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ABSTRACT We showed previously that the histone lysine methyltransferase (HKMT)
H3K27me3 (EZH2) is the catalytic subunit of Polycomb repressive complex 2 (PRC2)
and is required for the maintenance of HIV-1 latency in Jurkat T cells. Here we show,
by using chromatin immunoprecipitation experiments, that both PRC2 and euchro-
matic histone-lysine N-methyltransferase 2 (EHMT2), the G9a H3K9me2-3 methyl-
transferase, are highly enriched at the proviral 5= long terminal repeat (LTR) and rap-
idly displaced upon proviral reactivation. Clustered regularly interspaced short
palindromic repeat(s) (CRISPR)-mediated knockout of EZH2 caused depletion of both
EZH2 and EHMT2, but CRISPR-mediated knockout of EHMT2 was selective for
EHMT2, consistent with the failure of EHMT2 knockouts to induce latent proviruses
in this system. Either (i) knockout of methyltransferase by short hairpin RNA in Jurkat
T cells prior to HIV-1 infection or (ii) inhibition of the enzymes with drugs signifi-
cantly reduced the levels of the resulting silenced viruses, demonstrating that both
enzymes are required to establish latency. To our surprise, inhibition of EZH2 (by
GSK-343 or EPZ-6438) or inhibition of EHMT2 (by UNC-0638) in the Th17 primary cell
model of HIV latency or resting memory T cells isolated from HIV-1-infected patients
receiving highly active antiretroviral therapy, was sufficient to induce the reactiva-
tion of latent proviruses. The methyltransferase inhibitors showed synergy with
interleukin-15 and suberanilohydroxamic acid. We conclude that both PRC2 and
EHMT2 are required for the establishment and maintenance of HIV-1 proviral silenc-
ing in primary cells. Furthermore, EZH2 inhibitors such as GSK-343 and EPZ-6438
and the EHMT2 inhibitor UNC-0638 are strong candidates for use as latency-
reversing agents in clinical studies.

IMPORTANCE Highly active antiretroviral therapy (HAART) reduces the circulating
virus to undetectable levels. Although patients adhering to the HAART regimen
have minimal viremia, HIV persists because of the existence of latent but
replication-competent proviruses in a very small population of resting memory
CD4� T cells (~1 in 106 cells). Latency remains the major obstacle to a functional
cure for HIV infection, since the persistent reservoir almost invariably rebounds
within 2 to 8 weeks when HAART is interrupted. In latently infected cells, the HIV
genome is stably integrated into the host chromosome but transcriptionally re-
pressed because of epigenetic silencing mechanisms. We demonstrate here that
multiple histone lysine methyltransferases play a critical role in both the estab-
lishment and maintenance of proviral silencing in cells obtained from well-
suppressed patients. Drugs that inhibit these enzymes are available from oncol-
ogy applications and may find a use in reversing latency as part of a reservoir
reduction strategy.
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Silenced, or latent, proviruses produce minimal amounts of viral RNA and proteins,
allowing them to persist in the face of highly active antiretroviral therapy (HAART)

and to evade immune responses. Latency has emerged as a major obstacle to a
functional cure for HIV infection, since the persistent reservoir almost invariably re-
bounds within a few weeks after treatment interruption (1, 2). The latent reservoir is
composed of a transcriptionally silent population of viruses that reside primarily in
memory CD4� T cells and, in some patients, microglial cells in the central nervous
system (3, 4).

Even though latently infected cells are found at a frequency of �106 in peripheral
T cells from well-suppressed HAART-treated patients (5), elimination of this tiny pop-
ulation of cells is challenging, since the latent reservoir is very stable, with an apparent
half-life of 44 months in the presence of ART (5, 6). Recent studies of proviral integration
sites have provided strong evidence for the clonal expansion of specific proviruses (7,
8). These data suggest strongly that the reservoir is in a pseudosteady state with
persistent low rates of viral reactivation and cell death counterbalanced by intermittent
viremia (9) and homeostatic expansion of latent clones (7, 8, 10).

One of the most promising avenues for eradicating the latent reservoir is the “shock
and kill” strategy, which involves reactivation of latent HIV-1 by latency-reversing
agents (LRAs) in the presence of HAART (11, 12) to make latently infected cells visible
to immunological surveillance. Clinical and ex vivo studies suggest that viral reactiva-
tion alone is unlikely to achieve eradication (13, 14) because of insufficient viral
cytopathic effects and defective cytotoxic T lymphocyte responses (15). Therefore, HIV
eradication will require not only efficient reactivation of proviruses but also a coupled
and targeted immunotherapeutic strategy.

A complex combination of cellular events that suppress both the initiation of HIV
transcription and its productive elongation is required for the establishment of latent
proviruses (12, 16). In addition, epigenetic silencing events are critical to maintain
proviral latency (4, 16). The majority of integrated proviruses (~85%) in patients are
defective, and within the population of genetically intact proviruses, 10 to 20% are
refractory to potent T-cell activation stimuli such as activation of the T-cell receptor
(TCR) or treatment with phorbol myristate acetate/phytohemagglutinin (17). Single
LRAs that have been studied clinically, such as histone deacetylase (HDAC) inhibitors
(i.e., suberanilohydroxamic acid [SAHA], panobinostat, and romidepsin) are generally
weak inducers of latent proviruses (18, 19), suggesting that combinations of agents will
be required to efficiently induce latent proviruses (20–22). An important part of the HIV
eradication effect is therefore directed at identifying new mechanisms that control HIV
latency and validating safe and effective combinations of agents that can activate the
majority of latent proviruses.

We showed previously that EZH2, the H3K27 histone lysine methyltransferase
(HKMT) component of Polycomb repressive complex 2 (PRC2), plays a critical role in
controlling HIV latency in Jurkat T-cell models of latency (23, 24). Other groups have
implicated additional histone methyltransferases, including SUV39H1 and euchromatic
histone-lysine N-methyltransferase 2 (EHMT2), in the control of latency (24–26). This
discrepancy could be due to variable responses of HIV proviruses to LRAs because of
heterogeneity in the epigenetic blocks imposed on proviruses, clonal variations, and
cell line-specific responses. In fact, even single clones show variable responses to
activating agents that are associated with variations in histone methylation marks (24).

Since it remains an open question whether each of the H3K27 and H3K9 methyl-
transferases plays a distinct role in controlling HIV transcription, we compared the roles
of PRC2 and EHMT2 in the maintenance and establishment of HIV latency in the Jurkat
cell model, a Th17 primary cell model of HIV latency, and in patient cells. In Jurkat cells
both HKMTs are required to silence HIV proviruses but PRC2 is distinctive because it
controls the major rate-limiting step restricting proviral reactivation. In contrast, in both
the primary cell models and patient cells, PRC2 and EHMT2 are each required to
establish and maintain latency.
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RESULTS
Identification of HKMTs required to maintain silencing of HIV-1 transcription in

T cells by shRNA library screening. To identify epigenetic regulators that are required
to maintain HIV latency, we performed genome-wide short hairpin RNA (shRNA)
screening by using a comprehensive shRNA library, combined with system biology
classifications of the “hits.” Two latently infected Jurkat T-cell lines (2D10 and E4 cells)
(24, 27, 28) were superinfected with a synthetic shRNA library (Cellecta, Inc., Mountain
View, CA) containing a total of 82,500 shRNAs targeting 15,439 mRNA sequences.
Green fluorescent protein-positive (GFP�) cells carrying reactivated proviruses were
then purified by sorting twice and the shRNA sequences were identified by next-
generation sequencing. The protocol results in the clonal enrichment of cells carrying
shRNAs that stably reverse HIV latency. Thus, the number of sequence reads obtained
for any given shRNA is proportional to the number of enriched cells carrying the shRNA
and provides a measure of the potency of the shRNA.

As shown in Table 1, the screening confirmed that PRC2 contributes to silencing in
these cells. The ranking of the complexes and relative potency of shRNAs directed
against individual subunits in both complexes was very consistent between the 2D10
and E4 cells, with hits in the top 10% considered to be significant. Among the eight
different subunits of PRC2, EZH2, SUZ12, and JARID2 ranked in the top 10% in the E4
cell screening and EZH2, EZH1, RBBP7, SUZ12, and JARID2 ranked in the top 10% in the
2D10 cell screening.

Subunits of PRC1 and the CtBP complex, carrying the H3K9me1,2 histone methyl-
transferase EHMT2 (G9a), were also highly enriched in the screening. SUV39H1-HP1, an
H3K9me2,3 histone methyltransferase, appeared to be a potent “hit” in 2D10 cells but
was only in the 15% range in E4 cells. Thus, these unbiased screening results strongly
indicate that the histone methylation machinery is required for HIV silencing and
latency.

EZH2, but not EHMT2, is required to maintain HIV latency in Jurkat cells. To
investigate the roles of EZH2 and EHMT2 in the reactivation of latent proviruses in E4
cell, we knocked out the genes by using clustered regularly interspaced short palin-
dromic repeat(s) (CRISPR)-Cas9 (Fig. 1). Concomitant with the depletion of EZH2 and
EHMT2, we observed significant reductions in the levels of H3K27me3 and H3K9me2,
respectively. However, only the depletion of EZH2 induced a weak spontaneous
reactivation of latent proviruses. The depletion of EZH2 also enhanced the reactivation
of latent proviruses by stimulation with 1 �M SAHA. When viruses were reactivated by
SAHA, approximately 30% of them were reactivated, while approximately 50% of them
were reactivated under these conditions when EZH2 was ablated. In contrast, no
reactivation of latent proviruses was observed when EHMT2 was knocked out in E4 cells
and there were no additive effects observed in the presence of SAHA (Fig. 1).

Chromatin immunoprecipitation (ChIP) assays showed that these proteins were
highly enriched in the HIV-1 genome in E4 cells infected with mock CRISPR-Cas9 viruses
and substantially removed from the HIV-1 provirus when the genes were disrupted
(Fig. 2). Together with the removal of EZH2 and EHMT2, there were substantial
reductions in the levels of H3K27me3 and H3K9me2 at the HIV-1 long terminal repeat
(LTR). Interestingly, knockout of EZH2 resulted in the depletion of both H3K27me3 and
H3K9me2, while knockout of G9a only caused a reduction in the level of H3K9me2.
Furthermore, enhanced accumulation of RNA polymerase (RNAP) II at the promoter-
proximal pause site was observed only when EZH2 was knocked out (24).

These results are consistent with shRNA experiments used to reduce the expression
of each of PRC2 subunits, EHMT2 (G9a), the H3K9-specific demethylase KDM1 (LSD1),
and SUV39H1 (see Fig. S1 and S2 in the supplemental material). ChIP assays show that
all of the components of the H3K27 and H3K9 silencing machinery are present at the
LTRs of latent proviruses and removed after activation with tumor necrosis factor alpha
(TNF-�) (see Fig. S3). KDM1 (LSD1), an H3K9 demethylase that, together with EHMT2,
forms part of the CoREST and CTIP2 repressor complexes, was also present at the LTR
and declined after TNF-� activation (see Fig. S3).
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JARID2 mediates PRC2 recruitment to latent HIV-1 proviruses. Many studies
suggest that in mammalian systems, JARID2 mediates the recruitment of PRC2 to its
target genes (29). In our shRNA screenings, shRNAs targeting JARID2 were highly
ranked (Table 1). As shown in Fig. 1, CRISPR-mediated knockout of JARID2 expression
in E4 cells resulted in enhanced spontaneous reactivation of HIV-1 and sensitized latent
proviruses to additional stimulation by SAHA. The level of proviral reactivation acquired
from JARID2 knockout was comparable to that observed when we knocked out EZH2.

When we performed ChIP assays of JARID2-disrupted E4 cells, we observed a
significant reduction in the level of JARID2 association with the HIV LTR compared to

TABLE 1 Enrichment of histone methyltransferase complexes in shRNA screeninga

Protein

E4 2D10

Rank Percentile Rank Percentile

PRC2
EED 10,615 38.65 4,704 31.65
EZH2 2,654 9.66 518 3.48
EZH1 7,701 28.04 90 3.35
RBBP4 4,920 17.91 3,364 22.63
RBBP7 3,370 12.27 444 2.98
SUZ12 1,820 6.62 840 5.65
AEBP2 2,768 10.14 2,538 11.74
JARID 2 2,688 9.77 1,744 6.99
Avg 16.63 10.72

PRC1
BMI1 4,013 14.61 830 5.58
CBX2 567 2.06 757 5.09
CBX4 481 1.75 2,538 17.07
CBX8 3,302 12.09 5,478 25.34
HSPA1A 2,430 8.84 2,804 18.86
PHC1 5,701 20.75 4,215 28.36
PHC2 679 2.48 3,447 15.94
PHC3 2,434 8.911 1,172 5.42
RING1 14,235 51.83 10,885 73.25
RNF2 1,916 6.97 1,372 9.23
SCMH1 10,905 39.95 7,812 36.14
SMARCA5 2,648 9.63 5,743 23.03
YY1 8,428 30.64 6,074 40.87
Avg 16.20 23.40

SUV39H1-HP1 complex
CBX5 64 0.23 195 1.31
MBD1 4,055 14.76 86 0.57
SUV39H1 4,258 15.50 472 3.17
Avg 10.16 1.68

CtBP complex
KDM1B 7,103 25.83 13,817 55.40
CTBP1 472 1.71 5,378 36.19
CTBP2 438 1.59 1,720 11.57
EHMT1 13,002 47.34 2,613 17.58
EHMT2 3,713 13.51 2,638 17.75
HDAC1 14,496 52.78 1,059 7.12
HDAC2 5,973 21.74 10,002 67.30
RCOR1 9,550 34.98 2,804 12.97
ZEB1 2,012 7.31 3,505 14.05
Avg 22.98 26.66

aThe latently infected Jurkat cell lines E4 (wild-type Tat) and 2D10 (H13L Tat) (28) were superinfected with a
synthetic shRNA library (Cellecta, Inc., Mountain View, CA) containing a total of 82,500 shRNAs targeting
15,439 mRNA sequences in three modules. The data shown are almost exclusively from module 1, which is
focused on transcriptional control. d2EGFP� cells carrying reactivated proviruses were purified by sorting
twice, and the shRNA sequences were identified by next-generation sequencing. The sorting resulted in
clonal outgrowth of cells where latency had been reversed, and this was reflected in a skewed distribution
of reads. In the case of the E4 cells, the reads ranged from 19,619 to 1 with 27,464 shRNAs identified. For
2D10 cells, the reads ranged from 843,188 to 1 with 14,860 shRNAs identified. shRNAs were ranked in read
order with the highest rank being 1.
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that of E4 cells infected with mock CRISPR-Cas9 viruses. Concomitantly with reductions
in the levels of JARID2 along different positions of the HIV-1 genome, parallel reduc-
tions in the levels of EZH2 and H3K27me3 were also detected in exactly the same
regions (Fig. 2B). Therefore, we concluded that JARID2 plays a critical role in the
recruitment of PRC2 to the HIV-1 LTR.

PRC2 is required for “silent integration” of HIV-1 in Jurkat T cells. Infection of
cells by HIV-1 results in a high fraction of “silent integration” events where the virus
integrates into active regions of the chromatin but is largely transcriptionally inactive
(30). To determine whether PRC2 is also required for these silent integration events, we
used the experimental design illustrated in Fig. 3A. Briefly, we knocked down PRC2
proteins in Jurkat E6 cells with shRNAs and then superinfected the cells with vesicular
stomatitis virus G (VSV-G)-pseudotyped HIV-1. Three days after HIV-1 superinfection,
intracellular levels of H3K27me3 marks were measured by fluorescence-activated cell
sorting (FACS), while HIV infection efficiency was monitored by d2EGFP expression. We
subsequently treated infected cells with SAHA to reactivate silent viruses.

To analyze the results, we gated cells into two populations, high and low H3K27me3.
We calculated the percentage of d2EGFP expression in each population. The values are
shown in red for the high-H3K27me3 population and in blue for the H3K27m3 low
population in Fig. 3B and C. For clarity, only flow data from the infection conditions
used with cells expressing scrambled and EZH2 shRNAs are shown. For data from cells
expressing other PRC2-targeting shRNAs, see Fig. S4 and S5.

If EZH2 (or any other epigenetic regulator) is required for establishing silent inte-
gration events, then we would expect to see an enhancement of GFP� cells in the initial
infection and a reduction in the number of GFP� cells after treatment with 1 �M SAHA
for 18 h. In cells expressing EZH2 shRNA (Fig. 3B and C), SAHA treatment caused only
a slight increase in d2EGFP expression (from 84 to 87%) in the low-H3K27me3 popu-
lation, while the same treatment resulted in a 17% increase in d2EGFP expression (from
69 to 86%) in the high-H3K27me3 population. Similar results were seen in cells
expressing shRNAs targeting other subunits of PRC2 (see Fig. S5). These differences in
viral responsiveness between the two cell populations, normalized to the total number
of virus-infected cells in each population (the inducible virus percentage), were statis-
tically significant for all of the PRC2 subunits (Fig. 3D, top). The total number of
virus-infected cells in each population was the total number of d2EGFP� cells in the
same population following SAHA treatment. For example, for the EZH2 subunit, the
percentages of inducible viruses would be 20.1% (17%/87%) and 4.6% (4%/88%) for
the high- and low-H3K27me3 populations of cells, respectively.

FIG 1 CRISPR-mediated depletion of EZH2 or JARID2 reactivates latent HIV-1 in E4 cells. Panels: A, EZH2-disrupted cells; B,
JARID2-disrupted cells; C, EHMT2 (G9a)-disrupted cells. (Top) Western blot assays showing histone methyltransferases and
methylated histones. (Bottom) Quantification of HIV-1 reactivation. E4 cells were infected with CRISPR-Cas9-expressing viruses
targeting the proteins indicated. Reactivation of HIV-1 by stimulation with SAHA (1 �M) overnight was measured 7 days
postinfection by FACS analysis. Error bars represent the SEM of three separate experiments.
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These data were also used to calculate the relative proportion of silenced proviruses
in the scrambled and PRC2-targeted-shRNA-expressing Jurkat cells (regardless of
H3K27me3 levels) (Fig. 3D). For each subunit of PRC2, we first calculated the total
percentage of silent viruses, which was the percent difference in the number of
d2EGFP� cells between SAHA-stimulated and untreated conditions. The relative silenc-
ing value was then calculated by dividing the percentage of silent viruses observed
under knockdown conditions by that from the scrambled control. For example, as
shown in Fig. 3B and C, for the EZH2 subunit, the total percentages of d2EGFP� cells
before and after SAHA treatment were 75.05% and 87.32%, respectively. The percent-
age of silenced viruses from the EZH2 knockdown condition was therefore 14% ([87.32
to 75.05]/87.32). Similarly, the percentage of silenced viruses from the scrambled
control was 37.4% ([72 to 45.06]/72).

The relative silencing value (Fig. 3D) was calculated by dividing the normalized total
percentage of silent viruses from the PRC2 knockdowns by that from the scrambled
control. The relative silencing values for EZH2 knockdown and the scrambled control
were therefore 37.55% and 100%. Of the PRC2 subunits, EZH2 had the most drastic

FIG 2 Distribution of histone methyltransferases and methylated histones on HIV proviruses following CRISPR disruption. (A) EZH2
and EHMT2 disruption. (B) JARID2 disruption. ChIP assays were performed with E4 cells infected with the CRISPRs indicated by using
primers to the HIV LTR and downstream regions (27). HIV DNA levels were calculated as percentages of the input. Error bars represent
the SEM of three separate real-time PCR measurements.
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impact on the establishment of HIV-1 latency, and knockdown of this protein resulted
in an approximately 70% reduction in the number of silenced proviruses. It is likely that
the recruitment of PRC2 to HIV-1 occurs immediately after HIV-1 infection, as we could
detect reductions in HIV-1 silent infection following PRC2 shRNA-mediated knockdown
as early as 3 days after HIV-1 infection.

As we expected, pretreatment of Jurkat cells with 3-deazaneplanocin A (DZNep), an
EZH2 inhibitor, decreased global trimethylation at H3K27 in these cells and the levels
of silent proviruses (see Fig. S7). When we quantified the relative silencing of HIV-1
infection in DZNep-treated cells, treatment with 10 �M DZNep also resulted in approx-
imately 80% reductions in the proportions of HIV-1 silent infection in Jurkat T cells.

The H3K9 silencing machinery is required to establish latency in Jurkat T cells.
A similar approach was used to define the role of H3K9 methylation machinery in the
establishment of HIV-1 latency after the knockdown of a series of proteins in the H3K9
methylation machinery (KDM1 [LSD1], EHMT2, and SUV39H1) with shRNAs (see Fig. S6).
The most potent effects were obtained with KDM1 (LSD1) shRNA, which led to
approximately 65% of the cells having lower levels of H3K9me2-3. However, the effects
of knocking down components of the H3K9 methylation machinery were not as
pronounced (3-fold change) as that of knocking down PRC2 components (3- to 5-fold).
Consistent results were obtained with the small-molecule inhibitors of the H3K9
methylation machinery BIX01294, UNC-0638 (EHMT2 inhibitors), and phenelzine (KDM1
[LSD1] inhibitor) (see Fig. S7 and S8).

Inhibition of EZH2 or EHMT2 methyltransferase activity reactivates latent
HIV-1 in resting T cells cultured ex vivo. To study the role of histone methyltrans-

FIG 3 PRC2 is required for silent integration of HIV-1 in Jurkat T cells. (A) Experimental scheme. (B) Representative flow data
measuring levels of H3K27me3 and HIV infection in cells expressing EZH2 or scrambled shRNA in untreated cells. (C) Cells
treated with 1 �M SAHA. Black, cell counts per quadrant; red, distribution of GFP� cells in high-H3K27me3 gate; blue,
distribution of GFP� cells in low-H3K27me3 gate. (D) Relative silencing of HIV-1 from cells treated with shRNAs targeting
different subunits of PRC2. (Top) Inducible virus in high- and low-H3K27me3 populations. (Bottom) Relative silencing after
knockdown of each of the PRC2 subunits. Error bars represent the SEM of three separate experiments.
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ferases in HIV latency in primary cells, we performed a similar set of experiments by
using a polarized primary cell model (31). The model was designed to recapitulate the
establishment of HIV-1 latent reservoirs in effector T cells that revert to a resting G0
state to become memory T cells (12). Briefly, naive CD4� cells from healthy donors were
polarized into Th17, Th1, and Th2 cells. The polarized cells were infected with VSV-G-
pseudotyped HIV-1 and forced into quiescence by culturing in medium containing low
concentrations of cytokines.

With this protocol, about 80% of the HIV-1-infected cells became latent after 27 days
and maintained high viability (see Fig. S9A). More than 70% of the quiescent cells
lacked the cellular proliferation markers Ki-67 and CycD3. pSer175, a marker of acti-
vated P-TEFb (32), was also absent from the resting G0 cells. HIV can then be latently
reactivated in the vast majority of the cells through TCR activation with Dynabeads
Human T-Activator CD3/CD28.

Several extremely selective and potent small-molecule inhibitors of EZH2, such as
GSK-343 and EPZ-6438, have recently been developed (33, 34). EPZ-6438 is currently
being used in clinical trials with patients with B-cell lymphoma (http://clinicaltrials.gov/
ct2/show/NCT02601950). Primary cells harboring latent HIV-1 were treated with in-
creasing concentrations of GSK-343 or EPZ-6438 for 4 days. Reactivation of latent
proviruses, indicated by Nef expression, and induction of P-TEFb, indicated by en-
hanced levels of CDK9 phosphorylation at S175 (pSer175-CDK9), were measured by
FACS (Fig. 4). As shown in Fig. 4A and B (see also Fig. S9), substantial proviral
reactivation (as measured by GFP and Nef expression) was seen in all three polarized
cell types with low doses of GSK-343 and EPZ-6438 alone without the need to combine
them with other agents. Levels of reactivation of HIV-1 in cells treated with as little as
10 nM GSK-343 or EPZ-6438 were 20 to 25% of the cell population.

To our surprise, we also observed a dose-dependent reactivation of latent proviruses
when we treated resting Th17 cells with various concentrations of the H3K9 methyl-
transferase inhibitor UNC-0638 (Fig. 4C). The maximum level of reactivation following
UNC-0638 treatment (35%) was comparable to that achieved with GSK-343 or EPZ-
6438, although UNC-0638 was slightly more toxic than GSK-343 or EPZ-6438. These
data indicated that unlike what we saw in our T-cell-line model, EHMT2 is also involved
in the maintenance of HIV-1 latency in Th17 cells cultured ex vivo.

Histone methyltransferases are required for establishment of latency in pri-
mary cells. We next investigated the role of EZH2 and EHMT2 in the establishment of
HIV-1 latency in the Th17 cell model. Th17 cells were treated with GSK-343, EPZ-6438,
or UNC-0638 (100 nM) for 72 h and then infected with HIV-1 (Fig. 5A). HIV-1-infected
cells were isolated and cultured under low-cytokine conditions to force entry into
quiescence and silence the proviruses. The inhibitors were replenished every 72 h. On
day 26, the quiescent cells were washed to remove the drugs and latent proviruses
were induced with three different stimulators, Dynabeads Human T-Activator CD3/
CD28, interleukin-15 (IL-15), or concanavalin A (ConA). Reactivated proviruses were
detected by FACS measuring Nef and pSer175-CDK9 levels.

Following dimethyl sulfoxide (DMSO) treatment, 5% of the activated proviruses
were detected, while approximately 8%, 10%, and 4% of the activated proviruses were
detected in cells treated with GSK-343, EPZ-6438, or UNC-0638, respectively (Fig. 5B).
These values indicated that there were fewer proviruses progressing into latency in
cells treated with EZH2 inhibitors than in those treated with DMSO or the EHMT2
inhibitor. When IL-15 and ConA, which are relatively weak activators of latent provi-
ruses, were added, enhanced activation was observed (Fig. 5B). For example, 10% of the
latent proviruses were reactivated from cells pretreated with DMSO and induced with
50 ng/ml IL-15, whereas 27% (GSK-343), 40% (EPZ-6438), and 22% (UNC-0638) were
induced from cells pretreated with epigenetic modulators. Reactivation of latent pro-
viruses by TCR stimulation was also enhanced in cells pretreated with EZH2 or the
EHMT2 inhibitor compared to that in DMSO-pretreated cells, although the magnitude
of this effect was limited since virtually all of the latent proviruses were activated under
these conditions in cells not treated with drugs.
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Epigenetic modulators reactivate latent HIV-1 from well-suppressed patients.
Our data on Th17 primary cells indicated that GSK-343, EPZ-6438, and UNC-0638 were
potent LRAs. Therefore, we investigated whether these compounds could reactivate
the transcription of latent proviruses in HIV-1-infected patients undergoing HAART and
how they reactivated latent proviruses when used in combination with other LRAs.
Memory CD4� T cells were isolated from three different donors and treated with
100 nM GSK-343, EPZ-6438, or UNC-0638 for 72 h. Cells were then further treated
overnight with IL-15 (50 ng/ml) or SAHA (500 nM). Reactivation of latent provirus
transcription was then measured with the EDITS assay, which measures the abundance
of singly spliced env mRNAs by next-generation sequencing. Levels of latent provirus
reactivation were calculated as the number of cells harboring HIV-1 env mRNAs per
million cells. Cell numbers were based on a standard curve prepared from sorted
HIV-expressing cells (Fig. 6). TCR stimulation, which is the most potent known stimu-
lator of latently infected patient cells, resulted in reactivation of HIV-1 in 170/106 cells,
while the epigenetic modulators led to reactivation of HIV-1 in 20 to 35/106 cells. The
most effective activator was UNC-0638, which caused reactivation of HIV-1 in 35/106

cells.
Importantly, all of the compounds exhibited synergistic reactivation effects when

combined with IL-15 and SAHA in all three donors. For instance, single treatment with

FIG 4 Reactivation of HIV-1 latent proviruses in Th17 resting memory T cells by histone methyltransferase inhibitors. Cells were
treated for 96 h with the concentrations of GSK-343 (A), EPZ-6438 (B), or UNC-0638 (C) indicated. Reactivation of latent HIV-1,
monitored by Nef expression, and P-TEFb reactivation, monitored by phosphorylated S175 CDK9 levels, were measured by FACS.
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GSK-343 and IL-15 resulted in reactivation of latent HIV-1 in 22 and 34/106 cells,
respectively. However, combined treatment with GSK-343 and IL-15 led to reactivation
of HIV-1 in 125/106 cells, which is close to the levels achieved with TCR stimulation.
Similar values were measured following treatment with the other LRA combinations,

FIG 6 Induction of latent HIV-1 in CD4� memory T cells from well-suppressed patients by histone methyltransferase inhibitors.
CD4� memory T cells isolated from HIV-1-infected patients were treated for 72 h with 100 nM GSK-343, EPZ-6438, or UNC-0638 in
the presence or absence of IL-15 (50 ng/ml) or SAHA (500 nM) for 16 h. The levels of spliced HIV-1 env mRNA were measured by
the EDITS next-generation sequencing assay and are presented as numbers of cells containing reactivated HIV-1 per 106 cells.

FIG 5 EZH2 and EHMT2 are required for the establishment of latent HIV-1 in primary Th17 cells. (A)
Experimental design. (B) Reactivation of latent proviruses by Dynabeads Human T-Activator CD3/CD28,
IL-15 (50 ng/ml), or ConA (5 �g/ml) in cells pretreated with DMSO, 100 nM GSK-343, EPZ-6438, or
UNC-0638.
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ranging from 100 to 150/106 cells. Thus, GSK-343, EPZ-6438, and UNC-0638 induce
reactivation of latent HIV-1 in central memory CD4� T cells recovered from well-
suppressed patients. Furthermore, each one of these inhibitor acts synergistically with
IL-15 or SAHA to effectively reactivate latent HIV-1.

DISCUSSION
The H3K27 and H3K9 methylation machineries. Methylation of histone H3 at

lysines 9 and 27 is strongly correlated with the transcriptional repression of genes and
formation of heterochromatin (35) and is controlled primarily by three HKMT com-
plexes, PRC2, CtBP (EHMT2/GLP), and SUV39H1. The PRC2 core complex, which includes
four proteins (EZH1/EZH2, SUZ12, EED, and RbAp46/48) (29), is responsible for di- and
trimethylation of H3K27, although the PRC2-EZH1 complex has lower methylase activity
than the PRC2-EZH2 complex. The recently identified PRC2 auxiliary factors AEBP2,
PCLs, and JARID2 (29, 36, 37) are believed to play a role in the fine-tuning of PRC2
activity or modulation of the recruitment of PRC2 to its target chromatin (36, 38).
SUV39H1 and EHMT2 belong to the SUV39H subgroup of SET domain-containing
molecules and catalyze H3K9 mono-, di-, and trimethylation (39). SUV39H1 is required
for the formation of pericentromeric heterochromatin (40), whereas EHMT2 forms a
stoichiometric heterodimer with GLP, an EHMT2 like protein that dominantly catalyzes
mono- and dimethylation of H3K9 at euchromatin (40). In addition to their primary
function of methylating histones, these enzymes may also target transcription factors,
such as STAT3, p53, GATA4, and NF-�B (41, 42), at the proviral promoter, expanding
their potential effects on transcription.

Only PRC2 is essential for maintenance of HIV-1 latency in Jurkat T cells. We
have previously shown that EZH2 is required to maintain proviral latency (24). In the
present study, we expanded these results by knocking down each of the subunits of
PRC2 (EZH2, EED, SUZ12, and RBBP7) and demonstrating proviral reactivation (see
Fig. S1). Similarly, our unbiased shRNA library screening identified most of the subunits
of PRC2 as strong hits (Table 1). These observations are consistent with other findings
showing that EED and SUZ12 are also crucial for the methyltransferase activity of the
enzymatic subunit EZH2 (36, 37). ChIP assays showed that all of the core subunits of
PRC2 are enriched at regions surrounding the HIV-1 promoter and displaced when
HIV-1 transcription is reactivated (see Fig. S1D). Thus, the entire PRC2 complex is
recruited to the HIV-1 promoter to impose H3K27me3 restriction and suppress HIV-1
transcription.

Depletion of components of the H3K9 methylation machinery (EHMT2, SUV39H1,
and KDM1 [LSD1]) did not measurably reverse HIV-1 latency in Jurkat cells, even though
these factors are also present at the provirus promoter (see Fig. S2). Similarly, treatment
of latently HIV-1-infected cells with an EHMT2 inhibitor (BIX01294) or a potent SUV39H1
inhibitor (chaetocin) did not effectively reactivate proviruses (24).

The results imply that H3K27me3 is dominant over H3K9 methylation in maintaining
HIV-1 latency in the cell lines tested. The persistence of PRC2 at the promoter under
conditions in which EHMT2 is removed may provide an explanation for the greater
repression imposed by PRC2. Removal of EZH2 by CRISPR-mediated gene disruption
results in the loss of both EZH2 and EHMT2 from the LTR, whereas depletion of EHMT2
is more selective (Fig. 2).

Both EHMT2 and EZH2 are required to establish HIV-1 latency. Depletion of
each of the subunits of PRC2 in Jurkat T cells also resulted in reduced silencing of HIV-1.
EZH2 depletion had the greatest impact, presumably because of its enzymatic activity;
however, components of the H3K9 methylation machinery (KDM1 [LSD1], EHMT2,
and SUV39H1) were also necessary for establishment of viral silencing (Fig. 3D; see
Fig. S6). Similar results were obtained with inhibitors to block EZH2 and EHMT2
activity, suggesting that the two machineries function in conjunction to establish
HIV-1 silencing.

We also detected a role for KDM1 (LSD1) in the establishment, but not the main-
tenance, of HIV-1 latency in T-cell lines, implying that it acts as a repressor of HIV-1
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transcription. This is in agreement with a previous study showing that KDM1 (LSD1)
represses HIV-1 transcription in microglial cells by cooperating with CTIP2 to recruit
HDAC and SUV39H1 to the HIV-1 promoter (43).

Multiple histone methyltransferases are required for the establishment and
maintenance of HIV-1 latency in resting memory T cells. Pharmacological inhibition
of EZH2 by GSK-343 and EPZ-6438 was able to induce latent proviruses in primary Th1,
Th2, or Th17 resting memory cells infected ex vivo. In contrast to the Jurkat cell system,
where EZH2 inhibition led to relatively modest latency reversal, HIV-1 in our primary T
cells was substantially reactivated by GSK-343 or EPZ-6438 (Fig. 4; see Fig. S9). Further-
more, reactivation experiments we performed with memory CD4� T cells from HIV-1-
infected donors also show that GSK-343 and EPZ-6438 can induce the transcription of
latent HIV-1 (Fig. 5).

In contrast to what we observed in Jurkat cells, reactivation experiments with
UNC-0638 on latently HIV-1-infected primary Th17 cells cultured ex vivo (Fig. 4) and
memory CD4� T cells from HIV-1-infected donors (Fig. 6) demonstrated the involve-
ment of EHMT2 in the maintenance of HIV-1 latency in primary cells.

Our results obtained with latently HIV-1-infected primary T cells are somewhat
inconsistent with the findings of Tripathy et al. (23). Those authors used the Lewin
model, in which resting cells were activated by CCL19 and then allowed to revert to
quiescence for a limited period of time. Under these conditions, GSK-343 was an
ineffective inducer of HIV, although it did show enhanced reactivation with SAHA. It
seems likely that the epigenetic transcriptional block induced by EHMT2 and PRC2 on
HIV-1 is gradually built up, and additional layers of epigenetic restrictions, including
DNA methylation (44, 45), may be imposed over time.

Treatment of cells with EZH2 or EHMT2 inhibitors during the establishment of HIV-1
latency in Th17 cells slightly reduces the yield of latent proviruses and highly sensitizes
them to exogenous stimulators such as IL-15, ConA, or TCR (Fig. 5). Thus, inhibition of
either histone methyltransferase reduces the efficacy of the epigenetic restrictions
imposed on HIV-1 as it progresses toward latency in primary T cells. The partial silencing
that can be achieved by single histone methyltransferases in this system is perhaps due
to additional blocks to HIV transcription also imposed in quiescent T cells by the lack
of P-TEFb and sequestration of the transcription initiation factors NFAT and NF-�B (16).

Epigenetic modulators are effective LRAs in patient cells. In this report, we have
described for the first time the use of EZH2 and EHMT2 histone methyltransferase
inhibitors as HIV-1 LRAs in memory CD4� T cells isolated from HIV-1-infected donors
receiving HAART. Numerous studies indicate that combinations of different LRAs are
more effective than single agents in reactivating latent HIV-1 reservoirs (22, 46). This is
also true of the histone methyltransferase inhibitors, which exhibit synergistic effects
when used combinatorially with other agents, such as IL-15 or SAHA. Tripathy et al. (23)
also observed synergy between SAHA and GSK-343 in proviral reactivation in primary
cells.

In conclusion, our findings indicate that PRC2 and EHMT2 both play essential roles
in the establishment and maintenance of HIV-1 latency in resting memory cells infected
ex vivo and in vivo. Small molecules inhibiting histone H3 lysine methyltransferases,
such as GSK-343, EZP-6438, or UNC-0638, may therefore find a role as part of a
latency-reversing regimen for HIV eradication.

MATERIALS AND METHODS
Cell lines and cell culture reagents. E4, a latently HIV-1-infected cell line, was used (24). Cells were

cultured in HyClone RPMI medium with L-glutamine, 10% fetal bovine serum (FBS), penicillin (100 IU/ml),
and streptomycin (100 �g/ml) in 5% CO2 at 37°C. Primary T cells were cultured in RPMI medium
supplemented with 10% FBS, primocin, and 25 mM HEPES (pH 7.2). Cell viability after treatment with
drugs was measured by propidium iodide staining.

VSV-G-pseudotyped HIV-1 production. VSV-G-pseudotyped HIV-1 was produced as previously
described, with the d2EGFP-Nef-pHR’ vector (which expresses Nef and d2EGFP), as well as the pdR8.91
and VSV-G vectors (28). Jurkat cells were infected with HIV-1 by spinoculation with viruses at 3,480 rpm
for 1.5 h at room temperature.
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CRISPR-Cas9, shRNA constructs, and infections. Genomic RNA targeting EZH2 (TGAGCTCATTGC
GCGGGACT), Jarid2 (GGATTCCGTGGTCAGAAGAA), or EHMT2 (TTCCCCATGCCCTCGCATCC) was cloned
into the lentiCRISPR v2 plasmid expressing mCherry (47). lentiCRISPR v2 was a gift from Feng Zhang
(Addgene plasmid catalog no. 52961). shRNA sequences targeting different subunits of PRC2 proteins
identified from the library screening were cloned into the retroviral pWKC1 backbone (which expresses
an mCherry reporter gene) or pSIREN-retroQ (631526; Clontech). The following shRNA sequences
were used: scrambled, TTGATGCACTTACTAGATTAC; EZH2, CCCAACATAGATGGACCAAAT; EED, clone ID
TRCN0000021206 (Open Biosystems); SUZ12, CCACAAGAAATGGAAGTAGAT; AEBP2, GCACCAAAGTTGGT
CTTGAAA; RBBP7, CCTCCAGAACTCCTGTTTATT; KDM1, LSD1; GCTACATCTTACCTTAGTCAT; EHMT2, CCTC
TTCGACTTAGACAACAA; SUV39H1, CCTCGGTATCTCTAAGAGGAA.

Western blotting. Anti-EZH2 (17-662; Millipore), anti-EED (sc-133537; Santa-Cruz), anti-SUZ12 (17-
661; Millipore), anti-Jarid2 (AB192252; Abcam, Inc.), anti-EHMT2 (3356S; Cell Signaling), anti-AEBP2
(AB107892; Abcam, Inc.), anti-RBBP7 (6882S; Cell Signaling), anti-glyceraldehyde-3-phosphate dehydro-
genase (sc-47724; Santa-Cruz), anti-�-actin (Santa-Cruz), anti-Spt5 (Santa-Cruz Biotechnologies), anti-
histone H3 (AB1791; Abcam, Inc.), anti-histone H3K27me3 (AB6002; Abcam, Inc.), and anti-dimethyl
histone H3 (Lys9) (AB1220; Abcam, Inc.) antibodies were used for Western blotting, which was performed
as described previously (24). Fifty micrograms of total cell lysate or nuclear extract was loaded.

ChIP-qPCR analysis. ChIP was performed as previously described (24), with the Pierce agarose ChIP
kit (Thermo Scientific). For ChIP, anti-RNAP II (17-672 [Millipore] or sc-899 [Santa Cruz]), anti-EZH2 (17-662;
Millipore), anti-EED (17-10034; Millipore), anti-SUZ12 (17-661; Millipore), anti-Jarid2 (AB192252; Abcam,
Inc.), anti-histone H3 (AB1791; Abcam, Inc.), anti-histone H3K27me3 (AB6002; Abcam, Inc.), anti-EHMT2
(3356S; Cell Signaling), anti-SUV39H1 (8729S; Cell Signaling), anti-KDM1 (LSD1) (2139S; Cell Signaling),
anti-trimethyl histone H3 (Lys9) (AB8898, Abcam, Inc.), and anti-dimethyl histone H3 (Lys9) (AB1220;
Abcam, Inc.) antibodies were used. The percentage-of-input method was used to calculate the enrich-
ment of proteins in specific regions of the HIV-1 genome.

Flow cytometry intracellular staining. Cells were fixed with methanol-free formaldehyde (4%) at
room temperature for 15 min. Permeabilization of cell membrane was performed in BD Perm/Wash
buffer (51-2091 KZ; BD) for 5 min. Cells were stained with Di/TriMethyl histone H3 (Lys9) mouse
monoclonal antibody (MAb) (1:400 dilution; 5327; Cell Signaling) for 30 min and then with anti-mouse
IgG1 phycoerythrin (PE)-Cy7-conjugated secondary antibody (1:500 dilution; 25-4015; eBioscience) for
20 min. Staining of cells with Alexa Fluor 647-conjugated trimethyl histone H3 (Lys27) (1:750 dilution;
12158; Cell Signaling) was performed for 30 min. An Alexa Fluor 647-conjugated rabbit IgG XP MAb
(1:750 dilution; 2985; Cell Signaling) was used as an isotype control. The gate for FACS analyses of H3K9
di- or trimethylation was set on the basis of cells stained only with the anti-mouse IgG1 PE-Cy7-
conjugated secondary antibody, and that of H3K27 trimethylation was based on cells stained with the
isotype control.

Production of latently HIV-1-infected primary cells and virus reactivation. Naive CD4� T cells
were negatively isolated from peripheral blood mononuclear cells (PBMCs) with the Human Naive CD4�

T Cell Enrichment kit (19155RF; Stem Cell). Cells were cultured in medium supplemented with Dynabeads
Human T-Activator CD3/CD28 (25 �l/106 cells), transforming growth factor beta (TGF-�; 5 �g/ml), and
anti-IL-4 antibody (500-M04; PeproTech) (10 �g/ml) for 6 days to polarize cells into Th1 cells. To polarize
cells into Th2 cells, the anti-IL-4 antibody was replaced with an anti-gamma interferon (IFN-�) antibody
(500-M90; PeproTech) (10 �g/ml). Cytokine antibodies were used to polarize cells into Th17 cells as
follows: anti-TGF-� antibody, 5 �g/ml; anti-IL-4 antibody, 10 �g/ml; anti-IFN-� antibody, 10 �g/ml;
anti-IL-1� antibody, 10 �g/ml; anti-IL-6 antibody, 30 �g/ml; anti-IL-23 antibody, 50 �g/ml. Afterward,
cells were infected with VSV-G-pseudotyped HIV-1 Nef� virus, which expresses CD8a-d2EGFP. HIV-1-
infected cells were purified with an anti-CD8a selection kit (Stem Cell catalog no. 18953). Cells were
forced into quiescence by being cultured in medium supplemented with a low concentration of IL-2
(15 IU/ml) (for Th1 and Th2 cells) or low concentrations of IL-2 (15 IU/ml) and IL-23 (12.5 �g/ml) (for Th17
cells) for 2 weeks. Reactivation of proviruses were performed by incubating cells overnight with
Dynabeads Human T-Activator CD3/CD28 (25 �l/106 cells).

Treatment of latently HIV-1-infected primary cells with inhibitors. Cells were treated with
increasing concentrations of GSK-343, EPZ-6438, or UNC-0638 for 96 h. Cell viability was measured by
propidium iodide staining. Reactivation of latent provirus, indicated by Nef and pSer175-CDK9 levels, was
measured by FACS as described previously (32).

RNA induction (EDITS) assay. Memory CD4� T cells were isolated from three different HIV-1-
infected donors who were receiving HAART and had undetectable levels of viral RNA with the EasySep
Human Memory CD4� T-cell Enrichment kit (Stem Cell catalog no. 19157). One million cells were treated
with 100 nM GSK-343, EPZ-6438, or UNC-0638 for 72 h. Cells were left untreated or further treated with
IL-15 (50 ng/ml) or SAHA (500 nM) overnight. Total RNA was isolated and subjected to reverse
transcription (RT)-PCR with primers that specifically amplified singly spliced env mRNA of HIV-1. Next-
generation sequencing of RT-PCR products was performed to measure the abundance of env mRNAs. The
number of reads was converted into the equivalent number of cells harboring HIV-1 per 106 cells by
using a standard curve prepared from HIV-infected cells sorted by flow cytometry.

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

mBio.00133-17.
FIG S1, TIF file, 3.5 MB.

HKMTs Control HIV Latency ®

January/February 2017 Volume 8 Issue 1 e00133-17 mbio.asm.org 13

https://doi.org/10.1128/mBio.00133-17
https://doi.org/10.1128/mBio.00133-17
http://mbio.asm.org


FIG S2, TIF file, 1.7 MB.
FIG S3, TIF file, 1.2 MB.
FIG S4, TIF file, 5.5 MB.
FIG S5, TIF file, 4.5 MB.
FIG S6, TIF file, 4.2 MB.
FIG S7, TIF file, 4.4 MB.
FIG S8, TIF file, 4.9 MB.
FIG S9, TIF file, 23.7 MB.

ACKNOWLEDGMENTS
We thank members of the Karn laboratory for helpful discussions and support.

Lentiviral shRNA libraries were kindly provided and developed by Cellecta Inc., Moun-
tain View, CA, based on NIH-funded research grant support 44RR024095 and
44HG003355.

This work was supported by National Institutes of Health grants R01-AI067093,
R01-DA036171, and DP1-DA028869, AmfAR grant 108301-51-RGRL, a Vietnam Interna-
tional Education Development (VIED) fellowship (Kien Nguyen), and the CARE, Martin
Delaney Collaboratory (U19 AI096113; David Margolis, principal investigator). We also
thank the CWRU/UH Center for AIDS Research (P30-AI036219) for provision of flow
cytometry services.

The funders had no role in study design, data collection and interpretation, or the
decision to submit the work for publication.

REFERENCES
1. Haberer JE, Musinguzi N, Boum Y, II, Siedner MJ, Mocello AR, Hunt PW,

Martin JN, Bangsberg DR. 2015. Duration of antiretroviral therapy ad-
herence interruption is associated with risk of virologic rebound as
determined by real-time adherence monitoring in rural Uganda. J Acquir
Immune Defic Syndr 70:386 –392. https://doi.org/10.1097/QAI
.0000000000000737.

2. Williams JP, Hurst J, Stöhr W, Robinson N, Brown H, Fisher M, Kinloch S,
Cooper D, Schechter M, Tambussi G, Fidler S, Carrington M, Babiker A,
Weber J, Koelsch KK, Kelleher AD, Phillips RE, Frater J, SPARTACTrial
Investigators. 2014. HIV-1 DNA predicts disease progression and post-
treatment virological control. eLife 3:e03821. https://doi.org/10.7554/
eLife.03821.

3. Lassen K, Han Y, Zhou Y, Siliciano J, Siliciano RF. 2004. The multifactorial
nature of HIV-1 latency. Trends Mol Med 10:525–531. https://doi.org/10
.1016/j.molmed.2004.09.006.

4. Coiras M, López-Huertas MR, Pérez-Olmeda M, Alcamí J. 2009. Under-
standing HIV-1 latency provides clues for the eradication of long-term
reservoirs. Nat Rev Microbiol 7:798 – 812. https://doi.org/10.1038/
nrmicro2223.

5. Siliciano JD, Kajdas J, Finzi D, Quinn TC, Chadwick K, Margolick JB, Kovacs
C, Gange SJ, Siliciano RF. 2003. Long-term follow-up studies confirm the
stability of the latent reservoir for HIV-1 in resting CD4� T cells. Nat Med
9:727–728. https://doi.org/10.1038/nm880.

6. Finzi D, Blankson J, Siliciano JD, Margolick JB, Chadwick K, Pierson T,
Smith K, Lisziewicz J, Lori F, Flexner C, Quinn TC, Chaisson RE, Rosenberg
E, Walker B, Gange S, Gallant J, Siliciano RF. 1999. Latent infection of
CD4� T cells provides a mechanism for lifelong persistence of HIV-1,
even in patients on effective combination therapy. Nat Med 5:512–517.
https://doi.org/10.1038/8394.

7. Maldarelli F, Wu X, Su L, Simonetti FR, Shao W, Hill S, Spindler J, Ferris AL,
Mellors JW, Kearney MF, Coffin JM, Hughes SH. 2014. HIV latency.
Specific HIV integration sites are linked to clonal expansion and persis-
tence of infected cells. Science 345:179 –183. https://doi.org/10.1126/
science.1254194.

8. Wagner TA, McLaughlin S, Garg K, Cheung CY, Larsen BB, Styrchak S,
Huang HC, Edlefsen PT, Mullins JI, Frenkel LM. 2014. HIV latency. Prolif-
eration of cells with HIV integrated into cancer genes contributes to
persistent infection. Science 345:570 –573. https://doi.org/10.1126/
science.1256304.

9. Chun TW, Nickle DC, Justement JS, Large D, Semerjian A, Curlin ME,
O’Shea MA, Hallahan CW, Daucher M, Ward DJ, Moir S, Mullins JI, Kovacs

C, Fauci AS. 2005. HIV-infected individuals receiving effective antiviral
therapy for extended periods of time continually replenish their viral
reservoir. J Clin Invest 115:3250 –3255. https://doi.org/10.1172/JCI26197.

10. Chomont N, El-Far M, Ancuta P, Trautmann L, Procopio FA, Yassine-Diab
B, Boucher G, Boulassel MR, Ghattas G, Brenchley JM, Schacker TW, Hill
BJ, Douek DC, Routy JP, Haddad EK, Sékaly RP. 2009. HIV reservoir size
and persistence are driven by T cell survival and homeostatic prolifera-
tion. Nat Med 15:893–900. https://doi.org/10.1038/nm.1972.

11. International AIDS Society Scientific Working Group on HIV Cure, Deeks
SG, Autran B, Berkhout B, Benkirane M, Cairns S, Chomont N, Chun TW,
Churchill M, Di Mascio M, Katlama C, Lafeuillade A, Landay A, Lederman
M, Lewin SR, Maldarelli F, Margolis D, Markowitz M, Martinez-Picado J,
Mullins JI, Mellors J, Moreno S, O’Doherty U, Palmer S, Penicaud MC,
Peterlin M, Poli G, Routy JP, Rouzioux C, Silvestri G, Stevenson M, Telenti
A, Van Lint C, Verdin E, Woolfrey A, Zaia J, Barré-Sinoussi F. 2012.
Towards an HIV cure: a global scientific strategy. Nat Rev Immunol
12:607– 614. https://doi.org/10.1038/nri3262.

12. Siliciano RF, Greene WC. 2011. HIV latency. Cold Spring Harb Perspect
Med 1:a007096. https://doi.org/10.1101/cshperspect.a007096.

13. Routy JP, Angel JB, Spaans JN, Trottier B, Rouleau D, Baril JG, Harris M,
Trottier S, Singer J, Chomont N, Sékaly RP, Tremblay CL. 2012. Design
and implementation of a randomized crossover study of valproic acid
and antiretroviral therapy to reduce the HIV reservoir. HIV Clin Trials
13:301–307. https://doi.org/10.1310/hct1306-301.

14. Siliciano JD, Lai J, Callender M, Pitt E, Zhang H, Margolick JB, Gallant JE,
Cofrancesco J, Jr., Moore RD, Gange SJ, Siliciano RF. 2007. Stability of the
latent reservoir for HIV-1 in patients receiving valproic acid. J Infect Dis
195:833– 836. https://doi.org/10.1086/511823.

15. Shan L, Deng K, Shroff NS, Durand CM, Rabi SA, Yang HC, Zhang H,
Margolick JB, Blankson JN, Siliciano RF. 2012. Stimulation of HIV-1-
specific cytolytic T lymphocytes facilitates elimination of latent viral
reservoir after virus reactivation. Immunity 36:491–501. https://doi.org/
10.1016/j.immuni.2012.01.014.

16. Mbonye U, Karn J. 2014. Transcriptional control of HIV latency: cellular
signaling pathways, epigenetics, happenstance and the hope for a cure.
Virology 454 – 455:328 –339. https://doi.org/10.1016/j.virol.2014.02.008.

17. Ho YC, Shan L, Hosmane NN, Wang J, Laskey SB, Rosenbloom DI, Lai J,
Blankson JN, Siliciano JD, Siliciano RF. 2013. Replication-competent non-
induced proviruses in the latent reservoir increase barrier to HIV-1 cure.
Cell 155:540 –551. https://doi.org/10.1016/j.cell.2013.09.020.

18. Cillo AR, Sobolewski MD, Bosch RJ, Fyne E, Piatak M, Jr., Coffin JM,

Nguyen et al. ®

January/February 2017 Volume 8 Issue 1 e00133-17 mbio.asm.org 14

https://doi.org/10.1097/QAI.0000000000000737
https://doi.org/10.1097/QAI.0000000000000737
https://doi.org/10.7554/eLife.03821
https://doi.org/10.7554/eLife.03821
https://doi.org/10.1016/j.molmed.2004.09.006
https://doi.org/10.1016/j.molmed.2004.09.006
https://doi.org/10.1038/nrmicro2223
https://doi.org/10.1038/nrmicro2223
https://doi.org/10.1038/nm880
https://doi.org/10.1038/8394
https://doi.org/10.1126/science.1254194
https://doi.org/10.1126/science.1254194
https://doi.org/10.1126/science.1256304
https://doi.org/10.1126/science.1256304
https://doi.org/10.1172/JCI26197
https://doi.org/10.1038/nm.1972
https://doi.org/10.1038/nri3262
https://doi.org/10.1101/cshperspect.a007096
https://doi.org/10.1310/hct1306-301
https://doi.org/10.1086/511823
https://doi.org/10.1016/j.immuni.2012.01.014
https://doi.org/10.1016/j.immuni.2012.01.014
https://doi.org/10.1016/j.virol.2014.02.008
https://doi.org/10.1016/j.cell.2013.09.020
http://mbio.asm.org


Mellors JW. 2014. Quantification of HIV-1 latency reversal in resting
CD4� T cells from patients on suppressive antiretroviral therapy. Proc
Natl Acad Sci U S A 111:7078 –7083. https://doi.org/10.1073/pnas
.1402873111.

19. Archin NM, Bateson R, Tripathy MK, Crooks AM, Yang KH, Dahl NP,
Kearney MF, Anderson EM, Coffin JM, Strain MC, Richman DD, Robertson
KR, Kashuba AD, Bosch RJ, Hazuda DJ, Kuruc JD, Eron JJ, Margolis DM.
2014. HIV-1 expression within resting CD4� T cells after multiple doses
of vorinostat. J Infect Dis 210:728 –735. https://doi.org/10.1093/infdis/
jiu155.

20. Karn J. 2011. The molecular biology of HIV latency: breaking and restor-
ing the Tat-dependent transcriptional circuit. Curr Opin HIV AIDS 6:4 –11.
https://doi.org/10.1097/COH.0b013e328340ffbb.

21. Darcis G, Kula A, Bouchat S, Fujinaga K, Corazza F, Ait-Ammar A, Delacourt
N, Melard A, Kabeya K, Vanhulle C, Van Driessche B, Gatot JS, Cherrier T,
Pianowski LF, Gama L, Schwartz C, Vila J, Burny A, Clumeck N, Moutschen M,
De Wit S, Peterlin BM, Rouzioux C, Rohr O, Van Lint C. 2015. An in-depth
comparison of latency-reversing agent combinations in various in vitro and
ex vivo HIV-1 latency models identified bryostatin-1�JQ1 and ingenol-
B�JQ1 to potently reactivate viral gene expression. PLoS Pathog 11:
e1005063. https://doi.org/10.1371/journal.ppat.1005063.

22. Laird GM, Bullen CK, Rosenbloom DI, Martin AR, Hill AL, Durand CM,
Siliciano JD, Siliciano RF. 2015. Ex vivo analysis identifies effective HIV-1
latency-reversing drug combinations. J Clin Invest 125:1901–1912.
https://doi.org/10.1172/JCI80142.

23. Tripathy MK, McManamy ME, Burch BD, Archin NM, Margolis DM. 2015.
H3K27 demethylation at the proviral promoter sensitizes latent HIV to
the effects of vorinostat in ex vivo cultures of resting CD4� T cells. J Virol
89:8392– 8405. https://doi.org/10.1128/JVI.00572-15.

24. Friedman J, Cho WK, Chu CK, Keedy KS, Archin NM, Margolis DM, Karn J.
2011. Epigenetic silencing of HIV-1 by the histone H3 lysine 27 methyl-
transferase enhancer of Zeste 2. J Virol 85:9078 –9089. https://doi.org/
10.1128/JVI.00836-11.

25. du Chéné I, Basyuk E, Lin YL, Triboulet R, Knezevich A, Chable-Bessia C,
Mettling C, Baillat V, Reynes J, Corbeau P, Bertrand E, Marcello A, Emiliani
S, Kiernan R, Benkirane M. 2007. Suv39H1 and HP1gamma are respon-
sible for chromatin-mediated HIV-1 transcriptional silencing and post-
integration latency. EMBO J 26:424 – 435. https://doi.org/10.1038/sj
.emboj.7601517.

26. Imai K, Togami H, Okamoto T. 2010. Involvement of histone H3 lysine 9
(H3K9) methyltransferase G9a in the maintenance of HIV-1 latency and
its reactivation by BIX01294. J Biol Chem 285:16538 –16545. https://doi
.org/10.1074/jbc.M110.103531.

27. Jadlowsky JK, Wong JY, Graham AC, Dobrowolski C, Devor RL, Adams
MD, Fujinaga K, Karn J. 2014. Negative elongation factor is required for
the maintenance of proviral latency but does not induce promoter-
proximal pausing of RNA polymerase II on the HIV long terminal repeat.
Mol Cell Biol 34:1911–1928. https://doi.org/10.1128/MCB.01013-13.

28. Pearson R, Kim YK, Hokello J, Lassen K, Friedman J, Tyagi M, Karn J. 2008.
Epigenetic silencing of human immunodeficiency virus (HIV) transcrip-
tion by formation of restrictive chromatin structures at the viral long
terminal repeat drives the progressive entry of HIV into latency. J Virol
82:12291–12303. https://doi.org/10.1128/JVI.01383-08.

29. Margueron R, Reinberg D. 2011. The Polycomb complex PRC2 and its
mark in life. Nature 469:343–349. https://doi.org/10.1038/nature09784.

30. Duverger A, Jones J, May J, Bibollet-Ruche F, Wagner FA, Cron RQ,
Kutsch O. 2009. Determinants of the establishment of human immuno-
deficiency virus type 1 latency. J Virol 83:3078 –3093. https://doi.org/10
.1128/JVI.02058-08.

31. Das B, Dobrowolski C, Shahir AM, Feng Z, Yu X, Sha J, Bissada NF,
Weinberg A, Karn J, Ye F. 2015. Short chain fatty acids potently induce
latent HIV-1 in T-cells by activating P-TEFb and multiple histone modi-
fications. Virology 474:65– 81. https://doi.org/10.1016/j.virol.2014.10.033.

32. Mbonye UR, Gokulrangan G, Datt M, Dobrowolski C, Cooper M, Chance
MR, Karn J. 2013. Phosphorylation of CDK9 at Ser175 enhances HIV

transcription and is a marker of activated P-TEFb in CD4(�) T lympho-
cytes. PLoS Pathog 9:e1003338. https://doi.org/10.1371/journal.ppat
.1003338.

33. Verma SK, Tian X, LaFrance LV, Duquenne C, Suarez DP, Newlander KA,
Romeril SP, Burgess JL, Grant SW, Brackley JA, Graves AP, Scherzer DA,
Shu A, Thompson C, Ott HM, Aller GS, Machutta CA, Diaz E, Jiang Y,
Johnson NW, Knight SD, Kruger RG, McCabe MT, Dhanak D, Tummino PJ,
Creasy CL, Miller WH. 2012. Identification of potent, selective, cell-active
inhibitors of the histone lysine methyltransferase EZH2. ACS Med Chem
Lett 3:1091–1096. https://doi.org/10.1021/ml3003346.

34. Knutson SK, Warholic NM, Wigle TJ, Klaus CR, Allain CJ, Raimondi A,
Porter Scott M, Chesworth R, Moyer MP, Copeland RA, Richon VM,
Pollock RM, Kuntz KW, Keilhack H. 2013. Durable tumor regression in
genetically altered malignant rhabdoid tumors by inhibition of methyl-
transferase EZH2. Proc Natl Acad Sci U S A 110:7922–7927. https://doi
.org/10.1073/pnas.1303800110.

35. Kouzarides T. 2007. Chromatin modifications and their function. Cell
128:693–705. https://doi.org/10.1016/j.cell.2007.02.005.

36. Cao R, Zhang Y. 2004. SUZ12 is required for both the histone methyl-
transferase activity and the silencing function of the EED-EZH2 complex.
Mol Cell 15:57– 67. https://doi.org/10.1016/j.molcel.2004.06.020.

37. Pasini D, Bracken AP, Jensen MR, Lazzerini Denchi E, Helin K. 2004. Suz12
is essential for mouse development and for EZH2 histone methyltrans-
ferase activity. EMBO J 23:4061– 4071. https://doi.org/10.1038/sj.emboj
.7600402.

38. Li G, Margueron R, Ku M, Chambon P, Bernstein BE, Reinberg D. 2010.
Jarid2 and PRC2, partners in regulating gene expression. Genes Dev
24:368 –380. https://doi.org/10.1101/gad.1886410.

39. Shinkai Y, Tachibana M. 2011. H3K9 methyltransferase G9a and the
related molecule GLP. Genes Dev 25:781–788. https://doi.org/10.1101/
gad.2027411.

40. Peters AH, Kubicek S, Mechtler K, O’Sullivan RJ, Derijck AA, Perez-Burgos
L, Kohlmaier A, Opravil S, Tachibana M, Shinkai Y, Martens JH, Jenuwein
T. 2003. Partitioning and plasticity of repressive histone methylation
states in mammalian chromatin. Mol Cell 12:1577–1589. https://doi.org/
10.1016/S1097-2765(03)00477-5.

41. Dasgupta M, Dermawan JK, Willard B, Stark GR. 2015. STAT3-driven
transcription depends upon the dimethylation of K49 by EZH2. Proc Natl
Acad Sci U S A 112:3985–3990. https://doi.org/10.1073/pnas
.1503152112.

42. He A, Shen X, Ma Q, Cao J, von Gise A, Zhou P, Wang G, Marquez VE,
Orkin SH, Pu WT. 2012. PRC2 directly methylates GATA4 and represses its
transcriptional activity. Genes Dev 26:37– 42. https://doi.org/10.1101/
gad.173930.111.

43. Le Douce V, Colin L, Redel L, Cherrier T, Herbein G, Aunis D, Rohr O, Van
Lint C, Schwartz C. 2012. LSD1 cooperates with CTIP2 to promote HIV-1
transcriptional silencing. Nucleic Acids Res 40:1904 –1915. https://doi
.org/10.1093/nar/gkr857.

44. Kauder SE, Bosque A, Lindqvist A, Planelles V, Verdin E. 2009. Epigenetic
regulation of HIV-1 latency by cytosine methylation. PLoS Pathog
5:e1000495. https://doi.org/10.1371/journal.ppat.1000495.

45. Blazkova J, Trejbalova K, Gondois-Rey F, Halfon P, Philibert P, Guiguen A,
Verdin E, Olive D, Van Lint C, Hejnar J, Hirsch I. 2009. CpG methylation
controls reactivation of HIV from latency. PLoS Pathog 5:e1000554.
https://doi.org/10.1371/journal.ppat.1000554.

46. Bouchat S, Delacourt N, Kula A, Darcis G, Van Driessche B, Corazza F,
Gatot JS, Melard A, Vanhulle C, Kabeya K, Pardons M, Avettand-Fenoel V,
Clumeck N, De Wit S, Rohr O, Rouzioux C, Van Lint C. 2015. Sequential
treatment with 5-aza-2=-deoxycytidine and deacetylase inhibitors reac-
tivates HIV-1. EMBO Mol Med 8:117–138. https://doi.org/10.15252/
emmm.201505557.

47. Sanjana NE, Shalem O, Zhang F. 2014. Improved vectors and genome-
wide libraries for CRISPR screening. Nat Methods 11:783–784. https://
doi.org/10.1038/nmeth.3047.

HKMTs Control HIV Latency ®

January/February 2017 Volume 8 Issue 1 e00133-17 mbio.asm.org 15

https://doi.org/10.1073/pnas.1402873111
https://doi.org/10.1073/pnas.1402873111
https://doi.org/10.1093/infdis/jiu155
https://doi.org/10.1093/infdis/jiu155
https://doi.org/10.1097/COH.0b013e328340ffbb
https://doi.org/10.1371/journal.ppat.1005063
https://doi.org/10.1172/JCI80142
https://doi.org/10.1128/JVI.00572-15
https://doi.org/10.1128/JVI.00836-11
https://doi.org/10.1128/JVI.00836-11
https://doi.org/10.1038/sj.emboj.7601517
https://doi.org/10.1038/sj.emboj.7601517
https://doi.org/10.1074/jbc.M110.103531
https://doi.org/10.1074/jbc.M110.103531
https://doi.org/10.1128/MCB.01013-13
https://doi.org/10.1128/JVI.01383-08
https://doi.org/10.1038/nature09784
https://doi.org/10.1128/JVI.02058-08
https://doi.org/10.1128/JVI.02058-08
https://doi.org/10.1016/j.virol.2014.10.033
https://doi.org/10.1371/journal.ppat.1003338
https://doi.org/10.1371/journal.ppat.1003338
https://doi.org/10.1021/ml3003346
https://doi.org/10.1073/pnas.1303800110
https://doi.org/10.1073/pnas.1303800110
https://doi.org/10.1016/j.cell.2007.02.005
https://doi.org/10.1016/j.molcel.2004.06.020
https://doi.org/10.1038/sj.emboj.7600402
https://doi.org/10.1038/sj.emboj.7600402
https://doi.org/10.1101/gad.1886410
https://doi.org/10.1101/gad.2027411
https://doi.org/10.1101/gad.2027411
https://doi.org/10.1016/S1097-2765(03)00477-5
https://doi.org/10.1016/S1097-2765(03)00477-5
https://doi.org/10.1073/pnas.1503152112
https://doi.org/10.1073/pnas.1503152112
https://doi.org/10.1101/gad.173930.111
https://doi.org/10.1101/gad.173930.111
https://doi.org/10.1093/nar/gkr857
https://doi.org/10.1093/nar/gkr857
https://doi.org/10.1371/journal.ppat.1000495
https://doi.org/10.1371/journal.ppat.1000554
https://doi.org/10.15252/emmm.201505557
https://doi.org/10.15252/emmm.201505557
https://doi.org/10.1038/nmeth.3047
https://doi.org/10.1038/nmeth.3047
http://mbio.asm.org

	RESULTS
	Identification of HKMTs required to maintain silencing of HIV-1 transcription in T cells by shRNA library screening. 
	EZH2, but not EHMT2, is required to maintain HIV latency in Jurkat cells. 
	JARID2 mediates PRC2 recruitment to latent HIV-1 proviruses. 
	PRC2 is required for “silent integration” of HIV-1 in Jurkat T cells. 
	The H3K9 silencing machinery is required to establish latency in Jurkat T cells. 
	Inhibition of EZH2 or EHMT2 methyltransferase activity reactivates latent HIV-1 in resting T cells cultured ex vivo. 
	Histone methyltransferases are required for establishment of latency in primary cells. 
	Epigenetic modulators reactivate latent HIV-1 from well-suppressed patients. 

	DISCUSSION
	The H3K27 and H3K9 methylation machineries. 
	Only PRC2 is essential for maintenance of HIV-1 latency in Jurkat T cells. 
	Both EHMT2 and EZH2 are required to establish HIV-1 latency. 
	Multiple histone methyltransferases are required for the establishment and maintenance of HIV-1 latency in resting memory T cells. 
	Epigenetic modulators are effective LRAs in patient cells. 

	MATERIALS AND METHODS
	Cell lines and cell culture reagents. 
	VSV-G-pseudotyped HIV-1 production. 
	CRISPR-Cas9, shRNA constructs, and infections. 
	Western blotting. 
	ChIP-qPCR analysis. 
	Flow cytometry intracellular staining. 
	Production of latently HIV-1-infected primary cells and virus reactivation. 
	Treatment of latently HIV-1-infected primary cells with inhibitors. 
	RNA induction (EDITS) assay. 

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

