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ABSTRACT Lysine-specific demethylase 1 (LSD1) targets cellular proteins, including
histone H3, p53, E2F, and Dnmt1, and is involved in the regulation of gene expres-
sion, DNA replication, the cell cycle, and the DNA damage response. LSD1 catalyzes
demethylation of histone H3K9 associated with herpes simplex virus 1 (HSV-1) im-
mediate early (IE) promoters and is necessary for IE gene expression, viral DNA repli-
cation, and reactivation from latency. We previously found that LSD1 associates with
HSV-1 replication forks and replicating viral DNA, suggesting that it may play a di-
rect role in viral replication or coupled processes. We investigated the effects of the
LSD1 inhibitor SP-2509 on the HSV-1 life cycle. Unlike previously investigated LSD1
inhibitors tranylcypromine (TCP) and OG-L002, which covalently attach to the LSD1
cofactor flavin adenine dinucleotide (FAD) to inhibit demethylase activity, SP-2509
has previously been shown to inhibit LSD1 protein-protein interactions. We found
that SP-2509 does not inhibit HSV-1 IE gene expression or transcription factor and
RNA polymerase II (Pol II) association with viral DNA prior to the onset of replication.
However, SP-2509 does inhibit viral DNA replication, late gene expression, and virus
production. We used EdC labeling of nascent viral DNA to image aberrant viral repli-
cation compartments that form in the presence of SP-2509. Treatment resulted in
the formation of small replication foci that colocalize with replication proteins but
are defective for Pol II recruitment. Taken together, these data highlight a potential
new role for LSD1 in the regulation of HSV-1 DNA replication and gene expression
after the onset of DNA replication.

IMPORTANCE Treatment of HSV-1-infected cells with SP-2509 blocked viral DNA
replication, gene expression after the onset of DNA replication, and virus production.
These data support a potential new role for LSD1 in the regulation of viral DNA rep-
lication and successive steps in the virus life cycle, and further highlight the promis-
ing potential to utilize LSD1 inhibition as an antiviral approach.
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Herpes simplex virus 1 (HSV-1) is a prevalent alphaherpesvirus that infects the
majority of the human population (1). Productive infection occurs in epithelial

tissue and includes a series of events that occur on viral DNA, initiating immediately
after entry into the nucleus. In the nucleus, viral genes are expressed through a
temporal cascade of immediate early (IE) �, early (�), and late (�) classes of genes (2, 3).
Initial recruitment of transcription factors to IE genes is facilitated by the viral tegument
protein VP16 (4). This mediates the expression of IE genes, which include infected cell
polypeptides (ICPs) 0, 4, 22, 27, and 47. ICP4, the major viral transcription factor, binds
to the viral DNA and recruits host transcription factors to promote the activation of
early viral genes (5–7). These include genes that code for the viral DNA replication
machinery. Viral genome replication, as well as ICP4 binding, mediates transcription of
late viral genes. Late genes are classified as leaky late (�1) or true late (�2), depending
on whether their expression is amplified or licensed by viral DNA replication, respec-

Citation Harancher MR, Packard JE, Cowan SP,
DeLuca NA, Dembowski JA. 2020. Antiviral
properties of the LSD1 inhibitor SP-2509. J Virol
94:e00974-20. https://doi.org/10.1128/JVI
.00974-20.

Editor Felicia Goodrum, University of Arizona

Copyright © 2020 Harancher et al. This is an
open-access article distributed under the terms
of the Creative Commons Attribution 4.0
International license.

Address correspondence to Jill A. Dembowski,
dembowskij2@duq.edu.

Received 18 May 2020
Accepted 16 July 2020

Accepted manuscript posted online 22 July
2020
Published

GENOME REPLICATION AND REGULATION
OF VIRAL GENE EXPRESSION

crossm

October 2020 Volume 94 Issue 19 e00974-20 jvi.asm.org 1Journal of Virology

15 September 2020

https://orcid.org/0000-0001-8381-8577
https://orcid.org/0000-0002-0309-8053
https://doi.org/10.1128/JVI.00974-20
https://doi.org/10.1128/JVI.00974-20
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
mailto:dembowskij2@duq.edu
https://crossmark.crossref.org/dialog/?doi=10.1128/JVI.00974-20&domain=pdf&date_stamp=2020-7-22
https://jvi.asm.org


tively. Furthermore, viral DNA replication is coupled to DNA recombination and repair
(8). During DNA replication, intragenomic homologous recombination occurs between
inverted repeats resulting in the formation of four genome isomers (9). Furthermore,
intergenomic recombination occurs between coinfecting HSV-1 genomes (10–13),
driving herpesvirus evolution (14). All of this is coordinated on the viral DNA in such a
manner that initial infection through packaging of viral DNA into new capsids can occur
in as little as 6 h (7).

HSV-1 also infects the innervating neurons of the peripheral nervous system, where
it establishes a latent infection and viral gene expression is repressed (15). In the nuclei
of neurons, viral DNA is packed into chromatin and there persists for the lifetime of the
host. In response to stress to the host, HSV-1 periodically reactivates from latency to
produce new virus particles. The mechanisms that mediate the removal of repressive
chromatin from latent genomes are not completely understood, but it is clear that the
state of the viral DNA is dynamic and can respond to cellular changes (16, 17).

On the contrary, HSV-1 genomes are largely nucleosome free after the onset of lytic
gene expression (18–22) and all viral genes are equally accessible to micrococcal
nuclease digestion regardless of their transcriptional state (23). Viral DNA is therefore
accessible for increased interactions with DNA binding proteins relative to host chro-
matin (24). Therefore, although chromatin may affect the initial transcriptional compe-
tence of the HSV-1 genome, the temporal expression of viral genes is more likely
regulated by transcription factor binding to the promoters of individual genes. For
example, ICP4 preferentially binds to nucleosome-free viral DNA (25) and, through
protein-protein interactions (5, 6), recruits cellular transcription factors (7, 25). ICP4
facilitates the activation of early genes and DNA replication is additionally required to
license ICP4-mediated recruitment of transcription factors to late genes. How DNA
replication is coupled to the activation of late viral gene expression is not completely
understood.

Through proteomics of viral genome-associated proteins, we found that the cellular
demethylase lysine-specific demethylase 1 (LSD1) associates with replicating viral DNA
and viral replication forks (22, 26). LSD1 is a lysine specific demethylase that is well
characterized for its role in the demethylation of H3K4 to repress cellular transcription
(27). Another neuron-specific form of LSD1 demethylates histone H3K9 to promote
transcription of target genes (28–30). LSD1 can therefore function as a repressor or
activator of cellular transcription. LSD1 also demethylates nonhistone proteins, includ-
ing p53, E2F, and Dnmt1 (31), and plays a role in replication fork pausing in fission yeast
(32). LSD1 utilizes flavin adenine dinucleotide (FAD) as a cofactor for demethylation and
therefore can be inhibited by the monoamine oxidase inhibitor (MAOI) tranylcypromine
(TCP) and its derivative OG-L002, which covalently attach to and inactivate FAD. TCP
and OG-L002 block viral reactivation from latency in animal models (33–35), consistent
with an important role for LSD1 in productive infection. Furthermore, during lytic
replication, LSD1 knockdown and inhibition by MAOIs cause increased levels of meth-
ylated histone H3K9 on the promoters of IE genes, resulting in a block in IE gene
expression, DNA replication, and virus production in cell culture (33, 35). Therefore,
LSD1 inhibition is an attractive target for HSV-1 antiviral therapy.

While investigating the effects of LSD1 inhibitors on HSV-1 infection, we recognized
that inhibition by the small molecule SP-2509 does not block IE gene expression, early
transcription factor association with viral genomes, early gene expression, or initiation
of viral DNA replication. However, SP-2509 does block ongoing viral DNA replication,
recruitment of RNA polymerase II (Pol II) to viral DNA after the onset of replication, and
replication-dependent viral gene expression, resulting in strong inhibition of virus
production. SP-2509 is a reversible LSD1 inhibitor that blocks LSD1 demethylase activity
and interferes with LSD1 protein interactions (36, 37). Therefore, although both OG-
L002 and SP-2509 inhibit HSV-1 infection, they may do so through different mecha-
nisms. This study highlights a potential new role for LSD1 in the regulation of viral DNA
replication and downstream steps in the HSV-1 life cycle and further highlights the
promising potential to utilize LSD1 inhibition as an antiviral approach.
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RESULTS
SP-2509 is a novel and potent inhibitor of HSV-1 infection. The observation that

LSD1 modifies histone H3 associated with infecting viral DNA early during infection (33,
35), but stably associates with nascently replicated viral DNA (22, 26), suggests that it
may play an additional role later during infection. To address the effects of LSD1
inhibition on viral processes, we first determined the cytotoxic effects of the LSD1
inhibitors SP-2509 and OG-L002 in MRC-5 and Vero cells using an MTT colorimetric

FIG 1 SP-2509 inhibits viral infection. (A and B) MTT cell proliferation assays (Abcam) were carried out to measure
the cytotoxic effects of SP-2509 (A) and OG-L002 (B) on MRC-5 and Vero cells. Cells were incubated in the presence
of indicated concentrations of inhibitor for 24 h before conducting the assay according to the manufacturer’s
protocol. Data represent the mean of biological triplicate experiments with standard deviation. (C and D) Effects
of SP-2509 (C) and OG-L002 (D) on HSV-1 viral yield were determined by infecting 1 � 106 MRC-5 cells with HSV-1
at an MOI of 10 in the presence of the indicated concentrations of inhibitor. Virus was harvested 24 hpi and titers
were determined by plaque assay on Vero cells. Data represent the means of biological duplicate experiments with
standard deviations. (E) One million MRC-5 cells were infected at an MOI of 0.1 or 10 PFU/cell in the presence or
absence of SP-2509 (16 �M) and virus was collected at indicated times. Viral yield was measured via plaque assay
on Vero cells. All values represent the means of biological duplicate experiments with standard deviations. Data
points without error bars represent reproducible data and error bars that were smaller than the symbol used to
represent the data point.
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assay (Fig. 1A and B). Subconfluent cells were incubated in the presence of SP-2509 or
OG-L002 for 24 h before performing an MTT assay. Significant cytotoxicity was observed
above 30 �M SP-2509 in both cell lines (Fig. 1A). OG-L002 was cytotoxic to MRC-5 cells
at 120 �M (Fig. 1B). Using the concentrations tested in this assay, we did not observe
cytotoxicity after treatment of Vero cells with OG-L002.

We next assayed the effects of SP-2509 and OG-L002 on viral yield (Fig. 1C and D).
MRC-5 or Vero cells were infected with HSV-1 strain KOS at a multiplicity of infection
(MOI) of 10 in the presence or absence of increasing concentrations of SP-2509 or
OG-L002. After 24 h, virus was harvested and viral yield was determined by plaque
assay in Vero cells. Treatment with SP-2509 resulted in about a 130,000-fold reduction
in viral yield compared to dimethyl sulfoxide (DMSO)-treated controls, while treatment
with OG-L002 resulted in a 7.2 to 19-fold reduction at the concentrations tested. Higher
concentrations of inhibitors were not tested because they are cytotoxic (Fig. 1A and B).
Previously it was shown that treatment of HFF cells with 50 �M OG-L002 results in a
100-fold reduction in viral yield compared to an untreated control after a 24-h low
multiplicity infection (0.1 PFU/cell) (35). Here, effects of SP-2509 inhibition were also
amplified at low multiplicity (Fig. 1E). Taken together, these results indicate that
SP-2509 is a novel and potent inhibitor of HSV-1 infection.

SP-2509 inhibits late protein expression. We next examined the effects of SP-
2509 treatment on viral protein expression. MRC-5 cells were infected with HSV-1 at an
MOI of 10 PFU/cell in the presence or absence of 16 �M SP-2509. The previously
determined in vitro 50% inhibitory concentration (IC50) for SP-2509 is 12.6 �M (38) and
previous in vivo studies were carried out using up to 10 �M SP-2509 (37). Total proteins
were isolated at 2, 4, or 6 h postinfection (hpi) and viral and cellular protein levels were
determined by Western blotting (Fig. 2A). Levels of individual proteins were normalized

FIG 2 Effects of LSD1 inhibition on viral protein expression. (A) Western blot of whole-cell lysates
collected from SP-2509 treated (16 �M) or untreated MRC-5 cells mock infected or infected with strain
KOS and harvested at 2, 4, and 6 hpi. Antibodies are indicated on the right and the viral gene class is
indicated on the left. (B) Experiments were carried out as in (A) except that cells were treated with or
without OG-L002 (60 �M), infected with strain KOS, and harvested at the indicated times. All infections
were carried out at an MOI of 10 PFU/cell and for all inhibitor treatments cells were pretreated with
inhibitor for 1 h prior to infection and throughout infection. Average fold change in protein expression
(�inhibitor/�inhibitor) was determined from biological duplicate experiments and error bars represent
standard deviations.
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to glyceraldehyde 3-phosphate dehydrogenase (GAPDH) expression and the fold
change in expression in the presence versus absence of SP-2509 was determined.
Although SP-2509 treatment caused a significant reduction in viral yield, it had little to
no effect on IE (�: ICP4, ICP27) or early (�: ICP8) protein levels. On the other hand, there
was a moderate effect on leaky late (�1: UL42, major capsid protein [MCP]) and a
significant reduction in late (�2: gC) protein levels. Consistent with previous observa-
tions (35), treatment with 60 �M OG-L002 resulted in reduced expression of viral
proteins expressed from all classes of viral genes (Fig. 2B). Neither inhibitor caused
altered levels of LSD1. Taken together, these data suggest that although OG-L002 and
SP-2509 both inhibit HSV-1 infection, they may do so through different mechanisms.

SP-2509 inhibits replication-dependent transcription from HSV-1 genomes. To
determine how the temporal expression of viral genes is globally affected by SP-2509
treatment, we measured viral mRNA levels in the presence and absence of SP-2509
at an early (3 h) and late (6 h) time after infection using RNA sequencing (RNA-seq).
MRC-5 cells were pretreated with 16 �M SP-2509 for 1 h before infection. During high
MOI infection (10 PFU/cell), IE and early genes are expressed and viral DNA begins to
replicate by 3 hpi (26, 39). By 6 hpi, late gene expression predominates, while several
IE and early viral genes are also amplified in a replication-dependent manner (39). At 3
hpi, under untreated infection conditions, 13% of the sequence reads mapped to the
HSV-1 genome, while 83% mapped to the cellular genome, and the remaining 4% did
not map (Fig. 3A). At 3 hpi, SP-2509 did not cause a significant change in viral gene
expression. However, by 6 hpi, SP-2509 treatment resulted in a significant decrease in
viral gene expression. At this time, viral mRNA predominates and makes up over 50%
of transcripts per cell. SP-2509 treatment caused a drop in percent viral reads by 31%,
demonstrating a significant block in viral gene expression late after infection.

To determine if SP-2509 treatment altered cellular gene expression in these exper-
iments, we compared the relative expression levels of individual cellular transcripts in
mock-infected cells in the presence and absence of SP-2509 (Fig. 4, left). These data sets
had a high Pearson correlation coefficient (r) of 0.98. The same was true when
comparing the cellular gene expression profiles of HSV-1 infected cells in the presence
and absence of inhibitor (Fig. 4, right; r � 0.96). Therefore, at the concentrations used
in this study and during the first 6 to 7 h after treatment, SP-2509 does not significantly
alter the cellular gene expression profile.

We next determined how expression of individual viral genes is affected by SP-2509
treatment. Genes were grouped into IE, early, leaky late, and late gene classes and
mRNA levels were compared in the presence and absence of SP-2509 at 3 and 6 hpi

FIG 3 SP-2509 inhibits viral gene expression. MRC-5 cells were infected at an MOI of 10 PFU/cell with
strain KOS in the presence or absence of SP-2509 (16 �M) and RNA-seq was carried out on total mRNA
at 3 and 6 hpi. Sequencing reads were mapped to the human and HSV-1 genome and the percentage
of RNA-seq reads that mapped to the viral genome was determined. Data represent the means from
biological duplicate experiments with standard deviations. For the 6 hpi time points, results from
replicate experiments were identical. Therefore, error bars are not shown on the bar graph. The
significance of differences observed in the presence of SP-2509 were determined using a Student’s t test
with a statistical significance cutoff at 0.05 (n.s, not significant; ****, P � 0.0001).
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(Fig. 5). At 3 hpi, there were no significant differences in the levels of expression of any
gene class (P � 0.05). Most late genes were barely detected above background levels
at this time. By 6 hpi, expression of all viral genes were amplified with the exception of
ICP4 and ICP27 (Fig. 5, compare 3 and 6 hpi). This is likely because more viral genome
templates are present after the DNA is replicated. These same genes exhibited de-
creased expression at 6 hpi in the presence of SP-2509 (Fig. 5). Late gene expression
was significantly reduced, in most cases to almost undetectable levels, in the presence
of SP-2509. Taken together, while initial activation of transcription was not significantly
affected by SP-2509 treatment, replication-dependent late gene expression was inhib-
ited and replication-coupled amplification of IE, early, and late gene transcription was
significantly reduced.

SP-2509 inhibits viral DNA replication. RNA-seq data point to a defect in replication-
coupled viral gene expression. Therefore, we determined the effect of SP-2509 treat-
ment on viral DNA synthesis. To do this, we collected viral DNA from infected MRC-5
cells at multiple times after infection in the presence or absence of 16 �M SP-2509 and
measured viral DNA levels using quantitative real-time PCR (Fig. 6A and B). At both low
(0.1 PFU/cell) and high (10 PFU/cell) MOIs, SP-2509 had a potent and reproducible
inhibitory effect on viral DNA replication.

Real-time PCR data suggest that low levels of DNA replication can still occur in the
presence of SP-2509. To verify that viral DNA replication initiates in the presence of
SP-2509, we imaged nascent viral DNA in the presence of the drug. MRC-5 cells were
infected with strain KOS at an MOI of 10 PFU/cell in the presence or absence of SP-2509
and incubated in medium containing 5-ethynyl-2=-deoxycytidine (EdC) from 4 to 6 hpi
to label nascent viral DNA. We then tagged and imaged the EdC-labeled DNA and
demonstrated that EdC incorporation and some viral DNA replication does occur in the
presence of SP-2509 and that ICP4 colocalizes with the replicated population of viral
DNA (Fig. 6C).

On average, 3 to 5 small replication foci formed in the presence of inhibitor
(�SP-2509) compared to the 1 to 3 large replication compartments that formed in
infected, untreated cells (Fig. 7A). The increased number of replication compartments
in the presence of SP-2509 suggests that replication is blocked before intergenomic
recombination can occur. After an MOI of 10 PFU/cell infection with EdC-labeled strain
KOS, incoming viral DNA forms 5 to 10 viral DNA foci in the presence or absence of
SP-2509 (Fig. 7B). It has previously been demonstrated that only a fraction of incoming
viral genomes initiate replication during infection with HSV-1 (40). This is consistent
with the presence of more incoming viral genomes compared to replication foci in the
presence of SP-2509. Taken together, we conclude that SP-2509 inhibits some step in
viral infection after the initial onset of viral DNA synthesis, likely before replication
compartments coalesce.

SP-2509 selectively and reversibly inhibits viral DNA replication. To verify that
early events in the infection cycle do not contribute to the block in viral DNA

FIG 4 Cellular mRNA expression is not significantly altered by SP-2509 treatment. RNA sequencing reads
were mapped to the human genome and mapped reads to individual cellular transcripts were compared
between the indicated conditions. The value r represents the Pearson correlation between data sets.
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replication, we determined the effect of time of SP-2509 addition on viral DNA

replication (Fig. 8A). Cells were infected with strain KOS at an MOI of 10 PFU/cell and

SP-2509 was added either prior to (�1 h) or at 0, 1, 2, 3, 4, or 6 hpi. The number of viral

genomes present per cell at 12 hpi was determined by quantitative real-time PCR. Viral

DNA replication was negatively impacted by SP-2509 regardless of the time of addition.

FIG 5 Abundance of individual viral transcripts at 3 and 6 hpi in the presence or absence of SP-2509 during high
multiplicity infection. The abundance of individual viral mRNAs is presented as mapped reads per mapped total
reads per kilobase pair (MR/MTR/kbp). Error bars represent the standard deviation from the mean of two biological
replicates. Transcripts are grouped based on gene class (39). To determine if changes observed when comparing
the expression of each gene from samples infected in the presence versus absence of SP-2509 were significant, we
used a Student’s t test with a statistical significance cutoff of 0.05. At 3 hpi, SP-2509 did not have a statistically
significant effect on the expression of individual viral genes. At 6 hpi, differences in the levels of expression of all
transcripts were statistically significant except for ICP4, ICP27, and UL23.
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This indicates that under conditions where IE and early genes are expressed in an
appropriate temporal manner, SP-2509 can still potently inhibit viral DNA replication.

We next investigated the effect of time of SP-2509 addition on viral transcription by
assaying mRNA levels of select viral transcripts at 6 hpi by reverse transcription and
real-time PCR (Fig. 8B). Transcription of the late viral gene, gC (UL44), was affected by
SP-2509 addition in a similar manner as viral genome replication. On the other hand,
expression of the IE gene ICP4 and early gene tk (UL23) were not affected by the
addition of SP-2509. These results clearly demonstrate that SP-2509 selectively blocks
viral DNA replication and replication-coupled late gene expression.

Furthermore, because SP-2509 inhibition is reversible, we determined if the block in
viral DNA replication can be reversed after SP-2509 removal. If so, this may be a unique

FIG 6 SP-2509 blocks HSV-1 DNA replication. (A and B) MRC-5 cells were infected at an MOI of 0.1 (A) or 10 (B) PFU/cell with strain KOS
in the presence or absence of SP-2509 (16 �M). DNA was collected at the indicated times to create a replication curve. Viral genome
number was determined by real-time PCR. Error bars represent the means with standard deviations. Data points without error bars
represent reproducible data and error bars that were smaller than the symbol used to represent the data point. (C) MRC-5 cells were
infected at an MOI of 10 PFU/cell with strain KOS in the presence or absence of SP-2509 (16 �M). EdC was added at 4 hpi, and at 6 hpi
cells were fixed. Viral genomes were covalently attached to a fluorophore (vDNA) and probed with antibodies specific to ICP4. Scale bars,
5 �m. Green and red trace of merge (RG) panel is shown at right.
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approach to synchronize viral replication forks to investigate the coordination of
replication-coupled events in the future. To determine if the block in viral DNA
replication can be reversed after SP-2509 removal, we infected cells at an MOI of 10
PFU/cell in the presence of SP-2509 and removed the inhibitor at the indicated times
during infection (Fig. 8C). The number of viral genomes present per cell at 12 hpi was
then measured by quantitative real-time PCR. In all cases, removal of SP-2509 fully
restored the capacity for viral DNA to replicate to levels comparable to untreated cells,
demonstrating that SP-2509 is a reversible inhibitor of viral DNA replication.

SP-2509 does not inhibit nuclear entry or early interactions that occur on viral
DNA. To further verify that SP-2509 does not inhibit early processes that occur on viral
DNA, viral genome entry into the nucleus and initial recruitment of viral and host cell
factors to incoming viral DNA were examined. MRC-5 cells were infected with EdC-
labeled strain KOS at an MOI of 10 PFU/cell and fixed at 2.5 hpi. EdC-labeled viral DNA
was covalently attached to Alexa Fluor 488 and viral and host proteins were detected
by indirect immunofluorescence (Fig. 9). SP-2509 treatment had no observable effect
on viral genome entry into the nucleus (Fig. 7B). Furthermore, colocalization of the viral
transcription factor ICP4, the viral replication protein ICP8, and Pol II with incoming viral
DNA were not affected by SP-2509 by 2.5 hpi.

Replication proteins colocalize with viral DNA in the presence of SP-2509. We
next examined whether viral and cellular replication proteins colocalize with EdC-
labeled viral replication compartments in the presence of SP-2509 (Fig. 10). Replicating
viral DNA was labeled with EdC and imaged as in Fig. 6C. Using immunofluorescence,
we demonstrate that the viral DNA processivity factor (UL42) and single-stranded DNA
binding protein (ICP8) colocalize with replication compartments that form in SP-2509-
treated cells. The cellular replication proteins PCNA and topoisomerase II� (TOP II�) also
associate with these sites of defective DNA synthesis.

We next compared the effects of SP-2509 treatment on the recruitment of proteins
to viral DNA to that of acyclovir (ACV) treatment. Cells were infected with EdC-labeled
strain KOS in the presence of ACV and at 6 hpi cells were fixed and imaged. By
comparison, UL42, PCNA, and TOP II� do not colocalize with viral genomes after ACV
treatment, although ICP4 and ICP8 do (Fig. 11). Taken together, these data suggest that
SP-2509 blocks viral DNA replication at a step later than ACV treatment, after viral and
cellular replication proteins are recruited to viral replication forks. The association of

FIG 7 SP-2509 treatment has no effect on viral genome entry into the nucleus, but results in an increased
number of replication compartments per cell. (A) MRC-5 cells were infected with KOS-EdC at an MOI of
10 PFU/cell in the presence or absence of SP-2509 (16 �M) and fixed at 2.5 hpi. Input viral DNA was
covalently attached to Alexa Fluor 488 and imaged. The number of input viral genomes per cell was
counted. (B) MRC-5 cells were infected with strain KOS at an MOI of 10 PFU/cell in the presence or
absence of SP-2509 (16 �M). EdC was added at 4 hpi, and at 6 hpi the cells were fixed. EdC-labeled
replicated viral DNA was covalently attached to Alexa Fluor 488 and imaged. The number of viral
replication compartments per cell was counted. Horizontal lines in the scatter dot plot represent the
means with standard deviations. Significance was determined using a Student’s t test with a statistical
significance cutoff of 0.05 (n.s, not significant; ****, P � 0.0001).
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ICP8 (single-stranded DNA binding protein) and ICP4 (double-stranded DNA binding
protein) with the aberrant replication compartments that form during SP-2509 treat-
ment is consistent with the viral DNA containing both single- and double-stranded
regions.

SP-2509 selectively inhibits protein binding after the onset of viral DNA
replication. Because there was a defect in viral transcription after the onset of viral
DNA replication in the presence of SP-2509, we next examined whether Pol II was
recruited to replicated viral DNA in the presence of SP-2509 (Fig. 12). We found that in
about 65% of cells, Pol II colocalized with EdC-labeled viral replication compartments in
treated cells in a similar manner as in untreated cells. However, in another 35% of
infected cells, Pol II did not colocalize with EdC-labeled viral DNA. How the state of the
cell contributes to these distinct phenotypes is of interest for future investigation. We
further demonstrate that the localization of histone H3, H3K9me2, and H3K9me3
relative to replicated viral DNA is similar between treated and untreated cells. Taken
together, although observable changes in histone localization do not occur at late

FIG 8 SP-2509 inhibits viral DNA replication and late gene expression if added postinfection and is reversible. (A) MRC-5 cells were infected at an MOI of 10
PFU/cell and SP-2509 (16 �M) was added at the indicated times before or during viral infection. Viral genome number was quantified by real-time PCR to amplify
the tk gene from DNA isolated at 12 hpi. (B) Infection was carried out as in (A) except that RNA was isolated at 6 hpi, reverse transcribed, and amplified by
real-time PCR to determine the relative expression of the ICP4 (�), tk (�), or gC (�) genes. (C) SP-2509 was removed from cells at the indicated times relative
to the start of infection. DNA was collected at 12 hpi and quantified as in (A). All experiments were carried out in biological duplicate and error bars represent
the standard deviation from the mean.
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times during infection in the presence of SP-2509, Pol II recruitment to viral DNA is
defective.

DISCUSSION

Here, we demonstrate that SP-2509 is a potent and reversible inhibitor of HSV-1
infection. SP-2509 inhibits viral DNA replication and replication-coupled gene expres-
sion, but does not affect viral genome entry into the nucleus and protein association
with viral DNA to facilitate IE and early gene transcription. Furthermore, in the presence
of SP-2509, viral DNA begins to replicate but ongoing DNA replication is inhibited.
Stalled DNA synthesis in the presence of SP-2509 does not impede replication protein
association but does result in altered replication compartment formation and recruit-
ment of Pol II to viral DNA. Taken together, SP-2509 is a new inhibitor of HSV-1 infection
that blocks a critical step during HSV-1 DNA replication.

Observations presented here support a potential new role for LSD1 in promoting

FIG 9 SP-2509 treatment does not affect nuclear entry or genome interactions during early infection. MRC-5 cells were infected at an MOI of 10 PFU/cell with
EdC-labeled KOS in the presence or absence of SP-2509. At 2.5 hpi, cells were fixed and viral genomes were covalently attached to a fluorophore (vDNA) and
probed with antibodies specific for ICP4, ICP8, or Pol II. Scale bars, 5 �m. Green and red trace of merge (RG) panel is shown at right.
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FIG 10 SP-2509 treatment results in defective viral replication compartment formation, but key replication-dependent proteins maintain their ability to
colocalize with viral DNA. MRC-5 cells were infected at an MOI of 10 PFU/cell with KOS in the presence or absence of SP-2509 (16 �M). EdC was added at
4 hpi, and at 6 hpi cells were fixed. EdC-labeled viral DNA was covalently attached to a fluorophore (vDNA) and probed with antibodies specific to viral
proteins UL42 and ICP8, and cellular proteins PCNA and topoisomerase II�. Scale bars, 5 �m. Green and red trace of merge (RG) panel is shown at right.
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viral DNA replication and replication-dependent viral gene expression. A role for LSD1
at sites of viral DNA synthesis is supported by the observation that LSD1 associates with
viral replication forks and nascent viral DNA (7, 26). It was previously demonstrated that
LSD1 knockdown by small interfering RNA (siRNA) and LSD1 inhibitors TCP and
OG-L002 block H3K9 demethylation on promoters of IE genes during early stages of
infection, resulting in a reduction of IE gene expression (33, 35, 41). We did not observe
the same effect on IE gene expression when infection was carried out in the presence
of SP-2509. TCP and its derivative OG-L002 inhibit LSD1 by covalently attaching to the
cofactor FAD bound to the active site of the enzyme, thereby irreversibly inhibiting
demethylase activity. SP-2509 has been shown to inhibit LSD1 demethylase activity in
vitro and disrupt LSD1 protein-protein interactions in vivo, including interactions with
ZNF217 (37) and CoREST (36). It is therefore possible that SP-2509 inhibits LSD1
transcription factor interactions that are important at late stages of infection rather
than histone demethylation, which is necessary for IE gene expression. It is possible that
differences in the mechanisms of action of these different drugs account for the
differential effects on HSV-1 infection. An alternative hypothesis is that SP-2509 inhibits
viral infection through a completely different mechanism that does not involve LSD1.
The precise mechanism of SP-2509 inhibition is of interest for future studies.

During high multiplicity infection (10 PFU/cell), we observed 5 to 10 input viral DNA
foci in the nuclei of infected cells even in the presence of SP-2509. Under normal
infection conditions, several of these genomes undergo DNA replication and coalesce
to form 1 to 3 large replication compartments. Although SP-2509 inhibits viral DNA
replication, 3 to 5 small replication compartments form during infection in treated cells.
However, these small replication foci do not coalesce to form large replication com-
partments. These data suggest that in the presence of SP-2509, intergenomic recom-

FIG 11 Protein recruitment to viral DNA after ACV treatment. Cells were infected with EdC-labeled KOS at an MOI of 10 PFU/cell in the presence of 100 �M
ACV. After 6 h, infected cells were fixed and EdC-labeled DNA was tagged with an Alexa fluor to visualize viral genomes (vDNA). Viral and cellular proteins were
visualized by immunofluorescence. Green and red trace of merge (RG) panel is shown at right. Scale bars, 5 �m.
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FIG 12 Recruitment of Pol II to viral DNA is defective in the presence of SP-2509. MRC-5 cells were infected at an MOI of 10 PFU/cell with strain KOS in
the presence or absence of SP-2509 (16 �M). EdC was added at 4 hpi and cells were fixed at 6 hpi. Viral genomes were covalently attached to a fluorophore

(Continued on next page)
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bination is at least partially inhibited. HSV-1 DNA replication occurs through two
phases. Initially replication occurs through an origin-primed process involving the
actions of UL9 and ICP8 at one of three origins of replication (42). However, later during
infection, replication is thought to switch to a recombination-based mechanism (8).
Perhaps LSD1 plays a role in mediating this switch.

We previously demonstrated that initial rounds of viral DNA replication are sufficient
to license late gene expression (26). Furthermore, ongoing expression of ICP4 is
required for continuous expression of late genes, even in the presence of robust DNA
replication (39). In the presence of SP-2509, initial replication can occur, however, late
gene expression is inhibited, decoupling this licensing event in a similar manner as ICP4
depletion. These data point to a potential function of LSD1 in the replication-coupled
regulation of late gene expression, consistent with aberrant recruitment of Pol II to viral
genomes in the presence of SP-2509.

Tranylcypromine (TCP) is a potent anti-HSV inhibitor in mouse, rabbit, and guinea
pig model systems (34). TCP is an irreversible and nonselective monoamine oxidase
(MAO) inhibitor that targets MAO-A, MAO-B, and LSD1 (35). In contrast, SP-2509 is over
7,000-fold more selective for LSD1 over MAO-A and MAO-B and is reversible (36).
SP-2509 has been investigated for use as an anti-cancer drug against cancers with high
LSD1 expression and poor prognosis, including acute myeloid leukemia (36), Ewing
sarcoma (43), and advanced prostate cancer (37). Therefore, SP-2509 or its derivatives
may be good candidates for antiviral therapy in the future, especially to treat ACV-
resistant strains. Together with other previous studies, these data highlight the poten-
tial to utilize LSD1 inhibition as an antiviral approach to treat HSV-1 infection.

MATERIALS AND METHODS
Cells and viruses. MRC-5 (human fetal lung fibroblast) or Vero (African green monkey kidney) cells

were obtained from and propagated as recommended by ATCC. HSV-1 strain KOS was used for all
infections.

MTT assay. An MTT assay (Abcam) was carried out to measure the effects of LSD1 inhibitors on cell
viability and proliferation. Cells were plated in 96-well plates for 24 h prior to addition of inhibitors
(1.0 � 104 cells/well). The indicated concentrations of SP-2509 or OG-L002 were added and cells were
incubated at 37°C for an additional 24 h before conducting the MTT assay according to the manufac-

turer’s protocol. Percent cytotoxicity was determined: % Cytotoxicity �
�100 x �Control � Sample��

Control
.

Viral yield. MRC-5 or Vero cells were seeded at a density of 1 � 106 cells/well in a 6-well dish and
infected with strain KOS at an MOI of 0.1 or 10 PFU/cell. Infected treated cells were incubated in medium
containing the indicated concentration of SP-2509 or OG-L002 or a DMSO control. At the indicated times,
infected cells were collected by scraping into growth medium and freeze-thawed 3 times, followed by
sonication to release cell-associated virus. Viral yield was determined by plaque assay in Vero cells.

Western blotting. MRC-5 cells were seeded at a density of 1 � 106 cells/well in a 6-well dish and
infected with strain KOS at an MOI of 10 PFU/cell. Treated cells were incubated with 16 �M SP-2509 or
60 �M OG-L002 for 1 h prior to and during infection. At the indicated times postinfection, proteins were
isolated from cells using Laemmli SDS sample buffer and Western blotting was carried out using the
following primary antibodies: �-ICP4 (58S), �-ICP27 (P1113), �-ICP8 (Abcam ab20194), �-UL42 (Abcam
ab19311), �-VP5/ICP5 (Abcam ab6508), �-gC (GICR 1104), �-GAPDH (Thermo AM4300), and �-LSD1
(Abcam ab37165). The intensity of gel bands was quantified using the GelAnalyzer plugin in ImageJ.
Band intensities were normalized to GAPDH detected from the same sample.

RNA-seq. MRC-5 cells were seeded into 60-mm dishes at a density of 2 � 106 cells per dish. Treated
cells were pretreated with 16 �M SP-2509 for 1 h prior to infection with strain KOS at an MOI of 10
PFU/cell or mock infection and incubated at 37°C. At 3 or 6 hpi, RNA was isolated using the RNaqueous-4
PCR kit (Invitrogen) using the included protocol. The isolated total RNA was quantified using an RNA
6000 Nano kit (Agilent) and a 2100 Bioanalyzer (Agilent). Barcoded cDNA libraries were prepared from
2 �g of total RNA using the NEBNext Poly(A) mRNA Isolation and NEBNext Ultra Directional RNA library
prep kit. Individual samples were quantified using a DNA 7500 kit (Agilent) and 2100 Bioanalyzer
(Agilent). Barcoded samples were pooled and sequenced at the Tufts University genomics facility on a
HiSeq 2500 (Illumina). The demultiplexed sequence reads were first mapped to the human reference
genome (hg38) using HISAT2. Unmapped reads were then mapped to a modified version of the

FIG 12 Legend (Continued)
(vDNA) and probed with antibodies specific for the indicated proteins. For Pol II, two different colocalization phenotypes were observed. The top row (with
SP-2509) represents the colocalization of Pol II with replicated viral DNA, which occurred in 33 out of 51 counted cells (65%), while the bottom row
represents the lack of colocalization of replicated viral DNA with Pol II, which occurred in 18 out of 51 counted cells (35%). Scale bars, 5 �m. Green and
red trace of merge (RG) panel is shown at right.
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annotated KOS genome (KT899744) excluding duplicated regions of the genome (nucleotides 1 to 9063
containing the RL1 and RL2 gene regions and nucleotides 145359 to 151974 containing the RS1 gene).
featureCounts was used to quantify transcripts. Mapped reads of individual transcripts were normalized
to account for differences in size and sequencing depth and are presented as mapped reads per million
total reads per kilobase pair (MR/MTR/kbp). For all conditions examined, data are highly reproducible
between biological duplicates with Pearson correlation coefficients of �0.90.

Viral DNA replication curve. MRC-5 cells were seeded at 1 � 106 cells/well in a 6-well dish. Treated
cells were incubated with 16 �M SP-2509 1 h before infection and postinfection. Cells were infected with
strain KOS at an MOI of 0.1 or 10 PFU/well. DNA was isolated using DNA extraction buffer (0.5% SDS,
400 �g/ml proteinase K, 100 mM NaCl). Genome numbers were determined by real-time PCR relative to
a standard curve generated from purified viral DNA. Primers specific for the tk gene (tkdsf 5=-ACCCGC
TTAACAGCGTCAACA-3=, tkdsr 5=-CCAAAGAGGTGCGGGAGTTT-3=) were used for viral DNA amplification.
Cell numbers were determined by amplification of cellular DNA using primers specific for GAPDH
(GAPDHf 5=-CAGAACATCATCCCTGCCTCTACT-3=, GAPDHr 5=-GCCAGTGAGCTTCCCGTTCA-3=). Two biolog-
ical replicates were carried out for each condition.

Immunofluorescence and viral DNA imaging. A total of 2 � 105 MRC-5 cells were grown on glass
coverslips and infected with wild-type KOS or EdC-labeled KOS at an MOI of 10 PFU/cell for 2.5 or
6 h in the presence or absence of 16 �M SP-2509. EdC labeling of viral replication compartments,
click chemistry, and immunofluorescence were conducted as previously described (22). Primary
antibodies used include: �-ICP8 (Abcam ab20194), �-ICP4 (58S), �-RNA polymerase II (Abcam ab5408),
�-topoisomerase II (Calbiochem Ab-1 NA14), �-PCNA (Santa Cruz sc-056), �-Histone H3 (Abcam ab1791),
�-UL42 (Abcam ab19311), �-H3K9me2 (Abcam ab1220), and H3K9me3 (Abcam ab176916). Relative
fluorescence intensities were plotted using the RGB Profiler plugin for ImageJ.

Quantification of viral gene expression by real-time PCR. MRC-5 cells were seeded at 1 � 106

cells/well in a 6-well dish. Cells were infected with strain KOS at an MOI of 10 PFU/cell. Treated cells were
incubated with 16 �M SP-2509 before and during infection as indicated. At 6 hpi, RNA was isolated using
the RNAqueous kit 4PCR (Invitrogen) followed by reverse transcription using the MMLV HP reverse
transcriptase (Epicentre) and an oligo(dT) primer (IDT) according to the manufacturer’s protocol. Viral
genes were amplified by real-time PCR using the following primers: ICP4 (5=-CCACGGGCCGCTTCAC-3=,
5=-GCGATAGCGCGCGTAGAA-3=), tk (5=-ACCCGCTTAACAGCGTCAACA-3=, 5=-CCAAAGAGGTGCGGGAGTTT-
3=), and gc (5=-GTGACGTTTGCCTGGTTCCTGG-3=, 5=-GCACGACTCCTGGGCCGTAACG-3=).

Data availability. The RNA-seq data sets are available in the SRA database under accession number
PRJNA562764.

ACKNOWLEDGMENTS
The authors acknowledge Sarah Dremel and Frances Sivrich for technical assistance

and thoughtful discussions.
This work was supported by NIH grants R21 AI137652 to J.A.D. and R01 AI030612 to

N.A.D.

REFERENCES
1. Schillinger JA, Xu F, Sternberg MR, Armstrong GL, Lee FK, Nahmias AJ,

McQuillan GM, Louis ME, Markowitz LE. 2004. National seroprevalence
and trends in herpes simplex virus type 1 in the United States,
1976 –1994. Sex Transm Dis 31:753–760. https://doi.org/10.1097/01.olq
.0000145852.43262.c3.

2. Honess RW, Roizman B. 1974. Regulation of herpesvirus macromolecular
synthesis. I. Cascade regulation of the synthesis of three groups of viral
proteins. J Virol 14:8 –19. https://doi.org/10.1128/JVI.14.1.8-19.1974.

3. Honess RW, Roizman B. 1975. Regulation of herpesvirus macromolecular
synthesis: sequential transition of polypeptide synthesis requires func-
tional viral polypeptides. Proc Natl Acad Sci U S A 72:1276 –1280. https://
doi.org/10.1073/pnas.72.4.1276.

4. Herrera FJ, Triezenberg SJ. 2004. VP16-dependent association of
chromatin-modifying coactivators and underrepresentation of histones
at immediate-early gene promoters during herpes simplex virus infec-
tion. J Virol 78:9689 –9696. https://doi.org/10.1128/JVI.78.18.9689-9696
.2004.

5. Lester JT, DeLuca NA. 2011. Herpes simplex virus 1 ICP4 forms com-
plexes with TFIID and mediator in virus-infected cells. J Virol 85:
5733–5744. https://doi.org/10.1128/JVI.00385-11.

6. Wagner LM, DeLuca NA. 2013. Temporal association of herpes simplex
virus ICP4 with cellular complexes functioning at multiple steps in PolII
transcription. PLoS One 8:e78242. https://doi.org/10.1371/journal.pone
.0078242.

7. Dembowski JA, DeLuca NA. 2018. Temporal viral genome-protein inter-
actions define distinct stages of productive herpesviral infection. mBio
9:e01182-18. https://doi.org/10.1128/mBio.01182-18.

8. Weller SK, Coen DM. 2012. Herpes simplex viruses: mechanisms of DNA
replication. Cold Spring Harb Perspect Biol 4:a013011. https://doi.org/
10.1101/cshperspect.a013011.

9. Mahiet C, Ergani A, Huot N, Alende N, Azough A, Salvaire F, Bensimon A,
Conseiller E, Wain-Hobson S, Labetoulle M, Barradeau S. 2012. Structural
variability of the herpes simplex virus 1 genome in vitro and in vivo. J
Virol 86:8592– 8601. https://doi.org/10.1128/JVI.00223-12.

10. Brown SM, Ritchie DA, Subak-Sharpe JH. 1973. Genetic studies with
herpes simplex virus type 1. The isolation of temperature-sensitive
mutants, their arrangement into complementation groups and recom-
bination analysis leading to a linkage map. J Gen Virol 18:329 –346.
https://doi.org/10.1099/0022-1317-18-3-329.

11. Honess RW, Buchan A, Halliburton IW, Watson DH. 1980. Recombination
and linkage between structural and regulatory genes of herpes simplex
virus type 1: study of the functional organization of the genome. J Virol
34:716 –742. https://doi.org/10.1128/JVI.34.3.716-742.1980.

12. Morse LS, Buchman TG, Roizman B, Schaffer PA. 1977. Anatomy of
herpes simplex virus DNA. IX. Apparent exclusion of some parental DNA
arrangements in the generation of intertypic (HSV-1 X HSV-2) recombi-
nants. J Virol 24:231–248. https://doi.org/10.1128/JVI.24.1.231-248.1977.

13. Schaffer PA, Aron GM, Biswal N, Benyesh-Melnick M. 1973. Temperature-
sensitive mutants of herpes simplex virus type 1: isolation, complemen-
tation and partial characterization. Virology 52:57–71. https://doi.org/10
.1016/0042-6822(73)90398-x.

14. Renner DW, Szpara ML. 2017. Impacts of genome-wide analyses on our
understanding of human herpesvirus diversity and evolution. J Virol
92:e00908-17. https://doi.org/10.1128/JVI.00908-17.

Harancher et al. Journal of Virology

October 2020 Volume 94 Issue 19 e00974-20 jvi.asm.org 16

https://www.ncbi.nlm.nih.gov/nuccore/KT899744
https://www.ncbi.nlm.nih.gov/bioproject/?term=PRJNA562764
https://doi.org/10.1097/01.olq.0000145852.43262.c3
https://doi.org/10.1097/01.olq.0000145852.43262.c3
https://doi.org/10.1128/JVI.14.1.8-19.1974
https://doi.org/10.1073/pnas.72.4.1276
https://doi.org/10.1073/pnas.72.4.1276
https://doi.org/10.1128/JVI.78.18.9689-9696.2004
https://doi.org/10.1128/JVI.78.18.9689-9696.2004
https://doi.org/10.1128/JVI.00385-11
https://doi.org/10.1371/journal.pone.0078242
https://doi.org/10.1371/journal.pone.0078242
https://doi.org/10.1128/mBio.01182-18
https://doi.org/10.1101/cshperspect.a013011
https://doi.org/10.1101/cshperspect.a013011
https://doi.org/10.1128/JVI.00223-12
https://doi.org/10.1099/0022-1317-18-3-329
https://doi.org/10.1128/JVI.34.3.716-742.1980
https://doi.org/10.1128/JVI.24.1.231-248.1977
https://doi.org/10.1016/0042-6822(73)90398-x
https://doi.org/10.1016/0042-6822(73)90398-x
https://doi.org/10.1128/JVI.00908-17
https://jvi.asm.org


15. Roizman B, Whitley RJ. 2013. An inquiry into the molecular basis of HSV
latency and reactivation. Annu Rev Microbiol 67:355–374. https://doi
.org/10.1146/annurev-micro-092412-155654.

16. Hu HL, Shiflett LA, Kobayashi M, Chao MV, Wilson AC, Mohr I, Huang TT.
2019. TOP2beta-dependent nuclear DNA damage shapes extracellular
growth factor responses via dynamic AKT phosphorylation to control
virus latency. Mol Cell 74:466 – 480 e4. https://doi.org/10.1016/j.molcel
.2019.02.032.

17. Cliffe AR, Arbuckle JH, Vogel JL, Geden MJ, Rothbart SB, Cusack CL, Strahl
BD, Kristie TM, Deshmukh M. 2015. Neuronal stress pathway mediating
a histone methyl/phospho switch is required for herpes simplex virus
reactivation. Cell Host Microbe 18:649 – 658. https://doi.org/10.1016/j
.chom.2015.11.007.

18. Placek BJ, Berger SL. 2010. Chromatin dynamics during herpes simplex
virus-1 lytic infection. Biochim Biophys Acta 1799:223–227. https://doi
.org/10.1016/j.bbagrm.2010.01.012.

19. Oh J, Fraser NW. 2008. Temporal association of the herpes simplex virus
genome with histone proteins during a lytic infection. J Virol 82:
3530 –3537. https://doi.org/10.1128/JVI.00586-07.

20. Leinbach SS, Summers WC. 1980. The structure of herpes simplex virus
type 1 DNA as probed by micrococcal nuclease digestion. J Gen Virol
51:45–59. https://doi.org/10.1099/0022-1317-51-1-45.

21. Mouttet ME, Guetard D, Bechet JM. 1979. Random cleavage of intranu-
clear herpes simplex virus DNA by micrococcal nuclease. FEBS Lett
100:107–109. https://doi.org/10.1016/0014-5793(79)81141-2.

22. Dembowski JA, DeLuca NA. 2015. Selective recruitment of nuclear fac-
tors to productively replicating herpes simplex virus genomes. PLoS
Pathog 11:e1004939. https://doi.org/10.1371/journal.ppat.1004939.

23. Hu M, Depledge DP, Flores Cortes E, Breuer J, Schang LM. 2019. Chro-
matin dynamics and the transcriptional competence of HSV-1 genomes
during lytic infections. PLoS Pathog 15:e1008076. https://doi.org/10
.1371/journal.ppat.1008076.

24. McSwiggen DT, Hansen AS, Teves SS, Marie-Nelly H, Hao Y, Heckert AB,
Umemoto KK, Dugast-Darzacq C, Tjian R, Darzacq X. 2019. Evidence for
DNA-mediated nuclear compartmentalization distinct from phase sepa-
ration. Elife 8:e47098. https://doi.org/10.7554/eLife.47098.

25. Dremel SE, DeLuca NA. 2019. Herpes simplex viral nucleoprotein creates
a competitive transcriptional environment facilitating robust viral tran-
scription and host shut off. Elife 8:51109. https://doi.org/10.7554/eLife
.51109.

26. Dembowski JA, Dremel SE, DeLuca NA. 2017. Replication-coupled recruit-
ment of viral and cellular factors to herpes simplex virus type 1 replication
forks for the maintenance and expression of viral genomes. PLoS Pathog
13:e1006166. https://doi.org/10.1371/journal.ppat.1006166.

27. Kozub MM, Carr RM, Lomberk GL, Fernandez-Zapico ME. 2017. LSD1, a
double-edged sword, confers dynamic chromatin regulation but com-
monly promotes aberrant cell growth. F1000Res 6:2016. https://doi.org/
10.12688/f1000research.12169.1.

28. Laurent B, Ruitu L, Murn J, Hempel K, Ferrao R, Xiang Y, Liu S, Garcia BA,
Wu H, Wu F, Steen H, Shi Y. 2015. A specific LSD1/KDM1A isoform
regulates neuronal differentiation through H3K9 demethylation. Mol
Cell 57:957–970. https://doi.org/10.1016/j.molcel.2015.01.010.

29. Rusconi F, Grillo B, Toffolo E, Mattevi A, Battaglioli E. 2017. NeuroLSD1:
splicing-generated epigenetic enhancer of neuroplasticity. Trends Neu-
rosci 40:28 –38. https://doi.org/10.1016/j.tins.2016.11.002.

30. Zibetti C, Adamo A, Binda C, Forneris F, Toffolo E, Verpelli C, Ginelli E,
Mattevi A, Sala C, Battaglioli E. 2010. Alternative splicing of the histone
demethylase LSD1/KDM1 contributes to the modulation of neurite mor-
phogenesis in the mammalian nervous system. J Neurosci 30:
2521–2532. https://doi.org/10.1523/JNEUROSCI.5500-09.2010.

31. Majello B, Gorini F, Sacca CD, Amente S. 2019. Expanding the role of the
histone lysine-specific demethylase LSD1 in cancer. Cancers (Basel) 11:
324. https://doi.org/10.3390/cancers11030324.

32. Holmes A, Roseaulin L, Schurra C, Waxin H, Lambert S, Zaratiegui M,
Martienssen RA, Arcangioli B. 2012. Lsd1 and lsd2 control programmed
replication fork pauses and imprinting in fission yeast. Cell Rep
2:1513–1520. https://doi.org/10.1016/j.celrep.2012.10.011.

33. Liang Y, Vogel JL, Narayanan A, Peng H, Kristie TM. 2009. Inhibition of
the histone demethylase LSD1 blocks alpha-herpesvirus lytic replication
and reactivation from latency. Nat Med 15:1312–1317. https://doi.org/
10.1038/nm.2051.

34. Hill JM, Quenelle DC, Cardin RD, Vogel JL, Clement C, Bravo FJ, Foster TP,
Bosch-Marce M, Raja P, Lee JS, Bernstein DI, Krause PR, Knipe DM, Kristie TM.
2014. Inhibition of LSD1 reduces herpesvirus infection, shedding, and re-
currence by promoting epigenetic suppression of viral genomes. Sci Transl
Med 6:265ra169. https://doi.org/10.1126/scitranslmed.3010643.

35. Liang Y, Quenelle D, Vogel JL, Mascaro C, Ortega A, Kristie TM. 2013. A
novel selective LSD1/KDM1A inhibitor epigenetically blocks herpes sim-
plex virus lytic replication and reactivation from latency. mBio 4:e00558-
12– e00512. https://doi.org/10.1128/mBio.00558-12.

36. Fiskus W, Sharma S, Shah B, Portier BP, Devaraj SG, Liu K, Iyer SP, Bearss
D, Bhalla KN. 2014. Highly effective combination of LSD1 (KDM1A)
antagonist and pan-histone deacetylase inhibitor against human AML
cells. Leukemia 28:2155–2164. https://doi.org/10.1038/leu.2014.119.

37. Sehrawat A, Gao L, Wang Y, Bankhead A, 3rd, McWeeney SK, King CJ,
Schwartzman J, Urrutia J, Bisson WH, Coleman DJ, Joshi SK, Kim DH,
Sampson DA, Weinmann S, Kallakury BVS, Berry DL, Haque R, Van Den
Eeden SK, Sharma S, Bearss J, Beer TM, Thomas GV, Heiser LM, Alumkal
JJ. 2018. LSD1 activates a lethal prostate cancer gene network indepen-
dently of its demethylase function. Proc Natl Acad Sci U S A 115:
E4179 –E4188. https://doi.org/10.1073/pnas.1719168115.

38. Mascaro C, Ortega A, Carceller E, Ruiz Rodriguez R, Ciceri F, Lunardi S, Yu
L, Hilbert M, Maes T. 2019. Chemoprobe-based assays of histone lysine
demethylase 1A target occupation enable in vivo pharmacokinetics and
pharmacodynamics studies of KDM1A inhibitors. J Biol Chem 294:
8311– 8322. https://doi.org/10.1074/jbc.RA118.006980.

39. Dremel SE, DeLuca NA. 2019. Genome replication affects transcription
factor binding mediating the cascade of herpes simplex virus transcrip-
tion. Proc Natl Acad Sci U S A 116:3734 –3739. https://doi.org/10.1073/
pnas.1818463116.

40. Kobiler O, Lipman Y, Therkelsen K, Daubechies I, Enquist LW. 2010.
Herpesviruses carrying a Brainbow cassette reveal replication and ex-
pression of limited numbers of incoming genomes. Nat Commun 1:146.
https://doi.org/10.1038/ncomms1145.

41. Bag P, Ojha D, Mukherjee H, Halder UC, Mondal S, Biswas A, Sharon A,
Van Kaer L, Chakrabarty S, Das G, Mitra D, Chattopadhyay D. 2014. A
dihydro-pyrido-indole potently inhibits HSV-1 infection by interfering
the viral immediate early transcriptional events. Antiviral Res 105:
126 –134. https://doi.org/10.1016/j.antiviral.2014.02.007.

42. Weller SK, Sawitzke JA. 2014. Recombination promoted by DNA viruses:
phage lambda to herpes simplex virus. Annu Rev Microbiol 68:237–258.
https://doi.org/10.1146/annurev-micro-091313-103424.

43. Pishas KI, Drenberg CD, Taslim C, Theisen ER, Johnson KM, Saund RS, Pop
IL, Crompton BD, Lawlor ER, Tirode F, Mora J, Delattre O, Beckerle MC,
Callen DF, Sharma S, Lessnick SL. 2018. Therapeutic targeting of KDM1A/
LSD1 in Ewing sarcoma with SP-2509 engages the endoplasmic reticu-
lum stress response. Mol Cancer Ther 17:1902–1916. https://doi.org/10
.1158/1535-7163.MCT-18-0373.

Antiviral Properties of SP-2509 Journal of Virology

October 2020 Volume 94 Issue 19 e00974-20 jvi.asm.org 17

https://doi.org/10.1146/annurev-micro-092412-155654
https://doi.org/10.1146/annurev-micro-092412-155654
https://doi.org/10.1016/j.molcel.2019.02.032
https://doi.org/10.1016/j.molcel.2019.02.032
https://doi.org/10.1016/j.chom.2015.11.007
https://doi.org/10.1016/j.chom.2015.11.007
https://doi.org/10.1016/j.bbagrm.2010.01.012
https://doi.org/10.1016/j.bbagrm.2010.01.012
https://doi.org/10.1128/JVI.00586-07
https://doi.org/10.1099/0022-1317-51-1-45
https://doi.org/10.1016/0014-5793(79)81141-2
https://doi.org/10.1371/journal.ppat.1004939
https://doi.org/10.1371/journal.ppat.1008076
https://doi.org/10.1371/journal.ppat.1008076
https://doi.org/10.7554/eLife.47098
https://doi.org/10.7554/eLife.51109
https://doi.org/10.7554/eLife.51109
https://doi.org/10.1371/journal.ppat.1006166
https://doi.org/10.12688/f1000research.12169.1
https://doi.org/10.12688/f1000research.12169.1
https://doi.org/10.1016/j.molcel.2015.01.010
https://doi.org/10.1016/j.tins.2016.11.002
https://doi.org/10.1523/JNEUROSCI.5500-09.2010
https://doi.org/10.3390/cancers11030324
https://doi.org/10.1016/j.celrep.2012.10.011
https://doi.org/10.1038/nm.2051
https://doi.org/10.1038/nm.2051
https://doi.org/10.1126/scitranslmed.3010643
https://doi.org/10.1128/mBio.00558-12
https://doi.org/10.1038/leu.2014.119
https://doi.org/10.1073/pnas.1719168115
https://doi.org/10.1074/jbc.RA118.006980
https://doi.org/10.1073/pnas.1818463116
https://doi.org/10.1073/pnas.1818463116
https://doi.org/10.1038/ncomms1145
https://doi.org/10.1016/j.antiviral.2014.02.007
https://doi.org/10.1146/annurev-micro-091313-103424
https://doi.org/10.1158/1535-7163.MCT-18-0373
https://doi.org/10.1158/1535-7163.MCT-18-0373
https://jvi.asm.org

	RESULTS
	SP-2509 is a novel and potent inhibitor of HSV-1 infection. 
	SP-2509 inhibits late protein expression. 
	SP-2509 inhibits replication-dependent transcription from HSV-1 genomes. 
	SP-2509 inhibits viral DNA replication. 
	SP-2509 selectively and reversibly inhibits viral DNA replication. 
	SP-2509 does not inhibit nuclear entry or early interactions that occur on viral DNA. 
	Replication proteins colocalize with viral DNA in the presence of SP-2509. 
	SP-2509 selectively inhibits protein binding after the onset of viral DNA replication. 

	DISCUSSION
	MATERIALS AND METHODS
	Cells and viruses. 
	MTT assay. 
	Viral yield. 
	Western blotting. 
	RNA-seq. 
	Viral DNA replication curve. 
	Immunofluorescence and viral DNA imaging. 
	Quantification of viral gene expression by real-time PCR. 
	Data availability. 

	ACKNOWLEDGMENTS
	REFERENCES

