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A novel mouse L-cell mutant cell line defective in the biosynthesis of glycosaminoglycans was isolated by
selection for cells resistant to herpes simplex virus (HSV) infection. These cells, termed sog9, were derived from
mutant parental gro2C cells, which are themselves defective in heparan sulfate biosynthesis and 90% resistant
to HSV type 1 (HSV-1) infection compared with control L cells (S. Gruenheid, L. Gatzke, H. Meadows, and F.
Tufaro, J. Virol. 67:93–100, 1993). In this report, we show that sog9 cells exhibit a 3-order-of-magnitude
reduction in susceptibility to HSV-1 compared with control L cells. In steady-state labeling experiments, sog9
cells accumulated almost no [35S]sulfate-labeled or [6-3H]glucosamine-labeled glycosaminoglycans, suggest-
ing that the initiation of glycosaminoglycan assembly was specifically reduced in these cells. Despite these
defects, sog9 cells were fully susceptible to vesicular stomatitis virus (VSV) and permissive for both VSV and
HSV replication, assembly, and egress. HSV plaques formed in the sog9 monolayers in proportion to the
amount of input virus, suggesting the block to infection was in the virus entry pathway. More importantly,
HSV-1 infection of sog9 cells was not significantly reduced by soluble heparan sulfate, indicating that infection
was glycosaminoglycan independent. Infection was inhibited by soluble gD-1, however, which suggests that
glycoprotein gD plays a role in the infection of this cell line. The block to sog9 cell infection by HSV-1 could
be eliminated by adding soluble dextran sulfate to the inoculum, which may act by stabilizing the virus at the
sog9 cell surface. Thus, sog9 cells provide direct genetic evidence for a proteoglycan-independent entry pathway
for HSV-1, and results with these cells suggest that HSV-1 is a useful reagent for the direct selection of novel
animal cell mutants defective in the synthesis of cell surface proteoglycans.

Herpes simplex virus (HSV) is an important human patho-
gen. Its large DNA genome comprises genes encoding a variety
of structural proteins, including at least 11 glycoproteins (1, 2,
6, 8, 30, 31, 40, 49, 56, 57). Many of the glycoproteins have been
shown to decorate the virion envelope, and at least four of
them, gB, gD, gH, and gL (9, 10, 14, 15, 19, 20, 22, 23, 27, 29,
30, 34, 39, 44, 50, 51), play an essential role in the virus entry
pathway in cultured cells. While many laboratories have stud-
ied roles of glycoproteins in the viral life cycle, relatively little
is known about the manner in which the glycoproteins facilitate
the processes of virus entry, assembly, and egress.
The current model for HSV infection predicts that a spike

protein, probably gC or gB, embedded in the envelope of the
virion contacts glycosaminoglycan moieties on cell surface pro-
teoglycans, which are ubiquitous components of mammalian
cells and tissues (10, 12, 24–26, 37, 54, 59, 60, 63). Evidence for
this interaction stems from observations that soluble heparin
or heparan sulfate and, in some instances, chondroitin sulfate
(5, 24) can reduce HSV infection by over 90% if these mole-
cules are present during inoculation. Because soluble glycos-
aminoglycans do not appear to reduce the infectivity of the
virion itself, it is likely that the soluble glycosaminoglycans act
as competitive inhibitors of virus attachment. Artificial reduc-
tion of the cell surface concentration of heparan sulfate by
enzymatic digestion also reduces HSV infection, which sug-

gests that heparan sulfate, or a molecule with which heparan
sulfate associates, plays a role in HSV infection (63). Further-
more, animal cell mutants with defects in GAG synthesis show
either complete (54) or partial (24) resistance to HSV infec-
tion, and cells selected for HSV resistance have been shown in
some instances to have a specific defect in heparan sulfate
synthesis (24). The situation is complicated, however, by re-
ports that the major HSV spike glycoprotein, gC, which is
capable of binding to purified heparin, is not essential for
infection (26, 37, 52). Although a reduction in the specific
infectivity of gC-deficient virus has been ascribed to the loss of
heparin-binding ability, there has been no direct demonstra-
tion that this is the case. The possibility that another virion
glycoprotein may provide a redundant function to gC is sup-
ported by the observation that infection by gC-deficient HSV
type 1 (HSV-1) virions can be inhibited effectively by soluble
heparin (26). Moreover, a report that virions devoid of both gB
and gC do not attach to cells as efficiently as do virions defi-
cient in gC alone suggests that glycoprotein gB, which also
binds to purified heparin, may function in the initial stages of
attachment to cells (25).
Many reports on HSV entry have provided evidence for a

second phase of attachment to host cells in culture. In most
instances, soluble heparan sulfate or chondroitin sulfate does
not inhibit infection completely, suggesting that there is a sec-
ond receptor to which the virion can attach. Direct evidence
for a second receptor was provided by Sears et al. (52), who
showed that MDCK cells contain a gC-dependent and a gC-
independent receptor, and more recently by Subramanian and
colleagues (58), who reported that swine testis cells have low
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susceptibility to HSV infection despite having an apparently
normal complement of cell surface glycosaminoglycans. Solu-
ble forms of the essential glycoprotein gD have also been
shown to interfere with infection and appear to interact with a
saturable molecule on the host cells (33). In this regard, the
mannose-6-phosphate receptor (M6PR) has been proposed as
a candidate for this receptor on the basis of evidence that
glycoprotein gD is modified by mannose-6-phosphate moieties
on a fraction of its oligosaccharides, thereby providing a ligand
for attachment (7). Antibodies to M6PR reduce infection, and
ligands capable of interacting with M6PR inhibit infection pre-
sumably by competing for receptor sites on the cell surface. On
the other hand, M6PR is apparently not essential for infection
of susceptible mouse cells (32). Thus, the role, if any, of the
M6PR in HSV-1 infection will need to be investigated further.
As part of a broad study to identify and characterize host cell

factors which facilitate HSV infection, mouse L-cell mutants
were isolated by selecting for HSV-1-resistant cells (24). One
of the useful features of mouse L cells is that plaques form in
the monolayer in direct proportion to the amount of input
virus. This property allows for a sensitive means of assessing
the efficiency of infection under a variety of experimental con-
ditions. We have shown previously that HSV infection of the
mutant cell line termed gro2C, which synthesizes chondroitin
sulfate but not heparan sulfate, was 90% resistant to infection
relative to parental control cells and was inhibited when solu-
ble heparan sulfate or chondroitin sulfate was present during
virus adsorption. This suggested that infection of gro2C cells
was mediated by glycosaminoglycans other than heparan sul-
fate. We reasoned that it should be possible to select for a
variant of gro2C cells which is less susceptible to infection and
which would be defective in additional components of the virus
entry pathway. Here, we report the isolation of a novel HSV-
1-resistant cell line isolated by HSV selection which shows a
3-order-of-magnitude decrease in susceptibility to HSV-1 in-
fection compared with control L cells. This cell line, termed
sog9, harbors additional defects in the glycosaminoglycan syn-
thesis pathway such that they fail to synthesize any glycosami-
noglycans. We present evidence that HSV-1 infection of sog9
cells is facilitated by novel virus-host interactions that are gly-
cosaminoglycan independent.

MATERIALS AND METHODS

Materials. The parental L cell used for all experiments was the clone 1D line
of LMtk2murine fibroblasts. The HSV-1 strain KOS was obtained from D. Coen
(Harvard Medical School, Boston, Mass.). HSV-1 gC2 virus, HSV-1(KOS)
DgC2-3, was obtained from C. Brandt (University of Wisconsin, Madison). The
HSV-2 strain G was obtained from S. Sacks (University of British Columbia,
Vancouver, Canada). The HSV-1 strains F and MP were obtained from B.
Roizman (University of Chicago, Chicago, Ill.). Monoclonal antibodies specific
for HSV-1 ICP4 and HSV-1 gB were obtained from M. Zwieg (National Cancer
Institute, Frederick, Md.). [35S]sulfate, D-[6-3H]glucosamine, and [35S]methi-
onine were obtained from ICN (St. Laurent, Quebec, Canada). Heparan sulfate
(from bovine intestinal mucosa) was obtained from Sigma (St. Louis, Mo.).
Dextran sulfate (average molecular weight, 500,000) was from Pharmacia (Pis-
cataway, N.J.). All tissue culture reagents (Gibco) and dishes (Nunc) were from
Canadian Life Technologies (Burlington, Ontario, Canada).
Isolation of mutant cell lines. The procedure for isolating gro mutants was

described previously (61). Briefly, murine L cells were grown in plastic dishes
(100-mm diameter) containing Dulbecco modified Eagle medium and 10% fetal
calf serum (DMEM-FCS). Cells were infected with HSV-1 at a multiplicity of
infection (MOI) of 1 to 3 PFU per cell. This resulted in the death of most cells
within 96 h. About 1 in 106 of the original population of cells survived to form
colonies. In order to isolate clonal cell lines, colonies were harvested and cells
were plated at a cell density of 0.3 cell per well in 96-well dishes. Wells containing
single cells were identified, and the cells were grown up as clonal cell lines and
tested for their capacity to support viral infection.
Plaque assays. Mutant or control cell monolayers growing in six-well-cluster

dishes were inoculated with serial 10-fold dilutions of virus. After a 1-h adsorp-
tion period at 378C, the inoculum was removed and the cells were thoroughly

washed three times with phosphate-buffered saline (PBS) to remove unbound
virus. The cells were then overlaid with DMEM containing 4% FCS and 0.1%
pooled human immunoglobulin G (IgG) (HSV-1 and HSV-2) or 0.8% agarose
(vesicular stomatitis virus [VSV]). Plaques were counted and visualized after 24
(VSV), 72 (HSV-2), or 96 [HSV-1 and HSV-1(KOS)DgC2-3] h postinfection by
fixing and staining the cells for 5 min with 5% methylene blue in 70% methanol.
Cell labeling experiments. Monolayers of mutant and control L cells growing

in 60-mm culture dishes were inoculated with serial 10-fold dilutions of HSV-1.
After a 1-h adsorption period at 378C, the inoculum was removed and the
monolayers were rinsed with warm PBS; afterwards, fresh medium was added to
the dishes. At 5 h postinfection, cells were washed three times with methionine-
free medium and labeled for 60 min with 50 mCi of [35S]methionine per ml in
methionine-free medium containing 5% dialyzed FCS. At the completion of
labeling, cells were harvested by washing the monolayer with cold PBS and
incubated for 15 min with 1 ml of cold lysis buffer (10 mM Tris-HCl [pH 7.4], 150
mM NaCl, 1% Nonidet P-40, 1% Na-deoxycholate). Sodium dodecyl sulfate-
polyacrylamide gel electrophoresis (SDS-PAGE) sample buffer was added to
portions of lysates, and these were subjected to SDS-PAGE as described else-
where (36). Following electrophoresis, gels were fixed and dried, and autora-
diography was performed.
Indirect immunofluorescence. Cells were grown on glass coverslips for 3 days

and infected with various concentrations of HSV-1. At 5 h postinfection, cells
were rinsed with PBS and fixed with 2% formaldehyde in PBS for 10 min at 208C.
Cells were permeabilized in PBS–1% bovine serum albumin (BSA)–0.2% Triton
X-100 for 3 min. Permeabilization was stopped by rinsing the cells in PBS–1%
BSA. The cells were then incubated with anti-ICP4 monoclonal antibody diluted
in PBS–1% BSA at 208C for 1 h. Monolayers were washed extensively and
incubated with fluorescein isothiocyanate-conjugated goat anti-mouse IgG di-
luted in PBS–1% BSA for 30 min. Coverslips were then washed and mounted in
50% glycerol–100 mM Tris, pH 7.8. Images were photographed with a Zeiss
Axiophot microscope with epifluorescence optics.
Preparation of radiolabeled HSV-1.Monolayers (90% confluent) of Vero cells

were inoculated with HSV-1 at an MOI of 0.1. After a 1-h adsorption period at
378C, the inoculum was removed and the cells were washed with PBS and labeled
for 48 h with 25 mCi of [35S]methionine in methionine-free medium containing
5% dialyzed FCS and 10% DMEM (with methionine). The medium was col-
lected and centrifuged at 600 3 g for 10 min at 48C to remove cells and cellular
debris. Aliquots (10 ml) of medium were layered over a 3-ml cushion of 15%
sucrose (wt/wt, in PBS) in an SW41 centrifuge tube. Tubes were centrifuged at
100,000 3 g for 1 h in an SW41 rotor. The supernatant was discarded, and the
pellets were suspended overnight in 1 ml of sterile DMEM–1% BSA–20 mM
HEPES (N-2-hydroxyethylpiperazine-N9-2-ethanesulfonic acid; pH 7.4). The
typical specific activity of such preparations was 0.2 to 0.5 cpm/PFU.
Virus adsorption assays. Confluent monolayers of mutant and control L cells

(containing approximately 5 3 105 cells) growing in 24-well dishes were rinsed
with PBS and incubated for 1 h at 378C in adsorption medium (DMEM–1%
BSA–20 mM HEPES [pH 7.4]). Dishes were removed from the incubator and
placed on ice. The medium was removed from the monolayers, and 100 ml of
radiolabeled virus diluted in adsorption medium was added to the wells and
incubated for 1 h on ice. In some experiments, the radiolabeled virus was diluted
in adsorption medium containing various concentrations of dextran sulfate. Fol-
lowing this adsorption period, the monolayers were rinsed four times with 0.5 ml
of PBS prior to solubilization in cold lysis buffer (10 mM Tris-HCl [pH 7.4], 150
mM NaCl, 1% Nonidet P-40, 1% Na-deoxycholate). Lysates were added to a
scintillation vial, and the radioactivity associated with the monolayers was de-
termined by liquid scintillation spectroscopy. Data presented represent the av-
erages of at least four determinations.
Analysis of glycosaminoglycans. Biochemical labeling of glycosaminoglycans

was performed by a modification of procedures described previously by Bame
and Esko (3). Briefly, glycosaminoglycans were radiolabeled by incubation of
cells for 3 days with 10 mCi of [35S]sulfate per ml and 20 mCi of D-[6-3H]glu-
cosamine per ml in DMEM-FCS modified to contain 10 mM sulfate and 1 mM
glucose. The cells were washed three times with cold PBS and solubilized with 1
ml of 0.1 M NaOH at 258C for 15 min. Samples were removed for protein
determination. Extracts were adjusted to pH 5.5 by the addition of concentrated
acetic acid and treated with 2 mg of pronase (Sigma) per ml in 0.32 M NaCl–40
mM sodium acetate, pH 5.5, containing shark cartilage chondroitin sulfate (2
mg/ml) as carrier, at 408C for 12 h. For some experiments, portions of the
radioactive material were treated for 12 h at 408C with 10 mU of chondroitinase
ABC lyase or 0.5 U of heparitinase. The radioactive products were quantified by
chromatography on DEAE-Sephacel (Pharmacia) by binding in 100 mM NaCl
followed by elution with 0.7 M NaCl.
For high-pressure liquid chromatography (HPLC) analysis, the glycosamino-

glycan samples were desalted by precipitation with ethanol (3). Following cen-
trifugation, the ethanol precipitates were suspended in 20 mM Tris, pH 7.4, and
resolved by anion exchange HPLC with a TSK DEAE-3SW column (15 by 75
mm; Beckman Instruments, Mississauga, Ontario, Canada). Proteoglycans were
eluted from the column with a linear 50 to 700 mM NaCl gradient formed in 10
mM KH2PO4 (pH 6.0). All buffers contained 0.2% Zwittergent 3-12 (Calbio-
chem, La Jolla, Calif.) to extend the life of the column. The glycosaminoglycans
in the peaks were identified by digestion of the sample with the relevant enzymes
prior to chromatography.
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Plaque inhibition assays. Monolayers (95% confluent) of L or gro2C cells
plated in 6-well-cluster dishes were rinsed twice with PBS and inoculated with
HSV-1 diluted in DMEM previously mixed with various concentrations of hepa-
ran sulfate or dextran sulfate. After a 60-min adsorption period at 378C, the
inoculum was removed and the cells were washed three times with PBS to
remove unbound virus. The cells were then overlaid with DMEM containing 4%
FCS and 0.1% pooled human IgG. Plaques were visualized and counted after 3
to 4 days by fixation and staining of the cells for 5 min with 5% methylene blue
in 70% methanol.
Inhibition of plaque formation by soluble gD-1. A soluble truncated form of

HSV-1 gD, gD-1(306t) (13), was diluted in DMEM–5% FCS to 0 to 500 mg/ml
and incubated with monolayers of sog9 and control L cells for 1 h at 378C. After
this 1-h incubation, HSV-1 diluted in the appropriate concentration of gD-
1(306t) was added to the monolayers and allowed to adsorb to the cells for 1 h
at 378C. The virus and gD-1(306t) were removed from the monolayers, and

medium containing 0.1% pooled human IgG was added to allow for plaque
formation.

RESULTS

Isolation and characterization of infection in HSV-resistant
cell lines. The gro2C cell line was used as the parental cell for
the isolation of new cell variants exhibiting increased resistance
to HSV-1 infection. gro2C cells are 90% compared with con-
trol L cells resistant to HSV-1 infection and unable to synthe-
size heparan sulfate glycosaminoglycans (24). We reasoned
that cells deficient in additional cell surface molecules to which
HSV-1 can bind would be isolated by sequential selection for
cells refractory to infection. This strategy was used to isolate a
variant clonal cell line, termed sog9, which showed approxi-
mately 95% resistance to HSV-1 infection compared with pa-
rental gro2C cells (Table 1). They were also cross-resistant to
HSV-2, but not to the unrelated enveloped virus VSV.
To investigate the underlying basis of HSV resistance, con-

fluent monolayers of sog9 cells were incubated with increasing
amounts of HSV-1 for 1 h, and the number of plaques on each
monolayer was determined after 3 days (Fig. 1). In these as-
says, plaques formed in the sog9 monolayers in direct propor-
tion to the amount of input virus, indicating that every cell in
the monolayer was ultimately susceptible to infection and
could lead to plaque formation. Moreover, infected sog9 cells
yielded progeny virus that was indistinguishable from wild-type
virus in terms of the ability to infect L, gro2C, and sog9 cells
(data not shown); thus, sog9 cells were likely infected by wild-
type virus in the inoculum. After infection, however, substan-

FIG. 1. Plaque-forming efficiency of HSV-1 on parental gro2C and sog9 cells. Serial 10-fold dilutions (left to right) of HSV-1(KOS) were plated on parental L-cell
and gro2C mutant cell monolayers and allowed to adsorb for 1 h. Following incubation, the inoculum was replaced with pooled human IgG to allow plaques to form.
At 4 days postinfection, the cells were rinsed and fixed with 5% methylene blue in 70% methanol. Plaques appear as clear areas on a dark background for gro2C cells
(A) and as dark areas on a light background for sog9 cells (B).

TABLE 1. Relative infectivities of virus strains on control and
mutant cell lines

Virus

Relative infectivity (%) on cells of
indicated linea

L (control) gro2C sog9

HSV-1(KOS) 100 10 0.3
HSV-1(KOS)DgC2-3 100 10 0.8
HSV-1(F) 100 20 1
HSV-1(MP) 100 25 2
HSV-2(G) 100 3.3 1
VSV(Indiana) 100 78 175

a Titers of serial 10-fold dilutions of virus stocks grown in Vero cells were
determined on cell monolayers. Results from at least three determinations were
averaged and expressed as percentages of control L cell infection. Titers on sog9
cells varied by up to 25%.
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tial differences in plaque morphology were noted (Fig. 2).
Whereas plaques in gro2C cell monolayers were clear, the sog9
plaques were turbid and were detectable at least 24 h earlier
than L or gro2C plaques. This plaque morphology was ob-
served whether neutralizing antibody or agarose overlays were
used for plaque assays (data not shown). It can be seen in Fig.
2 that uninfected sog9 cells were only lightly stained with
methylene blue, whereas cells associated with plaques stained
intensely. The aberrant staining of the cell monolayer could be
accounted for by the propensity of methylene blue to stain
acidic glycosaminoglycans and suggested that uninfected sog9
cells were relatively deficient in these molecules.
To determine whether the number of plaques that arose in

the sog9 cell monolayer corresponded to the number of cells
initially infected, two experiments were performed. Cell mono-
layers were infected with various amounts of HSV-1(KOS) and
incubated in the presence of [35S]methionine to determine
whether viral gene expression could be detected in sog9 cells
(Fig. 3). Viral proteins were detected in control L cells infected
at MOIs of 3 and 30 and at an MOI of 30 in the parental gro2C
cells. By contrast, no viral gene expression was detected in sog9
cells by autoradiography, and attempts to detect the viral gly-
coprotein gB on Western immunoblots at the concentrations
of virus used in this experiment were also unsuccessful (data
not shown). To investigate this further, indirect immunofluo-
rescence was used to detect the HSV-1 immediate-early pro-

tein ICP4 at 6 h postinfection (Fig. 4). The number of sog9
cells infected at a given MOI was reduced by nearly 3 orders of
magnitude compared with control L cells when differences in
input virus were taken into account. Interestingly, the addition
of dextran sulfate to the inoculum appeared to increase infec-
tion (Fig. 4D, and see below). Thus, plaque assays were an
accurate measure of infection efficiency, and the assays sug-
gested that the block to infection of sog9 cells occurred early in
the entry pathway prior to the onset of viral gene expression.
Virus adsorption to cell monolayers. To test the attachment

proficiency of HSV-1 on sog9 cells, cell monolayers were in-
cubated with radiolabeled virus for 1 h, and then the mono-
layers were rinsed and the radioactivity associated with ad-
sorbed virus was determined by liquid scintillation spectroscopy
(Fig. 5). Substantially less virus adsorbed to sog9 monolayers
after 1 h than to either L-cell or gro2C cell monolayers, which
suggested that sog9 cells were defective in cell surface mole-
cules to which HSV-1 can attach. However, the reduction in
adsorption was less than expected, suggesting that adsorption
could not account entirely for the HSV resistance phenotype in
these cell lines. Because it was not possible to quantify the
extent of functional adsorption in these assays, the contribu-
tion of virus adsorption defects to the HSV resistance pheno-
type of mutant cell lines could not be determined precisely.
Characterization of glycosaminoglycan synthesis. To test

whether sog9 cells acquired additional defects in the glycos-
aminoglycan synthesis pathway compared with the parental
gro2C cells, radiolabeled glycosaminoglycans were isolated
from cell extracts and analyzed by anion exchange HPLC (Fig.
6). Parental L cells (Fig. 6A) synthesized two major sulfated
peaks, representing heparan sulfate (fractions 50 to 55) and
chondroitin sulfate (fractions 55 to 70). An additional nonsul-
fated peak (fractions 45 to 50), representing hyaluronic acid,
was also evident. In gro2C cells (Fig. 6B), the profile was
essentially the same except for the absence of the heparan
sulfate peak. By contrast, sog9 cells (Fig. 6C) had lost the

FIG. 2. HSV-1(KOS) plaque morphology on gro2C and sog9 monolayers.
Monolayers of gro2C cells and sog9 cells were infected with HSV-1(KOS) at a
low MOI. After 1 h of adsorption at 378C, the inoculum was removed and
medium containing 0.1% pooled human IgG was added to the monolayers. After
4 days to allow for plaque formation, monolayers were washed with PBS and
fixed for 5 min with 5% methylene blue in 70% methanol. The excess stain was
washed away with distilled water, and plaques were photographed with a Leitz
inverted microscope equipped with a Wild Leitz 35-mm camera. (A) gro2C cells;
(B) sog9 cells.

FIG. 3. Polypeptides synthesized by mutant and control L cells after HSV-1
infection. Control L, gro2C, and sog9 cells were infected or mock infected with
HSV-1(KOS) at an MOI (determined on control L cells) of 0 (lanes A), 0.03
(lanes B), 0.3 (lanes C), 3 (lanes D), or 30 (lanes E). At 5 h postinfection,
monolayers were labeled with [35S]methionine for 1 h. Cell lysates were prepared
and analyzed by SDS-PAGE as described in Materials and Methods. The posi-
tion of molecular mass markers (in kilodaltons) is shown to the left.
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ability to synthesize any of the major glycosaminoglycan spe-
cies. Thus, there was a progressive loss of glycosaminoglycan
synthetic ability and susceptibility to HSV-1 with each round of
selection for HSV resistance.
Effects of polyanions on HSV infection. The perturbation to

glycosaminoglycan synthesis in sog9 cells was severe, resulting
in a cell surface largely devoid of sulfated glycosaminoglycans.
If HSV-1 could not interact with glycosaminoglycans to infect
sog9 cells, we reasoned that infection of this cell line would be

resistant to further inhibition by soluble heparan sulfate. To
test this hypothesis, heparan sulfate was added to the inoculum
during HSV-1 infection and its effects were assessed (Fig. 7).
As little as 3 mg of heparan sulfate per ml inhibited gro2C cell
infection by 90%. This is consistent with previous data showing
that HSV-1 infection of gro2C cells is likely mediated by in-
teractions between the virus particle and cell surface chon-
droitin sulfate glycosaminoglycans, thereby accounting for the
ability of soluble heparan sulfate and chondroitin sulfate to
inhibit infection (5). By contrast, when sog9 cells were infected
in the presence of heparan sulfate, the efficiency of HSV-1
infection was decreased by only 14% at 3 mg of heparan sulfate
per ml and by 55% at the highest concentration tested. We also
determined that infection of sog9 cells was insensitive to inhi-
bition by chondroitin sulfate or hyaluronic acid (data not
shown). Interestingly, gro2C cell infection did not fall below
the level of sog9 cell infection under the same conditions (Fig.
7), suggesting that a glycosaminoglycan-independent pathway
of infection exists in both cell lines.
To determine whether the interactions of HSV-1 with sog9

cells were principally electrostatic, cells were infected with
HSV-1 in the presence of the glycosaminoglycan analog dext-
ran sulfate, which has been shown to be a potent inhibitor of
enveloped virus infection (41, 43, 45–47, 55, 64). As shown
previously (5), dextran sulfate strongly inhibited the infection
of control L cells (Fig. 8A) and had little effect on infection of
gro2C cells. By contrast, low concentrations of dextran sulfate
actually stimulated HSV-1 infection of sog9 cells by as much as
25-fold. This was also confirmed by indirect immunofluores-
cence (Fig. 4D). We next determined whether dextran sulfate
could stimulate virus adsorption to sog9 cells at 48C (Fig. 8B).
Whereas dextran sulfate exerted little effect on virus adsorp-
tion to control L cells and parental gro2C cells, it stimulated
adsorption to sog9 cells by nearly fivefold. Because it was not
possible to quantify the extent of adventitious binding of ra-
diolabeled virus to cell monolayers, the actual fold stimulation
of functional adsorption in the presence of dextran sulfate
could not be determined.

FIG. 4. Indirect immunofluorescence microscopy of HSV-1-infected mono-
layers. Monolayers of control L cells (A), gro2C cells (B), and sog9 cells (C and
D) growing on glass coverslips were infected with HSV-1(KOS) at an MOI
(determined on control L cells) of 0.3 (A), 3 (B and D), or 30 (C), in the presence
of (D) or absence of (A, B, and C) 300 ng of dextran sulfate per ml. At 5 h
postinfection, cells were fixed and ICP4 was detected with anti-ICP4 monoclonal
antibody followed by a fluoresceinated second antibody as described in Materials
and Methods.

FIG. 5. Adsorption of radiolabeled HSV-1 to mutant and control L-cell
monolayers. Confluent monolayers of cells were incubated with increasing con-
centrations of radiolabeled HSV-1 for 1 h at 08C. After the adsorption period,
monolayers were washed extensively with PBS to remove unbound material. The
radioactivity associated with the monolayer was determined by liquid scintillation
spectroscopy. Each datum point represents the average of four determinations.
Closed circles, L cells; open circles, gro2C cells; closed boxes; sog9 cells.
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To assess whether dextran sulfate stimulation was mediated
by the heparin-binding glycoprotein gC, we repeated the
plaque assays with gC-deficient HSV-1(KOS)DgC2-3. The rel-
ative infection efficiency of the gC-deficient virus on the three
cell types was similar to that of wild-type virus (Table 1).
Moreover, HSV-1(KOS)DgC2-3 infection was stimulated ef-
fectively by dextran sulfate, suggesting that gC was not re-
quired for dextran sulfate stimulation (Fig. 8C). To test
whether the effects were type specific, plaque assays were done
with HSV-2(G). Interestingly, there was no stimulation of
HSV-2 infection (Fig. 8C). Thus, it appeared that dextran
sulfate promoted infection of sog9 cells in a manner that was
dependent on both the virus strain and the cell phenotype.
Taken together, these data suggest that the block to infection
of sog9 cells could be compensated for by soluble glycosami-
noglycan analogs present during inoculation.
Because the pathway used by HSV-1 to gain entry to sog9

cells did not involve glycosaminoglycans and was stimulated by
dextran sulfate, we investigated whether glycoprotein D, which
has been shown to facilitate a late stage of virus attachment,
was required for sog9 cell infection. Monolayers of control L
and sog9 cells were preincubated and subsequently infected in
the presence of soluble gD-1(306t) as described in Materials

and Methods. We found that HSV-1 infection was reduced by
soluble gD-1(306t) in a concentration-dependent manner. At
500 mg/ml, L-cell infection was reduced by 37%, whereas sog9
cell infection was reduced by 53% (data not shown). These
results suggest that gD plays a role in sog9 cell infection.

DISCUSSION

The current hypothesis regarding the role of glycosaminogly-
cans in promoting HSV infection is that one or more compo-
nents of the virion, probably gC and gB, interact with glycos-
aminoglycan moieties to stabilize the virus at the cell surface.
Once at the cell surface, the virus engages other components of
the host cell which allow it to fuse with the plasma membrane
or otherwise enter the cell (11, 21, 22, 42, 48, 51, 62). After
infection, the lytic cycle ensues in cultured cells, leading invari-
ably to cell death. We have taken advantage of the lethality of
HSV infection to select for cells resistant to infection. Here, we
report the stepwise isolation of a cell line, termed sog9, which
is highly resistant to HSV-1 infection in part because of the
failure of virus adsorption to the cell surface. The most likely
explanation for this phenotype is that the cells have lost the
ability to express glycosaminoglycans. The gro2C cell line, from
which sog9 cells were derived, is defective in heparan sulfate
synthesis and is itself approximately 90% resistant to infection
compared with control L cells (24). We have shown that infec-
tion of gro2C cells is likely mediated by chondroitin sulfate
moieties, and infection can be blocked by soluble chondroitin
sulfate (5). We reasoned that if the chondroitin sulfate moi-
eties were important for the HSV infection pathway, selecting
for HSV-resistant gro2C cells would yield variants that have
lost the ability to synthesize these molecules. This hypothesis
was confirmed by the isolation of sog9 cells in a single round of
selection (Fig. 1 and 6).

FIG. 6. Glycosaminoglycan synthesis profiles of mutant and control L cells.
Monolayers of L, gro2C, and sog9 cells were grown for 3 days in the presence of
[35S]sulfate and D-[6-3H]glucosamine. Glycosaminoglycans were isolated and
fractionated by HPLC on a TSK DEAE-3SW column as described in Materials
and Methods. (A) L cells; (B) gro2C cells; (C) sog9 cells. HS, elution position of
heparan sulfate; CS, elution position of chondroitin sulfate. Open squares,
[35S]sulfate; closed diamonds, D-[6-3H]glucosamine.

FIG. 7. Effect of soluble heparan sulfate on HSV-1 plaque formation. Mono-
layers of gro2C and sog9 cells growing in 6-well cluster dishes were inoculated
with equivalent amounts of HSV-1 diluted with various concentrations of hepa-
ran sulfate. After 1 h of adsorption at 378C, the inoculum was removed and
medium containing 0.1% pooled human IgG was added to the monolayers. The
number of plaques in each well was determined after 4 days. Plaque numbers are
shown above each bar of the histogram. The experiment was carried out three
times and did not vary by more than 10% at any point. The results of a single
experiment are shown.
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We also show that sog9 cells remain susceptible to HSV-1
infection, albeit at a reduced efficiency, which indicates that
glycosaminoglycans are not essential for the initiation of HSV
infection of mouse L cells (Table 1; Fig. 1 and 4). This result
was somewhat surprising because glycosaminoglycans appear
to be required for infection of CHO cells (54), suggesting that
cell-type-specific or species-specific components play a role in
HSV infection. Evidence for the existence of species-specific
receptors comes from experiments which show that the M6PR
may function as an HSV receptor in primate cells but does not
act as a receptor in mouse cells (32). It has also been reported
that swine testis cells are relatively resistant to HSV infection
despite having a normal complement of cell surface glycosami-
noglycans (58). This suggests that a nonglycosaminoglycan
HSV receptor is missing from these cells. Our data support the
idea that sog9 cells display a second receptor that does not
require prior or concurrent interaction with glycosaminogly-
cans, as evidenced by the observation that soluble heparan
sulfate is not an effective inhibitor of HSV infection of sog9
cells (Fig. 7). This result is exactly what is predicted from a
model in which soluble heparan sulfate acts as a decoy for
interaction with the cell surface and does not otherwise dimin-
ish the infectivity of the virus particle itself. In this regard, in
the presence of soluble heparan sulfate, gro2C cell infection
was not inhibited below the level of sog9 cell infection. This
suggests that glycosaminoglycan-dependent and -independent
mechanisms of infection can exist side by side. It is interesting
that infection of sog9 cells appears to be mediated in part by
glycoprotein gD, as it is in normal cells, which suggests that the
virus may use a similar mechanism to gain entry to both sog9
and control L cells.
The study of sog9 cells also provides evidence that HSV

contains several components capable of interacting with glyco-
saminoglycans to initiate a productive infection. We have
shown that a gC-deficient virus, HSV-1(KOS)DgC2-3, has re-
duced infectivity on sog9 cell monolayers compared with gro2C
cells and as such is sensitive to the absence of chondroitin
sulfate moieties on the cell surface (Table 1). We have also
shown that infection of gro2C cells with HSV-1(KOS)DgC2-3
is inhibited effectively by soluble chondroitin sulfate (5). Taken
together, these results show that virion components other than
gC interact with several cell surface glycosaminoglycans en
route to a productive infection. Evidence that gB can serve this
function in the absence of gC has recently been reported (25).
It is interesting to note that pseudorabies virus (PRV) does not
appear to possess multiple glycoproteins which interact with
glycosaminoglycans but instead relies on PRV gC to interact
with heparan sulfate alone (35). Thus, PRV infects gro2C and
sog9 cells with equal efficiency (10% of that with control L
cells). Moreover, a gC-deficient PRV strain infects all three
cell lines with equal efficiency, indicating that in contrast to the
situation with HSV-1, PRV gC appears to be the only glyco-
protein which interacts with glycosaminoglycans (35). The dif-
ferences that we observed for HSV-1 infection of gro2C versus
sog9 cells are likely due to defects in glycosaminoglycan ex-
pression relevant to HSV-1 infection and not due to a gener-
alized defect which prevents infection by all enveloped viruses.
One of the hallmarks of HSV infection of mutant cells is that

FIG. 8. Effects of soluble dextran sulfate on herpesvirus infection. (A) Effect
of soluble dextran sulfate on HSV-1(KOS) plaque formation. Monolayers of L
cells, gro2C cells, and sog9 cells were inoculated with HSV-1(KOS) diluted in
various concentrations of dextran sulfate. After a 1-h adsorption period, the virus
was removed and medium containing 0.1% pooled human IgG was added to the
monolayer to allow for plaque formation. Data are expressed as percentages of
the infection that occurs in the absence of dextran sulfate. Closed circles, L cells;
open circles, gro2C cells; closed squares; sog9 cells. Results are averages of at
least three determinations which did not vary by more than approximately 10%
at any point. (B) Adsorption of radiolabeled HSV-1 to mutant and control L
cells. Radiolabeled HSV-1 (25,000 cpm from the experiment whose results are
shown in Fig. 5) diluted in increasing concentrations of dextran sulfate was added
to monolayers of L, gro2C, and sog9 cells. After 1 h of adsorption at 48C,
unbound material was washed away and the radioactivity associated with the
monolayers was determined by liquid scintillation spectroscopy. Data are ex-
pressed as percentages of the radiolabeled virus bound to the monolayer in the
absence of dextran sulfate. Closed circles, L cells; open circles, gro2C cells;
closed squares, sog9 cells. Results shown are averages of four determinations.
(C) Infection of sog9 cells by HSV-1(KOS), HSV-1(KOS)DgC2-3, and HSV-
2(G) in the presence of dextran sulfate. Monolayers of sog9 cells growing in
6-well-cluster dishes were infected with virus diluted in various concentrations of
dextran sulfate. After 1 h of adsorption at 378C, the virus was removed and

medium containing 0.1% pooled human IgG was added to facilitate plaque
formation. Data are expressed as percentages of plaque formation that occurs in
the absence of dextran sulfate. Closed circles, HSV-1(KOS); open circles, HSV-
1(KOS)DgC2-3; closed squares, HSV-2(G). Each point shown represents the
average of at least two determinations.
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soluble heparan sulfate is unable to substitute for cell surface
glycosaminoglycan moieties in the virus infection pathway (24,
54). This suggests that heparan sulfate may play a role in
tethering the virus to the cell surface. It has also been demon-
strated that heparan sulfate must be present during inoculation
to inhibit infection (5). It was therefore curious that HSV-1
infection of sog9 cells was stimulated by extremely low con-
centrations of the glycosaminoglycan analog dextran sulfate
(Fig. 4D and 8). Stimulation by dextran sulfate depended on
the virion and the cell insofar as the effect was virus type
specific (Fig. 8C) and cell type specific (Fig. 8A and B) and
could be mediated by virion components other than the hep-
arin-binding glycoprotein gC (Fig. 8C). Although we do not yet
understand the mechanism of action of dextran sulfate, we
think it is likely that dextran sulfate promotes a stable inter-
action of the virus with the host cells because it promotes virus
adsorption at 48C (Fig. 8B). It may be the case that dextran
sulfate acts as a bridge between the virus and the sog9 cell
surface to enhance infection in the absence of glycosaminogly-
cans. However, because dextran sulfate stimulates HSV-1 but
not HSV-2 infection, this mechanism appears to be different
from that used by the virus to contact cell surface glycosami-
noglycans, which shows little type specificity. We are not sure
why soluble heparan sulfate does not stimulate infection in a
similar manner.
It is also possible that postattachment events are impaired in

sog9 cells. Our results show that virus attachment efficiency is
considerably higher than plaquing efficiency. Because we are
not using purified virus, it is possible that some of the virus
attachment is nonspecific and as such is nonfunctional. In
addition, Shieh and Spear (53) have provided evidence that gB
requires heparin (or heparan sulfate) to induce a conforma-
tional change necessary for fusogenic function in CHO cells.
Although it is possible that fusion is inefficient in sog9 cells,
HSV-1(MP) forms syncytial plaques on sog9 monolayers (Ta-
ble 1), suggesting that fusion in mouse L cells does not share
this requirement for heparan sulfate.
One of the strongest results to come from this study is the

demonstration that HSV-1 can be used to select stable cell
mutants defective in proteoglycan synthesis (pgs). Esko and
colleagues have shown previously that CHO cell pgs mutants
from five complementation groups could be isolated by screen-
ing for cells which fail to synthesize sulfated macromolecules
(3, 4, 16–18, 38). The cell lines pgsD 677, which is defective in
heparan sulfate biosynthesis, and pgsA 745, defective in both
chondroitin sulfate and heparan sulfate synthesis, have been
shown to be highly refractory to HSV infection (54). There is
no reason to think that the selection protocol used to isolate
CHO pgs mutants would preferentially select for HSV-resis-
tant cell lines unless the two phenotypes are linked. Likewise,
it is extremely unlikely that the sequential selection protocol
that we used to select sog9 cells would yield defects in glyco-
saminoglycan synthesis unless these molecules were involved in
HSV infection. Taken together, these two studies provide
strong evidence that the HSV resistance phenotype is a result
of the pgs defects in these cell lines.
What could be the defect in sog9 cells? It is clear from the

HPLC analysis that sog9 cells have lost the ability to synthesize
glycosaminoglycans, including hyaluronic acid (Fig. 6). This
could arise if an enzymatic activity common to the synthesis of
all glycosaminoglycans was lost. The most likely explanation to
account for this phenotype is a reduction in the availability of
UDP GlcA, which could be caused by a defect in the formation
of UDP GlcA from UDP glucose or in the translocation of
UDP GlcA into the Golgi cisternae via the UDP GlcA trans-

locator present in Golgi membranes (28). The analysis of the
underlying defect in sog9 cells is currently under investigation.
Several conclusions regarding the infection pathway of HSV

can be made from this study. First, glycosaminoglycans do not
appear to be essential for infection of mouse L cells. In the
absence of glycosaminoglycan synthesis, however, the effi-
ciency of infection is reduced by more than 99%. This suggests
that the virus is unable to engage the cell surface effectively in
the absence of glycosaminoglycans. A secondary pathway of
infection may operate under these conditions. Second, cells
expressing only chondroitin sulfate are infected much more
efficiently than cells lacking these molecules, suggesting that
chondroitin sulfate can play a functional role in the pathway of
infection. Third, dextran sulfate stimulates virus adsorption to
sog9 cells, leading to a productive infection in a type-specific
manner, suggesting that multiple virus components can medi-
ate infection via negatively charged polymers. Finally, this
study demonstrates that HSV is a powerful reagent for selec-
tion of cells with specific defects in glycosaminoglycan biosyn-
thesis. These cells should be valuable not only for the study of
virus entry but also for the investigation of other important
biological processes mediated by proteoglycans.

ACKNOWLEDGMENTS

We thank G. Cohen and R. Eisenberg for providing soluble glyco-
protein D and C. Brandt for providing a gC-deficient HSV-1. We also
thank P. Spear, T. Mettenleiter, and B. Roizman for helpful discus-
sions and D. Johnson for sharing results prior to publication.
This work was supported by a grant to F.T. from the Medical Re-

search Council of Canada.

REFERENCES

1. Ackermann, M., R. Longnecker, B. Roizman, and L. Pereira. 1986. Identi-
fication, properties, and gene location of a novel glycoprotein specified by
herpes simplex virus 1. Virology 150:207–220.

2. Baines, J. D., and B. Roizman. 1993. The UL10 gene of herpes simplex virus
1 encodes a novel viral glycoprotein, gM, which is present in the virion and
in the plasma membrane of infected cells. J. Virol. 67:1441–1452.

3. Bame, K. J., and J. D. Esko. 1989. Undersulfated heparan sulfate in a
Chinese hamster ovary cell mutant defective in heparan sulfate N-sulfotrans-
ferase. J. Biol. Chem. 264:8059–8065.

4. Bame, K. J., R. V. Reddy, and J. D. Esko. 1991. Coupling of N-deacetylation
and N-sulfation in a Chinese hamster ovary cell mutant defective in heparan
sulfate N-sulfotransferase. J. Biol. Chem. 266:12461–12468.

5. Banfield, B. W., Y. Leduc, L. Esford, R. J. Visalli, C. R. Brandt, and F.
Tufaro. Evidence for an interaction of herpes simplex virus with chondroitin
sulfate proteoglycans during infection. Virology, in press.

6. Baucke, R. B., and P. G. Spear. 1979. Membrane proteins specified by herpes
simplex viruses. V. Identification of an Fc-binding glycoprotein. J. Virol.
32:779–789.

7. Brunetti, C. R., R. L. Burke, S. Kornfeld, W. Gregory, F. R. Masiarz, K. S.
Dingwell, and D. C. Johnson. 1994. Herpes simplex virus glycoprotein D
acquires mannose 6-phosphate residues and binds to mannose 6-phosphate
receptors. J. Biol. Chem. 269:17067–17074.

8. Buckmaster, E. A., U. Gompels, and A. Minson. 1984. Characterisation and
physical mapping of an HSV-1 glycoprotein of approximately 115 3 103

molecular weight. Virology 139:408–413.
9. Bzik, D. J., B. A. Fox, N. A. DeLuca, and S. Person. 1984. Nucleotide
sequence specifying the glycoprotein gene, gB of herpes simplex virus type 1.
Virology 133:301–311.

10. Cai, W., B. Gu, and S. Person. 1988. Role of glycoprotein B of herpes
simplex virus type 1 in viral entry and cell fusion. J. Virol. 62:2596–2604.

11. Campadelli-Fiume, G., M. Arsenakis, F. Farabegoli, and B. Roizman. 1988.
Entry of herpes simplex virus 1 in BJ cells that constitutively express viral
glycoprotein D is by endocytosis and results in degradation of the virus. J.
Virol. 62:159–167.

12. Campadelli-Fiume, G., D. Stirpe, A. Boscaro, E. Avitabile, L. Foa-Tomasi, D.
Barker, and B. Roizman. 1990. Glycoprotein C-dependent attachment of
herpes simplex virus to susceptible cells leading to productive infection.
Virology 178:213–222.

13. Cohen, G. H., W. C. Wilcox, D. L. Sodora, D. Long, J. Z. Levin, and R. J.
Eisenberg. 1988. Expression of herpes simplex virus type 1 glycoprotein D
deletion mutants in mammalian cells. J. Virol. 62:1932–1940.

14. DeLuca, N., D. J. Bzik, V. C. Bond, S. Person, and W. Snipes. 1982. Nucle-

VOL. 69, 1995 HSV INFECTION OF PROTEOGLYCAN SYNTHESIS MUTANTS 3297



otide sequences of herpes simplex virus type 1 (HSV-1) affecting virus entry,
cell fusion, and production of glycoprotein gB (VP7). Virology 122:411–423.

15. Desai, P. J., P. A. Schaffer, and A. C. Minson. 1988. Excretion of non-
infectious virus particles lacking glycoprotein H by a temperature-sensitive
mutant of herpes simplex virus type 1: evidence that gH is essential for virion
infectivity. J. Gen. Virol. 69:1147–1156.

16. Esko, J. D., T. E. Stewart, and W. H. Taylor. 1985. Animal cell mutants
defective in glycosaminoglycan biosynthesis. Proc. Natl. Acad. Sci. USA
82:3197–3201.

17. Esko, J. D., T. E. Steward, W. H. Taylor, and J. L. Weinke. 1986. Sulfate
transport-deficient mutants of Chinese hamster ovary cells. J. Biol. Chem.
261:15725–15733.

18. Esko, J. D., J. L. Weinke, W. H. Taylor, G. Ekborg, L. Roden, G. Ananthara-
maiah, and A. Gawish. 1987. Inhibition of chondroitin and heparan sulfate
biosynthesis in Chinese hamster ovary cell mutants defective in galactosyl-
transferase I. J. Biol. Chem. 262:12189–12195.

19. Forrester, A., H. Farrell, G. Wilkinson, J. Kaye, N. Davis-Poynter, and T.
Minson. 1992. Construction and properties of a mutant of herpes simplex
virus type 1 with glycoprotein H coding sequences deleted. J. Virol. 66:341–
348.

20. Fuller, A. O., and W.-C. Lee. 1992. Herpes simplex virus type 1 entry through
a cascade of virus-cell interactions requires different roles of gD and gH in
penetration. J. Virol. 66:5002–5012.

21. Fuller, A. O., R. E. Santos, and P. G. Spear. 1989. Neutralizing antibodies
specific for glycoprotein H of herpes simplex virus permit viral attachment to
cells but prevent penetration. J. Virol. 63:3435–3443.

22. Fuller, A. O., and P. G. Spear. 1987. Anti-glycoprotein D antibodies that
permit adsorption but block infection by herpes simplex virus 1 prevent
virion-cell fusion at the cell surface. Proc. Natl. Acad. Sci. USA 84:5454–
5458.

23. Gompels, U., and A. Minson. 1986. The properties and sequence of glyco-
protein H of herpes simplex virus type 1. Virology 153:230–247.

24. Gruenheid, S., L. Gatzke, H. Meadows, and F. Tufaro. 1993. Herpes simplex
virus infection and propagation in a mouse L cell mutant lacking heparan
sulfate proteoglycans. J. Virol. 67:93–100.

25. Herold, B. C., R. J. Visalli, N. Susmarski, C. R. Brandt, and P. G. Spear.
1994. Glycoprotein C-independent binding of herpes simplex virus to cells
requires cell surface heparan sulphate and glycoprotein B. J. Gen. Virol.
75:1211–1222.

26. Herold, B. C., D. WuDunn, N. Soltys, and P. G. Spear. 1991. Glycoprotein C
of herpes simplex virus type 1 plays a principal role in the adsorption of virus
to cells and in infectivity. J. Virol. 65:1090–1098.

27. Highlander, S. L., S. L. Sutherland, P. J. Gage, D. C. Johnson, M. Levine,
and J. C. Glorioso. 1987. Neutralizing monoclonal antibodies specific for
herpes simplex virus glycoprotein D inhibit virus penetration. J. Virol. 61:
3356–3364.

28. Hirschberg, C. B., and M. D. Snider. 1987. Topography of glycosylation in
the rough endoplasmic reticulum and Golgi apparatus. Annu. Rev. Biochem.
56:63–87.

29. Holland, T. C., S. D. Marlin, M. Levine, and J. Glorioso. 1983. Antigenic
variants of herpes simplex virus selected with glycoprotein-specific monoclo-
nal antibodies. J. Virol. 45:672–682.

30. Hutchinson, L., H. Browne, V. Wargent, N. Davis-Poynter, S. Primorac, K.
Goldsmith, A. C. Minson, and D. C. Johnson. 1992. A novel herpes simplex
virus glycoprotein, gL, forms a complex with glycoprotein H (gH) and affects
normal folding and surface expression of gH. J. Virol. 66:2240–2250.

31. Hutchinson, L., K. Goldsmith, D. Snoddy, H. Ghosh, F. L. Graham, and
D. C. Johnson. 1992. Identification and characterization of a novel herpes
simplex virus glycoprotein, gK, involved in cell fusion. J. Virol. 66:5603–5609.

32. Johnson, D. C. Personal communication.
33. Johnson, D. C., R. L. Burke, and T. Gregory. 1990. Soluble forms of herpes

simplex virus glycoprotein D bind to a limited number of cell surface recep-
tors and inhibit virus entry into cells. J. Virol. 64:2569–2576.

34. Johnson, D. C., M. Wittels, and P. G. Spear. 1984. Binding to cells of
virosomes containing herpes simplex virus type 1 glycoproteins and evidence
for fusion. J. Virol. 52:238–247.

35. Karger, A., A. Saalmuller, F. Tufaro, B. W. Banfield, and T. C. Mettenleiter.
1995. Cell surface proteoglycans are not essential for infection by pseudo-
rabies virus. J. Virol. 69:3482–3489.

36. Laemmli, U. K. 1970. Cleavage of structural proteins during the assembly of
the head of bacteriophage T4. Nature (London) 227:680–685.

37. Langeland, N., A. M. Øyan, H. S. Marsden, A. Cross, J. C. Glorioso, L. J.
Moore, and L. Haarr. 1990. Localization on the herpes simplex virus type 1
genome of a region encoding proteins involved in adsorption to the cellular
receptor. J. Virol. 64:1271–1277.

38. Lidholt, K., J. L. Weinke, C. S. Kiser, F. N. Lugemwa, K. J. Bame, S.
Cheifetz, J. Massague, U. Lindahl, and J. D. Esko. 1992. A single mutation
affects both N-acetylglucosaminyltransferase and glucuronosyltransferase ac-
tivities in a Chinese hamster ovary cell mutant defective in heparan sulfate
biosynthesis. Proc. Natl. Acad. Sci. USA 89:2267–2271.

39. Ligas, M. W., and D. C. Johnson. 1988. A herpes simplex virus mutant in

which glycoprotein D sequences are replaced by b-galactosidase sequences
binds to but is unable to penetrate into cells. J. Virol. 62:1486–1494.

40. Longnecker, R., S. Chatterjee, R. J. Whitley, and B. Roizman. 1987. Identi-
fication of a herpes simplex virus 1 glycoprotein gene within a gene cluster
dispensable for growth in cell culture. Proc. Natl. Acad. Sci. USA 84:4303–
4307.

41. Luscher-Mattli, M., and R. Gluck. 1990. Dextran sulfate inhibits the fusion
of influenza virus with model membranes, and suppresses influenza virus
replication in vivo. Antivir. Res. 14:39–50.

42. Lycke, E., B. Hamark, M. Johansson, A. Krotochwil, J. Lycke, and B. Sven-
nerholm. 1988. Herpes simplex virus infection of the human sensory neuron.
An electron microscopy study. Arch. Virol. 101:87–104.

43. Mastromarino, P., L. Seganti, R. Petruzziello, R. Gabrieli, M. Divizia, A.
Pana, and N. Orsi. 1991. Influence of polyions on the early steps of entero-
virus infection. J. Chemother. 3:203–208.

44. Minson, A. C., T. C. Hodgman, P. Digard, D. C. Hancock, S. E. Bell, and
E. A. Buckmaster. 1986. An analysis of the biological properties of mono-
clonal antibodies against glycoprotein D of herpes simplex virus and identi-
fication of amino acid substitutions that confer resistance to neutralization.
J. Gen. Virol. 67:1001–1013.

45. Neyts, J., R. Snoeck, D. Schols, J. Balzarini, J. D. Esko, A. Van-Schepdael,
and E. De-Clercq. 1992. Sulfated polymers inhibit the interaction of human
cytomegalovirus with cell surface heparan sulfate. Virology 189:48–58.

46. Ohki, S., K. Arnold, N. Srinivasakumar, and T. D. Flanagan. 1991. Effect of
dextran sulfate on fusion of Sendai virus with human erythrocyte ghosts.
Biomed. Biochim. Acta 50:199–206.

47. Ohki, S., K. Arnold, N. Srinivasakumar, and T. D. Flanagan. 1992. Effect of
anionic polymers on fusion of Sendai virus with human erythrocyte ghosts.
Antivir. Res. 18:163–177.

48. Para, M. F., R. B. Baucke, and P. G. Spear. 1980. Immunoglobulin G(Fc)-
binding receptors on virions of herpes simplex virus type 1 and transfer of
these receptors to the cell surface by infection. J. Virol. 34:512–520.

49. Para, M. F., K. M. Zezulak, A. J. Conley, M. Weinberger, K. Snitzer, and
P. G. Spear. 1983. Use of monoclonal antibodies against two 75,000-molec-
ular-weight glycoproteins specified by herpes simplex virus type 2 in glyco-
protein identification and gene mapping. J. Virol. 45:1223–1227.

50. Roberts, S. R., D. L. M. Ponce, G. H. Cohen, and R. J. Eisenberg. 1991.
Analysis of the intracellular maturation of the herpes simplex virus type 1
glycoprotein gH in infected and transfected cells. Virology 184:609–624.

51. Sarmiento, M., M. Haffey, and P. G. Spear. 1979. Membrane proteins spec-
ified by herpes simplex viruses. III. Role of glycoprotein VP7(B2) in virion
infectivity. J. Virol. 29:1149–1158.

52. Sears, A. E., B. S. McGwire, and B. Roizman. 1991. Infection of polarized
MDCK cells with herpes simplex virus 1: two asymmetrically distributed cell
receptors interact with different viral proteins. Proc. Natl. Acad. Sci. USA
88:5087–5091.

53. Shieh, M.-T., and P. G. Spear. 1994. Herpesvirus-induced cell fusion that is
dependent on cell surface heparan sulfate or soluble heparin. J. Virol.
68:1224–1228.

54. Shieh, M.-T., D. WuDunn, R. I. Montgomery, J. D. Esko, and P. G. Spear.
1992. Cell surface receptors for herpes simplex virus are heparan sulfate
proteoglycans. J. Cell Biol. 116:1273–1281.

55. Sinibaldi, L., V. Pietropaolo, P. Goldoni, C. Di-Taranto, and N. Orsi. 1992.
Effect of biological and synthetic polymers on BK virus infectivity and hem-
agglutination. J. Chemother. 4:16–22.

56. Spear, P. G. 1985. Glycoproteins specified by herpes simplex viruses, p.
315–356. In B. Roizman (ed.), The herpesviruses, vol. 3. Plenum Publishing
Corp., New York.

57. Spear, P. G. 1993. Entry of alphaherpesviruses into cells. Semin. Virol.
4:167–180.

58. Subramanian, G., D. S. McClain, A. Perez, and A. O. Fuller. 1994. Swine
testis cells contain functional heparan sulfate but are defective in entry of
herpes simplex virus. J. Virol. 68:5667–5676.

59. Svennerholm, B., S. Jeansson, S. Vahlne, and E. Lycke. 1991. Involvement of
glycoprotein C (gC) in adsorption of herpes simplex virus type 1 (HSV-1) to
the cell. Arch. Virol. 120:273–279.

60. Trybala, E., B. Svennerholm, T. Bergstrom, S. Olofsson, S. Jeansson, and
J. L. Goodman. 1993. Herpes simplex virus type 1-induced hemagglutination:
glycoprotein C mediates virus binding to erythrocyte surface heparan sulfate.
J. Virol. 67:1278–1285.

61. Tufaro, F., M. D. Snider, and S. L. McKnight. 1987. Identification and
characterization of a mouse cell mutant defective in the intracellular trans-
port of glycoproteins. J. Cell Biol. 105:647–657.

62. Wittels, M., and P. G. Spear. 1991. Penetration of cells by herpes simplex
virus does not require a low pH-dependent endocytic pathway. Virus Res.
18:271–290.

63. WuDunn, D., and P. G. Spear. 1989. Initial interaction of herpes simplex
virus with cells is binding to heparan sulfate. J. Virol. 63:52–58.

64. Zschornig, O., K. Arnold, and S. Ohki. 1993. Effect of glycosaminoglycans
and PEG on fusion of Sendai virus with phosphatidylserine vesicles. Bio-
chim. Biophys. Acta 1148:1–6.

3298 BANFIELD ET AL. J. VIROL.




