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Herpes Simplex Virus Latency Is Noisier the Closer We Look
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ABSTRACT During herpes simplex virus (HSV) latency, the viral genome is harbored
in peripheral neurons in the absence of infectious virus but with the potential to re-
start infection. Advances in epigenetics have helped explain how viral gene expres-
sion is largely inhibited during latency. Paradoxically, at the same time, the view that
latency is entirely silent has been eroding. This low-level noise has implications for
our understanding of HSV latency and should not be ignored.
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erpes simplex viruses (HSV) 1 and 2 infect a very large fraction of the human
population with rates of seropositivity for HSV-1 and -2 being in the order of 67%
and 11%, respectively (1, 2). Their evolution is intertwined with ours, and while
virus-host interactions are frequently described with war-like language, the endgame
for a human versus HSV is best thought of as mutually assured survival. The survival of
HSV is ensured by maintaining a lifelong infection of its host through latency in
peripheral neurons. This strategy allows transgenerational persistence of the virus if the
host can live without substantial harm and transmission as long as the symptoms of
disease are not so severe that they preclude close contact with uninfected individuals.
HSV enters through breaks in the skin surface or mucosa via direct contact and
quickly establishes acute infections in the skin at the same time as accessing nerves that
innervate the infection site. The virus parasitizes axonal transport to move to the cell
bodies of peripheral neurons, which are collected together in sensory and autonomic
ganglia (3, 4). For these neurons, there are multiple fates, from productive infection at
one end of the scale to the immediate establishment of latency at the other (5, 6). In
addition, some neurons that initiate acute infection suppress this program and survive
to join the pool of latently infected neurons (7-9). After infectious HSV is cleared, it is
the neurons that have become latently infected that provide a reservoir of virus for
future rounds of productive infection if reactivation occurs. The active state of produc-
tive or lytic infection is associated with a well-characterized cascade of lytic gene
expression. By contrast, the latent state is viewed traditionally as being one of tight viral
gene repression, and HSV has been considered a prototype for viral latency in general
and indeed has inspired the initial approach to other viruses (10). The exceptions that
prove this rule of viral repression is the expression of latency associated transcripts
(LATs) and a set of microRNAs (miRNAs) that are transcribed from the same locus during
latency (11). However, perhaps there are things to be applied to HSV now from the
other herpesviruses. Epstein-Barr virus latency has long been associated with a set of
gene expression programs. Likewise, in human cytomegalovirus, a more complex view
of latency has emerged, complete with the expression of lytic genes (12, 13). The
purpose of this Gem is to discuss the evidence for HSV latency as a more dynamic state
in terms of viral activity, with the intent of provoking thought and discussion.

MODELS FOR PROBING HSV LATENCY
Before approaching this main topic, it is worth noting that our understanding of HSV
latency maintenance and reactivation is derived from an array of experimental models.
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The pros and cons of many of these models have been described in detail in a
comprehensive recent review (14), but they can be considered in three main groups. (i)
Animal models investigated entirely in vivo. The mouse has become the most com-
monly used animal by far, but there are important contributions made by rabbit in
particular and Guinea pig models. In all cases, introduction of the virus at a peripheral
site leads to a natural history of infection that is faithful to human infection at least at
the gross level. (ii) Explant models, which can be used exclusively to explore reactiva-
tion. These experimental systems rely on the observation that the removal, or explant,
of ganglia that harbor latent HSV into cell culture leads to reproducible reactivation of
virus. This system allows experimental intervention as well as observation and is
perhaps best viewed as an extension of the animal model from which the ganglia are
derived. (iii) Neuronal cell culture systems. These make use of an increasing array of
neuron types derived from mice and rats of various ages (15-23) and increasingly
human-derived neurons from embryonic as well as induced pluripotent stem cells
(24-29). There also remains an important role for observation of clinical cases (30-32),
even though these preclude manipulation, and care must be taken to ensure adequate
sampling and not to conflate association with causation. The choice of the model
depends upon the questions being posed, and each model tends to illuminate best or
bring to the fore certain aspects of latency and reactivation. However, the availability
of so many models, each offering a different vantage point on such a complex
phenomenon should be a strength for the field. Ideally, the results across these models
should be synthesized into a whole (33). However, this requires grappling with results
that fail to fit easily into preferred paradigms and also asking which of our ideas sit well
with our observations of human infection.

SILENCE DURING LATENCY MAKES SENSE

HSV was one of the first agents recognized as giving rise to repeated bouts of
symptoms with apparently no sign of infection between these episodes. If one starts
from a helicopter view of HSV pathogenesis, the idea that latency is a stable state that
is largely silent makes intuitive sense. To begin, despite very high seropositivity levels
across all human populations, relatively few individuals experience recurrent cold sores
and even fewer would report that these are frequent. Further, this stable latency is
reflected in the most frequently used animal model, the mouse (34). Aside from explant
culture or transplantation, reactivation as demonstrated by infectious virus in mouse
models is difficult to induce and if it occurs spontaneously, it is exceptionally rare. A
teleological argument can also be advanced, in that the use of a nondividing cell type
as the host for latency means that there is no requirement for HSV to maintain its
genome through cell divisions, so there seems little biological pressure on the virus to
be active. Beyond these broader views, advances in our understanding of the ways
chromatin changes on the HSV genome drive all aspects of HSV infection provide an
increasingly well-defined mechanism by which HSV lytic gene expression is quelled in
latency (35, 36). All of the above leaves the impression that HSV infection is dominated
by latency and that productive and latent phases are adequately viewed as binary,
mutually exclusive states. This view suggests that what remain to be determined are
the switches that flip between these states during establishment and reactivation.
Indeed, recent reviews of HSV latency show that there is much biology to be learned
through this approach (23, 33, 37). However, the views above are challenged by data
showing that HSV latency in people is more dynamic in terms of frequency of
reactivation. Further, what if the noise in viral gene expression that will inevitably occur
despite repressive heterochromatin plays a more important role than anticipated?
These two themes form the remainder of this Gem.

A NOISIER VIEW OF HUMAN INFECTION WITH HSV

It is now well appreciated that reactivation is far more frequent than is apparent
from the observation of symptoms. It is also instructive to note how and why our view
of this aspect of HSV natural history has changed. The first step was to move from
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observing symptoms to detecting infectious virus, which was necessitated by a clinical
understanding that transmission was occurring in the absence of symptoms (38, 39). An
early study that aimed to sample daily in a cohort of women with a history of genital
herpes found that around a third of the episodes where virus was detected occurred in
the absence of a lesion or prodrome (40). The duration of shedding was only a day in
length for three quarters of cases. This led to a similar study that included individuals
who were HSV-2 seropositive but did not report any symptoms at enrollment to
remove a possible bias toward more severe infection in the original cohort. This study
found that 70% of the subjects that had not previously reported symptoms shed HSV
over the course of the study, which was an average of approximately 100 days. Further,
virus was detected on an average of 3.8% and 6.4% of days sampled for individuals that
were asymptomatic and symptomatic at the start of the study, respectively (41). Again,
the length of episodes of subclinical shedding were typically short, with around 70% of
instances being only a single day. The requirement for virus culture limits the sensitivity
of detection, and by moving to quantitative real-time PCR, a study with a similar design
found virus shedding was detected on 18% of the days across all subjects and 10% of
days from those who considered themselves to be asymptomatic at enrollment (42).
Finally, in a study where the intensity of sampling was increased to sample multiple
areas by a clinic, 5 days a week for 4 weeks, while 40% of individuals were symptomatic,
82% shed virus from at least one site in the genital region on at least 1 day. Further,
there were instances where viral genomes were detected in distinct areas with non-
overlapping innervation simultaneously, suggesting that there were reactivation events
occurring concurrently in more than one ganglion (43). This implies that viral detection
at the periphery by a single sample underestimates reactivation events. The above
series of work was all based on genital herpes, and while HSV-1 was detected, HSV-2
reactivation was more frequent (44). However, a review that assayed the literature for
studies of HSV shedding from the oral cavity came to a similar conclusion that the rate
of frequency of shedding, which is evidence for reactivation, is highest in studies that
sampled more often and used PCR detection (45). Indeed, across studies where
sampling was done at least once a week for 3 weeks, the fraction of subjects shedding
virus was 70.6% (45). This is supported by a recent study in which daily samples were
taken for a median of 60 days that found shedding in 75% of a population of twins,
where 85% reported a history of cold sores (46). Interestingly, shedding rates correlated
well for twins that harbored the same virus but not where they had different strains,
which at face value suggests that reactivation is linked to virus strain; however, there
are other factors, such as time in life of initial infection, which was not controlled. Taken
together, there is compelling evidence that in human infection, HSV-1 and HSV-2
reactivate very frequently and often in the absence of symptoms. As has been noted
elsewhere, this also suggests that reactivation is often spontaneous, which we would
define as occurring in the absence of obvious stimuli (14). This is an important insight,
suggesting that subtle physiological cues or perhaps even cyclical events combined
with fluctuating immune control are key determinants of the frequency of recurrent
disease.

A NOISIER VIEW OF HSV LATENCY IN NEURONS

Just as closer observation led to an appreciation that reactivation in infected human
patients is more frequent than originally thought, increasing attention has revealed
more viral activity in neurons in models of HSV latency. The scene for this notion was
set by an accumulation of reports over many years that viral lytic gene expression could
be detected during latency in mice (47-55). This is despite latency being exceptionally
stable in mouse models as noted above. As the sensitivity of methods to detect this
activity have improved, these observations of lytic gene expression during latency have
gone from being occasional and disputed to being routine in mouse models (9, 56-59).
Most of the mouse studies to date aimed to find evidence of transcription only, and in
the absence of work to map these RNAs, it remains unclear if they represent conven-
tional messages controlled by lytic promoters or some other kind of transcripts.
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FIG 1 HSV latency is maintained by multiple levels of regulation, shown here as layers of an onion. Full
reactivation and shedding at the skin occur when the virus overcomes all of the layers. LATs and miRNAs
are drawn as prolatency factors, but there may be RNA species or situations where expression of these
predispose toward viral activity. The loops between the arrows pointing up toward silence and down
toward reactivation represent cycling between viral activity and repression. These are drawn to suggest
some mechanisms that drive the cycles, e.g., leaky lytic expression may drive a neuron-intrinsic and/or
an adaptive immune response in the peripheral nervous system (PNS) that leads to a tightening of
repression and re-enforcement of latency. A less conventional view is that the shortest of these cycles
represents a program of gene expression that is a characteristic of latency itself, rather than being an
aborted step toward reactivation.

However, recently, two groups used sensitive reporter systems, for example, Cre
expression under lytic promoters in Cre-reporter mice, to find that lytic proteins can be
expressed during latency (9, 57). Further, a third group has suggested a role for a lytic
protein (ICP0O) during latency (58). Added to these findings, the observation that
activated CD8* T cells are found in close proximity to latently infected neurons in mice
and humans suggests that viral antigens are being expressed and presented during
latency (31, 60-62). These all suggest that at least some of the transcription being
detected in these models results in lytic gene mRNAs that can be translated. That is not
to say that these studies are without caveats. For example, the viruses used in
Cre-marking studies used promoters placed in ectopic locations of the genome, and
this might lead to over- or underactivity. Further, a recent study using postmortem
human ganglia with viral genome-wide coverage did not find evidence for HSV
transcription outside of the LAT region, though the sensitivity of detection would have
been a limitation of this work (32).

A recent comprehensive review of latency came to the conclusion that the HSV
activity seen in our model systems most likely represents abortive reactivation episodes
(14). This view of dynamic latency suggests that reactivation attempts by the virus are
relatively frequent but largely unsuccessful, being blocked at multiple levels. It also
leaves the current model of productive versus latent infection as a binary switch largely
intact. Others have left the door open to the possibility that viral lytic gene expression
is a part of a latency itself; in other words, a latency program of gene expression (36).
Sporadic but frequent abortive reactivation and a latency program of expression can be
accommodated in a single model (Fig. 1), and recent data can be interpreted as
supporting both ideas. When looking at the studies showing lytic gene expression
during latency in mice, in the majority of cases, the viral activity is detected at the level
of a whole ganglion. In such cases, it could be construed that the majority of lytic gene
transcripts probably come from relatively few neurons that are undergoing reactivation
at any one time. This is in sympathy with the idea of relatively frequent but abortive
reactivation. However, one study used laser capture microscopy to look at gene
expression in individual neurons, finding that transcripts of at least one of a set of
nine lytic genes were expressed in around 60% of latently infected neurons (56). On the
one hand, around half of these neurons were expressing lytic gene transcripts of
multiple classes, which is consistent with the disordered pattern of gene expression
that has come to characterize the earliest stages of reactivation (36, 63, 64). Further, a
host-specific transcriptional response that included mRNA encoding several antiviral
proteins was seen in the neurons expressing lytic genes, which might be construed as
an effort to abort reactivation (56). On the other hand, it seems difficult to imagine that
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more than half of all latently infected neurons are engaged in an attempt to reactivate
at any one time. Two studies that detected viral protein expression during latency
likewise leave this question unanswered. The first used a Cre-reporter mouse system
and found a very slow accumulation of neurons experiencing protein production from
lytic promoters during latency, the rate being on average 1 neuron every 2 to 3 days
(9). This would be consistent with very frequent but not constant reactivation. However,
the second used luciferase driven from the viral genome and the amount of this protein
expressed at the single time points examined suggest that derepression of the HSV
genome is common (57). Finally, the finding that ICPO, a lytic gene product, is itself
required for the maintenance of latency is consistent with the concept of a latency-
specific program of viral protein expression (58).

This idea that gene expression might be regulated during latency per se rather than
only during establishment and reactivation still remains somewhat beyond the main-
stream. However, perhaps the nonuniform expression of LATs, the only highly abun-
dant transcripts found in latently infected neurons, holds a further clue. It has been
known for many years that LATs are not found in all neurons that harbor the HSV
genome when examined at any one point in time (8, 65-67). However, this is typically
seen as one of several types of heterogeneity across the pool of latently infected
neurons. Many types of heterogeneity in HSV latency, for example, across neuronal
subtype, copy number of latent genomes, and prior lytic gene expression, are inevitably
stable over time (67-69). However, this does not imply that the roughly 30% of neurons
expressing high levels of LATs seen at any one time can be assumed to represent a
stable population. Indeed, one of the most intriguing but least commented on aspects
of the first paper that used a Cre-marking mouse model was the continued accumu-
lation of neurons marked by an HSV expressing Cre from the LAT promoter (8). Indeed,
by day 30, the number of neurons marked by this virus approaches the total number
thought to be latently infected in their model. This suggests that the establishment of
latency is invariably associated with expression of LATs in every neuron, but only 30%
of these cells are making LATs at any one time. If LATs are expressed in a cyclic fashion,
that provides further evidence of a program of HSV transcription during latency that
may conceivably then extend to miRNAs and low levels of lytic protein expression.

CONCLUSIONS AND FUTURE DIRECTIONS

Closer observation through more sensitive methods, increased intensity of sam-
pling, and models that allow latently infected neurons to be examined without a large
background of uninfected cells is revealing viral activity during latency that was
previously hidden. We would argue that this greater level of activity has now been
shown often enough that it must be a part of any broad explanation of HSV latency. The
key question that remains is what this activity means and especially how it might help
explain reactivation in humans, which we also now appreciate is more frequent than
originally thought. While strong triggers for reactivation clearly exist, spontaneous
reactivation seems to be the norm for HSV infections in people. So, our paradigms and
models need to incorporate the possibility of subtle changes or perhaps even cyclic
events that lead to reactivation to reflect this reality. Likewise, the possibility that there
is a program of viral gene expression during latency, possibly regulated temporally in
individual neurons, needs to be examined. For this, more sophisticated models are
required so that we can observe gene expression and its consequences in latency in a
way that is clearly separated from events that occur during the acute and establishment
phases. Where recombinant viruses are used, for example in Cre-marking models, we
need to aim for designs that reflect the native genome more faithfully. Further, our in
vitro culture systems are becoming ever more refined and offer the possibility of serial
observation over time. Finally, high-sensitivity studies of human ganglia are required as
the ultimate reality check on our work in models. Notwithstanding all of the above, our
view that HSV latency is a state that is characterized by high levels of viral repression
remains intact. The exciting possibility is that the murmurs we are now appreciating will
reveal targets or approaches that can be exploited to stop HSV roaring back to life in
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those people for whom frequent reactivation is a major impact on their health and
wellbeing.
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