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The interferon-inducible membrane protein tetherin (Bst-2, or CD317) is an antiviral factor that inhibits enveloped virus release
by cross-linking newly formed virus particles to the producing cell. The majority of viruses that are sensitive to tetherin restric-
tion appear to be those that acquire their envelopes at the plasma membrane, although many viruses, including herpesviruses,
envelope at intracellular membranes, and the effect of tetherin on such viruses has been less well studied. We investigated the
tetherin sensitivity and possible countermeasures of herpes simplex virus 1 (HSV-1). We found that overexpression of tetherin
inhibits HSV-1 release and that HSV-1 efficiently depletes tetherin from infected cells. We further show that the virion host shut-
off protein (Vhs) is important for depletion of tetherin mRNA and protein and that removal of tetherin compensates for defects
in replication and release of a Vhs-null virus. Vhs is known to be important for HSV-1 to evade the innate immune response in
vivo. Taken together, our data suggest that tetherin has antiviral activity toward HSV-1 and that the removal of tetherin by Vhs is
important for the efficient replication and dissemination of HSV-1.

Tetherin (Bst-2, or CD317) is an interferon (IFN)-inducible
membrane glycoprotein that has been shown to have potent

antiviral activity by inhibiting the release of many enveloped vi-
ruses (1, 2). Tetherin has an unusual topology with a short N-ter-
minal cytoplasmic domain followed by a transmembrane domain,
an extracellular loop, and a C-terminal glycosylphosphatidylino-
sitol (GPI) anchor. The extracellular domain of tetherin forms
parallel homodimers via coiled-coil interactions and 1 to 3 disul-
fide bonds (3, 4). Tetherin restricts virus release by embedding one
membrane-anchored end in the viral membrane during envelop-
ment, with the other end of tetherin remaining in the host mem-
brane, forming a proteinaceous cross-link between virus particles
and the infected cell (4, 5). This traps virions on the surfaces of
infected cells and can also result in the endocytosis and lysosomal
degradation of trapped virions. The ability of tetherin to detect
and target budding viral membranes provides a broad-spectrum
antiviral activity against a diverse range of virus families. Recently,
tetherin has also been shown to activate NF-�B-dependent gene
expression in response to virus particle formation, adding an ad-
ditional layer to tetherin-mediated antiviral activity (6, 7).

Tetherin is localized both on the plasma membrane and in
intracellular compartments such as the trans-Golgi network
(TGN) and endosomes (8). Current research suggests that the
primary site of tetherin’s antiviral activity is the cell surface, with
the majority of viruses so far having been shown to be restricted by
tetherin being those that acquire their envelope by directly bud-
ding through the plasma membrane (1, 2). However, many envel-
oped viruses acquire their membranes by budding at intracellular
organelles, and there is less understanding of tetherin-mediated
antiviral activity toward these viruses. Herpesviridae is one such
family, having a complex assembly pathway culminating in the
final envelopment event occurring at membranes derived from
TGN and/or endosomal compartments (9–11). So far, the effect of
tetherin on two herpesviruses has been investigated with conflict-
ing observations. Two independent studies have demonstrated
that tetherin expression inhibits the release of Kaposi’s sarcoma-
associated herpesvirus (KSHV; a gammaherpesvirus) (12, 13).
However, a further study has demonstrated that tetherin expres-

sion does not restrict human cytomegalovirus (HCMV; a betaher-
pesvirus) but conversely appears to enhance viral entry (14). Thus
far, no studies have been published on the effect of tetherin on the
replication of alphaherpesviruses.

We were interested in whether tetherin could function as a host
defense factor against alphaherpesviruses such as herpes simplex
virus 1 (HSV-1). Like many herpesviruses, HSV-1 is predomi-
nantly cell associated and can efficiently spread directly from cell
to cell, making it uncertain whether simply tethering virions to the
cell surface would have a dramatic effect on HSV-1 dissemination.
Indeed, tetherin does not appear to prevent direct cell-to-cell
spread of HIV-1 infection via virological synapses (15). However,
tetherin’s antiviral function is likely to be more than just a physical
method of restricting virus release from the cell surface, with in-
ternalization and degradation of virions as well as activation of
proinflammatory gene expression via NF-�B potentially contrib-
uting to tetherin-mediated defense against virus infection (6, 7).
Studies with tetherin knockout mice have demonstrated that teth-
erin is important for the restriction of murine leukemia virus rep-
lication and disease in vivo, confirming its role as a bona fide
antiviral factor (16). Interestingly, studies with another knockout
mouse have shown that tetherin deletion inhibits alpha interferon
(IFN-�) secretion in response to HSV-1 or mouse cytomegalovi-
rus infection (17), suggesting a role for tetherin in sensing/re-
sponding to herpesviruses in vivo.

Viruses have evolved a variety of countermeasures against teth-
erin activity, the majority of which cause the removal of tetherin
from the cell surface followed by either sequestration in intracel-
lular compartments or degradation in the lysosomes (1, 2). How-
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ever, simply causing the internalization of tetherin may not block
potential antiviral activity toward herpesviruses, because these vi-
ruses assemble at compartments in direct contact with endocy-
tosed material (TGN/endosomes). KSHV, so far the only known
herpesvirus to be restricted by tetherin, utilizes its immune eva-
sion protein, K5, to ubiquitinate tetherin and cause its ESCRT-
mediated lysosomal degradation (13, 18).

An important HSV-1 gene for evading IFN-responses is UL41,
which encodes Vhs (virion host shutoff protein) (19). Vhs is an
endoribonuclease that is packaged into the tegument of HSV-1
and causes the destabilization of a broad spectrum of mRNA mol-
ecules (20). Despite a wide range of potential targets of Vhs activ-
ity, it appears that one of the major roles of Vhs in vivo is to
antagonize both innate and adaptive immune responses: in addi-
tion to inhibiting IFN responses, Vhs can modulate antigen pre-
sentation, dendritic cell maturation, and cytokine/chemokine re-
sponses (21–23). This is reflected in the fact that Vhs-null viruses
replicate efficiently in cell culture but are highly attenuated in vivo
(24–26). Furthermore, the replication of Vhs-null HSV-1 can be
partially restored in STAT1 knockout mice, suggesting that IFN
responses cause at least some of the reduced pathogenesis of Vhs-
null viruses (27).

In this work, we investigated two main questions: (i) does teth-
erin restrict HSV-1 release from infected cells? and (ii) is tetherin
an important target of Vhs activity? Our data demonstrate the
following: tetherin expression inhibits the release of HSV-1, wild-
type HSV-1 efficiently blocks tetherin expression, and Vhs activity
is important for HSV-1 to evade tetherin restriction. Our data
thus uncover a novel method of tetherin antagonism by viruses:
targeting tetherin mRNA for destruction.

MATERIALS AND METHODS
Cells. All cells were maintained in Dulbecco’s modified Eagle medium
(DMEM) supplemented with 10% (vol/vol) fetal calf serum (FCS), 100
U/ml penicillin G, 0.1 mg/ml streptomycin, and 2 mM glutamine. Caco-2
cells stably expressing short-hairpin RNA (shRNA) were maintained in
medium supplemented with 250 �g/ml hygromycin. HS30 cells were
maintained in medium supplemented with 200 �g/ml G418.

Viruses. All recombinant viruses were generated using a two-step Red
recombination technique (28) in Escherichia coli strain GS1783 (from G.
Smith, Northwestern University) harboring the BAC-cloned HSV-1 ge-
nome (strain KOS; from D.A. Leib, Dartmouth Medical School [29]).
Firstly, HSV-1�Vhs was constructed by replacing codons 46 to 50 of
UL41 with 3 tandem in-frame stop codons using primers COL428
(CGTGGACCTGTGGAACGTCATGTACACGTTGGTGGTCAAATAA
TAGTGAATTCCCCAGTTACGACCGCGAGGAGGATGACGACGATA
AGTAGGG) and COL429 (GAGGCAGTGTAGCGTAATGGCCTCG
CGGTCGTAACTGGGGAATTCACTATTATTTGACCACCAACGTGT
ACACAACCAATTAACCAATTCTGATTAG). Then wild-type HSV-1
(HSV-1wt) and HSV-1�Vhs BAC DNAs were used as templates to insert
enhanced yellow fluorescent protein [EYFP(A206K)] in frame after
codon 490 of UL48 to create viruses expressing a VP16-EYFP fusion pro-
tein using primers SS09 and SS10, and expression of VP16-EYFP was
verified by immunofluorescence assay and Western blotting as previously
described (30).

HSV-1 release assay. The cell lines HeLa, Vero, Caco-2, and Caco-2–
tetherin shRNA were inoculated with HSV-1wt or HSV-1�Vhs at 5 PFU/
cell for 1 h followed by an acid wash (40 mM citric acid, 135 mM NaCl, 10
mM KCl [pH 3.0]) to inactivate residual input virus. At 16 h postinfec-
tion, culture medium was carefully removed and centrifuged twice at
5,000 rpm for 5 min in a microcentrifuge to remove cellular debris. Cells
were scraped into medium and subjected to sonication or freeze-thawing
to liberate cell-associated virus. Infectious virus present in media and cell

samples was assayed by plaque assay on Vero cell monolayers, and the
proportion of HSV-1 release was determined by dividing supernatant
virus titers by cell-associated plus supernatant titers. Statistical analysis
was performed using Student’s t test.

Complementation assay. COS-7 cells were transfected with 0.5 �g of
a plasmid expressing the HSV-1 UL36 gene (VP1/2) with or without
0.03 �g of pCR3.1-HA-Tetherin or pCR3.1-HA-Tetherin�GPI using
Trans-IT LT1 following the manufacturer’s instructions (Mirus Bio LLC).
An equivalent amount of DNA was maintained in all samples by the in-
clusion of empty pCR3.1 vector. At 24 h posttransfection, cells were in-
fected with HSV-1�UL36 at 5 PFU/cell for 1 h followed by an acid wash to
inactivate input virus. Supernatant and cell-associated samples were col-
lected as described above and assayed for plaque formation on a UL36
(VP1/2) complementing cell line (HS30).

HSV-1 growth curves. HeLa, Vero, Caco-2, and Caco-2–tetherin
shRNA (Caco-2 expressing a tetherin shRNA) cell lines were inoculated
with HSV-1wt or HSV-1�Vhs at 5 PFU/cell (single-cycle growth curves)
or 0.01 PFU/cell (multicycle growth curves) for 1 h at 37°C. The residual
virus was inactivated by an acid wash for 1 min at room temperature
and/or three washes with phosphate-buffered saline (PBS). At various
times postinfection, cells were harvested and lysed by sonication or freeze-
thawing. Virus yield was determined by plaque assay on Vero cells.

Reverse transcription-quantitative PCR (RT-qPCR). HeLa cells were
infected with HSV-1wt or HSV-1�Vhs at 5 PFU/cell or mock infected. At
various times postinfection, total RNA was prepared using TRIzol reagent
according to manufacturer’s instructions (Invitrogen). cDNA was synthe-
sized using SuperScript III reverse transcriptase (Invitrogen) with random
hexamers. Real-time PCR was performed using a Rotorgene (Corbett Re-
search) in triplicate for each sample. Primers and probes were designed by
Tib-MolBiol (Berlin). A primer set for the detection of tetherin mRNA
was based on the following sequences, which spanned an exon-exon junc-
tion: forward primer, TGATGGCCCTAATGGCTTCC; reverse primer,
AGACCTGGTTTTCTCTTCTCAGTCG; TaqMan probe, 6FAM-CCTC
AAGCTCCTCCACTTTCTTTTGTCCTT-BBQ. For normalization, a
primer set for the detection of 18S rRNA was used based on the following
sequences: forward primer, CGGCTACCACATCCAAGGAA; reverse
primer, GCTGGAATTACCGCGGCT; TaqMan probe, 6FAM-CGCAAA
TTACCCACTCCCGACCC-TMR. Results from the real-time PCRs were
quantified as copy number per sample using the Rotorgene software from
standard curves that were generated using known amounts of plasmids
containing each of the relevant DNA regions. The data set for tetherin was
divided by the mean of the triplicate 18S rRNA data set from the same
DNA sample to obtain estimates of the relative number tetherin mRNA
copies present per cell. Data for each time point were normalized to those
for mock-treated controls.

Western blotting. Cells were harvested, pelleted, and lysed in 0.1 ml of
lysis buffer (50 mM Tris-HCl [pH 7.4], 150 mM NaCl, 1% sodium deoxy-
cholate, 1% Triton X-100) supplemented with protease inhibitor cocktail
(Roche) for 20 min on ice followed by centrifugation at 17,000 � g for 10
min at 4°C. Samples were boiled with SDS-PAGE sample buffer for 5 min,
separated on polyacrylamide gels, and electrophoretically transferred to
nitrocellulose membranes. Membranes were blocked and incubated with
primary antibodies against tetherin (11721; NIH AIDS Reagent Pro-
gram), VP16 (ab110226; Abcam), VP1/2 (CB4 [30]), a hemagglutinin
(HA) tag (HA.11; Covance), or actin (AC-40; Sigma), followed by horse-
radish peroxidase (HRP)-, IRDye680-, or IRDye800-conjugated second-
ary antibodies, and developed by enhanced chemiluminescence (ECL) or
by using an Odyssey infrared imaging system (LI-COR). Band intensities
were quantified using ImageJ, and tetherin signals were normalized to
actin loading controls.

Immunofluorescence. HeLa cells grown on 13-mm coverslips were
infected at a multiplicity of infection (MOI) of 3 PFU/cell for 18 h. The
cells were then fixed in 3% formaldehyde in PBS for 15 min, permeabil-
ized, and quenched using 0.2% saponin and 50 mM NH4Cl. Blocking and
antibody dilution were carried out in PBS with 0.2% gelatin, 0.02% sapo-
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nin, and 0.02% sodium azide. Samples were incubated with primary an-
tibodies against tetherin (mouse polyclonal; ab88523; Abcam) and HSV-1
glycoprotein M (rabbit polyclonal) followed by secondary antibodies con-
jugated to Alexa 488 and 568 (Molecular Probes), and coverslips were
mounted in ProLong Gold antifade mounting medium (Invitrogen). Im-
ages were acquired using an Olympus IX70 fluorescence microscope
equipped with a 60� oil immersion lens. Images were captured using a
Reitga 2000R charge-coupled device camera and Q capture Pro (Media
Cybernetics) and processed using Adobe Photoshop.

Plaque spread assay. Caco-2 and Caco-2–tetherin shRNA cells were
grown until they formed confluent monolayers and were then inoculated
with HSV-1wt-VP16EYFP or HSV-1�Vhs-VP16EYFP at �1,000 PFU per
well for 1 h at 37°C. Cells were overlaid with DMEM supplemented with
2% FCS, 100 U/ml penicillin G, 0.1 mg/ml streptomycin, 2 mM glu-
tamine, and 0.6% carboxymethylcellulose. At 3 days postinfection, cells
were fixed and stained with DAPI (4=,6-diamidino-2-phenylindole), and
images of fluorescent plaques were acquired using an Olympus IX81 flu-
orescence microscope equipped with a 10� lens. Plaque diameters were
measured using Image Pro Plus (Media Cybernetics).

RESULTS

To examine the effect of tetherin expression on HSV-1 release, we
determined the amount of infectious virus released into culture
supernatant compared to the amount that remained cell associ-
ated using COS-7 cells expressing HA-tagged versions of wild-
type human tetherin or human tetherin lacking the C-terminal
GPI anchor, which is unable to restrict virus release. For these
experiments, we utilized a transcomplementation assay, previ-
ously described (31), where cells are cotransfected with a plasmid
expressing the essential HSV-1 protein VP1/2 and then infected
with HSV-1 lacking the VP1/2 gene (UL36). This results in the
assembly of infectious virus occurring exclusively in transfected
cells. The expression of HA-tagged wild-type tetherin caused a

modest reduction in cell-associated virus titers (4.1-fold com-
pared to the no-tetherin control) but a greater reduction in re-
leased virus titers (22.6-fold compared to the no-tetherin control)
(Fig. 1A). Calculation of relative virus release as a percentage of
total infectivity demonstrated a significant 5.5-fold inhibition of
HSV-1 release caused by tetherin overexpression, whereas there
was no significant effect of tetherin�GPI on HSV-1 release (Fig.
1B). Therefore, as with KSHV, tetherin can specifically restrict
HSV-1 secretion. The reason for the reduction in cell-associated
infectivity, which was consistently observed over several experi-
ments, is currently unclear, but it could potentially be due to teth-
erin-mediated internalization and degradation of tethered viri-
ons. It is unlikely to be due to effects on cell viability, viral entry, or
gene expression; expression of tetherin or tetherin�GPI had little
effect on the levels of cellular actin and viral proteins such as VP16
or on the expression of VP1/2 from the transcomplementing plas-
mid (Fig. 1C). The expression levels of tetherin lacking the GPI
anchor were consistently much higher than those of full-length
tetherin, suggesting that the GPI anchor may be important for the
normal turnover of tetherin protein.

We next wanted to address whether HSV-1 encodes mecha-
nisms to antagonize endogenous tetherin. HSV-1 expresses an
efficient host shutoff activity, primarily due to Vhs, a potent
mRNA-targeted endoribonuclease (19). While Vhs has been
shown to be dispensable for virus replication in cell culture lines,
animal models have demonstrated that Vhs is important for an-
tagonizing interferon-induced antiviral activities (24, 25). Given
that tetherin has been shown to be a key effector of the interferon-
induced antiviral activity in vivo (16), we investigated whether Vhs
could be an important factor to combat tetherin activity.

First, using a BAC-cloned HSV-1 genome, we generated a Vhs-
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FIG 1 Tetherin expression inhibits HSV-1 release. (A) COS7 cells were transfected with control, tetherin, or tetherin�GPI expression plasmids together with a
plasmid expressing the HSV-1 UL36 gene (VP1/2). Cells were infected with HSV-1�UL36, and titers of infectious virus both in the supernatant (dark bars) and
associated with cells (light bars) were established 16 h postinfection. Error bars represent standard errors of the means for duplicate samples. (B) HSV-1 release
was calculated as percentage of total infectious virus for each sample. Error bars represent standard errors of the means. ***, P � 0.005; **, P � 0.05; *, P � 0.1;
n.s., P 	 0.1. (C) Cell extracts were analyzed by Western blotting with antibodies specific for the HA tag, actin, VP16, and VP1/2.
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null (�Vhs) virus by replacing codons 46 to 50 of UL41 with a
cassette containing 3 consecutive in-frame stop codons followed
by a frameshift. HeLa cells, which naturally express tetherin (32),
were infected with HSV-1wt or HSV-1�Vhs, and endogenous
tetherin levels were analyzed at 18 h postinfection (hpi) by immu-
nofluorescence (Fig. 2A). Mock-infected cells demonstrated a
strong signal for tetherin localized to a perinuclear compartment,
reminiscent of the TGN, as well as cell surface staining. In cells
infected with HSV-1wt, endogenous tetherin was virtually unde-
tectable, with only background signal levels being evident. How-
ever, in cells infected with HSV-1�Vhs, strong tetherin signals
were observed, although with a different distribution than in un-
infected cells: tetherin appeared to be more prevalent at the cell
surface as well as being present in a punctate pattern throughout
the cytoplasm. This suggests a partial relocalization of tetherin to
the plasma membrane in HSV-1�Vhs-infected cells, where se-
creted virions would be expected to accumulate. Loss of perinu-
clear staining may be due to fragmentation of the Golgi complex
that is induced by HSV-1 at late times postinfection (33).

Tetherin mRNA and protein levels were analyzed at various
times postinfection by RT-qPCR and Western blotting, respec-
tively, in HeLa cells infected with HSV-1wt and HSV-1�Vhs. In-
fection by wild-type HSV-1 led to a rapid decrease in tetherin
mRNA, with a 	3.5-fold decrease by 8 h and a 	20-fold decrease
by 16 h postinfection (Fig. 2B). Conversely, infection by HSV-
1�Vhs caused no change in tetherin mRNA levels by 8 h and a
�3-fold decrease by 16 h postinfection. This suggests that Vhs
mediates the specific degradation of tetherin mRNA at earlier
times postinfection, while in the absence of Vhs expression, other
viral factors, or possibly the general cytopathic effect of HSV-1,
cause a more modest decline in tetherin mRNA at later times
postinfection. Quantification of protein levels demonstrated a
slight reduction in tetherin in HSV-1wt-infected cells by 8 h (1.2-
fold) and a large reduction by 16 h postinfection (3.4-fold) (Fig.
2C). No reduction in tetherin protein levels was observed in cells
infected with HSV-1�Vhs by 8 h postinfection. A slightly lower
level of tetherin protein was observed in HSV-1�Vhs-infected
than uninfected cells at 16 and 24 h (1.3- to 1.4-fold), which could
be due to other HSV-1 factors affecting tetherin expression or
turnover but may also be partially due to the continued cell divi-
sion and growth of uninfected cells. A lower expression level of the
major tegument protein VP16 was observed in HSV-1�Vhs-in-
fected than in HSV-1wt-infected cells at 8 h, although similar lev-
els were apparent at 16 and 24 h postinfection. Vhs has previously
been reported to be important for the efficient expression of late
viral genes in HeLa cells (34).

HSV-1 Vhs is known to target many viral and cellular mRNAs
for destruction. To address whether inhibition of tetherin expres-
sion is due directly to Vhs rather than indirectly via another
HSV-1 gene that is itself regulated by Vhs activity, tetherin expres-
sion was analyzed in HeLa cells transfected with plasmids express-
ing EGFP-Vhs or EGFP only. Fluorescence microscopy demon-
strated EGFP-Vhs expressing cells lacked any detectable tetherin
expression, while control levels of tetherin were observed in EGFP
expressing cells, Therefore, tetherin expression appears to be di-
rectly inhibited by Vhs activity (Fig. 2D).

We next asked whether the loss of Vhs expression affected the
release of HSV-1 particles from infected cells. To investigate this,
we utilized three different cell lines: Vero, a primate cell line that
lacks an interferon response and does not express detectable levels

of tetherin (35), and two human cell lines, HeLa and Caco-2, that
constitutively express tetherin (32, 36). Single-cycle growth curve
analysis of HSV-1 replication in these cell lines demonstrated that
HSV-1�Vhs replicated more slowly in all cell lines, but the differ-
ence between HSV-1�Vhs and HSV-1wt was more pronounced in
both HeLa and Caco-2 cells (Fig. 3A). A greater attenuation of
HSV-1�Vhs replication in certain human cell lines, including
HeLa cells, has been previously reported, and this was correlated
with the requirement of Vhs for efficient viral late-gene expression
in these cell types (34). Analysis of the proportion of HSV-1 re-
leased into the culture media demonstrated no significant differ-
ence between the wild-type and �Vhs viruses in infected Vero
cells, whereas a significant inhibition of virus release was observed
in both HeLa cells (4.5-fold) and Caco-2 cells (12.6-fold) for HSV-
1�Vhs (Fig. 3B). These data suggest that loss of Vhs expression
causes a specific defect in HSV-1 release from tetherin-expressing
cells.

To investigate whether the observed inhibition of HSV-1�Vhs
release was caused by tetherin expression, we utilized a Caco-2 cell
line depleted of tetherin, due to the stable expression of a tetherin-
specific shRNA (36). Analysis of cell-associated and released virus
fractions from control and tetherin-depleted Caco-2 cells showed
that there was no significant difference in the release of wild-type
HSV-1 in the presence or absence of tetherin. However, HSV-
1�Vhs demonstrated a significant increase (4.5-fold) in virus re-
lease from tetherin-depleted Caco-2 cells compared to control
Caco-2 cells (Fig. 4A). These data indicate that tetherin expression
is an important factor for the inhibition of HSV-1�Vhs release
from infected cells.

The restriction of HSV-1 release by tetherin would be expected
to inhibit the spread of virus to uninfected cells. To investigate
this, we performed multicycle growth curve analysis of HSV-1wt
and HSV-1�Vhs by infecting subconfluent cultures of control and
tetherin-depleted Caco-2 cells at a multiplicity of infection of 0.01
PFU/cell and determined infectious-virus production at various
time points over 4 days. HSV-1wt replicated with virtually identi-
cal kinetics in both cell types, indicating that the expression of
tetherin does not affect the replication or spread of wild-type virus
(Fig. 4B, left). HSV-1�Vhs, however, demonstrated a more rapid
and efficient replication in tetherin knockdown cells than control
cells (Fig. 4B, right). These data support a tetherin-specific inhi-
bition of HSV-1 spread that is normally overcome by Vhs func-
tion.

To further investigate the effect of tetherin and Vhs on HSV-1
cell-to-cell spread, we monitored plaque formation in confluent
cell monolayers. Initial experiments demonstrated that HSV-1wt
formed very small plaques on Caco-2 cells, and monitoring cyto-
pathic effect by staining fixed cell monolayers did not allow reli-
able measurements of plaque diameter. Therefore, to facilitate
these assays, we generated recombinant viruses expressing EYFP-
tagged VP16, in the background of HSV-1wt and HSV-1�Vhs,
and measured the diameters of fluorescent plaques formed by
these viruses in control and tetherin-depleted Caco-2 cell mono-
layers. The overall size of plaques was found to vary depending on
cell density, making it difficult to accurately compare plaque size
between Caco-2 and Caco-2–tetherin shRNA cell lines. However,
the relative plaque sizes of HSV-1wt and HSV-1�Vhs could be
reliably compared for each individual cell line, and the difference
(fold) between the two viruses could then be determined. Analysis
of the relative plaque size demonstrated that the absence of Vhs
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caused a larger reduction in plaque size compared to wild-type
virus in Caco-2 cells than it did in tetherin-depleted Caco-2 cells
(Fig. 5). Seven complete data sets of plaque measurements for the
two viruses in both cell lines from 3 independent experiments,
where cells were seeded at various densities, were collected and
analyzed. These data showed a highly significant difference (P 

0.00033) in the reduction of plaque diameter caused by the dele-
tion of Vhs between Caco-2 cells (2.123- � 0.096-fold) and teth-
erin-depleted Caco-2 cells (1.588- � 0.070-fold). These data sug-
gest that tetherin at least partially inhibits the direct cell-to-cell
spread of HSV-1 during plaque formation when Vhs is absent.

Taken together, our data support an important role for Vhs in
overcoming antiviral functions in infected cells and, furthermore,
show that tetherin is an important target of Vhs. Tetherin thus
appears to be a potent restriction factor that can inhibit HSV-1
release and dissemination, and Vhs is at least one mechanism em-
ployed by HSV-1 to counteract tetherin.

DISCUSSION

This study demonstrates that HSV-1 is sensitive to tetherin’s an-
tiviral activity and that the viral protein Vhs is one mechanism by
which HSV-1 can overcome tetherin restriction. Vhs is a well-
established virulence factor for HSV-1 that is thought to have a
major role in inhibiting innate immune responses, although it is
still unclear which antiviral host factors are genuine targets of Vhs
(21–24). Tetherin appears to be an important antiviral factor in
mammalian hosts, as highlighted by the numerous and diverse
mechanisms viruses have evolved to antagonize tetherin function
(1, 2). Our data now provide evidence that tetherin is one key
target of HSV-1 Vhs activity and furthermore highlights a new
method that is available to viruses to overcome tetherin activity:
inducing tetherin mRNA degradation. To date, all tetherin antag-
onists have been shown to inhibit tetherin function by targeting
the protein via mechanisms such as removal from the plasma
membrane and/or inducing tetherin degradation (1, 2). To our
knowledge, these studies are the first to show a virus directly tar-
geting tetherin mRNA.

Tetherin has a well-established antiviral activity against many
enveloped viruses that acquire their envelopes by budding at the
plasma membrane (e.g., retroviruses). However, the effect of teth-
erin on viruses that acquire their envelope by budding into the
lumens of intracellular compartments is less well understood. For
tetherin to cross-link such viruses to cellular membranes, it must
be localized to intracellular virus assembly sites, and different vi-
ruses use a variety of secretory and endocytic compartments for
their envelopment. Previous studies have shown a moderate inhi-
bition of hepatitis C virus release by tetherin, suggesting possible
tetherin activity at the endoplasmic reticulum, where this flavivi-
rus assembles (37). However, tetherin expression did not inhibit

A

B

D

Tetherin (Red) gM (Green) Merge

M
oc

k
H

S
V

-1
w

t
H

S
V

-1
Δv

hs

Tetherin (Red) EGFP (Green) Merge

+
 E

G
F

P
-v

hs
+

 E
G

F
P

*
*

C

Tetherin-

Actin-

VP16-

M
oc

k

H
S

V
-1

w
t

H
S

V
-1
Δv

hs

0 h.p.i.

M
oc

k

H
S

V
-1

w
t

H
S

V
-1
Δv

hs

8 h.p.i.

M
oc

k

H
S

V
-1

w
t

H
S

V
-1
Δv

hs

16 h.p.i.

M
oc

k

H
S

V
-1

w
t

H
S

V
-1
Δv

hs

24 h.p.i.

0.0

0.2

0.4

0.6

0.8

1.0

1.2

1.4

Mock WT vhs Mock WT vhs Mock WT vhs Mock WT vhs

0 hpi 8 hpi 16hpi 24 hpi

R
el

at
vi

e 
te

th
er

in
 m

R
N

A
 le

ve
l (

ar
b

it
ra

ry
 u

n
it

is
)

FIG 2 HSV-1 Vhs inhibits tetherin expression. HeLa cells were either mock
infected or infected with HSV-1wt or HSV-1�Vhs. (A) Cells were fixed and
stained with antibodies to tetherin (red) and HSV-1 gM (green) at 16 h postin-
fection and analyzed by immunofluorescence. Alternatively, cells were har-
vested at 0, 8, 16, and 24 h postinfection, and then relative tetherin mRNA
levels were analyzed by RT-qPCR (B) and protein expression by Western blot-
ting (C). (D) HeLa cells were transfected with plasmids expressing either GFP
or GFP-Vhs (green). At 24 h posttransfection, the cells were fixed and labeled
with anti-tetherin (red). The asterisks indicate GFP-Vhs-positive cells. Bars,
20 �m.
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the replication or spread of Rift Valley fever virus, a bunyavirus
that assembles at the Golgi, or cowpox virus, a poxvirus that likely
acquires its outer membrane at the TGN or endosomal mem-
branes (38). This study did not address whether Rift Valley fever
or cowpox viruses can antagonize tetherin function, and so it is
possible that tetherin in the absence of the relevant viral factor
would restrict these viruses. The data on herpesviruses, which as-
semble at TGN or endosomal membranes, are also unclear, with

evidence for tetherin restriction of KSHV but a surprising en-
hancement of HCMV entry by tetherin (12–14). Our data support
the notion that tetherin does indeed have activity against herpes-
viruses, at least for the alpha and gamma subfamilies, and that this
virus family has evolved at least two independent methods of re-
moving tetherin: Vhs-mediated mRNA degradation and K5-me-
diated protein degradation.

If tetherin restricts different families of intracellularly assem-

FIG 3 HSV-1�Vhs is released poorly from tetherin-expressing cell lines. (A) Vero, HeLa, and Caco-2 cells were infected with either HSV-1wt (solid line) or
HSV-1�Vhs (dashed line) at 5 PFU/cell. Total infectious virus yields at the indicated time points were determined by plaque assay on Vero cells. Error bars
represent standard errors of the means for duplicate samples. (B) At 16 h postinfection, the amounts of infectious virus present both in the supernatant and
associated with the cell were determined by plaque assay on Vero cells, and the proportion of released virus was determined as a percentage of total infectious
virus. The data are averages from at least 2 independent experiments, performed with triplicate samples for each condition. Error bars represent standard errors
of the means. ***, P � 0.005; **, P � 0.05; *, P � 0.1; n.s., P 	 0.1.
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bling viruses, one question would be that of how tetherin is tar-
geted/localized to a diverse range of viral assembly sites. Tetherin
is known to associate with membrane microdomains (39, 40), and
it is conceivable that partitioning of lipids during the membrane
deformation of virus budding could be the route for tetherin in-
sertion into virions. Tetherin can access most secretory and endo-
cytic compartments during normal trafficking within the cell and
so has the potential to associate with all known sites of virus en-
velopment. However, if tetherin has a generic activity toward
membrane-budding profiles of enveloped viruses, it is also possi-
ble that tetherin could restrict exosomes and the intraluminal ves-
icles (ILV) of multivesicular endosomes, which have the same
topology of budding as enveloped viruses. Whether there is any
effect on ILV formation or exosome release in IFN-treated or teth-
erin-expressing cells is currently unknown.

Vhs is a broad-specificity endoribonuclease in vitro that cleaves
single-stranded RNA at the 3= side of U and C residues (20). In

vivo, however, Vhs is specifically targeted to ribosome-associated
mRNA, most likely via interaction with the cap-binding initiation
factor complex eIF4F, leading to mRNA cleavage in regions of
translation initiation (41, 42). In response to viral infection, vari-
ous sensors induce signaling events that enable the infected cell to
establish an antiviral state and to also release interferon and other
cytokines to activate surrounding cells (43). Given that much of
the cellular response entails de novo gene expression, the ability to
rapidly inhibit the translation of cellular proteins is a powerful
strategy for viruses to suppress the innate immune response and
establish an infection. Vhs is a component of the tegument layer in
the virion and so is delivered to the cytoplasm during virus entry
(44). Therefore, Vhs is ideally placed to rapidly shut down the
translation of cellular mRNAs that occurs in response to infection.

While Vhs has undoubtedly important roles in the inhibition
of innate immune responses, it is also likely to have other func-
tions and has recently been shown to enhance translation of late
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viral genes (34). Indeed, in STAT1 and IFN-��
 receptor knock-
out mice, HSV-1�Vhs replication is increased but not rescued to
wild-type levels, suggesting that HSV-1 replication requires Vhs
activity for more than just evading type I and II IFN responses
(34). Interestingly, tetherin expression is also induced by the type
III IFN-�3, and by IRF7 independently of IFN signaling, (45, 46).
This suggests that tetherin can still be expressed in response to
virus infection even in the absence of IFN-�/� and -
 receptors. It
will be interesting to investigate HSV-1�Vhs pathogenesis in mice
lacking tetherin expression in addition to STAT1 or IFN-��
 re-
ceptors to determine whether tetherin contributes to the reduced
pathogenesis of HSV-1�Vhs that still occurs even when type I and
II IFN responses are absent. It will also be interesting to investigate
whether HSV-1�Vhs release and spread can be rescued by an al-
ternative tetherin antagonist, such as HIV-1 Vpu or KSHV K5.

Interestingly, as well as restricting virus release, tetherin also
induces activation of NF-�B in response to virus infection (6, 7).
HSV-1 has been shown to cause transient NF-�B activation at an
early stage of infection, in a replication-independent manner, and
this is inhibited by the presence of Vhs in incoming HSV-1 parti-
cles (21). Thus, it seems possible that tetherin may be involved in
an early NF-�B response to HSV-1, and further studies may shed
light on whether Vhs delivered with the virion inhibits NF-�B
activity via tetherin depletion.

Herpesviruses have relatively large genomes and can target cel-
lular processes through the activity of more than one gene. Given
the importance of evading tetherin, it seems possible that addi-
tional HSV-1 proteins could antagonize tetherin function. In-

deed, our data show that HSV-1�Vhs-infected cells still have a
somewhat reduced level of tetherin protein and possible altered
localization of tetherin at late times postinfection. This implies
that other viral factors inhibit tetherin and may act in concert with
Vhs. There are several candidate HSV-1 genes that could affect
tetherin, such as ICP0 and ICP34.5, which also combat IFN re-
sponses (47). As reported in the accompanying paper (48), an-
other possible candidate for antagonizing tetherin is glycoprotein
M (gM). We previously demonstrated that gM can internalize
viral and cellular membrane proteins to intracellular compart-
ments, and it would be interesting to assess whether gM could also
affect tetherin trafficking (49). However, gM is involved in virus
assembly by helping to deliver other viral membrane proteins to
intracellular assembly compartments (50), and so direct interac-
tion of gM with tetherin could lead to increased concentration of
this antiviral factor at HSV-1 assembly sites. Whether gM is a
tetherin antagonist and can direct tetherin away from assembly
sites, while still mediating viral glycoprotein delivery, and whether
other HSV-1 proteins can antagonize tetherin will be interesting
questions for future studies.

ACKNOWLEDGMENTS

We thank S. Bell for excellent technical assistance, Y. Ren and S.Y.K. Lau
for helpful discussions, D. Leib (Dartmouth Medical School) for the
HSV-1 KOS BAC, and K. Osterrieder (Freie Universität, Berlin, Germany)
and G. Smith (Northwestern University) for Red recombination reagents.
The following reagent was obtained through the AIDS Research and Ref-
erence Reagent Program, Division of AIDS, NIAID, NIH: anti-human
Bst-2 (tetherin) from Klaus Strebel and Amy Andrew.

This work was funded by the Royal Society (UF090010), the Isaac
Newton Trust [11.06(aa)] the Medical Research Council (G0700129), the
Leverhulme Trust (2009/0621 fellowship to G.B.), and the Wellcome
Trust (086158/Z/08/Z Ph.D. studentship funding to R.M.).

REFERENCES
1. Le Tortorec A, Willey S, Neil SJ. 2011. Antiviral inhibition of enveloped

virus release by tetherin/BST-2: action and counteraction. Viruses 3:520 –
540.

2. Swiecki M, Omattage NS, Brett TJ. 2013. BST-2/tetherin: structural
biology, viral antagonism, and immunobiology of a potent host antiviral
factor. Mol. Immunol. 54:132–139.

3. Hinz A, Miguet N, Natrajan G, Usami Y, Yamanaka H, Renesto P,
Hartlieb B, McCarthy AA, Simorre JP, Gottlinger H, Weissenhorn W.
2010. Structural basis of HIV-1 tethering to membranes by the BST-2/
tetherin ectodomain. Cell Host Microbe 7:314 –323.

4. Perez-Caballero D, Zang T, Ebrahimi A, McNatt MW, Gregory DA,
Johnson MC, Bieniasz PD. 2009. Tetherin inhibits HIV-1 release by
directly tethering virions to cells. Cell 139:499 –511.

5. Venkatesh S, Bieniasz PD. 2013. Mechanism of HIV-1 virion entrapment
by tetherin. PLoS Pathog. 9:e1003483. doi:10.1371/journal.ppat.1003483.

6. Galao RP, Le Tortorec A, Pickering S, Kueck T, Neil SJ. 2012. Innate
sensing of HIV-1 assembly by tetherin induces NFkappaB-dependent pro-
inflammatory responses. Cell Host Microbe 12:633– 644.

7. Tokarev A, Suarez M, Kwan W, Fitzpatrick K, Singh R, Guatelli J. 2013.
Stimulation of NF-kappaB activity by the HIV restriction factor BST2. J.
Virol. 87:2046 –2057.

8. Rollason R, Korolchuk V, Hamilton C, Schu P, Banting G. 2007.
Clathrin-mediated endocytosis of a lipid-raft-associated protein is medi-
ated through a dual tyrosine motif. J. Cell Sci. 120:3850 –3858.

9. Hollinshead M, Johns HL, Sayers CL, Gonzalez-Lopez C, Smith GL,
Elliott G. 2012. Endocytic tubules regulated by Rab GTPases 5 and 11 are
used for envelopment of herpes simplex virus. EMBO J. 31:4204 – 4220.

10. Johnson DC, Baines JD. 2011. Herpesviruses remodel host membranes
for virus egress. Nat. Rev. Microbiol. 9:382–394.

11. Mettenleiter TC, Klupp BG, Granzow H. 2009. Herpesvirus assembly: an
update. Virus Res. 143:222–234.

CaCo2 CaCo2-Tetherin KD

0

100

200

300

400

500

600

HSV-1wt

CaCo2 CaCo2-Tetherin shRNA

P
la

qu
e 

D
ia

m
et

er
 (

µ
m

)

V
P

16
-E

Y
F

P
D

A
P

I

2.1-fold

1.5-fold

HSV-1Δvhs HSV-1wt HSV-1Δvhs

FIG 5 Plaque formation of HSV-1�Vhs is inhibited in a tetherin-dependent
manner. Caco-2 cells and Caco-2–tetherin shRNA cells were infected with
HSV-1wt-VP16EYFP or HSV-1�Vhs-VP16EYFP at �1,000 PFU/well in
6-well dishes. At 3 days postinfection, images of fluorescent plaques were taken
using a 10� objective lens. (Top) Relative diameters of 	40 plaques for each
condition were determined using Image Pro Plus (Media Cybernetics), and
mean diameters � standard errors are shown. (Bottom) Representative im-
ages of fluorescent plaques are shown. Bars, 100 �m.

Zenner et al.

13122 jvi.asm.org Journal of Virology

http://dx.doi.org/10.1128/JVI.02250-13
http://dx.doi.org/10.1371/journal.ppat.1003483
http://jvi.asm.org


12. Mansouri M, Viswanathan K, Douglas JL, Hines J, Gustin J, Moses AV,
Fruh K. 2009. Molecular mechanism of BST2/tetherin downregulation by
K5/MIR2 of Kaposi’s sarcoma-associated herpesvirus. J. Virol. 83:9672–
9681.

13. Pardieu C, Vigan R, Wilson SJ, Calvi A, Zang T, Bieniasz P, Kellam P,
Towers GJ, Neil SJ. 2010. The RING-CH ligase K5 antagonizes restriction
of KSHV and HIV-1 particle release by mediating ubiquitin-dependent
endosomal degradation of tetherin. PLoS Pathog. 6:e1000843. doi:10.1371
/journal.ppat.1000843.

14. Viswanathan K, Smith MS, Malouli D, Mansouri M, Nelson JA, Fruh K.
2011. BST2/tetherin enhances entry of human cytomegalovirus. PLoS
Pathog. 7:e1002332. doi:10.1371/journal.ppat.1002332.

15. Jolly C, Booth NJ, Neil SJ. 2010. Cell-cell spread of human immunode-
ficiency virus type 1 overcomes tetherin/BST-2-mediated restriction in T
cells. J. Virol. 84:12185–12199.

16. Liberatore RA, Bieniasz PD. 2011. Tetherin is a key effector of the anti-
retroviral activity of type I interferon in vitro and in vivo. Proc. Natl. Acad.
Sci. U. S. A. 108:18097–18101.

17. Swiecki M, Wang Y, Gilfillan S, Lenschow DJ, Colonna M. 2012.
Cutting edge: paradoxical roles of BST2/tetherin in promoting type I IFN
response and viral infection. J. Immunol. 188:2488 –2492.

18. Agromayor M, Soler N, Caballe A, Kueck T, Freund SM, Allen MD,
Bycroft M, Perisic O, Ye Y, McDonald B, Scheel H, Hofmann K, Neil
SJ, Martin-Serrano J, Williams RL. 2012. The UBAP1 subunit of
ESCRT-I interacts with ubiquitin via a SOUBA domain. Structure 20:
414 – 428.

19. Smiley JR. 2004. Herpes simplex virus virion host shutoff protein: im-
mune evasion mediated by a viral RNase? J. Virol. 78:1063–1068.

20. Taddeo B, Roizman B. 2006. The virion host shutoff protein (UL41) of
herpes simplex virus 1 is an endoribonuclease with a substrate specificity
similar to that of RNase A. J. Virol. 80:9341–9345.

21. Cotter CR, Kim WK, Nguyen ML, Yount JS, Lopez CB, Blaho JA,
Moran TM. 2011. The virion host shutoff protein of herpes simplex virus
1 blocks the replication-independent activation of NF-kappaB in den-
dritic cells in the absence of type I interferon signaling. J. Virol. 85:12662–
12672.

22. Pasieka TJ, Cilloniz C, Carter VS, Rosato P, Katze MG, Leib DA. 2011.
Functional genomics reveals an essential and specific role for Stat1 in
protection of the central nervous system following herpes simplex virus
corneal infection. J. Virol. 85:12972–12981.

23. Tigges MA, Leng S, Johnson DC, Burke RL. 1996. Human herpes
simplex virus (HSV)-specific CD8� CTL clones recognize HSV-2-
infected fibroblasts after treatment with IFN-gamma or when virion host
shutoff functions are disabled. J. Immunol. 156:3901–3910.

24. Duerst RJ, Morrison LA. 2004. Herpes simplex virus 2 virion host shutoff
protein interferes with type I interferon production and responsiveness.
Virology 322:158 –167.

25. Pasieka TJ, Lu B, Crosby SD, Wylie KM, Morrison LA, Alexander DE,
Menachery VD, Leib DA. 2008. Herpes simplex virus virion host shutoff
attenuates establishment of the antiviral state. J. Virol. 82:5527–5535.

26. Strelow LI, Leib DA. 1995. Role of the virion host shutoff (Vhs) of herpes
simplex virus type 1 in latency and pathogenesis. J. Virol. 69:6779 – 6786.

27. Pasieka TJ, Cilloniz C, Lu B, Teal TH, Proll SC, Katze MG, Leib DA.
2009. Host responses to wild-type and attenuated herpes simplex virus
infection in the absence of Stat1. J. Virol. 83:2075–2087.

28. Tischer BK, Smith GA, Osterrieder N. 2010. En passant mutagenesis: a
two step markerless red recombination system. Methods Mol. Biol. 634:
421– 430.

29. Gierasch WW, Zimmerman DL, Ward SL, Vanheyningen TK, Romine
JD, Leib DA. 2006. Construction and characterization of bacterial artifi-
cial chromosomes containing HSV-1 strains 17 and KOS. J. Virol. Meth-
ods 135:197–206.

30. Svobodova S, Bell S, Crump CM. 2012. Analysis of the interaction
between the essential herpes simplex virus 1 tegument proteins VP16 and
VP1/2. J. Virol. 86:473– 483.

31. Zenner HL, Yoshimura S, Barr FA, Crump CM. 2011. Analysis of Rab
GTPase-activating proteins indicates that Rab1a/b and Rab43 are impor-
tant for herpes simplex virus 1 secondary envelopment. J. Virol. 85:8012–
8021.

32. Neil SJ, Zang T, Bieniasz PD. 2008. Tetherin inhibits retrovirus release
and is antagonized by HIV-1 Vpu. Nature 451:425– 430.

33. Campadelli G, Brandimarti R, Di Lazzaro C, Ward PL, Roizman B,
Torrisi MR. 1993. Fragmentation and dispersal of Golgi proteins and
redistribution of glycoproteins and glycolipids processed through the
Golgi apparatus after infection with herpes simplex virus 1. Proc. Natl.
Acad. Sci. U. S. A. 90:2798 –2802.

34. Dauber B, Pelletier J, Smiley JR. 2011. The herpes simplex virus 1 Vhs
protein enhances translation of viral true late mRNAs and virus produc-
tion in a cell type-dependent manner. J. Virol. 85:5363–5373.

35. Emeny JM, Morgan MJ. 1979. Regulation of the interferon system: evi-
dence that Vero cells have a genetic defect in interferon production. J. Gen.
Virol. 43:247–252.

36. Rollason R, Korolchuk V, Hamilton C, Jepson M, Banting G. 2009. A
CD317/tetherin-RICH2 complex plays a critical role in the organization of
the subapical actin cytoskeleton in polarized epithelial cells. J. Cell Biol.
184:721–736.

37. Dafa-Berger A, Kuzmina A, Fassler M, Yitzhak-Asraf H, Shemer-Avni
Y, Taube R. 2012. Modulation of hepatitis C virus release by the interfer-
on-induced protein BST-2/tetherin. Virology 428:98 –111.

38. Radoshitzky SR, Dong L, Chi X, Clester JC, Retterer C, Spurgers K,
Kuhn JH, Sandwick S, Ruthel G, Kota K, Boltz D, Warren T, Kranzusch
PJ, Whelan SP, Bavari S. 2010. Infectious Lassa virus, but not filoviruses,
is restricted by BST-2/tetherin. J. Virol. 84:10569 –10580.

39. Billcliff PG, Rollason R, Prior I, Owen DM, Gaus K, Banting G. 2013.
CD317/tetherin is an organiser of membrane microdomains. J. Cell Sci.
126:1553–1564.

40. Kupzig S, Korolchuk V, Rollason R, Sugden A, Wilde A, Banting G.
2003. Bst-2/HM1.24 is a raft-associated apical membrane protein with an
unusual topology. Traffic 4:694 –709.

41. Page HG, Read GS. 2010. The virion host shutoff endonuclease (UL41) of
herpes simplex virus interacts with the cellular cap-binding complex
eIF4F. J. Virol. 84:6886 – 6890.

42. Shiflett LA, Read GS. 2013. mRNA decay during herpes simplex virus
(HSV) infections: mutations that affect translation of an mRNA influence
the sites at which it is cleaved by the HSV virion host shutoff (Vhs) protein.
J. Virol. 87:94 –109.

43. Taylor KE, Mossman KL. 2013. Recent advances in understanding viral
evasion of type I interferon. Immunology 138:190 –197.

44. Smibert CA, Johnson DC, Smiley JR. 1992. Identification and charac-
terization of the virion-induced host shutoff product of herpes simplex
virus gene UL41. J. Gen. Virol. 73:467– 470.

45. Bego MG, Mercier J, Cohen EA. 2012. Virus-activated interferon regu-
latory factor 7 upregulates expression of the interferon-regulated BST2
gene independently of interferon signaling. J. Virol. 86:3513–3527.

46. Liu MQ, Zhou DJ, Wang X, Zhou W, Ye L, Li JL, Wang YZ, Ho WZ.
2012. IFN-lambda3 inhibits HIV infection of macrophages through the
JAK-STAT pathway. PLoS One 7:e35902. doi:10.1371/journal.pone
.0035902.

47. Mossman KL, Smiley JR. 2002. Herpes simplex virus ICP0 and ICP34.5
counteract distinct interferon-induced barriers to virus replication. J. Vi-
rol. 76:1995–1998.

48. Blondeau C, Pelchen-Matthews A, Mlcochova P, Marsh M, Milne RSB,
Towers GJ. 2013. Tetherin restricts herpes simplex virus 1 and is antago-
nized by glycoprotein M. J. Virol. 87:13124 –13133.

49. Crump CM, Bruun B, Bell S, Pomeranz LE, Minson T, Browne HM.
2004. Alphaherpesvirus glycoprotein M causes the relocalization of
plasma membrane proteins. J. Gen. Virol. 85:3517–3527.

50. Ren Y, Bell S, Zenner HL, Lau SY, Crump CM. 2012. Glycoprotein M is
important for the efficient incorporation of glycoprotein H-L into herpes
simplex virus type 1 particles. J. Gen. Virol. 93:319 –329.

Vhs Inhibits Tetherin Restriction of HSV-1

December 2013 Volume 87 Number 24 jvi.asm.org 13123

http://dx.doi.org/10.1371/journal.ppat.1000843
http://dx.doi.org/10.1371/journal.ppat.1000843
http://dx.doi.org/10.1371/journal.ppat.1002332
http://dx.doi.org/10.1371/journal.pone.0035902
http://dx.doi.org/10.1371/journal.pone.0035902
http://jvi.asm.org

	Herpes Simplex Virus 1 Counteracts Tetherin Restriction via Its Virion Host Shutoff Activity
	MATERIALS AND METHODS
	Cells.
	Viruses.
	HSV-1 release assay.
	Complementation assay.
	HSV-1 growth curves.
	Reverse transcription-quantitative PCR (RT-qPCR).
	Western blotting.
	Immunofluorescence.
	Plaque spread assay.

	RESULTS
	DISCUSSION
	ACKNOWLEDGMENTS
	REFERENCES


