous virus replication throughout the GALT, thereby sig-
nificantly altering the typical course of pathogenic lentivirus infections in vivo.

At present, it is not clear why HIV-1 neither encodes nor requires an antagonist of
SAMHDI to ensure robust replication in memory CD4" T cells. Perhaps it is due to the re-
ported high activity of its reverse transcriptase compared to that of STVmac even when intracel-
lular ANTP concentrations are relatively low [39]. Although the mitigating effects of Vpx may
be more apparent in cultured cells of the myeloid lineage, which have very high levels of endog-
enous SAMHDI1 (Fig 1) and low levels of dNTPs, our results indicate that endogenous
SAMHDI can potently restrict STVmac replication in infected rhesus monkeys unless counter-
acted by Vpx. This need to degrade SAMHDI1 during SIV infections of memory CD4" T cells
in vivo selects for Vpx revertant viruses capable of generating high levels of plasma viremia and
inducing immunodeficiency.

Materials and Methods
Ethics statement

This study was carried out in strict accordance with the recommendations of the Public Health
Services (PHS) Policy of Humane Care and Use of Laboratory Animals. Rhesus macaques
(Macaca mulatta) were housed in a biosafety level 2 NIAID facility and conducted in accor-
dance with protocols LMM32, approved by the Institutional Animal Care and Use Committees
of NIAID/NIH. Appropriate sedatives, anesthetics and analgesics were used during handling
and surgical manipulations to ensure minimal pain, suffering, and distress to animals. Further-
more, housing, feeding and environmental enrichment were in accord with recommendations
of the Weatherall report. Animals were euthanized in accordance with the recommendations
of the panel on Euthanasia of the American Veterinary Medical Association (AVMA) Guide-
lines for the Euthanasia of Animals (Section 2.3).

Animal experiments

The macaques used in this study were negative for the MHC class I Mamu-A*01 allele. Phle-
botomies, euthanasia and sample collection were performed as previously described [40]. Viral
RNA levels in plasma were determined by real-time RT-PCR (ABI Prism 7900HT sequence de-
tection system; Applied Biosystems) as previously reported [40].

Lymphocyte immunophenotyping and data analysis

EDTA-treated blood samples were stained for flow cytometric analysis as described previously
[12,41], using combinations of the following fluorochrome-conjugated MAbs: CD3 (fluoresce-
in isothiocyanate [FITC] or phycoerythrin [PE]), CD4 (PE, peridinin chlorophyll protein-
Cy5.5 [PerCP-Cy5.5], or allophycocyanin [APC]), CD8 (PerCP or APC), CD28 (FITC or PE),
and CD95 (APC). All antibodies were obtained from BD Biosciences (San Diego, CA), and
samples were analyzed by four-color flow cytometry (FACSCalibur; BD Biosciences Immuno-
cytometry Systems). Data analysis was performed using CellQuest Pro (BD Biosciences) and
FlowJo (TreeStar, Inc., San Carlos, CA). In this study, naive CD4" T cells were identified by
their CD95'°" CD28™¢" phenotype, whereas memory CD4" T cells were CD95"8" CD28"&" or
CD95"&" CD28'" in the CD4* small lymphocyte gate [41].

SGA of plasma viral RNA

Viral RNA was purified from macaque plasma employing the QIAamp Viral RNA Mini kit
(QIAGEN) and immediately converted to cDNA using SuperScript III reverse transcriptase
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(LifeTechnologies) and a random primer. The newly synthesized single-stranded cDNA was
serially diluted and SGA PCR amplification [42] was performed using Platinum Taq High Fi-
delity polymerase (LifeTechnologies). First round PCR was performed using primers (forward
primer: GAAGGGGAGGAATAGGGGATATGAC and reverse primer: CAAAACTGGCAAT
GGTAGCAACAC) with the following parameters: 1 cycle of 94 C for 2 min, 35 cycles of a
denaturing step of 94°C for 15 s, an annealing step of 55°C for 30 s, and an extension step of
68°C for 2 min, followed by a final extension of 68 C for 7 min. Second round PCR was per-
formed using primers (forward primer: CCACTACAGGAAGGAAGCCATTTAG and reverse
primer: GCTCCCTCAAGGGTGTCTCCATGTCTATTATA) with the following PCR parame-
ters: 1 cycle of 94 C for 2 min, 45 cycles of a denaturing step of 94°C for 15 s, an annealing step
of 55°C for 30 s, and an extension step of 68°C for 2 min, followed by a final extension of 68°C
for 7 min.

Cells

A human embryonic kidney cell line, 293T (HEK-293T, CRL-11268, ATCC, Manassas, VA),
was cultured in Dulbecco’s modified minimal essential medium supplemented with 10% heat-
inactivated FBS. PM1, and SupT1-R5 cells were cultured in RPMI-1640 supplemented with
10% heat-inactivated FBS. Rhesus monkey PBMCs were prepared, CD8" T cell depleted, and
cultured as described previously [43,44]. Rhesus CD4" T lymphocytes were purified by nega-
tive selection using a MACS kit ([Miltenyibiotec] for non-human primates). Macaque CD14"
cells were purified by CD14 microBeads (Miltenyibiotec) employing a MACS cell isolation sys-
tem. MDMs were induced from CD14" cells by culturing with 100ng/ml of M-CSF (Peprotech)
for 1 week. Adherent alveolar macrophages were isolated from bronchoalveolar lavage

(BAL) samples.

Flow cytometric cell sorting of memory CD4* T lymphocytes from an
infected rhesus macaque

Fresh whole blood was diluted 1:1 with phosphate buffered saline (PBS) and layered over
Ficoll-Paque Plus (GE Healthcare) and then centrifuged at 2000 rpm for 25 minutes. The
PMBC were then removed and washed twice with media, RPMI-1640 supplemented with 10%
heat inactivated fetal bovine serum, penicillin, streptomycin and L-glutamine. Whole spleens
were digested into single cell suspensions by grinding tissue through a 0.22 pum cell strainer fol-
lowed by lysis of red blood cells with ACK lysis buffer (Life technologies) and two washes with
complete RPMI media. Splenocytes and PBMCs were stained with the live dead exclusion dye
Aqua blue (Invitrogen) then with the following mAbs: aCD3-Alexa700 (clone SP34-2, BD
Pharmingen), aCD8-Pacific Blue (clone RPA-T8, BD Pharmingen), oCD4-PECy5.5 (clone
OKT4, eBioscience), aCD28-ECD (clone 28.2, Beckman Coulter), and aCD95-PECy5 (clone
DX2, BD Pharmingen). Memory CD4 T cells were sorted as live, single, lymphocytes express-
ing CD3, CD4, CD95 without expression of CD8 using a modified FACSAria (BD Immunocy-
tometry Systems). Compensation was performed electronically using capture beads stained
singly with the individual mAbs.

Transfection, infection, and reverse transcriptase assays

Virus stocks were prepared by transfecting 293T cells with SIV molecular clones using Lipofec-
tamine 2000 (LifeTechnologies); culture supernatants were collected 48 h later and stored at
—80°C until use. Infectious virus titers were determined by end-point dilution using SupT1-R5
cells. Virion-associated >*P-RT activity was measured as described previously [45]. SupT1-R5,
and ConA-stimulated rhesus PBMCs (2 x 10° cells in 500 pl) were infected with transfected
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cell supernatants of indicated viruses (normalized by particle-associated **P-RT activity) by
spinoculation [46] for 1 h, and maintained for 12 days. Tissue culture medium was replaced
daily and monitored for RT activity.

VSV-G [47] pseudotyped SIVs (WT SIVmac239, SIVmac239 X-del, SITVmac239 X-Q76A)
were prepared by transfecting 293-T cells (VSV:SIV plasmid ratio of 1:5) as described earlier.
Sorted rhesus memory CD4" T cells, maintained in RPMI-1640 supplemented with 10% heat-
inactivated FBS and 20U/ml of IL-2, were spinoculated (1 ml) with pseudovirions present in
293-T cell transfection supernatants. Infected CD4" memory T cells, collected at 24 h post in-
fection, were analyzed for levels of SAMHD1 by immunoblotting.

Construction of SIVmac Vpx derivatives

Vpx deletion and point mutants were constructed by PCR mutagenesis of SIVmac239 and SIV-
mac316 genomes using the following primer pairs:

1. SIVmac239 and SIVmac316 X-del, forward primer: GATCCCAGGGAGAGAATCCCA
CCTGGAAACAG and reverse primer: TTACATCGCTTACTACTTTCAGTGCTAAGTA
CTGTAGGCTTGG;

2. SIVmac239 and SIVmac316 X-Q76A, forward primer: AGGCTTTATTTATGCATTGCAA
GAAAGGCTGTAGATGTCTAGGGGAAG and reverse primer: TTGCTATTAAACA
CAAGTATCTGTATTTTACATAGCTTGGTGACATCCC

3. SIVmac316 X-Q76S, forward primer: TCAAAGGCTTTATTTATGCATTGCAAGAAAG
and reverse primer: TATTAAACACAAGTATCTGTATTTTACATAGCTTGG.

4. The X-Q76A/I32T double mutant was constructed by PCR mutagenesis of SIVmac316
X-Q76A using forward primer: CAAACAGAGAGGCGGTAAACCACCTAC and reverse
primer: TCTCCTCTACTGTTCTGTTTAGCCATTCG.

PCR amplifications were performed using Platinum PFX DNA polymerase (LifeTechnolo-
gies), with the following PCR parameters: 1 cycle of 94 C for 2 min, 32 cycles of a denaturing
step of 94°C for 15 s, an annealing step of 58°C for 30 s, and an extension step of 68°C for 20
min, followed by a final extension of 68 C for 7 min. Following amplification, the PCR product
was gel purified, treated with T4 polynucleotide kinase (LifeTechnologies), and then blunt-end
ligated to created circular full-length infectious clones.

Immunoblotting

Cells (2 x 10°) were washed with phosphate-buffered saline (PBS) and lysed in 100yl of SDS
sample buffer (LifeTechnologies). Whole-cell extracts (15pl [from 3 x 10° cells]) were separated
on 10% acrylamide gels (LifeTechnologies) or Phos-Tag gel (Wako Chemicals). Following elec-
trophoresis, the gel was transferred to a PVDF membrane using an iBlot Gel Transfer system
(LifeTechnologies)and stained using anti-SAMHDI (Proteintech), anti-tubulin (Sigma-Al-
drich), and anti-GAPDH (Santa Cruz Biotechnology) polyclonal antibodies.

Supporting Information

S1 Fig. Comparison of human and rhesus macaque SAMHD1 amino acid sequences. RNAs
were prepared from a mixture of PBMC samples from six different macaques, amplified by
RT-RCR, and analyzed by nucleotide sequencing. The deduced macaque SAMHD1 amino acid
sequences from 7 amplicons were aligned and compared to that of human SAMHDI. The pre-
viously reported Thr 592 residue phosphorylated by cyclin A2/CDK1, which modulates the
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ability of SAMHDI to block HIV-1 infection, is indicated in red.
(PDF)

S2 Fig. The fraction of memory CD4" T cells in total CD4" T cells declined during WT SIV
infections. Rhesus macaques were inoculated intrarectally with 1 x 10* TCIDs, of STVmac239
WT or STVmac239 X-Q76A derivatives (A) or 1 x 10° TCIDs, of SIVmac316 WT or the SIV-
mac316X-Q76A derivatives (B). Black curves: WT virus; blue curves: putative revertant Vpx

mutants; red curves: non-revertant Vpx mutants.
(PDF)

$3 Fig. Alignment of Vpx amino acid sequences amplified from the K42 and JA4X virus
swarm stocks. SGA plus sequencing was used to generate vpx gene sequences present in the
K42 (A) and JA4X (B) virus swarm stocks prepared by cocultivating PBMC from these two in-
tected monkeys with SupT1-R5 cells. The sequences of WT SIVmac Vpx and the starting
Q76A Vpx mutant are shown at the top; the animal identifications are indicated on the left.
Amino acids highlighted in red represent changes conferring revertant phenotypic changes.
(PDF)
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