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Human retroviruses, including human T cell leukemia virus type 1
(HTLV-1) and HIV type 1 (HIV-1), encode an antisense gene in the
negative strand of the provirus. Besides coding for proteins, the
messenger RNAs (mRNAs) of retroviral antisense genes have also
been found to regulate transcription directly. Thus, it has been
proposed that retroviruses likely localize their antisense mRNAs
to the nucleus in order to regulate nuclear events; however, this
opposes the coding function of retroviral antisense mRNAs that
requires a cytoplasmic localization for protein translation. Here,
we provide direct evidence that retroviral antisense mRNAs are
localized predominantly in the nuclei of infected cells. The retro-
viral 3′ LTR induces inefficient polyadenylation and nuclear reten-
tion of antisense mRNA. We further reveal that retroviral antisense
RNAs retained in the nucleus associate with chromatin and have
transcriptional regulatory function. While HTLV-1 antisense mRNA
is recruited to the promoter of C-C chemokine receptor type 4 (CCR4)
and enhances transcription from it to support the proliferation of
HTLV-1–infected cells, HIV-1 antisense mRNA is recruited to the viral
LTR and inhibits sense mRNA expression to maintain the latency of
HIV-1 infection. In summary, retroviral antisense mRNAs are
retained in nucleus, act like long noncoding RNAs instead of mRNAs,
and contribute to viral persistence.
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Retroviruses have an RNA genome that can be reverse tran-
scribed into DNA and subsequently integrated into the host

genome. HIV-1 and HTLV-1 are two retroviruses pathogenic to
humans. Whereas HIV-1 is globally pandemic and infects over
30 million people, HTLV-1 is epidemic in areas such as south-
western Japan, sub-Saharan Africa, and South America and in-
fects 10 million people worldwide (1). CD4 T cells appear to be
the major target of both HIV-1 and HTLV-1 in vivo. However,
while HIV-1 eventually kills CD4 T cells and leads to the de-
velopment of AIDS, HTLV-1 drives the clonal proliferation of
CD4 T cells, causing an adult T cell leukemia (ATL) in 5% of
infected individuals (2). In vivo, both HIV-1 and HTLV-1 in-
fections can enter latency where viral transcription or replication
is barely detected, rendering viral countermeasures ineffective.
Retroviruses share a similar genome structure. The integrated

retroviral genome, called the provirus, has two identical long
terminal repeats (LTR) located at its 5′ and 3′ ends, respectively.
The 5′ LTR acts as the promoter of almost all retroviral genes
and thus is indispensable for viral transcription and replication.
However, selective methylation of the 5′ LTR and the subse-
quent viral latency have been observed in HIV-1 and HTLV-1
(3–6). In contrast, the 3′ LTR of HIV-1 and HTLV-1 remains
nonmethylated (3–6), and recent findings have shown that novel
retroviral genes are transcribed from the 3′ LTR in an antisense
direction (7, 8). HTLV-1 encodes an antisense gene named
HTLV-1 bZIP factor (HBZ) (9), which is expressed in all HTLV-
1–infected individuals (2). The HBZ protein has versatile func-
tions and plays important roles in HTLV-1 pathogenesis (9).
HIV-1 also encodes an antisense protein (ASP) gene. Although

its function remains less characterized so far, several studies have
demonstrated that ASP protein is likely a structural protein of
HIV-1 virion that associates with gp120 (10) and is also func-
tionally involved in autophagy regulation (11, 12). In addition,
the ASP protein can be recognized by the host immune system
and induce a specific CD8 T cell response (13, 14). More im-
portantly, the presence of the ASP gene has been suggested to be
associated with the HIV-1 pandemic (7, 15).
An intriguing finding about retroviral antisense genes is that

their messenger RNAs (mRNAs) harbor regulatory functions.
For example, HBZ RNA has been found to promote transcrip-
tion of host genes such as E2F transcription factor 1 (E2F1),
survivin, and CCR4 (16–18), whereas ASP RNA is able to sup-
press HIV-1 sense RNA transcription (19, 20). It has thus been
suspected that retroviral antisense mRNAs are likely localized in
nucleus in order to regulate transcription; however, this idea is
challenged by their protein-coding roles that require them to be
cytoplasmic. To better understand the nature of retroviral anti-
sense mRNAs, we systemically examined their expression and
subcellular localization by using a highly sensitive single-molecule
RNA fluorescence in situ hybridization (FISH) assay (SI Appendix,
Fig. S1 A and B) (21). Here, we provide direct evidence that en-
dogenous retroviral antisense mRNAs are predominantly local-
ized in the nucleus and associate with chromatin, which strongly
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suggests that they act more like nuclear long noncoding RNAs
(lncRNAs) to regulate transcription.

Results
The HTLV-1 Antisense mRNA, HBZ, Is Predominantly Localized in the
Nucleus in Infected Cells. By using RNA fluorescence in situ
hybridization (RNA-FISH), we first examined eight HTLV-
1–infected cell lines, including those with or without expression
of HTLV-1 Tax, the activator of HTLV-1 sense transcription. As
shown in Fig. 1A, HBZ mRNA, despite coding for a pathogenic
HBZ protein, is localized predominantly in the nucleus in
HTLV-1–infected cell lines, regardless of the presence of Tax.
The average percentage of HBZ RNA that was nuclear localized
in each of the above cell lines was calculated and ranged from 59
(MT1) to 95% (ATL-43T-) (SI Appendix, Fig. S1C). In contrast,
HTLV-1 sense mRNAs were detected mostly in the cytoplasm in
Tax+ cell lines (Fig. 1A). In accordance with a recent study (22),
we observed nuclear localization of HBZ RNA as well in pe-
ripheral blood mononuclear cells (PBMC) isolated from HTLV-
1–infected patients with HTLV-1–associated myelopathy (HAM)
(23) or ATL (24) (Fig. 1B). In these four cases, the percentages of
HBZ RNA spots that were nuclear localized were all over 80% (SI
Appendix, Fig. S1D). Moreover, we performed de novo HTLV-1
infection of two HTLV-1–negative T cell lines, Jurkat and Kit225,
and detected HBZ RNA mainly in the nuclei of these infected
cells as well (Fig. 1C and SI Appendix, Fig. S1E); thus, nuclear
retention of HBZ RNA is independent of late events in HTLV-1
infection such as cellular transformation (25). Collectively, HBZ
RNA was consistently detected in the nucleus in HTLV-
1–infected primary cells or cell lines, independent of viral sense
transcription.

HBZ RNA Is Inefficiently Polyadenylated. To understand how HBZ
RNA is retained in the nucleus, we first examined its sequence to
search for a possible nuclear-retention signal. We cloned the
HBZ gene into a pME vector (SI Appendix, Fig. S2A), which has
an enhanced SV40 promoter, SRα, that allows optimal expres-
sion in various types of cell lines (26) and an efficient SV40
polyadenylation signal (27). Then, we transfected the vectors
expressing full-length or truncated HBZ RNA into HeLa cells
and performed RNA-FISH to localize the HBZ RNA. However,
the results indicated there seemed no nuclear-retention motif in
HBZ RNA sequence (SI Appendix, Fig. S2 B and C). Next, we
investigated the posttranscriptional processing of HBZ RNA
including splicing and 3′-end polyadenylation because these
processes are generally required for an mRNA to mature and be
exported from nucleus (28). Analyses by both strand-specific
RNA sequencing (RNA-seq) (SI Appendix, Fig. S2D) and RNA-
FISH (SI Appendix, Fig. S2E) demonstrated that HBZ RNA was
efficiently spliced; however, a semiquantitative poly (A) (pA) tail
assay (Fig. 1D), which converts polyadenylated forms of RNA into
DNA and presents them as a smear on a DNA gel (29, 30), in-
dicated that HBZ RNA was inefficiently polyadenylated (Fig. 1E
and SI Appendix, Fig. S3 A and B). As shown in Fig. 1E, only very
faint smears along with nonspecific bands were seen with HTLV-1
antisense RNA, whereas clear smears that indicate efficient pol-
yadenylation were observed with HTLV-1 sense mRNAs. In line
with the above results, HTLV-1 sense mRNAs, which are effi-
ciently polyadenylated, exhibited significant nuclear retention
upon treatment by cordycepin (SI Appendix, Fig. S3C), an aden-
osine analog that inhibits polyadenylation (31). Therefore, HBZ
RNA is likely retained in the nucleus due to inefficient poly-
adenylation, a mechanism that is commonly found in nuclear-
localized lncRNAs (32).

The Native Polyadenylation Signal of the HBZ Gene Does Not Cause
Inefficient Polyadenylation. Many lncRNAs are not polyadenylated
because they lack a polyadenylation signal (32), but the HBZ gene

is reported to harbor a polyadenylation signal (33). To evaluate
the competency of the native HBZ polyadenylation (HpA) signal,
we cloned its sequence into an HBZ expression vector (SI Ap-
pendix, Fig. S2A) to replace the original simian virus 40 (SV40)
polyadenylation signal (27). Then, we transfected it into HeLa
cells and performed a pA tail assay (Fig. 2A and SI Appendix, Fig.
S4 A and B) and RNA-FISH (Fig. 2B). We found that the com-
plete HpA signal containing a 100-base-pair (bp) downstream
element (33) (HpA-L) was competent to mediate efficient poly-
adenylation (Fig. 2A and SI Appendix, Fig. S4 A and B) and nu-
clear export (Fig. 2B) of HBZ RNA in vitro, as was the positive
control SV40 polyadenylation (SpA) signal (27) (Fig. 2 A and B).
Moreover, truncation of the HpA signal greatly dampened its
activity (Fig. 2 A and B), further suggesting that HpA is a typical
polyadenylation signal that requires downstream elements (SI
Appendix, Fig. S4A) to be fully functional (34). Taking into ac-
count that its sequence is conserved in HTLV-1–infected cells
(33), the native polyadenylation signal of the HBZ gene does not
seem to be responsible for the inefficient polyadenylation of en-
dogenous HBZ RNA.

The Native Promoter of the HBZ Gene, the HTLV-1 3′ LTR, Is Likely
Responsible for the Inefficient Polyadenylation and Nuclear Retention
of HBZ RNA. Polyadenylation is not an independent process but is
rather tightly coupled with transcription (35, 36); proteins re-
sponsible for the 3′ end cleavage and polyadenylation of RNA,
such as cleavage and polyadenylation specificity factor (CPSF)
and cleavage stimulatory factor (CstF), are recruited to the
C-terminal domain (CTD) of RNA polymerase (Pol) II during
transcription elongation and further released at the poly-
adenylation signal for the processing of the premature RNA (36,
37). Thus, polyadenylation is subject to regulation by promoter
(36). Indeed, recent studies have demonstrated that the pro-
moter can affect mRNA decay and alternative polyadenylation
(38, 39). Accordingly, we next investigated whether the HTLV-1
3′ LTR, the native HBZ promoter, might play a role in the in-
efficient polyadenylation of HBZ RNA. When we expressed
HBZ under the SR-α promoter in either HeLa or Jurkat cells, we
observed efficient polyadenylation and cytoplasmic localization
of HBZ RNA (Fig. 2 C–E and SI Appendix, Fig. S4C). However,
when we replaced the SR-α promoter with the HTLV-1 3′ LTR,
we observed inefficient polyadenylation and nuclear retention of
the HBZ RNA (Fig. 2 C–E and SI Appendix, Fig. S4C). This
suggests the HTLV-1 3′ LTR is likely responsible for the inef-
ficient polyadenylation of HBZ RNA. In agreement with this
notion, a chromatin immunoprecipitation assay in HeLa cells
showed that the recruitment of polyadenylation factors such as
CPSF73 and CstF64 to the HBZ coding sequence (CDS) was
impaired when the promoter was changed from SR-α to the
HTLV-1 3′ LTR (Fig. 2F). Pol II–associated factor 1 (PAF1), a
central component of the PAF1 complex that acts as a bridge
between RNA Pol II and polyadenylation factors (40), was also
recruited less (Fig. 2F).
Phosphorylation of RNA Pol II CTD is critical to its function;

different phosphorylation patterns of RNA Pol II determines to
which transcription factors it binds and to which promoters it is
recruited (41). Two important phosphorylation patterns of RNA
Pol II are Serine 5 phosphorylation (Ser5P) that initiates tran-
scription and Serine 2 phosphorylation (Ser2P) that is responsi-
ble for transcription elongation and termination (41). Particularly,
Ser2P Pol II plays a key role in RNA polyadenylation because it
acts as a major component of the polyadenylation machinery and
recruits various polyadenylation factors for proper transcription
termination (41). In accordance with the crucial role of Ser2P Pol
II in polyadenylation, we found that the HTLV-1 3′ LTR did re-
cruit less Ser2P Pol II, but not less Ser5P Pol II, than SR-α
(Fig. 2G). These results collectively demonstrate that the nu-
clear retention of HBZ RNA is closely associated with inefficient
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Fig. 1. HBZ mRNA is predominantly localized in the nucleus and inefficiently polyadenylated. (A) Representative RNA-FISH results of HTLV-1–infected T cell
lines showing nuclear localization of the HTLV-1 antisense (AS) mRNA HBZ (red) and cytoplasmic localization of HTLV-1 sense (S) mRNAs (green) (scale bar, 10
μm). (B) Representative RNA-FISH results of primary cells from HTLV-1–infected patients with ATL or HAM (scale bar, 5 μm). (C) Representative RNA-FISH
results of Jurkat or Kit225 cells de novo infected with HTLV-1 (scale bar, 10 μm). (D) Illustration of how the poly (A) tail assay works. The assay first adds a G/I
tail to mRNAs. Then, reverse transcription is performed using a universal reverse primer so that all complementary DNA will have a common 5′ end. Finally,
two PCRs are performed; the first one amplifies a gene-specific product using a forward primer located at 100 to 200 bp upstream of the RNA cleavage site
and a reverse primer located right before the cleavage site, and the second one amplifies a poly (A)-specific product (pA) using the same forward primer and
the universal reverse primer. After electrophoresis, the G product will appear as a band while the pA product will appear as a bigger smear. (E) pA tail assay
results of three Tax-positive (HPB-ATL-2, HPB-ATL-T, and C5MJ) and two Tax-negative (ED and TLom1) HTLV-1–infected cell lines indicate efficient poly-
adenylation of sense mRNAs, shown by smears at the Bottom. In contrast, antisense mRNA HBZ only demonstrated faint smears with some nonspecific
products (*) (confirmed by sequencing). Smears indicating pA products are marked by white boxes. The assay was preoptimized as shown in SI Appendix, Fig.
S3B in order to obtain equivalent amounts of gene-specific products for HTLV-1 antisense and sense mRNAs.
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polyadenylation, likely caused by HTLV-1 3′ LTR being a pro-
moter less efficient in recruiting Ser2P RNA Pol II and
polyadenylation factors.

Nuclear-Localized HBZ RNA Associates with the CCR4 Promoter and
Enhances CCR4 Transcription. As HBZ protein is a target of host
cytotoxic T cells (CTL) (42), the predominantly nuclear locali-
zation of HBZ RNA presumably maintains low abundance of the
immunogenic HBZ protein and thus helps HTLV-1 evade host
immune surveillance (42, 43). To explore the physiological sig-
nificance of nuclear-localized HBZ RNA, we established a T cell
line that stably expresses HBZ RNA and retains it in the nucleus.
Using the SR-α promoter instead of the HTLV-1 3′ LTR for
an optimal HBZ expression level and a truncated HpA signal

(HpA-S) for inefficient polyadenylation and nuclear retention
(Fig. 2 A and B), we generated an HBZ RNA–expressing Kit225
T cell line, TTG-HpA-S (18), in which both the expression and
localization patterns of HBZ RNA resembled those in HTLV-
1–infected cells (Fig. 3 A and B). The start codons of the HBZ
CDS were altered to TTG to silence HBZ protein translation so
that we could examine the function of HBZ RNA alone. We
found the TTG-HpA-S line that expresses more nuclear HBZ
RNA exhibited enhanced proliferation compared to all other lines
including the empty control line, the TTG-SpA line expressing
predominantly cytoplasmic HBZ RNA, and the TTG-SM-HpA-S
line (18) in which the function of HBZ RNA is disrupted by al-
tering its sequence with silent mutations (Fig. 3C). We further
performed RNA-seq on these four lines and identified 15 genes
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whose expressions were regulated oppositely in the TTG-HpA-S
versus TTG-SpA lines (SI Appendix, Fig. S5 and Table S1). In-
terestingly, we found that CCR4, which is highly expressed in
HTLV-1–infected cells and promotes cell migration and prolif-
eration (44, 45), was up-regulated only in the TTG-HpA-S line
(Fig. 3 D and E). To demonstrate that CCR4 is a target gene of
endogenous HBZ RNA, we performed HBZ knockdown in two
HTLV-1–infected cell lines using antisense oligos (ASO) (46).
Reduced CCR4 expression (Fig. 3F) and impaired cell prolifera-
tion (SI Appendix, Fig. S6A) were both observed in the knockdown
cells. Importantly, HBZ protein level was not affected by the
transient knockdown (SI Appendix, Fig. S6B), suggesting that HBZ
RNA alone could promote CCR4 expression in HTLV-1–infected

cells. To investigate if HBZ RNA might associate with the CCR4
promoter, we performed a chromatin isolation by RNA purifica-
tion (ChIRP) assay that has been widely used to identify genomic
binding sites of RNA (47). We designed oligo probes for HBZ
RNA and separated those into two pools, each serving as a control
for the other; both retrieved HBZ RNA with great efficiency and
specificity in ATL-43T- cells (Fig. 3G), an HTLV-1–infected cell
line with high level of nuclear HBZ RNA (Fig. 1A and SI Ap-
pendix, Fig. S1C). We then performed ChIRP-PCR and discov-
ered that a previously described promoter region of the CCR4
gene (17) (SI Appendix, Fig. S6C) was pulled down specifically by
both pools ofHBZ probes (Fig. 3H). This suggests that HBZ RNA
is indeed recruited to the promoter of CCR4 in HTLV-1–infected
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ATL-43T- cells. Therefore, by being retained in the nucleus and
enhancing the expression of the growth-promoting gene CCR4,
HTLV-1 antisense mRNA HBZ seems to act like a lncRNA to
support the proliferation of HTLV-1–infected cells.

HIV-1 Antisense mRNA, ASP, Is Inefficiently Polyadenylated and
Predominantly Localized in the Nucleus in Infected Cells. Next, we
turned to examine the localization and function of the HIV-1
antisense mRNA, ASP (15), based on the resemblance between
the genome structure of HTLV-1 and HIV-1. We first cloned the
native polyadenylation signal of the ASP gene (SI Appendix, Fig.
S7A), either truncated or complete, into the pME vector, trans-
fected the constructs into HeLa cells, and performed RNA-FISH.
As shown in Fig. 4A, the native polyadenylation signal of the ASP
gene seemed efficient to mediate nuclear export as well (Fig. 4A).
Moreover, when we replaced the SR-α promoter by HIV-1 3′
LTR, nuclear retention of the ASP RNA was observed (Fig. 4B).
These results indicate ASP RNAmay be regulated in a similar way
to HBZ RNA. We next performed an RNA-FISH and a pA tail
assay in HeLa cells transfected with an HIV-1–infectious clone,
pNL4-3 (48), and discovered that ASP RNA was predominantly
localized in nucleus and inefficiently polyadenylated as well (Fig.
4 C and D and SI Appendix, Fig. S7B). In contrast, HIV-1 sense
mRNAs were efficiently polyadenylated and localized mostly in
cytoplasm (Fig. 4 C and D and SI Appendix, Fig. S7B). These
results resembled those observed in an HTLV-1–infectious clone
pX1MT-M (49) (Fig. 4 C and D and SI Appendix, Fig. S7B). In
addition, we de novo infected various T cell lines and primary
CD4 T cells with wild-type HIV-1 virions, performed RNA-FISH,
and found that ASP RNA was also mostly localized in the nucleus
(Fig. 4 E and F).
As HIV-1 infection becomes latent in vivo, we further exam-

ined two HIV-1 latently infected cell lines, BH11 (50) and
JNLGFP (51), which express a blue fluorescent protein (BFP)
and a green fluorescent protein (GFP), respectively, as a marker
for HIV-1 expression (SI Appendix, Fig. S7C). As expected, ASP
RNA was detected mostly in the nucleus and inefficiently poly-
adenylated, whereas HIV-1 sense mRNAs were efficiently pol-
yadenylated and localized mostly in cytoplasm (Fig. 4 G and H
and SI Appendix, Fig. S7D). Therefore, like that of HTLV-1,
HIV-1 antisense mRNA is mostly localized in nucleus. It is likely
that both HTLV-1 and HIV-1 share a common mechanism for
the nuclear retention of antisense mRNAs.

ASP RNA Is Recruited to HIV-1 LTR to Inhibit Viral Transcription. BH11
and JNLGFP are HIV-1 latently infected cell lines with less than
10% of the cells expressing HIV-1 sense mRNAs (Fig. 5A). By
contrast, ASP RNA was detected in over 80% of the cells
(Fig. 5A). Interestingly, an HIV-1 productively infected cell line
H9IIIB (52) exhibited an opposite pattern: predominant HIV-1
sense but rare antisense mRNA expression (Fig. 5A). It appears
that HIV-1 sense and antisense transcription are inversely corre-
lated in either latently or productively infected cells. In particular,
HIV-1 sense and antisense mRNAs rarely coexist in the same cells
(Fig. 5A). It is likely that the expression of HIV-1 sense and an-
tisense mRNAs is regulated in a mutually antagonistic way. In-
deed, while reactivation of HIV-1 by trichostatin A (53) in latently
infected BH11 or JNLGFP cells led to an expected increase of
HIV-1 sense mRNAs, a concomitant decrease in ASP RNA
emerged (Fig. 5A). More importantly, when we used ASOs to
knock down ASP RNA in BH11 cells, HIV-1 reactivation was
observed, as demonstrated by both flow cytometry (Fig. 5B and SI
Appendix, Fig. S8A) and RNA-FISH results (Fig. 5B and SI Ap-
pendix, Fig. S8B). Moreover, overexpression of ASP RNA sup-
pressed HIV-1 sense transcription in HIV-1–de novo infected
CD4 T cells (Fig. 5C). These observations coincide with the
reported negative regulatory role of ASP RNA in HIV-1 tran-
scription (19, 20). As HIV-1 ASP RNA has been suggested to

regulate HIV-1 5′ LTR activity, we then performed a ChIRP assay
in BH11 cells to investigate if ASP RNA might associate with the
HIV-1 LTR. We first pulled down ASP RNA using specific probes
(Fig. 5D), then performed ChIRP-PCR and found that a region in
the U3 of the HIV-1 LTR was associated with ASP RNA (Fig.
5E). Collectively, these results suggest that HIV-1 ASP RNA is
recruited to the HIV-1 LTR to suppress viral transcription, thus
contributing to the maintenance of HIV-1 latency.

Discussion
Using the highly sensitive RNA-FISH assay, we systemically
analyzed the subcellular localization of mRNAs of HTLV-1 and
HIV-1, two major retroviruses that are pathogenic to humans,
and discover that antisense mRNAs of human retroviruses are
mostly retained in the nucleus. Importantly, we prove that ret-
roviral antisense RNAs associate with chromatin to regulate
transcription in favor of viral persistence. These findings suggest
a role of retroviral antisense RNAs acting more prominently as
regulatory lncRNAs than as protein-coding transcripts. Although
protein products of retroviral antisense genes exist and may have
multifaceted functions, their recognition by the host immune
system is detrimental to retroviruses, as this can lead to the elim-
ination of infected cells. For example, the HTLV-1 HBZ protein is
able to promote the proliferation of HTLV-1–infected cells and is
beneficial to viral persistence, yet it can also trigger a specific CTL
response that kills infected cells very effectively (42, 43). The HIV-
1 ASP protein can induce a specific CD8 T cell response as well
(13). Therefore, retroviruses may have evolved to retain most of
their antisense RNAs in the nucleus to restrict protein production,
thereby evading host immune surveillance.
A new term, bifunctional RNA, has been recently coined to

describe RNA with both coding capacity and regulatory function
(54, 55). Bifunctional RNAs contribute to the complexity and
robustness of gene expression regulation and have been reported
in many species, including humans, indicating that the bifunc-
tional mode of RNAs has been conserved during evolution (56).
For instance, the mRNA of the well-known tumor suppressor
gene p53 has been found to interact with the E3 ubiquitin ligase
Mdm2 and to promote p53 translation (57). Retroviral antisense
mRNAs including HBZ and ASP appear to be a class of bi-
functional RNAs and an example in viruses. However, it remains
to be seen if the coding and regulatory functions of retroviral
antisense mRNAs are independently executed or tightly coupled.
In the future, it will be interesting to see if retrovirus-infected
cells may change the subcellular localization of their antisense
mRNAs under specific conditions or in response to certain
stimuli.
Polyadenylation is a critical step of mRNA quality control and

is required for mRNA export from nucleus to cytoplasm. There-
fore, the inefficient polyadenylation that we observed in endoge-
nous retroviral antisense RNAs will lead to their nuclear retention.
However, whether there are additional mechanisms that might also
contribute to the nuclear retention of retroviral antisense RNAs
requires further investigation. It is presumed that endogenous
retroviral antisense mRNAs will be efficiently exported to cyto-
plasm once they get efficiently polyadenylated, but it is currently
technically difficult to directly increase the polyadenylation effi-
ciency at the endogenous level. Nevertheless, we here find that
inefficient polyadenylation is a conserved feature of retroviral an-
tisense mRNAs that allows them to be retained in the nucleus and
to act like lncRNAs.
It is widely appreciated that polyadenylation can increase

RNA stability and prevent its degradation. Counterintuitively,
polyadenylation has also been reported to induce RNA decay,
although the mechanism is not yet well understood (58, 59). There
was no decrease in HBZ RNA level when polyadenylation was
inhibited in HTLV-1–infected cells by cordycepin (SI Appendix,
Fig. S3C), suggesting that polyadenylation did not promote the
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(scale bar, 10 μm). (B) RNA-FISH suggests the use of HIV-1 3′ LTR as the promoter caused nuclear retention of ASP RNA. Bar = 10 μm. (C) Representative RNA-
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Appendix, Fig. S7B). (E) Representative RNA-FISH results of five T cell lines de novo infected with HIV-1. HIV-1 sense mRNAs are shown in green, and ASP RNA
is shown in red (scale bar, 10 μm). (F) Representative RNA-FISH results of primary human CD4 T cells de novo infected with HIV-1. HIV-1 sense mRNAs are
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stability of HBZ RNA. Indeed, the stability of HBZ RNA did not
differ (SI Appendix, Fig. S9A) when it was expressed under the
HTLV-1 3′ LTR or SR-α promoter and differentially poly-
adenylated (Fig. 2C). Therefore, inefficient polyadenylation could
induce nuclear retention of endogenous HBZ RNA, but it does
not necessarily impair its stability.
In this study, we initially aimed to perform ChIRP-seq in order

to screen for potential target genes of retroviral antisense mRNAs.
Unfortunately, we were not able to obtain the amount of DNA
optimal for high-throughput sequencing. Instead, we performed
ChIRP-PCR, which has been successfully used in recent publica-
tions (60–62) and allowed us to reveal the association of retroviral
antisense mRNAs with specific genomic areas. Nevertheless, in
the future, novel RNA purification assays with improved sensi-
tivity are expected to help identify more genes that are targeted by
retroviral antisense mRNAs. So far, HBZ RNA has been found to
promote the transcription of host genes including E2F1, survivin,
and CCR4 (9); however, it is unclear through which protein
partners HBZ RNA acts to do so. ASP RNA likely associates with
the polycomb repressor complex 2 (20), yet it has only been
reported to regulate HIV-1 LTR activity. Future studies are
needed to unravel more details about how retroviral antisense
mRNAs exert their regulatory functions.
HTLV-1 and HIV-1 employ distinct mechanisms for viral per-

sistence. As an oncovirus, HTLV-1 persists in vivo by immortal-
izing infected CD4 T cells. Our observations demonstrate HBZ
RNA is able to support HTLV-1 persistence through up-
regulating the expression of CCR4 (Fig. 3F) and promoting the
proliferation of HTLV-1–infected cells (SI Appendix, Fig. S6A).
On the other hand, HIV-1 persists in vivo as a latent reservoir
where active HIV-1 production is not detectable. Our results
suggest that ASP RNA likely facilitates HIV-1 persistence by
suppressing HIV-1 transcription and maintaining the latent in-
fection (Fig. 5 B and C). Collectively, both HTLV-1 and HIV-1
antisense transcripts in their RNA form can support viral persis-
tence. It is worth noting that nuclear localization is a prerequisite
for HBZ or ASP RNA to regulate transcription to favor viral
persistence.
Here, we discover a common mechanism present in human

retroviruses including HTLV-1 and HIV-1: they retain their
antisense mRNAs in the nucleus by causing inefficient poly-
adenylation. The same mechanism might exist in other retro-
viruses such as bovine leukemia virus, which has been reported to
encode an antisense RNA that seems to be nuclear as well (63).
Encoding an antisense mRNA might be a conserved feature of
retroviruses due to the presence of the 3′ LTR antisense pro-
moter and a potential antisense polyadenylation signal observed
in many retroviruses (SI Appendix, Fig. S9B). In contrast to the
silenced sense transcription during retroviral latency, retroviral
antisense transcription seems widely active. Unraveling the func-
tions of retroviral antisense mRNAs may help us better understand
retroviral persistence and allow us to develop new therapeutics for
retroviral latency.

Materials and Methods
Primary Cells. PBMCs of HTLV-1–infected individuals including ATL and HAM
patients or a healthy donor were isolated by Ficoll-Paque PLUS (GE). The
experiments using primary samples in this study were conducted according
to the principles expressed in the Declaration of Helsinki and approved by
the Institutional Review Board of Kyoto University (permit numbers G310
and E2005). All ATL and HAM patients and healthy individuals provided
written informed consent for the collection of samples and subsequent
analyses.

Cell Lines. HTLV-1–infected cell lines, including Tax-negative ED, TLom1,
MT1, and ATL-43T-, and Tax-positive ATL-2, ATL-T, C5MJ, and MT4, were
cultured in Roswell Park Memorial Institute medium (RPMI) supplemented
with 10% fetal bovine serum (FBS). The HTLV-1–uninfected T cell lines
Jurkat, CEM, Hut78, Molt4, and SupT1 were cultured in RPMI supplemented
with 10% FBS. HeLa cells were cultured in Dulbecco’s Modified Eagle Me-
dium supplemented with 10% FBS. HIV-1–infected cell lines, including H9IIIB,
BH11, and JNLGFP were cultured in RPMI supplemented with 10% FBS.
H9IIIB is an H9 (derivative of Hut78) line infected with HIV-1 and actively
produces HIV-1 virions. BH11 and JNLGFP are both Jurkat clones chronically
infected with HIV-1 and only have a small proportion of cells with active HIV-
1 expression (SI Appendix, Fig. S7C). All cells were maintained in a humidi-
fied incubator at 37 °C with 5% CO2.

Plasmids. The HBZ CDS was cloned into pME18S, which uses an SR-α promoter
and a SpA. To prevent production of the HBZ protein, the start codon of HBZ
CDS was altered to TTG beforehand. To examine the function of the HBZ
native polyadenylation signal (HpA), the complete (long) HpA (HpA-L) signal
that starts from 67 bp upstream of the AATAAA signal and reaches 100 bp
downstream was cloned from pX1MT-M into pME18S to replace the SpA in
the vector. Two truncated (short and medium) HpA signals (HpA-S and HpA-
M) with shortened downstream sequences were subcloned by PCR from
HpA-L. To examine the effect of promoters on RNA polyadenylation and
localization, the HTLV-1 3′ LTR was cloned by PCR from pX1MT-M and
inserted into pME18S-HBZ to replace the original SR-α promoter. The com-
plete HBZ gene was subcloned from pX1MT-M (SI Appendix, Fig. S2A). The
ASP CDS (11), the native polyadenylation signal of ASP (SI Appendix, Fig.
S7A), and HIV-1 3′ LTR were all cloned from pNL4-3. To prevent ASP protein
translation, the start codon of cloned ASP CDS was mutated to TTG.

The rest methods including RNA-FISH, pA tail assay, ChIRP-PCR, and de
novo HTLV-1 or HIV-1 infection are described in detail in the SI Appendix.

Data Availability. The RNA-Seq data reported in this paper have been de-
posited in the Sequence Read Archive database, https://www.ncbi.nlm.nih.
gov/sra (accession no. PRJNA692527) (64).
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