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HIV integrates into the host genome to create a persistent viral
reservoir. Stimulation of CD4+ memory T lymphocytes with com-
mon γc-chain cytokines renders these cells more susceptible to HIV
infection, making them a key component of the reservoir itself. IL-
15 is up-regulated during primary HIV infection, a time when the
HIV reservoir established. Therefore, we investigated the molecu-
lar and cellular impact of IL-15 on CD4+ T-cell infection. We found
that IL-15 stimulation induces SAM domain and HD domain-
containing protein 1 (SAMHD1) phosphorylation due to cell cycle
entry, relieving an early block to infection. Perturbation of the
pathways downstream of IL-15 receptor (IL-15R) indicated that
SAMHD1 phosphorylation after IL-15 stimulation is JAK depen-
dent. Treating CD4+ T cells with Ruxolitinib, an inhibitor of
JAK1 and JAK2, effectively blocked IL-15–induced SAMHD1 phos-
phorylation and protected CD4+ T cells from HIV infection. Using
high-resolution single-cell immune profiling using mass cytom-
etry by TOF (CyTOF), we found that IL-15 stimulation altered
the composition of CD4+ T-cell memory populations by in-
creasing proliferation of memory CD4+ T cells, including CD4+ T
memory stem cells (TSCM). IL-15–stimulated CD4+ TSCM, harboring
phosphorylated SAMHD1, were preferentially infected. We pro-
pose that IL-15 plays a pivotal role in creating a self-renewing,
persistent HIV reservoir by facilitating infection of CD4+ T
cells with stem cell-like properties. Time-limited interventions
with JAK1 inhibitors, such as Ruxolitinib, should prevent the in-
activation of the endogenous restriction factor SAMHD1 and pro-
tect this long-lived CD4+ T-memory cell population from HIV
infection.
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Lifelong persistence of HIV-1 prevents HIV/AIDS disease
cure. Within days of infection, a latent reservoir develops

and persists, despite effective highly active antiretroviral ther-
apy (HAART) (1). While CD4+ T lymphocytes are the primary
target of HIV, they also contribute to establishing and main-
taining the latent reservoir (2). The activation status of the CD4+

cell determines susceptibility to infection and reactivation
from latency (3–5). Resting CD4+ T memory cells constitute
the majority of the latently infected cell pool (4), although qui-
escent CD4+ T cells are resistant to HIV infection due to several
blocks in the viral replication cycle (3, 4). One early block to
infection in memory CD4+ T cells is mediated by SAM domain
and HD domain-containing protein 1 (SAMHD1) (6–8). First
described as a restriction factor in myeloid cells, SAMHD1
also blocks HIV infection in CD4+ T lymphocytes (6–10).
SAMHD1 targets HIV at the level of reverse transcription
by decreasing cellular dNTPs levels to prevent efficient synthesis
of viral cDNA and/or by degrading viral cDNA (9, 10). T-cell
receptor engagement leads to cell activation, proliferation, and
SAMHD1 phosphorylation, creating a cellular environment,
which is highly supportive of productive infection (11–13). The
antiviral activity of SAMHD1 is abrogated when a specific

threonine (at position 592) is phosphorylated by the cyclin-
dependent kinase 1 (CDK1)/CyclinA2 complex (11–13). CDK1
is a serine/threonine kinase that regulates cell cycle progres-
sion (14).
Common γ-chain (γc) cytokines (IL-2, IL-7, IL-15) are critical

for T-cell homeostasis and expansion (15). IL-7 and IL-15 levels
increase during HIV infection (16, 17). Moreover, IL-15 is
specifically up-regulated during the acute phase of HIV/sim-
ian immunodeficiency virus (SIV) infection (17, 18). Increased
IL-15 plasma levels also correlate with high viremia and in-
flammation (19). Recent studies showed that IL-7 increased in-
fection of CD4+ T cells by inducing SAMHD1 phosphorylation,
which was inhibited by the Src inhibitor Desatinib (20–22).
However, the impact of IL-15 on CD4+ T-memory cell populations
remains undefined.
IL-15 supports the homeostasis of natural killer cells, memory

CD8+ T cells, and memory CD4+ T cells (23–26). Type I IFN is a
potent inducer of IL-15 production (27), but this cytokine also
arises in antigen-presenting cells (e.g., dendritic cells, monocytes,
and macrophages) on pathogenic stimuli (23, 24). While IL-
15 may exert positive effects on survival and proliferation of
HIV-specific CD8+ T cells (28–30), its administration in models
of acute SIV infection increases the viral set point and acceler-
ates disease progression by rendering CD4+ T memory cells
more susceptible to infection (31, 32).
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HIV creates a persistent reservoir, which is largely resistant to
current antiretroviral treatment aimed at inhibiting HIV repli-
cation. CD4+ T memory lymphocytes, key components of this
reservoir, are generally refractory to infection, but stimulation
with γc-chain cytokines, such as IL-15, renders these cells more
susceptible to HIV. We found that, by inducing cell cycle entry
of CD4+ T cells, JAK1 is a key mediator responsible for coun-
teracting the antiviral activity of SAM domain and HD domain-
containing protein 1 (SAMHD1). Pharmacological inhibition of
these kinases resulted in restoration of SAMHD1 in CD4+

T cells. Protecting these cells during the critical IL-15 surge
observed during primary infection has the potential to limit
reservoir establishment.
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CD4+ T memory stem cells (TSCM) are the least differentiated
of the human memory T-cell subsets and represent 1–4% of total
circulating T cells. Importantly, CD4+ TSCM retain stem cell-like
properties and undergo a developmental program with pro-
gression toward more differentiated CD4+ T-cell types (26, 33).
CD4+ TSCM support productive infection with CCR5 and
CXCR4 tropic viruses, probably due to relatively low levels of
the restriction factors SAMHD1, APOBEC3G, and Trim5α (34–
36). In HIV-infected patients receiving HAART, CD4+ TSCM
contain replication-competent proviruses and contribute to the
total HIV reservoir over time (34, 37). The percentage of in-
fected CD4+ TSCM positively correlates with pathogenicity in
HIV-infected individuals and in rhesus macaques infected with
pathogenic SIV (38, 39). Since the HIV reservoir is established
very early during acute infection (17, 18), we hypothesized that
the increased IL-15 levels observed during this critical time
window temporarily alter memory CD4+ T-cell properties, fa-
cilitating infection and reservoir establishment in a cell pop-
ulation generally regarded as resistant to HIV infection.

Results
IL-15 Increases HIV Infection of CD4+ T Cells by Phosphorylating
SAMHD1. To investigate the impact of γc-cytokines on HIV
infection, we stimulated primary human CD4+ T cells with
equimolar amounts of IL-2, IL-4, IL-7, IL-15, and IL-2/
phytohemagglutinin (PHA) (positive control) or left them un-
treated as baseline control before infecting them with HIV-GFP.
Five days postinfection, we observed that all treatments, except
IL-4, increased the number of productively infected cells as
previously reported (40). IL-15 was the most efficient of the γc-
cytokines with respect to increasing the susceptibility of CD4+

T cells to HIV infection (Fig. 1A and SI Appendix, Fig. S1 A and
B). We confirmed these results by infecting IL-2–, IL-7–, IL-15–,
and IL-2/PHA–stimulated cells from three different donors with
the transmitter founder virus HIV CHO40. We found that HIV
CHO40 replicates more efficiently in cells stimulated with IL-15
than with IL-7 or IL-2 (Fig. 1B). Although we observed cellular

activation (CD25, CD69 expression) in IL-15–stimulated cells
(SI Appendix, Fig. S1 C and D), this was significantly lower than
with IL-2/PHA treatment while infection was comparable, indi-
cating that activation alone was not sufficient to achieve the level
of infection observed.
The antiviral activity of SAMHD1 is regulated by phosphor-

ylation at residue T592: SAMHD1 fails to target incoming HIV
in activated CD4+ T cells, because it is mostly phosphorylated in
these cells (9–12). Previous reports indicated that stimulation
with IL-2, IL-7, and CD3/CD28 induced different levels of
SAMHD1 phosphorylation, but IL-15 was not included in these
studies (11, 12, 21). Our experiments indicate that IL-15 is more
effective than IL-7 in regard to inducing phosphorylation at
residue T592 (Fig. 1C). Note that the levels of total SAMHD1
remain comparable across the different stimuli or mock control
cells, while phosphorylated SAM domain and HD domain-
containing protein 1 (P-SAMHD1) is only observed in IL-2–,
IL-7–, IL-15–, and PHA/IL-2–stimulated CD4+ T cells.
Because of the association of SAMHD1 phosphorylation with

cell cycle progression (11, 12, 41), we investigated if IL-15
treatment promotes exit from G0 state and progression in the
cell cycle. BrdU and 7-aminoactinomycin D (7AAD) incorpo-
ration revealed that the percentage of IL-15–treated CD4+

T lymphocytes in S phase is higher than IL-2– or mock-treated
cells (Fig. 1D and SI Appendix, Fig. S1 E and F). Taken together,
we found that IL-15 induces cell cycle entry, which in turn, is the
cause of SAMHD1 phosphorylation. Moreover, we observed that
IL-15 was superior to IL-7 in inducing SAMHD1 phosphorylation
and increasing susceptibility to HIV infection in primary human
CD4+ T cells.

SAMHD1 Phosphorylation by IL-15 Is JAK Dependent.We next aimed
to identify the signaling pathways that initiated IL-15–induced
SAMHD1 phosphorylation. The IL-15 receptor consists of three
subunits (alpha, beta, and gamma), with the alpha subunit being
specific for IL-15 (23, 24). Activation of the IL-15 receptor ini-
tiates a signaling cascade that includes the activation of JAK1/2,

Fig. 1. IL-15 stimulation of CD4+ T memory cells increases susceptibility to infection and induces SAMHD1 phosphorylation. (A) CD4+ T cells from 17 donors
were stimulated as indicated and infected with HIV R7/3 GFP. Flow cytometry assayed the efficiency of infection 5 d postinfection. *P < 0.05 using a two-tailed
paired Student’s t test; **P < 0.01 using a two-tailed paired Student’s t test; ***P < 0.001 using a two-tailed paired Student’s t test; ns, not significant.
(B) Primary blood lymphocytes from three different healthy donors stimulated as indicated were infected with HIV CHO40.C/2625. Clarified supernatants of
infected CD4+ T cells were collected every 3 d. Infectious particle release was determined using TZM-bl reporter cells. Infectivity is expressed in relative light
units (RLUs). (C) Levels of phosphorylated and total SAMHD1 assayed by Western blotting of CD4+ T-cell lysates stimulated for 96 h with 1 nM indicated
cytokines. A representative membrane is shown (n = 3 donors). (D) Percentage of CD4+ T cells in the S phase based on the FACS analysis of BrdU vs. 7AAD
incorporation after 3 d in culture with the indicated ILs is shown. *P < 0.05 using a two-tailed paired Student’s t test.
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the PI3K, and the Mitogen-activated protein kinase 1/2 (MEK1/
2) (42). These combined signals induce gene transcription for
antiapoptotic and proliferative processes (42). We systematically
probed these three distinct signaling cascades using inhibitors:
Ruxolitinib to block JAK1, Wortmannin to block PI3K, and
PD0325901 to inhibit MEK1/2 (SI Appendix, Fig. S2A). We
stimulated CD4+ T cells with IL-15 followed by treatment with
one of these three kinase inhibitors. Only inhibition of the JAK
pathway potently blocked SAMHD1 phosphorylation (Fig.
2A). Wortmannin had a modest, intermediate effect, while
PD0325901 had no sizeable impact on SAMHD1 phosphoryla-
tion (Fig. 2A). We ascertained the efficacy of each of these ki-
nase inhibitors at the chosen concentration by measuring
phosphorylation of their known substrate (STAT3, ERK1/2, and
Akt) (SI Appendix, Fig. S2B). Ruxolitinib also decreased the
degree of CD4+ T-cell activation as assayed by CD25 and
CD69 expression in both IL-2 and IL-15 conditions, with no
impact on cell viability (SI Appendix, Fig. S2 C–E). Abolishing
SAMHD1 phosphorylation with Ruxolitinib correlated with the
absence of CDK1 in IL-15–treated CD4+ T-cell lysates (Fig. 2B).
Unstimulated primary CD4+ T cells do not express CDK1, and
therefore, Ruxolitinib blocks IL-15–induced CDK1 expression
(Fig. 2C). To confirm the observation that inhibiting the JAK
pathway blocks SAMHD1 phosphorylation, we measured IL-15–
induced P-SAMHD1 levels after treatment with another JAK
inhibitor, Tofacitinib. We observed that Tofacitinib also de-
creased the levels of SAMHD1 phosphorylation (Fig. 2D).
Since IL-7–induced phosphorylation of SAMHD1 in CD4+

T cells is blocked by Desatinib, a Bcr-Abl tyrosine kinase and Src
family tyrosine kinase inhibitor (21, 22), we next tested whether
IL-15–induced phosphorylation of SAMHD1 was similarly af-
fected by this drug. In contrast to Ruxolitinib, we found that
Desatinib failed to prevent IL-15–induced phosphorylation of
SAMHD1 in primary CD4+ T cells (Fig. 2E). IL-7–induced
SAMHD1 phosphorylation was reduced by Desatinib and was
almost completely abolished by Ruxolitinib. We conclude that
IL-15–induced SAMHD1 phosphorylation in primary CD4+

T cells is primarily JAK dependent, as it can be blocked by dif-
ferent JAK inhibitors (Ruxolitinib and Tofacitinib) but not by
Desatinib. Thus, JAK activation by IL-7 and IL-15 triggers dis-
tinct downstream pathways to phosphorylate SAMHD1. Fur-
thermore, SAMHD1 phosphorylation after IL-15 treatment is
detected 48 h poststimulation and peaks at 72 h, suggesting that
this process requires changes in JAK-induced gene expression
and cell cycle entry (SI Appendix, Fig. S2F).

Inhibition of JAK Impairs HIV Infection in IL-15–Stimulated CD4+

T Cells at the Step of Reverse Transcription. Next, we assessed
whether pharmacological inhibition of JAK limits HIV infection.
We infected primary CD4+ T cells treated with and without
Ruxolitinib with CXCR4-tropic (HIV-NL4.3) and CCR5-tropic
HIV (HIV-NL4.3/BALenv). Ruxolitinib induced, on average, a
4.8-fold reduction (range: 1.9- to 8.8-fold) in infection levels
regardless of coreceptor usage (Fig. 3 A and B; a represen-
tative flow cytometry plot is shown in SI Appendix, Fig. S3A).
Ruxolitinib also decreased IL-2 enhancement of susceptibility to
infection in CD4+ T cells, while the infection of mock-treated
CD4+ T cells remained unchanged (SI Appendix, Fig. S3B). This
is not surprising, since IL-2 and IL-15 receptors share two
subunits and because both signal through JAK. Moreover,
Ruxolitinib blocked SAMHD1 phosphorylation in both IL-15–
as well as IL-2–stimulated CD4+ T cells (SI Appendix, Fig. S3C).
We next probed the mechanism underlying the observed an-

tiviral activity of Ruxolitinib by specifically removing SAMHD1
from the cells using SIVmac Vpx (6, 7, 10). To do that, we
exploited an HIV GFP reporter virus modified to incorporate
Vpx (HIV*GFP-Vpx) or a mutant form of Vpx (Q76A) that
does not induce SAMHD1 degradation (6, 7, 10). We first cul-
tured primary CD4+ T cells with or without IL-15 followed by
treatment with or without Ruxolitinib and infection with one of
the following three viruses: HIV*GFP (no Vpx), HIV*GFP-Vpx
(Vpx WT), or HIV*GFP-Vpx Q76A (Vpx mutant).
In IL-15–treated cells, HIV*GFP-Vpx and HIV*GFP-Vpx

Q76A resulted in 4.6- and 1.6-fold increases of infection, re-
spectively, compared with HIV*GFP (Fig. 3C). In the presence

Fig. 2. IL-15–induced SAMHD1 phosphorylation is JAK dependent. (A) IL-15–stimulated CD4+ T cells were treated with Wortmannin (200 nM), PD0325901
(20 nM), and Ruxolitinib (50 nM). Levels of phosphorylated and total SAMHD1 in cell lysates were assayed by Western blot and quantified by densitometric
analysis. Data represent means ± SEM of the P-SAMHD1/SAMHD1 ratio. A two-tailed paired Student’s t test was applied (n = 3 donors), *P < 0.05, **P < 0.01.
(B) IL-15–stimulated CD4+ T cells were treated as in A. The total levels of CDK1 were quantified in cell lysates. (C) Levels of phosphorylated and total SAMHD1,
CDK1, and GAPDH were determined by Western blot analysis in CD4+ T cells cultured with or without IL-15 in the presence or absence of Ruxolitinib.
(D) Lysates from IL-15–stimulated CD4+ T cells were treated with Ruxolitinib or Tofacitinib (80 nM) and probed for P-SAMHD1, SAMHD1, and GAPDH levels.
(E) CD4+ T cells were stimulated with equimolar amounts of IL-15 or IL-7 and treated with Desatinib (75 nM) or Ruxolitinib (50 nM). Levels of phosphorylated
and total SAMHD1 from cell lysates were analyzed by Western blot.
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of Ruxolitinib, these differences are further enhanced to 11.2-
fold for the Vpx WT virus and to 3-fold for the Vpx mutant virus.
Thus, in HIV Vpx-infected cells, Ruxolitinib lost its ability to
reduce the levels of infection in IL-15–stimulated cells due to the
Vpx-mediated elimination of SAMHD1 (Fig. 3C). Of note, a
recent report suggests that both SIV Vpx WT and SIV Vpx
Q76A also degrade TASOR, a subunit of the HUSH repressor
complex, which could influence HIV-1 transcription downstream
of SAMHD1 (43).
Control infection experiments with unstimulated CD4+ T cells

(Fig. 3D) revealed that the three viruses reach infection levels
comparable with those observed in Ruxolitinib-treated IL-15–
stimulated cells. Thus, Ruxolitinib does not modulate suscepti-
bility to infection in nonstimulated CD4+ T cells (compare Fig.
3C with Fig. 3D). Of note, HIV-Vpx Q76A resulted in a modest
increase of infection (1.6- to 3.2-fold increase compared with no
Vpx) as previously shown (9, 10). This partial activity likely re-
flects the fact that Vpx Q76A still binds SAMHD1 and thus,
impairs its oligomerization (44). Taken together, these data in-
dicate that the presence of SAMHD1 is necessary for the ability
of Ruxolitinib to reduce infection.
We next sought to determine which step in the viral lifecycle is

targeted by JAK inhibition. We quantified late reverse tran-
scripts (LRTs) and proviruses in IL-15–stimulated CD4+ T cells
infected in the presence and absence of Ruxolitinib. We ob-
served that Ruxolitinib significantly reduced the levels of both
LRTs (Fig. 3E) and integrated viral DNA (Fig. 3F), suggesting
that the mechanism by which Ruxolitinib limits HIV infection
involves viral reverse transcription (as the absence of an additive
effect between Vpx and Ruxolitinib excludes an influence on
entry). These data also provide mechanistic insight into how JAK
inhibitors block HIV-1 replication (45).
Based on these findings, we speculated that IL-15 and

Ruxolitinib might also influence the susceptibility of primary hu-
man macrophages to HIV infection. To test this hypothesis, we
differentiated macrophages from isolated CD14+ cells, cultured
them with or without IL-15, and treated them with or without
Ruxolitinib for 72 h before infection with an HIV-Renilla Lu-
ciferase R5Env. We did not observe any effect of IL-15 or
Ruxolitinib on HIV infection levels in human macrophages (SI
Appendix, Fig. S4A). To determine whether IL-15 and the JAK
pathway play different roles in SAMHD1 phosphorylation in
macrophages compared with CD4+ T cells, we analyzed the
levels of P-SAMHD1, SAMHD1, and CDK1 in macrophages
after IL-15 and Ruxolitinib treatment. In contrast to our findings
in primary CD4+ T cells, IL-15 treatment of macrophages did
not increase P-SAMHD1 levels, and JAK inhibition had no ef-
fect on SAMHD1 phosphorylation in these cells. IL-15 and
Ruxolitinib do not modulate CDK1 expression in macrophages
to the same degree as in CD4+ T cells, which explains their lack
of impact on macrophages infection (SI Appendix, Fig. S4B).
Taken together, Ruxolitinib inhibits HIV infection specifically in
primary CD4+ T cells by acting at a step in the viral lifecycle that
maps to reverse transcription.

IL-15 Increases Proliferation of CD4+ TSCM and Their Proportion in
Infected CD4+ T Cells. Our data show that, at the molecular
level, IL-15 increases the susceptibility of CD4+ T cells to HIV
infection in an SAMHD1-dependent manner. We considered
next whether IL-15 differentially altered the features and the
susceptibility to infection of specific CD4+ T-cell subsets relevant
for HIV pathogenesis [naïve cells, central memory cells (TCM),
effector memory cells (TEM), and TSCM]. Therefore, we analyzed
the effect of IL-15 stimulation on the immunophenotype of in-
fected and uninfected CD4+ T cells at the single-cell level using
multiplex mass cytometry by TOF (CyTOF). Our CyTOF assay
performs the equivalent of a 19-parameter (13 membrane
markers, 4 intracellular markers, and 2 markers for live gating)

Fig. 3. Ruxolitinib impairs CD4+ T-cell infection at reverse transcription. (A and
B) IL-15–stimulated CD4+ T cells treated with and without Ruxolitinib (50 nM)
were infected with HIV NL4.3 or HIV NL4.3BalEnv. FACS determined the number
of infected cells 5 d postinfection using intracellular Gag p24 staining (n = 4–6
donors), *P < 0.05. (C and D) CD4+ T cells stimulated as indicated were treated
or not with Ruxolitinib and infected with HIV*GFP carrying SIV Vpx WT, SIV
Vpx mutant Q76A, or the control plasmid pcDNA (no Vpx). The number of GFP
expression cells was determined by flow cytometry. Data represent means ±
SEM (n = 5 donors). (E) LRTs were quantified using qPCR in infected IL-15–
stimulated CD4+ T cells treated with and without Ruxolitinib. Infections
were followed for 3 d. LRT levels in IL-15–treated cells at 24 h were set to one.
Values represent means ± SEM from three independent experiments/donors.
(F) Levels of integrated viral DNA were quantified from infected CD4+ T cells
treated as indicated. Integrated viral DNA levels in IL-15–treated cells at 24 h
were set to one. Data represent means ± SEM (n = 3 donors).
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“FACS analysis” in a single tube (46, 47). We also incorporated a
CD45-based barcoding system to multiplex four samples in the
same CyTOF run and enhance reproducibility across our con-
ditions (48) (SI Appendix, Fig. S5C). We stimulated CD4+ T cells
from two different donors with IL-2 or IL-15 for 3 d and infected
them with replication-competent HIV NL4.3 or no virus as mock
control. Five days later, we analyzed cells by multiplex CyTOF
and plotted the data using the dot plot display of Cytobank (36,
38) (SI Appendix, Fig. S5 D and E).
First, we analyzed the effect of IL-2 and IL-15 treatment on

mock-infected CD4+ T cells. Consistent with previous reports, in
the presence of IL-2, we found a small CD4+ TSCM population
(3.1–6.4%) compared with other memory populations (TCM:
14.5–20%; TEM: 3.5–7%; naïve cells: 41–37%) (Fig. 4A, Left).
We observed that IL-15 increased the percentage of CD4+ TSCM
by 3.8-fold compared with IL-2 treatment (Fig. 4 A, Right and B).
CD4+ TSCM display a high proliferative capacity as measured by
Ki67 expression, and the percentage of TSCM positive for Ki67
increased in the presence of IL-15 (Fig. 4C).
Second, we analyzed the effects of IL-15 on HIV infection. By

gating the productively infected lymphocytes (Gag p24+) (SI
Appendix, Fig. S5A), we confirmed that IL-15 stimulation in-
creased the susceptibility of CD4+ T cells to infection compared
with IL-2 treatment (SI Appendix, Fig. S5B). When treated with
IL-2, CD4+ TSCM were infected as efficiently as the other
memory CD4+ T cells, while naïve CD4+ T cells remained largely
refractory to infection (Fig. 5A). The proportion of CD4+ T-cell
subsets changed upon infection (compare Fig. 5B, Left to Right).
In the presence of IL-15, susceptibility to infection increased in
all CD4+ T-cell subsets (Fig. 5C). The percentage of CD4+ TSCM
further increased within the productively infected cells, as CD4+

TSCM represented 8.9% of the total infected CD4+ T cells in
donor 1 and 14.3% in donor 2, likely due to increased pro-
liferation (Fig. 4C). Therefore, the memory CD4+ T-cell pool is
higher in infected IL-15–treated samples, while the percentage
of naïve CD4+ T cells decreased over an order of magnitude
(Fig. 5D). In conclusion, CyTOF proved a powerful method to

dissect the dynamics of CD4+ T-cell infection and to provide a
detailed representation of cell cycle deregulation associated with
productive HIV infection. Our data indicate that CD4+ TSCM are
highly vulnerable to HIV infection and display the highest
proliferation capacity among memory CD4+ T lymphocytes.

SAMHD1 Is Phosphorylated in CD4+ TSCM. Given the inherent high
proliferation capacity of CD4+ TSCM described in the CyTOF
immune profiling (Fig. 4C), we hypothesized that SAMHD1 was
present in its phosphorylated, nonantiviral form in CD4+ TSCM.
As CDK1 is mainly expressed during the S phase of cell cycle, we
first determined the percentage of CD4+ T cells in the S phase
using iododeoxyuridine (IdU) IdU incorporation determined in
the CyTOF experiments (SI Appendix, Fig. S6 shows the gating
strategy). We observed that the CD4+ TSCM subset has the
highest percentage of cells in S phase compared with the other
T-cell subpopulations (Fig. 6A). We directly measured the
quantity of P-SAMHD1 at the single-cell level in the different
CD4+ T-cell subsets by FACS. Coupling an intracellular staining
for P-SAMHD1 with membrane staining, we quantified the
amount of P-SAMHD1 within the different CD4+ T-cell subsets.
We first confirmed the specificity of P-SAMHD1 staining by
detecting the increased positivity of CD4+ T cells for P-SAMHD1
after IL-2/PHA treatment compared with untreated and IL-2
only-treated cells (SI Appendix, Fig. S7A).
We cultured CD4+ T cells for 3 d in IL-15 and then separated

the cells in CD45RO− and CD45RO+ subpopulations using
magnetic microbeads. Subsequently, we performed membrane
staining with CCR7 and CD95 and intracellular staining with
anti–P-SAMHD1 antibody (SI Appendix, Fig. S7 B and C) and
analyzed the cells by FACS. We observed that the percentage of
CD4+ T cells containing P-SAMHD1 was highest in CD4+ TSCM
followed by CD4+ TEM, CD4+ TCM, and naïve CD4+ T cells (Fig.
6B). These findings indicate that the susceptibility of CD4+ TSCM
to infection in the presence of IL-15 likely derives from the
presence of P-SAMHD1. Therefore, we investigated the suscep-
tibility of cells expressing the phosphorylated form of SAMHD1
compared with CD4+ T cells that do not contain the phos-
phorylated form of SAMHD1. We infected IL-15–stimulated
CD4+ T cells with HIV-NL4.3. Five days postinfection, we

Fig. 4. IL-15 expands the CD4+ TSCM population in the absence of infection.
(A) Bar graphs show the distribution of CD4+ T-cell subsets in PBMCs from
two different donors after 8 d of IL-2 (Left) or IL-15 (Right) stimulation as
measured by CyTOF (±SEM). (B) Fold change in the percentage of different CD4+

T-cell subsets after IL-15 treatment compared with IL-2 (n = 2 donors; ±SEM). The
percentage of IL-2–stimulated CD4+ T cells was set to one. (C) The percentage of
Ki67+ cells in the different CD4+ T-cell subsets present in uninfected samples was
measured by CyTOF (average of two donors; ±SEM).

Fig. 5. TSCM compartment increases in the infected CD4+ T cells. (A) The
percentage of IL-2–stimulated, productively infected (Gag-p24+) CD4+ T-cell
subsets from two different donors was determined by CyTOF. (B) Bar graphs
show the distribution of the different CD4+ T-cell subsets in the uninfected
cell population (HIV neg; Left) and in the productively infected cell pop-
ulation (HIV pos; Right) stimulated with IL-2 (n = 2 donors; ±SEM). (C) The
percentage of IL-15–stimulated, productively HIV-infected (Gag-p24+) CD4+

T-cell subsets from two different donors was determined by CyTOF. (D) Bar
graphs show the distribution of the different CD4+ T-cell subsets in the
uninfected cell population (HIV neg; Left) and in the productively infected
cell population (HIV pos; Right) stimulated with IL-15 (n = 2 donors; ±SEM).
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performed intracellular staining for both HIV p24 and
P-SAMHD1. We observed that a higher percentage of CD4+

T cells expressing P-SAMHD1 was productively infected (Gag
p24+) compared with cells negative for P-SAMHD1 (Fig. 6C).
Overall, these data confirm that the presence of the phosphor-
ylated form of SAMHD1, which lacks its antiviral activity, is
strongly associated with the susceptibility to HIV infection in
primary CD4+ T cells.

Discussion
Here, we show that IL-15, a γc-cytokine specifically up-regulated
during acute HIV infection, increases the susceptibility of primary
human CD4+ cells to HIV infection in an SAMHD1-dependent
manner. Our systematic analysis of upstream signaling pathways
identified the JAK1 pathway as responsible for IL-15–induced
SAMHD1 phosphorylation (Fig. 2A). Treatment of CD4+ T
cells with Ruxolitinib, a Food and Drug Administration-
approved JAK1/2 inhibitor, blocked IL-15–induced SAMHD1
phosphorylation.
After IL-15 treatment, higher percentages of CD4+ T cells

were in S phase compared with untreated cells and IL-2–treated
cells (Fig. 1D). These data suggest that IL-15 induces cell cycle
entry more efficiently than IL-2. CDK1, a kinase expressed
mainly in S phase, is required for SAMHD1 phosphorylation (11,
12). We found that only primary CD4+ T cells stimulated with
IL-15 do express CDK1, while unstimulated CD4+ T cells do not
express CDK1 (Fig. 2C). This process is completely reversed by
the JAK inhibitor Ruxolitinib, which abolishes CDK1 expression
in IL-15–treated cells, (Fig. 2 B and C). In the context of in-
fection, Ruxolitinib reduced HIV reverse transcription products,
thereby limiting the number of productive infection events (Fig.
3 D and E).
We also observed that JAK inhibition impairs the general

activation status of T cells without affecting their viability (SI
Appendix, Fig. S2 C and D). Ruxolitinib action on cell activation,
SAMHD1 phosphorylation, and HIV susceptibility was not
limited to IL-15–treated cells. Ruxolitinib treatment decreased
both activation levels and HIV susceptibility of IL-2–treated cells
(SI Appendix, Figs. S2E and S3 B and C). Ruxolitinib also
blocked both IL-15– and IL-7–induced SAMHD1 phosphoryla-
tion, while Desatinib, a pan-SRC kinase inhibitor, only inhibited
IL-7–induced SAMHD1 phosphorylation (20–22) but not IL-15–
induced SAMHD1 phosphorylation (Fig. 2D). This result is not
surprising, since all three receptors (IL-2, IL-7, and IL-15) signal
through JAK1 and JAK3. In addition, our data suggest that IL-
7 and IL-15 initially activate JAK by binding to their respective
receptors, but after this initial shared signal, the pathways re-
sponsible for IL-7– and IL-15–induced SAMHD1 phosphoryla-
tion diverge. Future studies will dissect the precise upstream

components in each pathway that control SAMHD1 phosphor-
ylation in CD4+ T cells and investigate whether activation of the
JAK pathway exerts positive effects on other steps in the HIV
lifecycle [e.g., LTR-driven transcription (49)].
Ruxolitinib treatment limits infection only in IL-15–stimulated

lymphocytes, but baseline infection levels in resting CD4+ T cells
remain unchanged. The presence of Vpx in the virion rescued
HIV infection in IL-15– and Ruxolitinib-treated cells, suggesting
that the presence of SAMHD1 is necessary for the antiviral ac-
tivity of Ruxolitinib (Fig. 3D). Previous reports using immortal-
ized cell lines and activated CD4+ T cells have shown that
Ruxolitinib interferes with HIV replication and reactivation
from latency (45, 49, 50). Our studies support that Ruxolitinib
exerts additional antiviral activity that maps to SAMHD1. This
SAMHD1-based antiviral activity of Ruxolitinib is limited to
primary CD4+ T cells and would not occur in T-cell lines given
the high dNTP pools inherent to these cells (10). A recent report
suggests that SIV Vpx degrades not only SAMHD1 but also,
TASOR, a subunit of the HUSH repressor complex in activated
CD4+ T cells (43). Thus, we cannot exclude that some of the
infectivity observed with HIV*GFP-Vpx and HIV*GFP-Vpx
Q76A is due to counteraction of the HUSH repressor complex
(43). Future studies are need to determine the impact of this
repressor complex on infection of IL-15–stimulated primary
CD4+ T memory cells, such as the ones used in our study.
We also investigated the possible role of IL-15 and Ruxolitinib

in human macrophages. Macrophages can secrete IL-15, which
may also directly regulate macrophage function (51, 52). How-
ever, IL-15 does not increase expression of CDK1 or modulate
SAMHD1 phosphorylation in macrophages. Therefore, IL-
15 does not enhance HIV infection in this cell type (SI Appen-
dix, Fig. S4), suggesting that IL-15 exerts different functions in a
cell type-dependent manner. Macrophages are terminally dif-
ferentiated cells, and their susceptibility to infection has been
linked to a G1-like phase, in which cell cycle-associated proteins
are expressed without cell cycle progression (53, 54). It is pos-
sible that IL-15 signaling in macrophages is not linked to cell
proliferation and does not impact the percentage of these G1-
like macrophages. However, we cannot rule out that macro-
phages differentiated with other stimuli (GM-CSF or M-CSF)
might be responsive to IL-15. GM-CSF–derived macrophages
are more resistant to HIV infection than M-CSF–derived mac-
rophages due to cyclin D2 expression (54). In our experimental
settings, we differentiated macrophages in the presence of hu-
man serum without adding any other growth factors (55). Taken
together, our investigations into the molecular effects of IL-15 in
the context of HIV infection of CD4+ T-cell populations suggest
that IL-15 stimulation augments the cellular susceptibility of
CD4+ T cells by eliminating the protective effects provided by
SAMHD1, which is prevented by Ruxolitinib.
Multidimensional immune profiling of CD4+ T cells by

CyTOF showed that expansion of the CD4+ TSCM subset in both
infected and uninfected populations further amplifies the pro-
viral effect of IL-15 (Figs. 4 and 5). Emerging evidence suggests
that CD4+ TSCM play a key role in HIV and SIV pathogenesis
(34, 37–39). In HIV-infected patients, CD4+ TSCM contain
replication-competent proviruses (34), and the percentage of
infected TSCM is linked to pathogenicity (38, 39). Our high-
resolution maps of primary human CD4+ T cells exposed to
IL-15 with and without HIV infection generated by CyTOF
captured around 86% of all CD4+ T cells. Since some CD4+

T-cell subsets, such as CD4+ T-regulatory and CD4+ T-terminal
effector cells, were not identified using the antibodies that we se-
lected for this analysis, our findings remain limited to the four main
subsets of primary CD4+ T cells (naïve cells, TCM, TEM, and TSCM).
We also observed that CD4+ TSCM have the highest pro-

liferation capacity of all CD4+ T subsets, a phenotype that was
further enhanced by IL-15 (Ki67 expression) (Fig. 6C). This

Fig. 6. CD4+ TSCM express P-SAMHD1. (A) Bar graph shows the percentage of
cells in S phase in the different CD4+ T-cell subsets as measured by IdU in-
corporation by CyTOF (n = 2 donors; ±SEM). (B) Quantification of P-SAMHD1 in
the different CD4+ T-cell subsets using intracellular FACS (n = 8 donors; ± SEM).
(C) The difference in the percentages of HIV-infected CD4+ T cells expressing
the P-SAMHD1 (pos) and the CD4+ T cells that do not express P-SAMHD1 (neg)
is shown. Experiments were done using CD4+ T cells from six different donors.
*P < 0.05 using a two-tailed paired Student’s t test.
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pronounced renewal capacity would allow these special cells, if
infected, to propagate infection by cellular proliferation (56).
Clonal expansion of infected cells could arise from a few CD4+

TSCM infected during the early phase of HIV infection, which
subsequently seed the persistent HIV reservoir by proliferation
and differentiation (57, 58).
Since the antiviral activity of SAMHD1 is influenced by the

cell cycle status, we wondered whether TSCM display such a high
susceptibility to HIV infection, because they are proliferating
and express a phosphorylated, nonantiviral form of SAMHD1.
We found a higher percentage of TSCM in S phase compared with
the other analyzed subsets (Fig. 6A). In addition, in the presence
of IL-15, the CD4+ TSCM subset expressed more P-SAMHD1
(Fig. 6B). The importance of this posttranslational modification
in regulating HIV susceptibility was confirmed by our analysis of
CD4+ T-cell infection levels in cells positive for P-SAMHD1
compared with cells that do not express P-SAMHD1. We did
observe that expression of the nonantiviral form of SAMHD1
strongly correlates with infection susceptibility in CD4+ T cells
(Fig. 6C).
Based on our findings, we propose a model in which IL-15

produced during primary HIV infection helps establish the
persistent reservoir in two ways. First, it induces cell cycle entry
and thereby, phosphorylation of SAMHD1. Second, it increases
the proliferation of CD4+ TSCM. Since CD4+ TSCM persist for
prolonged periods and give rise to different lineages of progeny
cells, we hypothesize that HIV exploits the stemness of CD4+

TSCM to create a self-renewing, persistent reservoir, which by-
passes the need for de novo infections. Timely intervention with
Ruxolitinib or other JAK inhibitors may prevent IL-15–induced
phosphorylation of SAMHD1, which will preserve its natural
antiviral activity and constrain the establishment of the persistent
HIV reservoir.

Experimental Procedures
Cell Isolation and Cell Culture. HEK 293T and TZM-bl cells were maintained in
DMEM supplemented with 10% FBS (Gibco) and penicillin/streptomycin
(Sigma) at 37 °C in a 5% CO2 humidified incubator. TZM-bl was obtained
from John C. Kappes, Department of Medicine, University of Alabama at
Birmingham, Birmingham, AL, Xiaoyun Wu, State Key Laboratory of Virol-
ogy and the Modern Virology Research Center, College of Life Sciences,
Wuhan University, Wuhan, PR China, and Tranzyme Inc. through the NIH
AIDS Reagent Program, Division of AIDS, National Institute of Allergy and
Infectious Diseases, NIH (59). Testing for mycoplasma was carried out using
the MycoAlert Mycoplasma Detection kit (Lonza).

CD4+ T cells were purified from peripheral blood mononuclear cells
(PBMCs) or peripheral blood lymphocytes obtained from anonymous healthy
blood donors (New York Blood Center). Ficoll (Ficoll Hystopaque; Sigma)
density centrifugation was performed as per the manufacturer’s instruc-
tions, and CD4+ cells were negatively selected using magnetic beads (CD4+

T-cell isolation kit I; Miltenyi Biotec). CD4+ T cells were cultured in RPMI
1640 supplemented with 10% FBS (Gibco), 100 IU penicillin, 100 μg/mL
streptomycin, 0.1 M Hepes, 2 mM L-glutamine, and/or recombinant human
IL-2 (NIH AIDS Reagent Program), IL-15, IL-7, or IL-4 (R&D) as indicated. Cells
were maintained at 37 °C in a 5% CO2 humidified incubator. CD45RA and
CD45RO populations were isolated using CD45RO MicroBeads (Miltenyi
Biotec) as per the manufacturer’s instructions.

CD14+ cells were isolated from PBMCs using an MACS CD14 isolation kit
(Miltenyi Biotec). CD14+ cells were differentiated into macrophages by cul-
turing the cells in RPMI supplemented with 10% human serum for 6 d as
previously described (55).

Production of Viral Stocks. pBR HIV NL4.3 nef-IRES-Renilla Δenv was pre-
viously described (60, 61), HIV R7/3 GFP was a gift of Cecilia Cheng Mayer,
Aaron Diamond AIDS Research Center, The Rockefeller University, New York
(62), and HIV NL4.3 was obtained from the AIDS Research and Reference
Reagent Program (63). Transmitter founder molecular clone HIV pCH040.c/
2625 was a gift of Beatrice H. Hahn, Departments of Microbiology and
Medicine, University of Pennsylvania, Philadelphia (64).

Viral stocks were generated by transfection of HEK 293T with poly-
ethylenimine (Polysciences). Two days after transfection, culture super-

natants were collected, clarified at 441 × g for 5 min, and filtered (0.45 μm).
pHIV*GFP and pcDNA3.1Vpx SIVmac239-Myc (WT and Q76A) were gifts of
Oliver Fackler, Infectious Disease Research, Integrative Virology, University
Hospital Heidelberg, Heidelberg (10, 65). HIV*GFP with and without Vpx was
generated by cotransfection of pHIV*GFP with pcDNA3.1Vpx SIVmac239-
Myc WT, pcDNA3.1Vpx SIVmac239-Myc Q76A, or pcDNA3.1 in a 2:1 ratio.
Viruses were purified on a 6% Optiprep cushion (Sigma) by centrifugation at
14,000 × g for 6 h. Viral titers were determined by infecting TZM-bl reporter
with triplicate serial dilutions of the viral stocks as previously described (66).

HIV Infection Experiments. Primary CD4+ T cells were stimulated with ILs for
72 h or with 1 μg/mL phytohemagglutinin-P (Sigma) for 48 h before infection.

Drugs were added at the time of stimulation at the following concen-
trations: Ruxolitinib, 50 nM; Desatinib, 75 nM; Wortmannin, 200 nM;
PD0325901, 20 nM (all from Sigma). Infections with HIV R7/3-GFP, HIV NL4.3,
HIV CHO40.C/2625, HIV-Renilla Luciferase R5Env, and HIV-NL4.3/BALenv were
performed overnight in the presence of polybrene (2 μg/mL), and fresh
media were replaced. The number of infected cells was determined by
measuring GFP or intracellular HIV p24 by FACS at different time points after
infection (ranging from 48 h to 7 d depending on the experiments). Renilla
luciferase values were measured using the Renilla Luciferase Assay System
kit (Promega).

Infections with HIV*GFP with and without Vpx were performed as pre-
viously described (10, 65). Briefly, CD4+ T cells were spinoculated at 115 × g
for 2 h with equal amounts of viruses. Media were replaced after 4 h. The
multiplicity of infection used for infection varied between 0.1 and 0.05. The
number of GFP-expressing cells was analyzed 48 h postinfection by FACS.

Immunoblotting. CD4+ T cells (between 106 and 3 × 106) were lysed in RIPA
buffer supplemented with complete protease inhibitor (Roche). Proteins
were separated on 10% SDS-polyacrylamide gels (Invitrogen). The following
antibodies were used: anti-SAMHD1 (12361; Cell Signaling), anti-GAPDH
(32233; Santa Cruz), anti-STAT3 (sc-482; Santa Cruz), antiphospho-STAT3
(9145; Cell Signaling), anti-STAT5 (9358; Cell Signaling), antiphospho-STAT5
(9351; Cell Signaling), anti-Erk1/2 (4696; Cell Signaling), antiphospho-Erk1/2
(4370; Cell Signaling), anti-Akt (2920; Cell Signaling), antiphospho-Akt (4060;
Cell Signaling), and anti-CDK1 (Cdc2; 9116; Cell Signaling). The anti–
P-SAMHD1 was previously described (11).

Flow Cytometry Analysis. Between 105 and 106 CD4+ T cells were stained and
analyzed on an LSRII (BD Biosciences) FACS machine or Guava EasyCyte Flow
Cytometer (Millipore). An average of 105 cells were acquired per sample,
and data were analyzed using FlowJo software. The following antibodies
were used: CD25-PerCP (1:100), anti–CD95-Apc-Cy7 (1:200), anti–CCR7-FITC
(1:50), anti–CD45RA-PerCP-Cy5 (1:50; Biolegend), and CD69-PE (1:100) (BD).

For the HIV p24 intracellular staining, cells were fixed and permeabilized
with the BD fix and perm kit and stained with Kc-57-RD1 (1:100; Beckam-
Coulter). For P-SAMHD1 intracellular staining, CD4+ T cells were fixed in
formaldehyde (4%), permeabilized in cold 90%methanol (30 min at −20 °C),
and stained with anti–P-SAMHD1 (1:200) followed by anti-rabbit Alexa647
(1:500; Thermo Fisher Scientific).

When optimizing the intracellular P-SAMHD1 FACS assay, cell viability was
determined using the LIVE/DEAD Fixable Dead Cell Stain (Thermo Fisher Sci-
entific). We noted an increased positivity for the LIVE/DEAD Fixable Dead Cell
Stain after permeabilizationof the cellswith cold 90%methanol, resulting in an
overestimation of the number of dead cells. In all of the experiments, viability
was, thus, determined using forward vs. side scatter (FSC vs. SSC) gating.

Quantification of Viral DNA. Viral stocks were pretreated for 1 h at room
temperature with DnaseI (10 U/mL; BioLabs) and Benzonase (50 U/mL; Mil-
lipore) before infection to remove background coming from plasmid DNA.

Cellular DNA was isolated from infected CD4+ T cells at the indicated time
points postinfection using the QiAmp DNA Blood Mini kit (Qiagen); 100 ng
of total DNA was used to quantify LRTs and integrated proviral DNA as
previously described using real time PCR (BioRad) (67–69). Of note, we used
the same amount of DNA as input for both LRT and Alu-PCR and in addition,
normalized each sample to an internal control of total cellular DNA (RNAseP
gene) using the delta cycle threshold (CT) method. For each donor, these
data were then expressed as fold change over LRT or provirus levels detected
in IL-15–treated cells at 24 h (set to one).

CyTOF. Ten million infected and uninfected CD4+ T cells were stained with
IdU to determine the amount of DNA and Rh103 as a viability dye for 30 min
at 37 °C. Cells were washed in FACS buffer (2% FBS in PBS), stained
with CD45 antibody for barcoding (CD45_Pr141Di, CD45_Ho165Di,
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CD45_Tm169Di, CD45_In115Di), and pooled. Cells were washed with
FACS buffer and resuspended in the membrane antibody mixture
containing CD45RA_Nd143Di, CCR5_Nd144Di, CD4_Nd145Di, CD8_Nd146Di,
CD45RO_Sm149Di, CD62L_Eu152Di, CD3_Sm154Di, CD27_Gd155Di,
CCR7_Tb159Di, CD95_Dy164Di, CD122_Er170Di, and CXCR4_Yb173Di. After
15 min, cells were washed in FACS buffer, and Cisplatin was added for 5 min.
Lymphocytes were fixed and permeabilized with Cytofix/Cytoperm solution
(BD), and they were stained with KC57-FITC (Beckam-Coulter) for 20 min. Cells
were washed with Perm Wash Buffer (BD) and stained with anti–FITC-160_Gd.
Cells were washed and resuspended in Fix solution (2% paraformaldehyde)
and iridium intercalator. Between 200,000 and 600,000 CD4+ T cells were ac-
quired per individual sample on the CyTOF2 mass cytometer (Fludigm).

On acquisition, gating was done manually using the dot plot display on
Cytobank. The gating strategy for the CD45RO+ memory compartment
consisted of CD45RA− gating followed by gating on CD27 and CCR7 to dis-
criminate between TCM and TEM (70). To distinguish naïve cells from TSCM, we
used a CD95 gate on CD45RA+, CCR7+ and CD27+ as previously described (36,
38). IdU incorporation was used to determine cells in S phase (71).

Statistical Analysis. Statistical tools in GraphPad Prism (version 7) were used to
perform all of the statistical analysis. All results are given as mean ± SEM.
Statistical analyses were performed using a two-tailed Student t test. Dif-
ferences with P values less than 0.05 were considered significant.
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