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ABSTRACT

We previously established that cells infected with herpes simplex virus 2 (HSV-2) are disrupted in their ability to form stress
granules (SGs) in response to oxidative stress and that this disruption is mediated by virion host shutoff protein (vhs), a virion-
associated endoribonuclease. Here, we test the requirement for vhs endoribonuclease activity in disruption of SG formation. We
analyzed the ability of HSV-2 vhs carrying the point mutation D215N, which ablates its endoribonuclease activity, to disrupt SG
formation in both transfected and infected cells. We present evidence that ablation of vhs endoribonuclease activity results in
defects in vhs-mediated disruption of SG formation. Furthermore, we demonstrate that preformed SGs can be disassembled by
HSV-2 infection in a manner that requires vhs endoribonuclease activity and that, befitting this ability to promote SG disassem-
bly, vhs is able to localize to SGs. Together these data indicate that endoribonuclease activity must be maintained in order for vhs
to disrupt SG formation. We propose a model whereby vhs-mediated destruction of SG mRNA promotes SG disassembly and
may also prevent SG assembly.

IMPORTANCE

Stress granules (SGs) are transient cytoplasmic structures that form when a cell is exposed to stress. SGs are emerging as poten-
tial barriers to viral infection, necessitating a more thorough understanding of their basic biology. We identified virion host
shutoff protein (vhs) as a herpes simplex virus 2 (HSV-2) protein capable of disrupting SG formation. As mRNA is a central com-
ponent of SGs and the best-characterized activity of vhs is as an endoribonuclease specific for mRNA in vivo, we investigated the
requirement for vhs endoribonuclease activity in disruption of SG formation. Our studies demonstrate that endoribonuclease
activity is required for vhs to disrupt SG formation and, more specifically, that SG disassembly can be driven by vhs endoribonu-
clease activity. Notably, during the course of these studies we discovered that there is an ordered departure of SG components
during their disassembly and, furthermore, that vhs itself has the capacity to localize to SGs.

Stress granules (SGs) are dynamic, non-membrane-bound cy-
toplasmic compartments that contain translationally silent

mRNAs that remain associated with a cadre of translation initia-
tion proteins, poly(A) binding protein (PABP), and the small ri-
bosomal subunit in the form of messenger ribonucleoprotein
complexes (mRNPs) (1). SGs assemble rapidly in response to a
variety of stressful conditions and likewise can disassemble rapidly
when stress is alleviated. Natural stresses that eukaryotic cells en-
counter include starvation, elevated temperature (heat shock),
oxidation, and virus infection, all of which can be sensed by four
distinct eukaryotic initiation factor 2 (eIF2) kinases. Following the
sensing of stress, these kinases become activated and phosphory-
late the alpha subunit of eIF2 (eIF2�), leading to a failure to ini-
tiate new rounds of translation (2). The ensuing stoppage in pro-
tein synthesis causes a sudden increase in mRNPs that are no
longer associated with translating ribosomes. An increase in cyto-
plasmic levels of free mRNPs has been proposed to be the seminal
event that initiates the assembly of SGs (1, 3). This notion is sup-
ported by observations that compounds that stop protein synthe-
sis by means that are mechanistically distinct from eIF2� phos-
phorylation, such as puromycin and pateamine A (PatA),
promote SG formation (4–6), while compounds that keep
mRNAs associated with 80S ribosomes, such as cycloheximide
and emetine, discourage SG formation (6). Further experimental
verification of the governing role of cytoplasmic levels of mRNPs
in SG assembly was recently provided by Pastré and colleagues,

who demonstrated that delivery of exogenous single-stranded nu-
cleic acid (RNA or DNA) to cells could promote SG formation (7),
and by the recent in vitro studies of Cech and colleagues, who
demonstrated that the formation of higher-order assemblages of
the RNA binding protein FUS (fused in sarcoma) could be seeded
by the addition of RNA (8). The steps leading from an increase in
cytoplasmic levels of free mRNPs to assembly of microscopically
visible cytoplasmic granules with a complex protein composition
are ill defined. The contribution of cellular proteins with both
RNA binding capacity and prion-like domains, such as Ras-GT-
Pase-activating SH3-domain-binding protein (G3BP) (9) and T
cell internal antigen 1 (TIA-1) (10), as well as many posttransla-
tional modifications, including dephosphorylation (9), methyl-
ation (11, 12), deacetylation (13), ubiquitination (13), O-GlcNac
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modification (14), and poly(ADP ribosyl)ation (PARylation)
(15–17), have all been implicated in the assembly of these cyto-
plasmic compartments. Weak intermolecular interactions facili-
tated by RNA binding proteins with prion-like domains in com-
bination with these various posttranslational modifications have
been proposed to allow mammalian SGs to exist in a liquid drop-
let-like state (18). Interactions between mRNPs and the cytoskel-
eton also contribute to SG assembly (19–23). The conventional
model of SG assembly along with the physical state in which SGs
exist has been challenged by recent work published by Parker and
colleagues. Their analysis of SGs using superresolution micros-
copy suggests that SGs have a stable core structure surrounded by
a more dynamic shell (24). Like SG assembly, SG disassembly can
also occur rapidly and is mechanistically ill defined. Reversal of
some of the posttranslational modifications implicated in SG as-
sembly can cause SG disassembly. For example, phosphorylation
of SG proteins G3BP and dual-specificity tyrosine-phosphoryla-
tion-regulated kinase 3 (DYRK3) leads to disassembly of SGs (9,
25), as does removal of poly(ADP ribose) (PAR) modifications by
PAR glycohydrolases (16).

We have established that cells infected with herpes simplex
virus 2 (HSV-2) have a disruption in their ability to form SGs in
response to treatment with arsenite, an inducer of oxidative stress
(26). The ability to form SGs in response to arsenite was restored
in cells infected with HSV-2 strains carrying a defective virion host
shutoff protein (vhs), implicating vhs as a viral protein involved in
disrupting arsenite-induced SG formation (27). Furthermore,
disruption of arsenite-induced SG formation can be observed in
cells transfected with a vhs expression plasmid, indicating that vhs
can mediate this disruption in the absence of other viral proteins
(27). vhs is a endoribonuclease (28, 29) encoded by the UL41 gene
(30, 31) and is a component of the tegument layer of alphaherpes-
virus virions (32, 33). Packaging of vhs into virions allows this
endoribonuclease to be delivered to the cytoplasm immediately
upon fusion of viral and cellular membranes and to commence the
degradation of cellular mRNAs in advance of de novo viral gene
expression. Cleavage of most mRNAs by vhs in vivo occurs within
the 5= untranslated region near the cap, and the resulting de-
capped mRNAs are then rapidly degraded by the cellular 5=¡3=
exonuclease XrnI (34, 35). Degradation of cellular mRNAs in
combination with disruptions in cellular mRNA biogenesis medi-
ated by the immediate early viral protein ICP27 led to consider-
able suppression of cellular protein synthesis (36, 37). Targeting of
vhs activity toward mRNAs in vivo may be facilitated by its ability
to bind the cellular translation initiation factors eIF4A, eIF4B, and
eIF4H (38–40). The ability of vhs to bind to translation initiation
factors may also be indicative of a direct role for vhs in translation.
Cap-independent translation via cis-acting elements and en-
hanced translation of viral late mRNAs have both been ascribed to
vhs (41–44). As vhs may interact with mRNA in two distinct man-
ners and has the ability to bind eIF4A, eIF4B, and eIF4H, all of
which are known SG components (45), predicting how vhs is able
to disrupt arsenite-induced SG formation is not straightforward.

The primary objective of this study was to examine the impact
of vhs endoribonuclease activity on SG formation. vhs shares se-
quence homology with the flap endonuclease 1 (FEN-1) family of
endonucleases (28), and the amino acids essential for the endori-
bonuclease activity of HSV-1 vhs have been thoroughly mapped
(40, 46). These mapping studies demonstrated that changing as-
partic acid 213 of HSV-1 vhs to asparagine (D213N) resulted in a

protein that lacked endoribonuclease activity yet retained the abil-
ity to bind both eIF4A and eIF4H. The analogous aspartic acid in
human FEN-1, aspartic acid 179, helps coordinate a metal ion-
binding pocket in the active site that is critical for catalytic activity
(47, 48). HSV-2 vhs shares 86% amino acid identity with HSV-1
vhs (49), and the analogous mutation in HSV-2 vhs (D215N) also
selectively ablates endoribonuclease activity (50). Utilizing a
D215N version of HSV-2 vhs, we present evidence that ablation of
vhs endoribonuclease activity results in defects in vhs-mediated
disruption of SG formation. We also demonstrate that preformed
SGs can be disassembled by HSV-2 infection in a manner that
requires the endoribonuclease activity of vhs and that, befitting
this ability to promote SG disassembly, vhs is able to localize to
SGs. We propose a model whereby destruction of mRNA by vhs
promotes SG disassembly and/or prevents SG assembly. This
model is in keeping with the seminal role proposed for RNA in
initiating SG formation and furthermore predicts that intact RNA
is crucial for maintaining the integrity of these cytoplasmic com-
partments.

MATERIALS AND METHODS
Cells and viruses. African green monkey kidney cells (Vero), cervical
carcinoma cells (HeLa), and A549 cells that stably produce enhanced
green fluorescent protein (EGFP)-G3BP1 (A549 SGG) (51) were main-
tained in Dulbecco’s modified Eagle’s medium (DMEM) supplemented
with 10% fetal bovine serum (FBS) in a 5% CO2 environment. HSV-2
strain 186 virus (wild type [WT]) and �UL41 virus (27) as well as the
D215N and repaired D215N (D215NRep) derivative viruses generated for
this study, were all propagated on Vero cells, and their titers were deter-
mined on Vero cells. To generate a high-titer stock of D215N virus to
facilitate high-multiplicity of infection (MOI) infections, confluent
150-mm dishes of Vero cells were inoculated at an MOI of 0.01 and then
incubated for 2 to 3 days at 34°C. Infected cells and medium were har-
vested together, and then infected cells were separated from medium by
centrifugation at 1,100 � g for 5 min. The infected cell fraction was resus-
pended in SPGA buffer (218 mM sucrose, 3.8 mM KH2PO4, 7.2 mM
K2HPO4, 4.9 mM sodium glutamate, 1% [wt/vol] bovine serum albumin
[BSA], 10% FBS), and then cells were lysed by vortexing with sterile glass
beads (425 to 600 �m [Sigma, St. Louis, MO]). The infected cell lysate was
centrifuged at 2,000 � g for 5 min, and the resulting supernatant was
aliquoted and stored at �80°C. Stocks of WT, D215NRep, and �UL41
virus were prepared and stored in a similar manner. Unless otherwise
indicated, infection times refer to the length of time following a 1-h inoc-
ulation period.

Construction of recombinant HSV-2 strains. pYEbac373, the full-
length infectious HSV-2 186 bacterial artificial chromosome (BAC), was
constructed as described previously (52). A BAC carrying full-length vhs
with the point mutation D215N was constructed by the two-step Red-
mediated recombination procedure, using pYEbac373 in Escherichia coli
GS1783 (53).

Forward primer 5=-TCCAGGCCCAGTTTCGCCTTTTCC-3= and re-
verse primer 5=-GGTCAGCGTAGGCATGCTCTCCAG-3= were used to
amplify a product from pRF97 (described below) for the initial recombi-
nation step. Restriction fragment length polymorphism analysis following
EcoRI digestion was used to confirm the overall integrity of each recom-
binant BAC clone. Additionally, PCR fragments amplified from each re-
combinant BAC clone and from DNA isolated from the reconstituted
D215N virus were sequenced to verify that recombination had occurred at
the correct location within the viral genome, to verify that the D215N
mutation was present, and to verify that no additional mutations were
present within UL41. Virus was reconstituted from BAC DNA by trans-
fection of Vero cells as described previously (52). A similar strategy was
used to repair the D215N mutation (D215NRep) using a product ampli-
fied from pRF87 (27) for the initial recombination step.
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Single-step replication analysis. A total of 5 � 105 Vero cells were
seeded into 6-well dishes 1 day prior to infection. Vero cell monolayers
(approximately 1 � 106 cells per well) were infected at an MOI of 3. All
infections were performed in duplicate. After a 1-h inoculation period,
monolayers were treated for 2 min at 37°C with low-pH citrate buffer (40
mM Na citrate, 10 mM KCl, 135 mM NaCl [pH 3.0]) to inactivate extra-
cellular virions, washed once with medium, and then incubated at 37°C.
Infected monolayers were collected by scraping cells and medium to-
gether at 0, 4, 8, 12, 24, and 48 h postinoculation and stored at �80°C.
Samples were frozen at �80°C and thawed at 37°C twice and sonicated,
and the cellular debris was removed from the cell lysate by centrifugation.
The virus titers of the clarified lysates were determined in duplicate by
plaque assay on Vero cells.

Plasmids and transfections. The construction of an expression plas-
mid containing wild-type (WT) UL41, pRF78, was described previously
(27). A D215N mutation was introduced into the WT UL41 gene con-
tained within pRF78 by mutagenic PCR using forward primer 5=-GTAC
GTGCATACCACGAATACCGATCTCCTGC-3= and reverse primer 5=-
GCAGGAGATCGGTATTCGTGGTATGCACGTAC-3=. The resulting
plasmid, pRF96, was sequenced to ensure that no spurious mutations
were introduced into UL41 during construction. To construct a D215N
UL41 expression plasmid containing an I-SceI-flanked kanamycin cas-
sette with repeated UL41-derived sequence for facilitating two-step Red-
mediated recombination, an AscI fragment derived from pRF87, de-
scribed previously (27), was ligated to AscI-digested pRF96. The resulting
plasmid, pRF97, was screened for the ability to confer kanamycin resis-
tance and for correct orientation of the approximately 1,100-bp AscI frag-
ment by NotI digestion. An expression plasmid encoding an internally
gutted (IG) version of UL41 missing codons 24 through 474 was con-
structed by digesting pRF78 with ApaI then religating the digested plas-
mid. The resulting plasmid, pRF93, was then screened for loss of the
approximately 1,300-bp ApaI fragment. A myc tag was introduced on
to the amino terminus of D215N UL41 by annealing forward primer 5=-
CTAGCATGGAGCAGAAACTCATCTCTGAAGAGGATCTGGG-3= to
reverse primer 5=-AATTCCCAGATCCTCTTCAGAGATGAGTTTCTG
CTCCATG-3= to form a cassette containing myc tag coding sequence
flanked with NheI- and EcoRI-compatible cohesive ends. This cassette
was ligated into NheI/EcoRI-cut pRF96, and the resulting plasmid,
pRF99, was screened for loss of XhoI from the multiple-cloning site and
sequenced to ensure that the myc tag coding sequence was in frame with
D215N UL41. The mCherry red fluorescent protein expression plasmid,
pJR70, is a pEGFP-N1-based expression vector in which the enhanced
green fluorescent protein (EGFP) gene was replaced with the mCherry
gene (B. W. Banfield and J. A. Randall, unpublished data). Renilla lucif-
erase expression plasmid pRLSV40 was acquired from Promega (Pro-
mega, Madison, WI). Transfection of HeLa cells was carried out using
X-treme GENE HP DNA transfection reagent (Roche, Laval, QC, Can-
ada) according to the manufacturer’s protocols.

Induction of SGs. To induce SG formation, HeLa cells were treated
with 0.5 mM arsenite (Sigma, St. Louis, MO) for 30 min or 300 nM
desmethyl desamino pateamine A (DMDA PatA) (54) for 30 min at 37°C.

Immunological reagents. Goat polyclonal antiserum against human
TIA-1 (Santa Cruz Biotechnology, Santa Cruz, CA) was used for indirect
immunofluorescence microscopy at a dilution of 1:500. Mouse monoclo-
nal antibody against human G3BP (BD Biosciences, Mississauga, ON,
Canada) was used for indirect immunofluorescence microscopy at a di-
lution of 1:1,000. Mouse monoclonal antibody against HSV ICP27 (Viru-
sys, Taneytown, MD) was used for indirect immunofluorescence micros-
copy at a dilution of 1:1,000. Rat polyclonal antiserum against HSV-2 Us3
(55) was used for indirect immunofluorescence microscopy at a dilution
of 1:500. Mouse monoclonal antibody against the myc tag (Roche, Laval,
QC, Canada) was used for immunofluorescence microscopy at a dilution
of 1:200. Rabbit polyclonal antiserum against HSV vhs (56) was used for
Western blotting at a dilution of 1:3,000. Mouse monoclonal antibody
against HSV ICP5 (Virusys, Taneytown, MD) was used for Western blot-

ting at a dilution of 1:500. Alexa Fluor 488-conjugated donkey anti-goat
IgG, Alexa Fluor 488-conjugated donkey anti-mouse IgG, Alexa Fluor
488-conjugated donkey anti-rat IgG, Alexa Fluor 568-conjugated donkey
anti-mouse IgG, Alexa Fluor 647-conjugated donkey anti-mouse IgG, and
Alexa Fluor 647-conjugated chicken anti-rat IgG (Molecular Probes,
Eugene, OR) were all used for indirect immunofluorescence at a dilution
of 1:500. Horseradish peroxidase-conjugated goat anti-mouse IgG and
horseradish peroxidase-conjugated goat anti-rabbit IgG (Sigma, St. Louis,
MO) were used for Western blotting at a dilution of 1:10,000.

Indirect immunofluorescence microscopy. Cells for microscopic
analyses were grown on either glass coverslips or glass bottom dishes
(MatTek, Ashland, MA). Cells were fixed and stained as described previ-
ously (55). Stained cells were examined using either a Nikon Eclipse
TE200 inverted fluorescence microscope and Metamorph 7.1.2.0 software
or an Olympus FV1000 laser scanning confocal microscope and Fluoview
1.7.3.0 software. Images from the confocal microscope were captured us-
ing a 60� (1.42-numerical aperture [NA]) oil immersion objective. Com-
posites of representative images were prepared using Adobe Photoshop
software. Unpaired t tests of data yielded from microscopic analyses were
performed using GraphPad QuickCalcs.

Analysis of vhs packaging. For analysis of vhs packaging, virions were
purified as described previously (57). Confluent 150-mm dishes of Vero
cells were inoculated for 1 h at an MOI of 0.01. Two to 3 days later,
medium was collected. Collected medium was centrifuged three times in
succession at 1,100 � g to pellet detached cells and cellular debris. The
clarified supernatant was layered over a cushion of 30% (wt/vol) sucrose
in phosphate-buffered saline (PBS) and centrifuged in a Beckman SW28
rotor at 23,000 rpm for 3 h. Pelleted virions were resuspended in 50 �l of
1� SDS-PAGE loading buffer. Solubilized virions were then boiled for 5
min and stored at �20°C prior to Western analyses. Western analyses of
virion preparations were performed as described previously (27).

RESULTS
vhs endonuclease activity is required to disrupt SG formation in
transfected cells. We developed a transfection-based assay to ex-
amine vhs endoribonuclease activity alongside vhs SG disruption
activity (Fig. 1A). HeLa cells were transfected with a mixture
containing equivalent amounts of vhs expression plasmid, an
mCherry expression plasmid for detection of transfected cells by
microscopy, and plasmid pRLSV40 for indirect monitoring of en-
doribonuclease activity by assaying Renilla luciferase activity. In
these assays, we compared cells transfected with the wild-type
(WT) vhs expression plasmid to cells transfected with the endori-
bonuclease-deficient vhs expression plasmid carrying a D215N
mutation in vhs and utilized an internally gutted (IG) vhs expres-
sion plasmid as a normalization control. IG vhs was constructed
by deleting the sequence contained between two internal in-frame
ApaI sites in the WT UL41 gene (Fig. 1B). This deletion removes
most of the coding capacity of UL41 (codons 24 through 474)
while maintaining the capacity for translation initiation and ter-
mination on mRNA transcripts generated from this construct.
The IG vhs expression plasmid performed similarly to the pCI-
neo parent vector in pilot luciferase assays (data not shown) and
IG vhs was used as a normalization control in subsequent lucifer-
ase assays. Cells transfected with WT vhs expression plasmid had
considerably reduced luciferase activity in comparison to cells
transfected with IG vhs (Fig. 1C). In contrast, levels of luciferase
activity were not significantly different between IG and D215N
transfections (P � 0.2784), consistent with lack of endonuclease
activity in HSV-2 D215N vhs.

For our initial SG disruption assays, we treated transfected cells
with 0.5 mM arsenite to induce SG formation and then measured
the percentage of cells with visible SGs following staining for the

vhs Endoribonuclease Activity Drives SG Disruption
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SG marker TIA-1. Arsenite treatment promotes the phosphoryla-
tion of eIF2� in a heme-regulated inhibitor kinase-dependent
manner leading to translational arrest and the subsequent forma-
tion of SGs (58). Cells transfected with IG vhs performed compa-
rably to nontransfected (NT) cells following arsenite treatment
(Fig. 1D), indicating that transfection alone did not disrupt arsen-
ite-induced SG formation. SG disruption was readily detected in
cells transfected with WT vhs, and the fraction of cells lacking SGs
(approximately 65%) roughly corresponded to the transfection
efficiency in these experiments, predicted from averaged transfec-
tion efficiencies observed in IG transfections to be 58%. SG dis-
ruption was not observed in cells transfected with D215N vhs.
These data demonstrate that vhs endoribonuclease activity is re-
quired to disrupt arsenite-induced SG formation in transfected
cells.

SG formation can also be induced by means that are indepen-
dent of eIF2� phosphorylation. Pateamine A (PatA), a natural
product isolated from sea sponge, and its synthetic derivative des-
methyl desamino (DMDA) PatA are potent modulators of eIF4A
that also cause translational arrest and SG formation (4, 5, 54,
59–61). In our initial studies on the impact of HSV-2 infection on
SG formation, we found that infection interfered with the forma-
tion of arsenite-induced SGs but did not interfere with the forma-
tion of PatA-induced SGs (26). However, the SGs that formed in
HSV-2-infected cells following PatA treatment were largely de-

void of the SG marker TIA-1. To determine if these differential
effects on SG formation would also be seen in vhs-transfected
cells, we treated transfected cells with 300 nM DMDA PatA to
induce SGs and then measured the percentage of cells with visible
SGs. In order to detect differences in SG composition, this exper-
iment was performed in duplicate, samples were stained for either
TIA-1 or G3BP, and measurements of the percentage of cells with
visible SGs was performed using each marker independently (Fig.
1E). Disruption of DMDA PatA-induced SGs was observed in cells
transfected with WT vhs but not in cells transfected with D215N
vhs. Similar levels of SG disruption were seen in WT transfections
regardless of which SG marker was followed for quantitation, and
the fraction of cells lacking SGs (approximately 24% for TIA-1
and 19% for G3BP; P � 0.1697) again roughly corresponded to
the transfection efficiency in these experiments, predicted from
averaged transfection efficiencies observed in IG transfections
(approximately 29% for TIA-1 and 28% for G3BP). Thus, when
overexpressed, vhs can disrupt SG formation caused by either
eIF2� phosphorylation-dependent or eIF2� phosphorylation-in-
dependent mechanisms of translational arrest, and vhs-mediated
disruption of SG formation requires endoribonuclease activity.

Disruption of SG formation by HSV-2 carrying an endonu-
clease-deficient vhs. To examine the requirement for vhs endori-
bonuclease activity in SG disruption in infected cells, we utilized
en passant mutagenesis to construct an HSV-2 strain 186 virus

FIG 1 Transfection-based assay to examine HSV-2 endonuclease activity and SG disruption. (A) HeLa cells transfected with equivalent amounts of HSV-2 vhs,
mCherry, and luciferase expression constructs were analyzed at 24 h posttransfection (hpt). (B) HSV-2 vhs expression constructs examined. The HSV-2 UL41
gene that encodes vhs is depicted by the blue line; vhs proteins are depicted by the gray bars. The red line indicates point mutation D215N, which was introduced
into full-length wild-type (WT) vhs to ablate its endoribonuclease activity. An internally gutted (IG) version of vhs was used as a normalization control. The
dashed line in IG vhs indicates an internal deletion of codons 24 to 474, generated by excising an in-frame ApaI fragment from UL41. (C) Results of luciferase
assays. Twenty microliters of lysates prepared from triplicate transfections or from nontransfected (NT) background controls was assayed using Promega’s
Stop&Glo reagent. Raw values were adjusted for background, and then the highest value obtained in the adjusted normalization control (IG) was set to 100, and
other values were scored relative to it. Data for the IG vhs were compiled from four independent experiments performed in triplicate; data for the WT and D215N
versions were compiled from three independent experiments performed in triplicate. Error bars indicate standard errors of the means. Unpaired t tests on
adjusted, normalized data were performed using GraphPad QuickCalcs. ****, P � 0.0001; ns, difference not statistically significant. (D and E) SG disruption
results. Transfected cells were treated with 0.5 mM arsenite (D) or 300 nM DMDA PatA (E) for 30 min and then fixed. Samples in panel D were stained with goat
polyclonal antiserum specific for TIA-1 followed by staining with Alexa Fluor 488-conjugated donkey anti-goat IgG. Samples in panel E were stained with goat
polyclonal antiserum specific for TIA-1 followed by staining with Alexa Fluor 488-conjugated donkey anti-goat IgG or with mouse monoclonal antibody specific
for G3BP followed by staining with Alexa Fluor 488-conjugated donkey anti-mouse IgG. Samples were examined on an inverted epifluorescence microscope, and
the percentage of cells with SGs was scored in 10 fields per sample. Data in panel D were compiled from two independent experiments. Data in panel E were
generated by scoring duplicate transfections stained for either TIA-1 or G3BP and were compiled from two independent experiments. Transfection efficiency was
estimated by scoring the percentage of cells expressing mCherry in 10 fields of IG transfections. Error bars indicate standard errors of the means. ****, P � 0.0001;
ns, difference not statistically significant.
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carrying a D215N mutation in vhs and to subsequently repair this
mutation (D215NRep). D215N virus exhibited a growth defi-
ciency in comparison to WT and D215NRep viruses on Vero cells
(Fig. 2A) and formed smaller plaques than either WT or
D215NRep on Vero cells (Fig. 2B and C). Importantly, no defects
in vhs packaging were observed with D215N vhs (Fig. 2D), mean-
ing that similar levels of WT or D215N vhs would be delivered to
cells upon entry. The vhs produced in cells infected with D215N
virus showed a slight increase in electrophoretic mobility com-
pared to the vhs produced in cells infected with WT or D215NRep
viruses (Fig. 2D). A similar observation was made with HSV-2
strain 333 carrying a D215N vhs (50). We previously reported that
cells infected with HSV-2 viruses carrying either a deletion of most
of the UL41 coding sequence (�UL41) or a frameshift mutation in
UL41 at codon 343 formed spontaneous SGs late in infection (27).
Spontaneous SGs were observed in approximately 12% (39 of
319) of HeLa cells infected with D215N virus at an MOI of 4 at 5 h
postinfection (hpi). In keeping with our previous observations
(27), these SGs contained both ICP27 and Us3 (Fig. 2E).

To compare disruption of SG formation in infected cells, HeLa
cells were infected with WT, D215N, or D215NRep viruses at an
MOI of 4 or mock infected and then treated with either 500 mM
arsenite or 300 nM DMDA PatA at 4 hpi to induce SGs or left
untreated (data not shown). Infected cells were then fixed and

stained for the presence of TIA-1 and G3BP. Infectivity controls
on virus-infected samples confirmed that all cells were infected
under these conditions (data not shown). As shown in the top half
of Fig. 3A, cells infected with WT or D215NRep virus displayed a
disruption in their ability to form SGs in response to arsenite
treatment as indicated by a drastic decrease in the fraction of cells
with SGs (both less than 1% compared to greater than 98% in
mock-infected cells treated with arsenite). Cells infected with
D215N virus also showed a large decrease in the fraction of cells
with SGs (8%). This value was greater than that observed in un-
treated cells infected with D215N (less than 1%), indicating that,
at this time postinfection, spontaneous SG formation was not
contributing significantly to this value. A large decrease in the
fraction of cells with SGs was also observed when cells were in-
fected at a high MOI with �UL41 virus (Fig. 3B), and this decrease
was comparable to that of D215N virus in this experiment. These
data suggest that an additional viral component or components
may be involved in disrupting arsenite-induced SG formation.
This possibility may have gone undetected in our previous char-
acterization of disruption of arsenite-induced SG formation by
�UL41 virus, as only low-multiplicity infections were examined
(27). When disruption of arsenite-induced SG formation by
D215N and �UL41 viruses was examined alongside WT virus at
low multiplicity, the fraction of infected cells with SGs was ap-

FIG 2 Characterization of D215N virus. (A) Vero cells were inoculated in duplicate at an MOI of 3 for 1 h, extracellular virus was inactivated by treatment with
low-pH citrate buffer, medium was replaced, and infected cells and medium were harvested together at the indicated time points. Harvested infected cells were
frozen and thawed twice and then centrifuged, and the clarified supernatants were titrated in duplicate on Vero cells. Each data point is the average of duplicate
values. The results from two independent experiments are shown. (B) Viral plaques were allowed to form on Vero cells for 3 days and then fixed and stained with
70% methanol containing 0.5% methylene blue. (C) Viral plaques were allowed to form on Vero cells for 24 h and then fixed and stained with rat polyclonal
antiserum specific for Us3 followed by staining with Alexa Fluor 488-conjugated donkey anti-rat IgG. For each virus, images of 40 plaques were captured on an
inverted epifluorescence microscope using a 4� objective. The area of plaques from these images was measured using Image-Pro Plus version 6.3 software. The
largest plaque area measured for the WT was set to 100, and other values were scored relative to it. Error bars indicate standard errors of the means. *, P � 0.1;
ns, difference not statistically significant. (D) Virion preparations were separated on an SDS– 8% polyacrylamide gel and transferred to a polyvinylidene
difluoride (PVDF) membrane. The membrane was blocked overnight at 4°C in Tris-buffered saline with Tween 20 (TBST) containing 3% bovine serum albumin
(BSA), and the blocked membrane was probed for the presence of major capsid protein (ICP5) or vhs. Positions of molecular mass markers in kilodaltons are
indicated on the left. (E) HeLa cells were infected with D215N virus at an MOI of 4. At 5 hpi, infected cells were fixed and stained with goat polyclonal antiserum
specific for TIA-1, mouse monoclonal antibody specific for ICP27, and rat polyclonal antiserum specific for Us3 followed by staining with Alexa Fluor
488-conjugated donkey anti-goat IgG, Alexa Fluor 568-conjugated donkey anti-mouse IgG, and Alexa Fluor 647-conjugated chicken anti-rat IgG. Stained cells
were examined by confocal microscopy, and a representative merged image of an infected cell containing spontaneous SGs is shown. The scale bar is 10 �m. The
fluorescence intensity was measured across an approximately 9-�m line drawn between adjacent SGs using Fluoview 1.7.3.0 software. The location of the
measurement line is shown on the merged image.
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proximately 85% for both D215N and �UL41 viruses and was
significantly greater than the fraction of infected cells with SGs
observed for WT (P � 0.0001) (Fig. 3C). Finally, in high-multi-
plicity infections at 1 hpi, no disruption of arsenite-induced SG
formation was detectable in either D215N or �UL41 virus infec-
tions (Fig. 3D). As both WT and D215NRep viruses outperformed
D215N virus and D215N virus performed comparably to �UL41
virus in our analyses of disruption of arsenite-induced SG forma-
tion, we conclude that endoribonuclease activity is required in
order for vhs to mediate this disruption. Disruption of arsenite-
induced SG formation by both D215N and �UL41 virus de-
pended on the multiplicity of infection used as well as the length of
time that infections were allowed to proceed before arsenite treat-
ment, raising the possibility that another viral component may
contribute to this disruption.

In contrast to disruption of arsenite-induced SG formation,
disruption of DMDA PatA-induced SG formation was not de-
tected in cells infected at a high MOI with D215N virus (lower half
of Fig. 3A). The SGs remaining in D215N infections treated with
DMDA PatA contained both TIA-1 and G3BP, whereas those re-
maining in both WT and D215NRep virus infections were largely
devoid of TIA-1, an SG modification we had previously observed
in HSV-2-infected cells treated with PatA (26). Thus, in infected
cells, vhs can disrupt SG formation caused by eIF2� phosphory-
lation-dependent translational arrest and modify SG formation
caused by eIF2� phosphorylation-independent translational ar-
rest, and vhs-mediated disruption/modification of SG formation
in infected cells requires endoribonuclease activity.

Disassembly of preformed SGs can be mediated by vhs en-
doribonuclease activity. Conceivably, disruption of SG forma-

FIG 3 Analysis of SG formation in cells infected with vhs endoribonuclease-
deficient HSV-2. (A) HeLa cells were mock inoculated or inoculated for 1 h
with the indicated viruses at an MOI of 4. At 3.5 h after inoculation, infected
cells were treated with either 500 mM arsenite (ARS) or 300 nM DMDA PatA.
Thirty minutes later (4 hpi), infected cells were fixed and stained with goat
polyclonal antiserum specific for TIA-1 and mouse monoclonal antibody spe-
cific for G3BP followed by staining with Alexa Fluor 488-conjugated donkey
anti-goat IgG and Alexa Fluor 568-conjugated donkey anti-mouse IgG. Nuclei
were stained with Hoechst 33342. Stained cells were examined by confocal
microscopy, and with the exception of D215N virus infections treated with
arsenite, representative images are shown. In the case of high-multiplicity
D215N infections treated with arsenite, only approximately 8% of cells con-
tained stress granules (arrowhead), while the majority of cells did not contain
stress granules (arrow). Scale bars are 10 �m. (B) HeLa cells were inoculated
for 1 h with the indicated viruses at an MOI of 4, treated with arsenite at 3.5 h
after inoculation for 30 min, and then fixed (4 hpi) and stained as described for
panel A. Samples were examined on an inverted epifluorescence microscope,
and the percentage of cells with SGs was scored in 20 fields per sample. (C)
HeLa cells were inoculated for 1 h with the indicated viruses at an MOI of 0.5,
treated with arsenite at 3.5 h after inoculation for 30 min, and then fixed (4 hpi)
and stained with goat polyclonal antiserum specific for TIA-1 and mouse
monoclonal antibody specific for ICP27 followed by staining with Alexa Fluor
488-conjugated donkey anti-goat IgG and Alexa Fluor 568-conjugated donkey
anti-mouse IgG. Nuclei were stained with Hoechst 33342. Samples were ex-
amined by confocal microscopy, and the percentage of infected cells (ICP27
positive) with SGs was scored in 30 fields per sample. (D) HeLa cells were
inoculated for 1 h with the indicated viruses at an MOI of 4, treated with
arsenite at 30 min after inoculation for 30 min, and then fixed (1 hpi) and
stained as described for panel A. Samples were examined on an inverted epi-
fluorescence microscope, and the percentage of cells with SGs was scored in 20
fields per sample. Error bars in panels B, C, and D indicate standard errors of
the means. ****, P � 0.0001; ***, P � 0.001; ns, difference not statistically
significant.
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tion could arise as a result of either prevention of SG assembly,
promotion of SG disassembly, or both of these activities. In our
preceding analyses of SG formation during viral infection, cells
were infected first and then SGs were induced, and so it was not
possible to distinguish between these two possibilities. To specif-
ically examine SG disassembly, we needed a method to generate
stable SGs so that the ability of HSV-2 to disassemble these pre-
formed SGs could be evaluated. SGs induced by PatA are known to
be much more stable than SGs induced by phosphorylation of
eIF2�, remaining for as long as 12 h in cultured cells in the absence
of exogenous PatA (62). This stability likely results from incorpo-
ration of PatA into the resulting SGs via nonreversible binding to
eIF4A (5).

To determine if HSV-2 infection could promote the disassem-
bly of SGs, we pulse-treated HeLa cells with 300 nM DMDA PatA
to induce SGs and then examined the fate of the resulting SGs
following infection with HSV-2 or mock inoculum for 3 or 7 h
(Fig. 4A). In DMDA PatA-treated, mock-infected controls, gran-
ules positive for both TIA-1 and G3BP were still detectable 7 h
after removal of exogenous DMDA PatA (Fig. 4B) and showed no
detectable differences in size in comparison to the granules in
mock-infected controls at 3 h posttreatment (Fig. 4C). In contrast,
the granules remaining in DMDA PatA-treated cells infected with
WT HSV-2 for 3 h were smaller than those in their mock-infected
counterparts and were further decreased in size at the later time
point (Fig. 4B and C). Separate infectivity controls confirmed that
all cells were infected in this experiment (data not shown). The
decrease in SG size over time in infected cells indicates that HSV-2
is able to promote the disassembly of SGs. Furthermore, the gran-
ules remaining in DMDA PatA-treated cells infected for 7 h with
HSV-2 were positive for G3BP but were largely devoid of TIA-1
(bottom row of images in Fig. 4B), suggesting that during HSV-
2-mediated SG disassembly, TIA-1 departs in advance of G3BP.

To examine the requirement for HSV-2 vhs endoribonuclease
activity in SG disassembly, a similar experiment was conducted
comparing the sizes and compositions of DMDA PatA SGs follow-
ing infection for 7 h with WT, D215N, or D215NRep virus. In
these experiments, we used A549 cells that stably produce EGFP-
G3BP1 (A549 SGG cells) (51) to enable us to simultaneously de-
tect the SG markers G3BP and TIA-1 and the infectivity marker
ICP27. A549 SGG cells also formed stable SGs in response to treat-
ment with DMDA PatA (top two rows of images in Fig. 4D).
Granules remaining in DMDA PatA-treated cells infected with
WT or repair viruses were smaller than granules remaining in
mock-infected cells (Fig. 4E) and were positive for G3BP but
lacked TIA-1 (Fig. 4D). Granules remaining in DMDA PatA-
treated cells infected with D215N were positive for both G3BP and
TIA-1 and were similar in size to granules remaining in mock-
infected cells (Fig. 4E). Taken together, these data indicate that (i)
HSV-2 infection promotes the disassembly of preformed SGs, (ii)
HSV-2-mediated SG disassembly requires vhs endoribonuclease
activity, and (iii) during HSV-2-mediated SG disassembly, there is
an order to the departure of SG components, with TIA-1 depart-
ing in advance of G3BP.

vhs localizes to SGs. If vhs is able to mediate the disassembly of
preformed SGs, this predicts that vhs should localize to SGs. To
examine the subcellular localization of vhs, we constructed a myc-
tagged version of vhs carrying the D215N mutation (myc D215N
vhs). Removal of vhs endoribonuclease activity was necessary in
order to detect vhs and preserve SGs in transfected cells (data not

shown). HeLa cells transfected with myc D215N vhs expression
plasmids were treated with arsenite or DMDA PatA to induce SGs
or left untreated and then fixed and stained for TIA-1 to detect SGs
and the myc tag to detect vhs. Transfected cells in which the myc
tag signal was clearly enriched at SGs over the myc tag signal in the
surrounding cytoplasm were readily observed (Fig. 5A). This en-
richment was not observed in nontransfected cells (Fig. 5B). In
HeLa cells transfected with myc D215N vhs expression plasmid
but not treated with arsenite or DMDA PatA, approximately 13%
of transfected cells (25 of 195) formed SGs, presumably as a con-
sequence of overexpression of myc D215N vhs. vhs also localized
to these SGs (indicated by the asterisk in Fig. 5A). These data
indicate that vhs can localize to SGs induced by either arsenite or
DMDA PatA.

DISCUSSION

In this study, we demonstrate that endoribonuclease activity is
specifically required in order for vhs to disrupt SG formation re-
sulting from either eIF2� phosphorylation-dependent (arsenite)
or eIF2� phosphorylation-independent (DMDA PatA) mecha-
nisms of translational arrest in both transfected and infected cells.
Disruption of DMDA PatA-induced SG formation by vhs in WT
HSV-2 infected cells differed from that in vhs-transfected cells in
that SG formation was not thoroughly disrupted. Instead, gran-
ules remained that contained G3BP but were largely devoid of
TIA-1, as we had observed in our previous study (26). The in-
creased level of vhs in transfected versus infected cells is a plausible
explanation for the observed difference in disruption of DMDA
PatA-induced SGs by vhs in transfected versus infected cells. If
sufficient levels of vhs can thoroughly disrupt SG formation, then
the granules remaining in HSV-2-infected cells that are subse-
quently treated with PatA or DMDA PatA represent intermediates
in the assembly or, even more likely based on the results of our SG
disassembly analyses, the disassembly of SGs.

In our previous studies, we observed that the number of cells
containing SGs following transient overexpression of EGFP-
TIA-1, a condition that leads to SG formation (10), was noticeably
diminished when these cells were subsequently infected (26).
Based on this result, we hypothesized that HSV-2 infection could
promote the disassembly of preformed SGs. In support of this
hypothesis, we demonstrate in this work that HSV-2 infection can
promote SG disassembly in a manner that specifically requires vhs
endoribonuclease activity. SG disassembly was evidenced by both
a decrease in size of SGs over time as well as modification of SG
composition. If vhs can promote SG disassembly, it follows that
both vhs and XrnI should be able to localize to SGs. We demon-
strate here that HSV-2 vhs does indeed have the ability to localize
to SGs. While XrnI is often described as a marker of processing
bodies, another type of cytoplasmic RNA granule often found
associated with SGs (63), small amounts of XrnI have been found
to localize to SGs (64).

Two noteworthy features of SG disassembly were discovered
during the course of these studies. First, the requirement for vhs
endoribonuclease activity in SG disassembly implies that removal
of RNA from SGs promotes their disassembly and predicts that
intact RNA is crucial for maintaining the integrity of these cyto-
plasmic compartments. It will be interesting to test whether other
endoribonucleases promote SG disassembly and whether targeted
delivery of an endoribonuclease to SGs can be developed as a
means of disassembling SGs in vivo. Second, during SG disassem-
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bly there is an ordered departure of SG components, with TIA-1
departing before G3BP. Determination of whether this departure
order applies to disassembly of eIF2� phosphorylation-induced
SGs as well as whether a departure order can also be applied to
other SG components, including RNA, will be crucial in order to
establish that ordered departure of components is a general fea-
ture of SG disassembly. Very recently, the structure of arsenite-
induced SGs was examined by superresolution microscopy, re-

vealing that these SGs have a stable core structure, enriched in
G3BP, surrounded by a more dynamic shell (24). If SGs induced
by PatA/DMDA PatA share this structure, then the G3BP-con-
taining granules remaining after vhs-mediated disassembly may
represent the SG cores defined by this pioneering study. Isolated
SG cores were demonstrated to contain poly(A)	 RNA but were
found to be largely resistant to treatment with a cocktail of RNase
A and RNase T1 in vitro, suggesting that protein-protein interac-

FIG 4 Disassembly of DMDA PatA SGs by HSV-2 requires vhs endoribonuclease activity. (A) Timeline of experiment. Note that the hours postinfection (hpi)
shown refer to the total time in the presence of virus, including the 1-h inoculation period. (B) HeLa cells were pulse-treated with DMDA PatA to induce SGs and
then infected at an MOI of 6 or mock infected in the absence of exogenous DMDA PatA. Cells were fixed at the indicated times after infection and stained with
goat polyclonal antiserum specific for TIA-1 and mouse monoclonal antibody specific for G3BP followed by staining with Alexa Fluor 488-conjugated donkey
anti-mouse IgG and Alexa Fluor 488-conjugated donkey anti-goat IgG. Nuclei were stained with Hoechst 33342. Stained cells were examined by confocal
microscopy, and representative images are shown. Scale bars are 10 �m. (C) To compare the average sizes of the SGs following the conditions shown in panel B,
the area of 100 SGs from each condition was measured using Fluoview 1.7.3.0 software and then averaged. Error bars indicate standard errors of the means. ****,
P � 0.0001; ns, difference not statistically significant. (D) A549 SGG cells were pulse-treated with DMDA PatA to induce SGs. DMDA PatA-treated samples were
then infected at an MOI of 4 with the indicated viruses or mock infected for 7 h in the absence of exogenous DMDA PatA. Untreated cells were mock infected for
7 h as well. Cells were fixed and stained with goat polyclonal antiserum specific for TIA-1 and mouse monoclonal antibody specific for ICP27 followed by staining
with Alexa Fluor 488-conjugated donkey anti-goat IgG and Alexa Fluor 647-conjugated donkey anti-mouse IgG. Stained cells were examined by confocal
microscopy, and representative images are shown. Scale bars are 10 �m. (E) To compare the average sizes of the SGs following the conditions shown in panel D,
the area of 100 SGs from each condition was measured using Fluoview 1.7.3.0 software and then averaged. Error bars indicate standard errors of the means. ****,
P � 0.0001; ns, difference not statistically significant.
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FIG 5 vhs localizes to SGs. (A) HeLa cells were transfected with a myc-tagged D215N vhs expression construct. At 40 h posttransfection, cells were treated
with 0.5 mM arsenite (ARS) or 300 nM DMDA PatA for 30 min or left untreated and then fixed and stained with goat polyclonal antiserum specific for
TIA-1 and mouse monoclonal antibody specific for the myc tag followed by staining with Alexa Fluor 488-conjugated donkey anti-goat IgG and Alexa
Fluor 568-conjugated donkey anti-mouse IgG. Nuclei were stained with Hoechst 33342. Stained cells were examined by confocal microscopy. Arrows
indicate transfected cells, arrowheads indicate nontransfected cells, and an asterisk indicates an SG arising from overexpression of myc D215N vhs,
detectable in approximately 13% of untreated, transfected cells. Scale bars are 10 �m. (B) The fluorescence intensity was measured across an approxi-
mately 6.5-�m line drawn between adjacent SGs in transfected or nontransfected cells using Fluoview 1.7.3.0 software. The locations of the measurement
lines are shown on the merged image panels.
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tions could maintain the integrity of SG cores. Thus, it is plausible
that SG cores could remain after destruction of their RNA by vhs.
It will be of considerable interest to establish whether RNA is
present in the G3BP-containing granules remaining after vhs-me-
diated disassembly.

Our model for the two modes in which the endoribonu-
clease activity of vhs may be operating to disrupt SG formation
is presented in Fig. 6. The top mode, promotion of SG disas-
sembly, has been experimentally verified by our studies. The
bottom mode, prevention of SG assembly, can conceivably be
operating in addition to promotion of SG disassembly. This
model is in keeping with the crucial roles played by RNA in
initiating SG formation and, as we propose in this work, in
maintaining SG structure.

While the model presented in Fig. 6 focuses on the contribu-
tion of vhs to the disruption of SG formation, it is conceivable that
another viral component(s) also contributes to this disruption.
The data presented in Fig. 3 support the existence of such a com-
ponent. We have observed that disruption of SG formation con-
tinues to late times postinfection (26), when the endoribonu-
clease activity of vhs is predicted to be suppressed via the
interaction of vhs with VP16 and VP22 (65–68). Thus, another
viral component may be required later in infection to ensure
the continued disruption of SG formation. The identity of this
contributor remains to be determined; however, candidate vi-
ral proteins include those that localize to SGs (ICP27 and Us3)
(27) as well as those involved in counteracting eIF2 kinases and
the resulting phosphorylation of eIF2� (Us11, gB, and
ICP34.5) (69–72). In this regard, it is noteworthy that influenza
A virus deploys multiple proteins to disrupt SG formation
throughout viral replication (62, 73).

HSV strains carrying large deletions in the UL41 gene encoding
vhs have been reported to have two particular attributes: cells

infected with these viruses form spontaneous SGs late in infection
(27, 41, 74), and virus is unable to block activation of double-
stranded RNA-dependent eIF2 kinase (protein kinase R [PKR])
that arises as a result of infection (68, 75). In keeping with the first
attribute, we demonstrate here that specific removal of vhs en-
doribonuclease activity also results in spontaneous SG formation.
Roizman and colleagues have proposed that vhs, via its endoribo-
nuclease activity, can clear self-annealing RNAs that carry double-
stranded stretches capable of activating PKR (68). Furthermore,
Smiley and colleagues have recently demonstrated that PKR is
essential for the formation of spontaneous SGs in cells infected
with an HSV-1 vhs mutant (75), suggesting that these two attri-
butes are interrelated, with the first being a consequence of the
second. However, it is important to bear in mind that SGs are
being increasingly viewed as more than a mere consequence of a
cell’s stress response or a temporary storage depot for mRNPs.
Two independent research groups have shown that SGs can pro-
mote innate immune responses (76–79). This has led to the pro-
posal that SGs serve as platforms for recognizing and responding
to viral infections (80), which may explain why so many viruses
destroy or modify SGs during infection and necessitates a better
understanding of SG biology.
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FIG 6 Model of vhs endoribonuclease-mediated disruption of SG formation. Two different modes of disruption ascribable to vhs are depicted:
promotion of SG disassembly (top) and prevention of SG assembly (bottom). vhs endoribonuclease activity in concert with XrnI exonuclease activity
promotes the destruction of mRNAs present in existing SGs, which leads to their disassembly. This mode of vhs-mediated disruption of SG formation has
been verified by work reported in this article. An additional possibility that remains to be experimentally verified is that vhs/XrnI activities promote the
destruction of mRNAs present in polysomes, free mRNPs, or submicroscopic coalesced mRNPs, which prevents the ensuing step in the SG assembly
pathway. For simplicity, microscopically visible SGs as well as submicroscopic SG nucleation sites are both represented as blue circles; visible SGs are often
irregular in shape and are variable in size.
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