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Abstract: The diffusion of viruses at the cell membrane is essential to reach a suitable entry site and
initiate subsequent internalization. Although many viruses take advantage of glycosaminoglycans
(GAG) to bind to the cell surface, little is known about the dynamics of the virus–GAG interactions.
Here, single-particle tracking of the initial interaction of individual herpes simplex virus 1 (HSV-
1) virions reveals a heterogeneous diffusive behavior, regulated by cell-surface GAGs with two
main diffusion types: confined and normal free. This study reports that different GAGs can have
competing influences in mediating diffusion on the cells used here: chondroitin sulfate (CS) enhances
free diffusion but hinders virus attachment to cell surfaces, while heparan sulfate (HS) promotes virus
confinement and increases entry efficiency. In addition, the role that the viral mucin-like domains
(MLD) of the HSV-1 glycoprotein C plays in facilitating the diffusion of the virus and accelerating
virus penetration into cells is demonstrated. Together, our results shed new light on the mechanisms
of GAG-regulated virus diffusion at the cell surface for optimal internalization. These findings may
be extendable to other GAG-binding viruses.

Keywords: herpesvirus; glycosaminoglycan; mucin-like domain; virus diffusion; glycocalyx; viral
O-glycans; single particle tracking; glycocalyx

1. Introduction

The initial recruitment of a virus particle to the cell surface is a complex, dynamic
multistep process that requires navigation through the glycocalyx, the sugar coat covering
cells, which can exhibit a thickness of up to one micrometer in some tissues [1], to reach
the plasma membrane where the virus may further laterally diffuse in search of a suitable
point of entry [2,3]. Every event in this process is orchestrated by specific biomolecular
interactions between virus and receptors on the cell surface, and each step is an opportunity
for the cell to trap the virus in this soft, gel-like meshwork containing multiple possible
binding sites. Multivalency, the virus particle’s ability to form multiple biomolecular
contacts simultaneously with the cell surface, contributes to the regulation of the avidity and
characteristics of virus–membrane interactions [4]. A tight regulation of such interactions is
essential: indeed, a too strong binding, due to a high number of receptors with high affinity,
could trap the virions at the cell surface or in the glycocalyx and prevent their diffusion
towards entry receptors; in this case, the GAG acts as a decoy receptor. On the other hand,
a too weak binding may not be sufficient for the recruitment of the particle or to ensure
sufficient residence time for entry [3].
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Many viruses initiate their recruitment on the host cell by taking advantage of carbohy-
drates found on the cell surface and in the glycocalyx. In particular, sulfated glycosamino-
glycans (GAGs), such as heparan sulfate (HS) and chondroitin sulfate (CS), are ubiquitously
exposed as cell-surface polysaccharide chains and exploited by many human viruses,
including herpes simplex virus (HSV) types 1 and 2 [5,6], human papillomaviruses [7],
respiratory syncytial virus [8], and severe acute respiratory syndrome coronaviruses 1 and
2 [9,10], to bind and accumulate at the surface of a host cell prior to infection [11]. For
enveloped viruses, the GAG–virus interactions are mediated by viral glycoproteins found
on the viral surface. These glycoprotein–GAG bonds are typically of weak affinity, which
could be beneficial for the transport of the virus through the GAG-rich glycocalyx.

While the identification of the key molecular players involved in GAG–virus interac-
tions has long been the focus of investigations [5,12], much less attention has been devoted
to the dynamic nature of such interplay, especially during the initial phase of virus recruit-
ment. Specifically, how the pathogens can diffuse through the GAG-rich cellular glycocalyx
and the cell membrane to be efficiently directed to their site of entry without being trapped
remains unclear. Some sialic-acid-binding viruses, such as influenza viruses, have solved
this remarkable problem by expressing a receptor-degrading enzyme (e.g., neuraminidase
for Influenza A) in addition to a receptor-binding enzyme (e.g., hemagglutinin for Influenza
A) [13,14]. Thus, a delicate interplay between a receptor-binding viral glycoprotein and a
receptor-degrading viral enzyme provides a means of locomotion at the cell surface and in
the glycocalyx [15,16]. For GAG-binding viruses, no viral GAG-degrading enzyme appears
to be involved in the process, suggesting that other molecular mechanisms are at play. One
compelling scenario is that, in this case, virus navigation is facilitated by reversible, rela-
tively low-affinity and fast-exchange-rate interactions, permitting a diffusional movement
through the formation and dissolution of individual bonds between the multivalent virus
and the cell surface. A similar mechanism involving the translocation from one HS-binding
site to another has been reported for the diffusion of GAG-binding proteins [17]. Our own
data, visualizing the binding of HSV-1 to surface-immobilized GAG molecules, also suggest
such a behavior as a possible transport mechanism for viruses [16].

For HSV-1, a prototype herpesvirus of 150–200 nm diameter [18], the virus entry
process is exceptionally complex, involving, in a cascade-like manner, a majority of the
more than ten glycoprotein types that are available in the viral envelope, especially those
designated as gC, gD, gH, gL and gB. HSV-1 infection is initiated by the interaction of
virus-associated gC with the outermost GAG layer of the target cell [5,6,16,19–23], primarily
via binding to HS and CS via overlapping domains of the viral glycoprotein [6,12,22–26].
Subsequently, viral navigation towards the lower parts of the GAG layer, proximal to
the cell membrane, occurs, enabling gC to prime gD for the activation of other envelope
glycoproteins that will interact with host target molecules, through binding to 3-O-sulfated
HS and/or receptors of protein nature situated close to the plasma membrane of the target
cell. The viral-envelope-associated complex gH and gL finally triggers the fusion activity of
gB to allow for the entry of HSV-1 into the target cell [27]. The activities of gC in this process
differ from those of gD, gH, gL and gB, whose interactions all occur physically close to the
cell membrane, while the initial contact mediated by gC targets peripheral GAG structures,
which can be situated hundreds of nanometers from the target cell surface. Therefore, one
important question pertains to the mechanisms by which viral navigation is carried out,
from the initial peripheral gC-GAG contact all the way to the entry receptor where other
envelope glycoproteins operate. Although enigmatic and largely unknown, the regulation
of viral navigation must be a delicate process, balancing the need for sufficiently strong
binding conditions to prevent approaching viruses from bouncing away from the target
cell, and weak enough interactions to permit adequate mobility and dynamic behavior in
the glycocalyx and at the cell surface.

A lead for solving this problem was provided by our previous work on HSV-1, sug-
gesting that the nature, density, and degree of cell-surface GAGs’ sulfation may contribute
to modulating virus–GAG interactions [28]. Indeed, using biomimetic surfaces mimicking
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the cell-surface glycocalyx, we have shown that HSV particles can diffuse on GAGs, pre-
sumably through a receptor exchange mechanism where the formation and dissolution of
individual bonds between the viral glycoprotein and neighboring cellular GAGs results in
a rolling or hopping behavior; this behavior is influenced by the nature of the GAGs [16,21].
The modulatory role of cellular GAGs on virus interactions at the cell surface is further
highlighted in a recent work reporting that the removal of HS at the surface of HSV-infected
cells, through an increase in cellular heparanase expression, may facilitate virus particle
detachment upon egress and prevent reentry into parental cells [29,30].

In addition to the cellular GAG properties, two lines of evidence suggest that gC itself
is not only important in the context of its role as a binder of peripheral GAGs of the target
cells but is also engaged in modulating viral navigation to the plasma membrane. First, a
wealth of accumulated data from a number of human and animal herpesviruses support
the notion that viral glycoproteins decorated with clusters of O-glycans, referred to as
mucin-like domains (MLD), are important modulators of virus–GAG interactions during
their egress from the parent cell [14,26,28–30]. For HSV-1, the MLD located on the viral
glycoprotein gC has been shown to balance virus attachment and detachment by regulating
the affinity, accessibility, and number of GAG–virion contacts formed at the cell surface,
thereby facilitating the release of HSV-1 from the cell surface [20,31]. Secondly, studies
on the interactions between purified gC protein molecules and surface-associated GAGs
identify the viral MLD itself as a key structure that is able to regulate the number of gC
molecules associated to a single GAG chain by one order of magnitude [20]. Together, these
observations encourage the hypothesis that the HSV-1 glycoprotein gC is instrumental in
promoting successful viral navigation through the glycocalyx and at the cell surface during
early interactions with HSV-1 and its target cell.

These hypotheses stem from previous results on biomimetic models mimicking the
cell-surface glycocalyx, which suggest that the GAG nature and viral MLD play a role in
influencing virus diffusion; however, more direct investigations into the virus behavior at
the surface of living cells are needed to delineate the mechanisms of early attachment and
viral navigation. Therefore, we followed the GAG-dependent diffusion of HSV-1 at the
surface of live cells, with the aim of identifying its modulatory mechanisms. Specifically,
we used single particle tracking (SPT) and live cell microscopy to dissect the heterogeneous
diffusion behavior of HSV-1 at the cell surface prior to uptake, and further correlated the
diffusion behavior with the efficiency of viral entry. Here, we investigate the molecular
mechanisms underlying viral diffusion on the cell surface GAGs of Chinese hamster ovary
cells (CHO-K1) and human keratinocytes (HaCaT) cells. Although the glycocalyx of these
in vitro cells is not expected to exceed a few tens of nm, they represent suitable models
to study the GAG-dependent motion of HSV-1 at the cell surface. We report the different
roles of cellular HS and CS during the initial steps of the virus interaction with CHO-
K1 and HaCaT cells: CS enhances free diffusion while HS promotes virus confinement.
Furthermore, we found that gC is a major regulator of viral navigation in the glycocalyx,
thanks to its carbohydrate-rich MLD, which facilitates viral diffusion. We suggest that such
optimized and fine-tuned interactions are necessary to ensure efficient viral navigation
through the glycocalyx to cell membrane sites, where the entry receptors are available for
the sequential action of other viral glycoproteins.

2. Materials and Methods
2.1. Cell Culture and Enzymatic Treatment

Wild-type Chinese Hamster Ovary CHO-K1 cells, heparan sulfate-deficient pgsD-
677 (ATCC CRL-2244) cells and glycosaminoglycan-deficient pgsA-745 (ATCC CRL-2241)
cells were a gift from N. Arnberg (Umeå University, Sweden). GAG analysis of these
mutants reveals that GAG biosynthesis is inhibited in pgsA mutants due to defects in
xylosyltransferase [32,33], while pgsD mutants have a N-acetylglucosaminyl- and glu-
curonosyltransferase defect, which results in heparan sulfate deficiency [22,34]. Wild-type
human keratinocytes (HaCaT) cells were a gift from M. Evander (Umeå University, Swe-
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den). CHO cells were cultured in Ham’s F-12 nutrient mixture (Gibco 21700-075, Fischer
scientific, Göteborg, Sweden) supplemented with 5% fetal bovine serum (FBS, SV30160.03,
Cytiva, Uppsala, Sweden), penicillin 100 U/mL and streptomycin 100 ug/mL (Gibco
15140-122). HaCaT cells were cultured in DMEM medium (D5648-10L, Merck, Solna,
Sweden) supplemented with 5% fetal bovine serum, penicillin 100 U/mL and strepto-
mycin 100 µg/mL. All cells were cultured at 37 ◦C in a 5% CO2 incubator. For live cell
SPT and immunofluorescence microscopy, cells were seeded 24 h before experiments on
4-chamber 20 mm glass-bottom dish (220.120.022, IBL GmbH, Gerasdorf bei Wien, Aus-
tria) to reach a density of 2.105 cells/well on the day of imaging. Before all experiments,
cells were washed with serum-free medium once gently and on the side of the dish to
avoid damaging the cell surface. The experiment was carried out in serum-free MEM or
DMEM supplemented with 20 mM 4-(2-Hydroxyethyl) piperazine-1-ethanesulfonic acid,
N-(2-Hydroxyethyl) piperazine-N′-(2-ethanesulfonic acid). The enzymatic treatment with
chondroitinase ABC (from Proteus vulgaris, C3667, Merck, Solna, Sweden and heparinase I
and III (from Flavobacterium heparinum, H2519 and H8891, Merck, Solna, Sweden) was
carried out by incubating cell monolayers with 1 U/mL of the enzymes for 1 h at 37 ◦C. All
enzymes were reconstituted at 50 U/mL stock concentrations in buffers, according to the
enzyme manufacturer instructions: 50 mM Tris-HCL, pH = 8. 60 mM sodium acetate and
0.02% BSA for chondroitinase ABC, and 20 mM Tris-HCL, pH = 7.5, 50 mM NaCl, 4 mM
CaCl2 and 0.01% BSA for heparinase I and III. Immediately prior to treatment, the stocked
enzymes were diluted in a warm digestion buffer (HAM F12 or DMEM medium and 0.2%
bovine serum albumin (Fraction V Ref 10735094001, Merck, Solna, Sweden), pH = 8 for
chondroitinase ABC and pH = 7.5 for heparinase I and III). An immunofluorescence assay
showed that enzymatic treatment of CS was effective and reduced CS intensity levels
(Figure S3A). For the native and mutant virus strains’ purification, African green monkey
kidney cells (GMK AH1) were used and cultured in Eagle’s minimum essential medium
(EMEM) supplemented with 2.5% fetal bovine serum and 1% penicillin/streptomycin.

2.2. Viruses and Fluorescence Labelling

Herpes simplex virus 1 (HSV-1) strains KOS (VR-1493; ATCC, Manassas, VA, USA)
and the mutant variant KOS-gC∆muc [20,35], lacking the mucin-like domain (amino acids
33-116) in the glycoprotein C, were purified from infectious culture media of GMK AH-1
cells using a three-step discontinuous sucrose gradients [36]. The virus was produced
using MOI of 0.01 on GMK AH-1 cells and the virus inoculum was collected 72 h after
infection. All the purified virus suspensions were quantified using viral plaque titration
assays on GMK cells. Viruses were labelled immediately prior to live cell microscopy
with fluorescent lipophilic dye 3,3′-Dioctadecyl-5,5′-Di(4-Sulfophenyl) Oxacarbocyanine,
Sodium Salt (SP-DIOC18 (3)) (D7778, Invitrogen, Burlington, Canada) and incubated for
1 h at 4 ◦C. Unbound dye was removed via buffer exchange into phosphate-buffered saline
(PBS) using gel filtration columns (Amersham MicroSpin S-200 HR columns, 27-5120-01,
Cytiva, Uppsala, Sweden) [16,21]. Immediately before experiments, viral aggregates were
removed by spinning down the virus solution and diluted in HAM medium or DMEM
without phenol red (11570406, Fischer scientific, Göteborg, Sweden). Losses of labeled
viral particles due to buffer exchange were estimated to be 60% using Förster Resonance
Energy Transfer (FRET)-based assay [21], and were taken into account when calculating
the multiplicity of infection.

2.3. Epi-Fluorescence Microscopy

Live-cell and immunofluorescence imaging was carried out using a Nikon Eclipse
Ti2-E inverted microscope equipped with a Spectra III solid-state light source, a Prime
95B sCMOS camera (Teledyne Photometrics, Birmingham, UK) and a multibandpass filter
cube 86012v2 DAPI/FITC/TxRed/Cy5 (Nikon Corporation, Melville, USA). The images
were recorded using a 60× oil immersion objective (NA = 1.49), and LED light source
combined with a 488 nm filter and NIS software. Immediately prior to imaging, diluted
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SP-DIO-labeled viruses were added at MOI = 100 in the dish after the medium was removed
from live cells. The viruses and cells were then immediately imaged, without rinsing, to
ensure that landing viruses were detected. Movies were recorded at an acquisition rate of
25 frames per second for 2 min. The timeframe of 2 min was chosen as the optimal time
to ensure that enough viruses landed on the cells without recording their internalization,
while also avoiding bleaching the fluorescent particles. During live-cell imaging, the cells
were kept in an on-stage incubator (37 ◦C, 5% CO2).

2.4. Immunofluorescence Staining and Imaging

Immunofluorescence staining (IF) was used to verify the presence of GAGs on the
different CHO-K1 and HaCaT cells following every SPT experiment to ensure the levels
of HS and CS were stable and repeatable between each experiment. To do this, IF was
performed in one of the wells of the 4-wells chamber adjoining the one used for SPT, thereby
ensuring a verification of the amount of HS and CS at the cell surface for each condition used.
Cell monolayers were fixed with 4% paraformaldehyde in medium for 15 min. The fixed
cells were then incubated with mouse monoclonal anti-HS antibody (clone 10E4, AMSBIO
370255-S) and mouse monoclonal anti-CS (CS-56, C8035, Merck, Solna, Sweden) at 1:200
dilution in binding buffer (0.5% bovine serum albumin, 2 mM ethylenediaminetetraacetic
acid, Ph = 8.5) at 4 ◦C overnight. This was followed by 2 h incubation at room temperature
with the secondary antibody AlexaFluor 488-conjugated goat anti-mouse IgG/IgM (H+L)
(A-10680, Invitrogen, Burlington, Canada) at 1:500 dilution in binding buffer. Between each
step, cells were rinsed 3 times with cold PBS. Finally, the cells’ nuclei were stained with
Hoescht 33342 (ab228551, Abcam, Cambridge, UK) at 1 µg/mL for 15 min at RT. The cells
were kept in PBS at 4 ◦C until imaging. A control was also performed using the secondary
antibody only, and used to correct the fluorescence intensity. For each dish, a minimum
of 7 images were acquired using epifluorescence microscopy with a 60× oil immersion
objective and 405–488 nm filters and differential interference contrast (DIC). For HaCaT
cells, the enzyme verification was carried out in a separate experiment where the cells were
treated with heparinase I and III (1 U/mL) and chondroitinase ABC (1 U/mL), followed
by the same staining protocol as described above. The imaging was completed using a
40× objective.

Analysis of the images was then performed using a homemade ImageJ script. For each
image, the fluorescence intensity per pixel was measured and the background intensity
was subtracted using three background regions. This value was then normalized by the
secondary antibody control fluorescence intensity. The number of cells per image were
measured using DAPI channel and the mean fluorescence intensity per cell was calculated.

2.5. Single Particle Tracking (SPT)

Recorded timelapses were processed and analyzed using Trackmate [37] and matlab
DC-MSS [38]. First, a Fiji [39] built-in macro subtracted the background noise of the movie
by correcting the unevenness with a rolling ball of 50 combined with noise filtering using
despeckle. The virus particles were then detected using the Laplacian Gaussian filter
with sub-pixel localization in the Trackmate plugin, followed by building the trajectories
using a linking frame-to-frame displacement of 5 µm and a maximum gap of 5 µm and
20 frames. Only landing virus particles were accounted for in the analysis by ignoring all
tracks that started before frame 10. Aggregates from the tracking analysis were ignored.
Then, trajectories longer than 180 frames were chosen for segmentation and classified in
matlab using a built-in script and DC-MSS. The diffusion was classified using the moment
scaling spectrum (MSS) that uses high order moments of displacement and the slope of
the MSS reflects the motion type: a slope of 0.5 implies free normal diffusion, a slope
between 0 and 0.5 yielded a confined motion, a slope >0.5 represented superdiffusive
directed motion and finally a slope ≤0 gave the immobile particles. Segmentation of the
trajectories was dependent on the type of motion, using a rolling-window of 21 frames
where consecutives frames with the same classification were grouped to yield segments



Viruses 2022, 14, 1836 6 of 23

of different diffusion types. The frame window was chosen as the minimum segment
length for the initial classification to avoid classification errors [38]; however, after being
pooled depending on their diffusion type, the segments could end up being longer than
21 frames (as represented in Figure S4). For each segment, diffusion properties such as
the duration, diffusion coefficient (D) and confinement radius (RC) were extracted, as
detailed in Vegas et. al. [38] The shortest segment was 0.8 s, representing 20 frames, and
ensured that enough frames were used for the MSS analysis and subsequent classification
of the diffusive behavior. Since segmentation was performed using a moving window,
each segment duration was not a predetermined parameter and depended solely on the
diffusive behavior. Using a homemade script, the output data used in this study were
then computed: classified segments from all experiments in a given condition were pooled
together, and the probability of one segment being immobile, confined or in free motion
was deduced by dividing the sum of all segments in one motion type by the number of all
segments. Similarly, the time spent in one motion type was calculated as the ratio of the
sum of time spent in one motion type to the total time spent by all segments in all motion
types. The distributions of the diffusion coefficient of each segment were plotted and
showed a multimodal distribution, with two populations, herein referred to as the “slow”
and “fast” segments with a cutoff that was arbitrarily set at 10−2 µm2.s−1. All graphs were
plotted in Graphpad.

2.6. Quantification of Virus Binding

The amount of virus attached to the cell surface was quantified by qPCR. Cells were
seeded at about 80% confluency in 12-well plates. Virus of 200 PFUs diluted in 150 µL
infection medium (DMEM, 1%FBS, 20 mM HEPES, and 1% Penicilline and Streptomycin)
was added to each well. Virus-binding synchronization was conducted on ice while shaking
the plate every 10min for 1h, followed by two cold washes with PBS to remove unbound
viruses. After attachment, the viruses and the cells were harvested for DNA extraction
according to the manufacture’s instruction (Invisob Spin Virus DNA Mini Kit, IBL GmbH,
Gerasdorf bei Wien, Austria). Extracted DNA was quantified for HSV1 copies with primers
targeting the US5 (unique short) gene [40]. Absolute quantities of HSV1 copies were ob-
tained by a standard curve, established using pI18-HSV1-US5 as the template. The two
primers used for qPCR were as follows: HSV1-US5-F, (5′-GGCCTGGCTATCCGGAGA-
3′); HSV1-US5-R (5′-GCGCAGAGACATCGCGA-3′). The qPCR probe was (5′-6FAM-
CAGCACACGACTTGGCGTTCTGTGT-Dark Quencher-3′). The qPCR program was run at
95 ◦C for 3 min; 40 cycles (95 ◦C, 15 s; 60 ◦C, 30 s). Since the virus concentration (200 PFUs)
was too low for stable detection via qPCR, binding quantification was achieved after increas-
ing the amounts of virus to 5000 PFUs and 25,000 PFUs. The quantification of different PFUs
as inputs by qPCR revealed an almost perfect linear regression (Supplementary Figure S8),
confirming that this approach was viable. The binding data for the enzymatically treated
conditions and for KOS and KOS-gC∆muc were then normalized to the control.

2.7. Viral Entry Efficiency Assay

All entry experiments were conducted in 12-well plates with 200 PFUs as inputs. Prior
to entry at 37 ◦C, virus binding was performed as described above. After two cold PBS
washes on ice, the viruses attached to the cell surface were either inactivated immediately
(t = 0 min) by low pH buffer (pH = 3, 40 mM citric acid, 10 mM KCl, 135 mM NaCl) [41,42]
or shifted to 37 ◦C for active entry for selected periods of time (t = 10, 20, 30, 60 and 90 min)
before low PH buffer inactivation. Low PH buffer inactivation was carried out by adding
350 µL/well of low pH buffer for 2 min on ice with continuous shaking every 20–30 s,
followed by two PBS washes. After inactivation of the virus, the cells were covered by
infection medium and kept at 37 ◦C until the last point of virus inactivation. Thereafter,
infection medium was removed, and cells were covered by 1% agarose in DMEM (5% FBS)
for another 3 days in culture until obvious plaque formation. A low MOI was chosen to
ensure a clear readout of plaque formation. Cells were then fixed with 4% formaldehyde
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(in PBS) and stained with crystal violet (1% crystal violet in 20% ethanol solution). The
plaque was then counted for each condition. The quantification of the virus entry efficiency
was carried out by dividing the number of plaques by their corresponding binding factors.

2.8. Statistical Analysis

All statistical analyses were performed with GraphPad by using a Welch t-test and
Student’s t-test. Statistical relevance was reached for p ≤ 0.05 (*), p ≤ 0.01 (**), p ≤ 0.001
(***) and p ≤ 0.0001 (****) and p > 0.05 (ns) was considered non-significant. Means are
presented with the standard error of the mean (SEM).

3. Results
3.1. Single-Particle Tracking of Individual HSV-1 Virions Reveals That Viruses Undergo Both Free
and Confined Motion upon Landing on the Cell

The dynamics of the initial phase of virus particles binding to the cell were investigated
via SPT analysis of labelled viruses landing on the cell during the experiment, as seen
in Movie S1A (Supporting Material). Labelled viruses were added immediately prior to
imaging and kept without rinsing for the duration of the tracking experiment. A maximal
track duration of 2 min further ensured that the viruses were not internalized during
the tracking process. Indeed, studies on CHO-K1 and HaCaT cells revealed very little
internalization within 2 min [42,43], which was also in line with our observation that less
than 0.3% of cell-associated HSV-1 particle (KOS) were internalized into CHO cells within
5 min of inoculation (Figure S1A).

Upon landing on the cell, viruses were found to exhibit prominent mobility. Indeed,
virus particles attaching to the cell surface showed lateral diffusion following the initial
binding (Movie S1D), as can be seen in the representative tracks shown in Figure 1A,B.
Tracks were segmented using a moving window where each segment was classified into
four different types of motion—immobile, confined, free or directed motion—via the mo-
ment scaling spectrum (MSS) analysis of the displacement [38]. Typically, particles on the
cell surface can either be anchored to immobile membrane components [44] or diffuse
using various motion types depending on their interaction with their membrane-bound
receptors [45]: they can move in a so-called free or Brownian motion, which corresponds to
the random walk of a particle, driven by energy fluctuations in the surrounding environ-
ment [46], or they can diffuse in a confined motion, which is defined by movements in a
restricted area due; for example, to interactions with the receptors that are linked to the
underlying cortical actin network [47] or compartmentalized in lipid domains [48]. Finally,
they can undergo a directional movement mediated by the cytoskeleton [49]. Here, the
virions’ diffusion behavior was heterogeneous in the sense that the virus particle switched
several times between immobile (green), confined (red) and free (black) motion during the
experiment (Figures 1C and S2A). Only ~1% of the segments exhibited a directed motion
behavior in the first 2 min of the virus–cell interaction; this type of motion was, therefore,
excluded from the further data analysis presented below.

Hence, our method combining SPT and segmentation analysis was found to be pow-
erful when studying the initial diffusion behavior of HSV-1 at the cell surface. After
highlighting the existence of virus mobility upon landing on the cell surface, efforts were
directed to using our experimental strategy to investigate how virus navigation is regulated
by different GAG components in the glycocalyx.
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Figure 1. Single particle tracking. (A) Overlay of a differential interference contrast (DIC) image of
CHO cells and fluorescence image of SP-DIO-labeled HSV-1 particles captured immediately before
recording the virus movement (corresponding Movie S1A with maximum projection of a 120 s time-
lapse sequence acquired at 25 fps). (B) Full tracks of three representative tracks (1 – 2 – 3) of viruses
landing on the cell surface extracted with Trackmate. The associated movie is shown in Movie S1E.
(C) Segmentation of the representative tracks shown in B and classification of segments using moment
scaling spectrum (black: Brownian free motion—red: restricted confined motion—green: immobile).

3.2. CS and HS Differentially Regulate Diffusion of HSV-1 upon Landing on the Cell

Our first goal was to investigate the influence of the two predominant GAGs CS and
HS on virus diffusion in the glycocalyx. We used CHO-K1 cells, herein referred to as wt
CHO cells, to address this aspect. These cells are an ideal model to investigate the effect
of GAGs on initial binding while excluding the contribution of other receptors; indeed
they lack the specific entry receptors for HSV-1 [22,50,51] but express GAGs CS (mostly
CS-A and CS-B) and HS [52]. Moreover, mutant cell lines lacking HS (pgsD-677, here
referred to as CHO-∆HS) and all GAGs (pgsA-745, CHO-∆GAG) were readily accessible.
PgsD-677 mutants have a defect in their GlcNAc- and GlcA-transferase, which inhibits
HS biosynthesis [22,34] while pgsA-745 is defective in xylosyltransferase, which inhibits
all GAG synthesis [32]. Accordingly, no HSV-1 binding is expected to occur on the CHO-
∆GAG cells (as confirmed experimentally, as in Figure S9), while binding to CHO-∆HS is
exclusively mediated by CS, since there are no other binding receptors for HSV-1 on CHO
cells. Since CS deficient CHO cells were not available, CS was enzymatically removed
from the cell surface of wt CHO cells by treating them with chondroitinase ABC (ChABC),
an enzyme which cleaves types A, B and C of CS [53,54], yielding CHO-∆CS cells. After
ChABC treatment, the CS levels on the cell surface were reduced to undetectable levels
by immunofluorescence (Figure S3A). Immunofluorescence further revealed that the wt
CHO and CHO-∆HS cells used here had similar CS expression levels, while CHO-∆HS
yielded, as expected, a significantly lower HS expression than wt CHO (Figure S3B). Our
observation that CHO-∆HS have similar CS levels to CHO cells (Figure S3A) contradicts
reports indicating that pgsD-677 mutants exhibit a change in CS biosynthesis, with a CS
accumulation that is three times higher than found in wild-type cells [22]. While we did not
observe such an increase in CS on CHO-∆HS using our IF validation method, we cannot
exclude the possibility that CS levels are somewhat increased in these cells. However, this
would not affect our interpretation, since an increase in the CS levels of the mutants would
accentuate the role of CS in this process.

We first confirmed that GAGs play an essential role in the recruitment of virus particles
to the surface of CHO cells. While viruses are readily attached to the surface of wt CHO
cells immediately upon adding the virus inoculum, very little bound to the CHO-∆GAG
cells: the number of particles that were bound per cell after 10 min was less than 4%
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of the amount of particles per cell on wt CHO (2.6 ± 0.22 virus/cell for wt CHO while
only 0.10 ± 0.03 viruses/cells were recorded for CHO-∆GAG, Figure S9). As SPT experi-
ments were performed up to 2 min after the virus particle landed at the cell surface, these
results further highlighted that virus–GAG interactions were primarily investigated in
our experiments.

A close inspection of the time-lapse movies for the wt CHO, CHO-∆HS and CHO-∆CS
immediately revealed that the dynamic behavior of the viruses at the cell surface was
distinct for the different conditions (Movie S1A–C): at the surface of wt CHO, the viruses
diffused in the medium before attaching to the cell, followed by the lateral displacement
of the cell-bound viruses. This behavior is distinct for CHO-∆HS cells where a large
proportion of the particles tended to linger at the cell surface before firmly attaching. In
contrast, the virus particles were found to bind immediately on the CHO-∆CS cells and
only exhibited a limited displacement at the cell surface.

Further quantitative insights into the dynamics of virus particles at the cell surface,
as a function of its GAG profile, were acquired by analyzing the virus’ diffusive behavior
immediately after binding to the different cells. The extracted virus trajectories were
segmented by classification in one of the three motion types (immobile, confined, or free),
with an average segment length ranging between 3 and 9 s (Figure S4A). For all conditions,
the viruses spent most of their diffusion time in a mobile state, and the amount of time spent
diffusing was similar for all cases (between 71% and 75% of the time spent in mobile state)
(Figure 2A, left). Mobile HSV-1 viruses spent different time fractions in either confined or
free motion, depending on the cellular GAG composition (Figure 2A, right), suggesting
that the nature of GAGs primarily plays a role in determining the type of mobile motion
that is observed. Indeed, the removal of CS (CHO-∆CS) led to a decrease in the time the
virus spent in free motion (13% of the time was spent diffusing freely on CHO-∆CS, as
compared to 30% on wt-CHO); viruses on CHO-∆HS cells showed the opposite trend, with
an increase in time spent in free motion as compared to wt-CHO (49% of the time spent in
free motion) (Figure 2A, right). It is worth noting that while the fraction of time spent in
each motion type was different for each investigated case, the switch rate between confined
and free types was comparable in all cases (Figure S2A). Taken together, these results
suggest that CS and HS regulate the diffusive behavior of the initial virus–cell interaction
in opposite ways: the presence of CS enhances the free motion of the virus while HS makes
it more restricted.

Diffusion analysis extracts the diffusion coefficient D, which represents how fast a
particle can diffuse through a cross-section. In the case of the confined motion, an area of
confinement can be defined as a circle of radius RC in which the particle diffuses. The distri-
butions of diffusion coefficient for the confined and free motion types (Figure 2C) revealed
that the diffusive behavior of HSV-1 on CHO cells was characterized by two distinct popu-
lations, with diffusion coefficients each spanning over two orders of magnitude; these two
populations are herein referred to as slow and fast populations, respectively, with the cutoff
arbitrarily set to 10−2 µm2.s−1. Visually, one can note that for wt CHO, confined motion is
characterized by two predominant peaks, while most particles were assigned to the fast
population for free motion. This is quantitatively confirmed by extracting the fraction of
fast-diffusing particles (Figure 2F) showing that, when both motion types were combined,
53% of the viruses’ segments exhibited fast diffusion (Figure 2F, white). In the absence of CS
(CHO-∆CS), a clear shift in the distribution in favor of the slow population was observed
(Figure 2C), with less than 10% of segments exhibiting fast diffusion (Figure 2F, white). In
contrast, particles on CHO-∆HS were shifted to the fast population, with 80% of segments
assigned to fast diffusion (Figure 2F, white). Interestingly, qualitatively summing up the
CHO-∆CS and CHO-∆HS distributions led to a similar distribution to the one observed
for the wt CHO (Figure 2C), providing further evidence that HS and CS determine the
overall virus diffusion behavior on wt CHO cells. In addition, the type of GAGs exposed
on the cell surface was found to influence the average diffusion coefficient D (Figure 2D)
and the confinement radius RC (Figure 2E), where Dconfined, Dfree and RC all significantly
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decreased on CHO-∆CS, while they all increased on CHO-∆HS. Taken together, these
results indicate that CS makes the virus diffuse faster with a higher area of exploration,
while HS contributes to slowing it down, independent of the motion type.
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Figure 2. Influence of the nature of the glycosaminoglycans on the initial diffusion of HSV-1 at
the surface of non-susceptible CHO-K1 cells. HSV-1 (KOS) diffusion is recorded on CHO-K1 cells
expressing both heparan sulfate (HS) and chondroitin sulfate (CS) (CHO), CHO treated with ChABC
(CHO-∆CS) and pgsD-677 cells lacking HS (CHO-∆HS). (A) The fraction of the total time spent by
KOS particles in one of the motion types. Left: confined (grey), free (black) and immobile (light gray);
Right: mobile particles only (confined (grey) and free (black)). (B) The fraction of first segments in one
of the three motion types. (C) Distributions of the diffusion coefficients plotted in violin plots show
two populations: slow and fast particles, classified according to a cutoff of 10−2 µm2.s−1. (D) The
mean of the diffusion coefficient D of the full distribution presented in (C). (E) The confinement radius
RC of the confined motion for the different cases. (F) The fraction of particles exhibiting fast diffusion
are presented for the confined and free diffusion combined (white), and for each separated motion
type. The total number of viruses used here is 644, 204 and 176 for CHO, CHO-∆CS, CHO-∆HS,
respectively. The data were acquired in at least three independent experiments. Asterisks denote
a significant difference by Welch t-test: *** p ≤ 0.001 and **** p ≤ 0.0001 relative to control. The
percentage of fraction (A,B) is obtained from counting, so no statistical analysis is provided.
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The first segment of each track was also analyzed to directly characterize the behavior
of the virus upon landing on the cell surface (Figures 2B and S5). The probability of the
virus exhibiting confined or free behavior during the first segment of the trajectory followed
the same trend as for all segments, although a higher fraction of the first segments was
in free motion for all conditions (Figure 2B). Interestingly, while the first segment lasted
between 6 and 9 s in most cases (Figure S5A), the duration of the confined segments in
CHO-∆HS and free segments in CHO-∆CS decreased compared to CHO, in line with the
general idea that CS promotes free diffusion while HS favored confined motion. All other
parameters describing the diffusion behavior of the first segment (D, RC and fraction of
fast-diffusing particles (Figure S5D–F)) followed the same trend as when all segments
were combined, with overall higher diffusion coefficient values. These findings show that,
upon landing, the virus preferentially began its navigation at the cell surface with a fast
free motion.

Similar tracking experiments were performed using susceptible human keratinocytes
HaCaT cells (Figure S6), which express both HS and CS (Figure S6B). HaCaT cells express
entry receptors and can more accurately replicate the virus’ in vivo infection process [55,56].
To investigate the role that GAGs plays in virus diffusion in these cells, CS and HS were
enzymatically removed from the cell surface by treating them with chondroitinase ABC
(ChABC), a mixture of heparinase I and III (Hep), or with a mixture of all enzymes (HepCh-
ABC). Immunofluorescence validation of the enzymatic treatments shows that not all CS
was removed from HaCaT (Figure S6B-left), suggesting that either digestion with ChABC
is incomplete, or other CS types are still present on cells such as CS-D or CS-E (the CS
antibody used here, CS-56, targets types A, C and D, but interacts very weakly with types
B and E [57]). However, it has been shown that the disaccharide composition of CS chains
from HaCaT contains a very low quantity of types D and E as compared to types A and
C [58]; thus, it is not likely that HSV-1 was interacting with GAGs other than HS in the
ChABC condition. However, Hep treatment decreased HS levels without removing it com-
pletely, a residual HS post-treatment effect that has been observed in other studies [59]. This
suggests that the Hep condition contains all types of CS as well as some residual HS; this
needs to be considered in the interpretation of the diffusion results. Nevertheless, similar
qualitative trends were obtained, although the effect of each GAG type on diffusion was less
pronounced (Figure S6C–F) than it was on the wt CHO cells. Specifically, the removal of HS
via heparinase I and III treatment (Hep) increased the amount of time spent in free diffusion
(Figure S6C), as observed with CHO-∆HS (Figure 2A), confirming HS’ role in promoting
confined behavior. However, this did not increase the diffusion coefficient, suggesting that
residual HS could have affected the speed of diffusion. However, the removal of CS did
not modify the time spent in confined or free motion types, suggesting that the role of the
remaining CS-D and E might be more important than expected for the diffusion of HSV-1,
even if they are only present in small amounts. Nevertheless, the diffusion coefficient of
the confined motion decreased (Figure S6E), as observed on CHO cells, implying that the
role of HS is important for the speed of the virus’ diffusion on HaCaT.

In summary, the tracking results highlight how the dynamics of the initial binding of
the virus to the glycocalyx and its navigation at the cell surface are affected by structural
differences between GAG types. In this context, it appears that CS is essential to ensuring
virus mobility, while HS slows down and confines the particle motion. One possibility
is that this differential diffusive behavior reflects a strategy devised by virus evolution
to successfully navigate the glycocalyx, which would otherwise represent a limitation to
viral entry.

3.3. HS and CS Differentially Influence the Attachment and Entry Efficiency of HSV-1

To further determine the relevance of the specific mechanisms for HSV-1 navigation
through the glycocalyx in the context of the virus’ ability to initiate a productive infection,
we quantified the virus entry efficiency, i.e., the percentage of HSV-1 internalized in permis-
sive HaCaT cells prior to and post enzymatic treatments of HS and CS (Figure 3). Firstly, we
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found that virus binding was significantly reduced after enzymatic treatment with hepari-
nase I and III (Hep) by a factor 8 (Figure 3A), in line with the notion that HS plays a key role
in recruiting the virus at the cell membrane. Additionally, treatment with chondroitinase
ABC (ChABC) led to a ~20% increase in virus attachment (Figure 3A), indicating that, on
the HaCaT cells, CS indeed reduces viral access to other receptors, including HS, which are
presumably located closer to the cell membrane [60]. This observation, in line with the fact
that the interaction between the virus and CS is generally weaker than that with HS [23],
agrees with the notion that apical CS, which is usually longer than basolateral CS [61], on
the one hand, enriches the virus at the periphery of the cell but, on the other hand, can
constitute a hindrance that needs to be overcome for the virus to reach its entry point at the
cell surface.
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ciency (Figure 3C) after 90 min was reduced by a factor of 2 after treatment with hepa-
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Figure 3. Binding and entry efficiency of HSV-1 in HaCaT cells. HSV-1 (KOS) binding and entry is
recorded on wild-type HaCaT cells (Control), HaCaT cells treated with Chondroitinase ABC (ChABC)
and HaCaT cells treated with heparinase I and III (Hep). (A) Number of virus particles bound to
the surface of HaCaT cells after 1h incubation on ice. For quantification, the particles were detached
by lysing the cell, and the genomic DNA quantified by qPCR. The data for the control group were
normalized to 100. n = 12 for each condition. (B) Number of plaques formed over time reflecting the
amount of virus internalized into the cells for the control (black circle), chondroitinase ABC-treated
cells (ChABC, grey triangle) and heparinase-treated cells (Hep, light gray square). The data were
normalized to the average control value at 90 min. (C) Entry efficiency defined as the number of
viruses internalized into the cell (as measured in (B)) divided by the number of virus particles bound
to the cell surface (as measured in (A)). The data were normalized to the average of control value at
90 min. In (B,C), each condition has 4 repeated measurements. A Student’s t-test was used to assess
the significance, ns = not significant, * p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001 and **** p ≤ 0.0001 relative
to the control HaCaT cells.

Secondly, the quantification of HSV-1 entry over time (Figure 3B) showed that the
absence of CS promoted HS’s known ability to facilitate viral entry. Thus, the entry
efficiency (Figure 3C) after 90 min was reduced by a factor of 2 after treatment with
heparinase I and III as compared to the untreated control. Here, 87% of the viruses
successfully entered cells within 10 min when HS was present (Figure 3C), while only 16%
of the viruses entered in the absence of HS. This confirms the previous idea that HS is
not only important in the context of accumulating virus particles at the cell surface, but
also plays a key role as a primer for efficient entry [62]. However, the presence of CS did
optimize virus recruitment without improving entry efficiency, suggesting that the role of
CS is important at the beginning of the interaction between virus and cell.

In summary, these findings support our hypothesis that the virus takes advantage
of the different biophysical properties of cell-surface GAGs, HS and CS in this case, to
optimize its navigation through the glycocalyx and its subsequent entry. Indeed, in view
of a likely stratified distribution of GAGs in the glycocalyx, one possibility is that the
differences in the virus’ binding properties to HS and CS, and the resulting differences
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in the motion behavior, are designed to facilitate transport of the virus from the distal,
possibly CS-rich glycocalyx to the proximal HS rich domain. Our experimental data are
compatible with the concept that a weak and dynamic interaction with CS is essential in
ensuring transfer to the proximal HS, which primes for virus uptake, without trapping in
the outer layers of the cell’s sugar coat.

3.4. The Mucin-like Domain (MLD) of Viral Glycoprotein C Promotes Virus Diffusion

Most, if not all, of the initial contacts between HSV-1 and target cell-surface peripheral
GAGs are mediated by the HSV-1 glycoprotein gC [20,23,26,31,55,63–65], a glycoprotein
equipped with a prominent MLD that is decorated with a large number of clustered O-
linked glycans. There is convincing evidence that the MLD on gC regulates several aspects
of gC’s interactions with GAGs on the target cell, including binding affinity, dynamics and
stoichiometry [20,55,63], while facilitating mobility on CS monolayers [20]. Therefore, it
appeared important to investigate the influence of the gC MLD of HSV-1 on the virus’ diffu-
sion behavior on the surface of live cells, with the aim of exploring its possible significance
in the context of viral navigation through the glycocalyx. To do his, SPT experiments were
also carried out, using a HSV-1 mutant lacking the MLD, but containing the GAG-binding
site on gC [23,26,66] (KOS-gC∆muc) (Movie S1D–E) with human keratinocytes (HaCaT
cells) as a cell model system. The HaCaT cell line was proposed to accurately mimic in vivo
infection of the mucosal epithelium [55,56], making it an ideal model to study the MLD’s
effects on the interaction with the glycocalyx.

SPT on HaCaT revealed that deletion of the MLD reduced the mobility of the particles
(Figure 4A, left) with 15% of the mutant viruses being immobile compared to 7% for the
wt KOS. Additionally, the distribution of the diffusion coefficients (Figure 4C) revealed
a higher fraction of fast segments for the wt virus. Accordingly, deletion of the MLD
significantly decreased the mean D in both confined and free motions (Figure 4D) while
Rc did not significantly change (Figure 4E). Both observations suggest that the MLD is
important in ensuring rapid diffusion of the virus at the cell surface. Moreover, deletion
of the MLD slightly reduced the time spent in free motion (45% of the time spent vs. 52%
of the time spent for wt KOS (Figure 4A, right)) suggesting that MLD may be especially
important for free diffusion. This is also in line with data displaying the behavior of the first
segment upon landing, which show a larger fraction of free motion together with a smaller
fraction of immobile particles for the wt KOS viruses (Figure 4B). The diffusion coefficient
(Figure S7D) and the confinement radius (Figure S7E) of the first segments showed similar
trends for all segments.

Taken together, these results indicate that the MLD promotes mobility of the virus
on GAGs found at the cell surface by enhancing viral diffusion. The importance of this
diffusion behavior in accelerating virus entry could be further appraised through virus
entry experiments.
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Figure 4. Influence of the mucin-like domain (MLD) of the glycoprotein gC on the interaction of
HSV-1 with the HaCaT cell surface upon landing. The diffusion of HSV-1 (KOS strain) and the mutant
HSV-1 lacking the MLD (KOS-gC∆muc) are recorded on HaCaT cells. (A) Left: The fraction of the
total time spent by KOS and KOS-gC∆muc in one of the motion types: confined (grey), free (black)
and immobile (light gray). Right: The fraction of the total time spent by the two virus strains in
the one of the mobile motions: confined (grey) and free (black) (B) The fraction of first segments in
one of the three motion types. (C) Distributions of the diffusion coefficients plotted in violin plots.
(D) The mean diffusion coefficients D of the confined and free motions were calculated for KOS and
KOS-gC∆muc. (E) The confinement radius RC of the confined motion. The total number of landing
viruses recorded here is 80 and 201 for KOS and KOS-gC∆muc, respectively. Asterisks denote a
significant difference by Welch t-test: ns = not significant, ** p ≤ 0.01 and **** p ≤ 0.0001 relative to
control. The fraction percentage (A,B) is obtained from counting, so no statistical analysis is provided.

3.5. Deletion of the MLD on Glycoprotein C Delays Virus Entry

To confirm that the influence of the MLD on viral interactions with CS and HS is
relevant to viral uptake into the target cell, we also characterized the entry efficiency
for the mutant KOS-gC∆muc and compared it to the wt virus KOS (Figure 5). Both
virus preparations were characterized by distinct particle infectivities (in terms of DNA
copies)/PFU ratios, with KOS-gC∆muc exhibiting ~1.9 times higher particle/PFU ratios
than the wt KOS (Figure 5A), which is consistent with our previous results [20] and also in
line with the idea that the MLD promotes productive infection. As our primary aim was to
investigate virus entry for productive infection, all experiments were carried out by adding
the same concentration of infectious particles (i.e., the same PFUs). The quantification of
virus particle binding by qPCR, revealed that ~2.2 more genome copies were bound to the
surface of HaCaT cells for KOS-gC∆muc than that of KOS-WT (Figure 5B). This difference
closely reflects the difference in DNA copy/PFU ratios (Figure 5A) for both samples, and
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thus suggest that deletion of the MLD does not impair the ability to establish a firm contact
with target cells.
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An investigation of virus entry revealed that internalization of the mutant is delayed
as compared to the wt virus, although, after 90 min, similar infection levels were reached
for both viruses (Figure 5C): after 10 min, only 5–6% of the total KOS-gC∆muc had entered
the cells, while, for wt KOS, this amount reached 72%. This delay is unlikely to be caused
by differences in the number of infectious virus particles that initially attach to the cell
since: (i) under our experimental conditions, lower levels of virus binding are expected to
lead to a reduction in the plateau value of the entry kinetics, rather than in the lag time in
the entry kinetics; (ii) we report a higher number of virus particles being bound (in terms
of DNA copies) for the mutant as compared to the wild type (Figure 5B).

The biophysical and biological results obtained here support the notion that the MLD
of HSV-1 gC is a key regulator of early viral GAG interactions and subsequent navigation
through the target cell glycocalyx, thereby accelerating cell penetration.

4. Discussion

Virus recruitment to the cell surface is a complex multistep process involving mul-
tivalent interactions with cell-surface ligands, including GAGs. We previously observed
that HSV-1 virus particles binding to GAGs immobilized onto a substrate in a biomimetic
fashion can diffuse laterally, presumably through the formation and dissolution of single
bonds between viral glycoproteins and neighboring GAGs on the surface [16]. Thus, we
hypothesized that the transport of the virus through the glycocalyx, as well as on the
GAGs covering the cell membrane, could be associated with virus translocation from
binding site to binding site. To further explore this process, we investigated the diffusive
behavior of HSV-1 at the cell surface and its dependence on the presence of GAGs. Re-
cent studies have shown that the mobility of the virus at the cell membrane is essential
for virus entry [2,3,67], and while processes such as the cytoskeleton-driven surfing of
HSV-1 on filopodia have been observed [68], very limited data have been found on viral



Viruses 2022, 14, 1836 16 of 23

diffusion during GAG-mediated initial recruitment at the cell surface and its effect on
subsequent entry.

For our investigations, we developed an SPT method using high-speed fluorescence
microscopy to track the initial binding of the virus at the cell surface. Dynamic data were
analyzed by reconstructing virus trajectories with high resolution, followed by segmenta-
tion according to motion type. The moment scaling spectrum (MSS) was used to classify
each segment type into immobile, restricted confined behavior, Brownian free motion or
directed motion. MSS is a robust analytical method to identify the type of motion by using
multiple-order moments in the displacement distribution, thus providing a more accurate
diffusive behavior, which is needed for the SPT performed on live cell surfaces. Two cell
models were used in our study: CHO-K1 cells, which lack entry receptors for HSV-1, and
HaCaT cells that are permissive to HSV-1 infection. While these cells are unlikely to produce
a thick glycocalyx in vitro, they are surrounded by a cell-membrane proximal glycocalyx,
mostly leading to their two-dimensional mobility at the cell surface. Nevertheless, the
surface of such cells represents an excellent model to study the influence of different GAGs
or the MLD on GAG-mediated virus diffusion processes.

Here, we report a highly heterogeneous HSV-1 diffusion behavior upon landing on
GAG-expressing CHO and HaCaT cells. Indeed, in the first minutes of virus–membrane
interaction, the virus switches several times between being immobile, having confined
diffusion, and free Brownian motion, suggesting that diffusion in different motion types
may be needed to achieve efficient transport at the cell surface. Generally, the very first
segment upon landing could be one of the three motion types, although the probability of
free diffusion was slightly higher with higher diffusion coefficients than it was for the later
segments. This observation may be related to the fact that CS chains, which were found
to promote free diffusion, are longer than HS (20–70 kDa for CS [69] vs. 15–20 kDa for
HS [12]), making it likely that they protrude further away from the cell surface, thereby
increasing the probability of first encountering viruses.

The diffusion behavior reported in this work is likely to originate both from virus
translocation along different binding sites on GAG chains [16], as well as from the lateral
mobility of the GAG-bearing membrane-anchored proteoglycans in the cell membrane.
Transmembrane proteins have been reported to exhibit either an active motion at the
cell surface, if their movement is driven by intracellular motor proteins [17], or confined
diffusion, due to membrane crowding and compartmentalization, e.g., by the cytoskeleton
or through the formation of lipid domains [70]. Active motion was only occasionally
observed in our experiments, indicating that transport through molecular motors does not
significantly influence the initial GAG-mediated recruitment of HSV-1 at the cell surface.
However, it could be hypothesized that, in our study, viruses exhibiting a confined diffusion
behavior predominantly diffuse through anchoring on mobile membrane components,
while the free-diffusing ones may hop from GAG to GAG to a greater extent. The latter
hypothesis is supported by our previous observation that the diffusion of HSV-1 on mostly
immobile, surface-bound GAGs, was predominantly free [16,31] as well as by previous
studies indicating that the lateral movement of influenza A virus on immobile receptors is
also governed by free diffusion [13]. However, it should be noted that studies on smaller
particles such as the GAG-binding proteins have also reported that protein diffusion on
fixed cells (abolishing the diffusion of the proteoglycan core) is associated with confined
motion [17]. This effect has been attributed to a localized translocation behavior from
binding site to binding site along the same or a neighboring HS, consistent with the view
that the glycocalyx has a heterogeneous structure, where available protein binding sites
are distributed heterogeneously in the glycocalyx matrix, forming local networks and
paths. This highlights that the unambiguous linking of one type of diffusion to a particular
mechanism is not straightforward.

Next, the influence of the GAG type on virus particle diffusion was investigated.
While the importance of both HS and CS in recruiting HSV-1 at the cell surface is well-
documented [22,23], the distinct role played by each GAG in the process is unknown. We
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have reported an influence of the GAG type on HSV-1 diffusion using biomimetic GAG
surfaces [16], and here we provide evidence that CS and HS have important but competing
roles in modulating the mobility of the virus on live CHO-K1 cells: while CS enhances
free motion with faster diffusion, HS mediates a restricted confined behavior with slower
diffusion and higher confinement.

The diffusive hopping behavior of a virus on GAGs, which is expected to be mediated
by the formation and dissolution of individual glycoprotein–GAG bonds, is likely to be
determined by the affinity and kinetics of the individual monovalent interactions occurring
between GAG chains and the viral glycoprotein gC, the main viral interaction partner of
GAGs [23]. A fast exchange rate (high kon and high koff) is likely to benefit viral diffusion.
Indeed, studies on the fibroblast growth factors (FGF) interacting with HS and CS have
shown that different binding affinities [71] are related to different diffusive behaviors [17].
A closer look at the characteristics of the individual virus–GAG bonds shows that, on
the viral glycoprotein side, gC–GAG interactions occur via a well-defined GAG-binding
domain located within the N-terminal part of the protein, which widely overlaps with CS-
and HS-binding. This domain comprises clusters of hydrophobic and positively charged
amino acids [23,26,66], where the charged amino acids can bind to negatively charged
sulfate/carboxyl groups on the GAG chain. Relatively non-specific electrostatic interactions
thus play an important role, although GAG recognition is dictated by a high degree of
specificity. This is confirmed by the fact that the amino acid sequence of the GAG-binding
site is well-conserved, and even small mutational changes in this part of the gC severely
impairs the binding [23,55]. On the cell surface, it is likely that gC is not monospecific for
one particular HS or CS structure, but is associated with more or less selective binding to
several GAG structures. Thus, the conserved structure of the GAG binding site appears to
be optimized to bind several HS or CS variants, representing binding structures present on
each of the many tissue types targeted by HSV-1 [11].

Mårdberg et al. investigated the interaction of gC with CS and HS [23] and reported
that the gC–CS interaction had a lower affinity than the HS counterpart (KD ~2× higher
on CS), while being more dependent on ionic interactions. This, together with our data,
suggests that a weaker and possibly less specific gC–GAG interaction facilitates free diffu-
sion and limits virus confinement on the cell surface. While the affinity of the individual
virus-GAG bond is a good candidate to interpret the diffusive behavior, it is also worth
considering that the overall avidity between the virus particle and cell-surface GAGs may
influence both confined and free diffusion. Avidity depends not only on the affinity of the
individual GAG–glycoprotein interactions but also on the number of bonds that are formed.
In turn, the number of bonds that are formed is likely to depend (i) on the affinity of the
monovalent interaction, where more bonds are likely to form for stronger monovalent
interactions and (ii) on the density of the cell surface receptor in question [3]. In this context,
a weaker gC–CS interaction [23] and the 3–10 times lower number of CS saccharides present
on the CHO cell surface [72–74] are also in line with a scenario where the virus diffuses in a
confined behavior on the cell surface by binding to multiple mobile membrane-embedded
proteoglycans. In this case, binding to HS leads to a slower and more confined diffusion
as compared to CS, which can be explained by the formation of more virus–proteoglycan
bonds to HS compared to CS-carrying proteins.

Generally, a more dynamic interaction facilitating the detachment and reattachment of
the virus particle may also enhance diffusive processes at the cell surface. In a previous
study, where bilayers made of plasma membrane extracts were treated with heparinase,
we reported a decrease in the association rate to 60%, as well as a ~2.5-fold increase in the
dissociation rate [21], suggesting that the removal of HS influenced the binding and release
of the virus to the cell surface. HS removal also resulted in a more mobile interaction [21], in
agreement with our findings that HSV-1 has a more mobile and free motion on HS-deficient
cells. Another study showed that HS expression increased during the initial stages of
HSV-1 infection, which enhanced virus attachment to cells [19] and that, during the egress
of HSV-1 from human corneal epithelial cells, the virus particles’ release was facilitated
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by the removal of HS via the increase in cellular enzyme heparanase [29,75]. It is worth
highlighting that HSV-1 particles can be mobile at the surface of CHO and HaCaT cells
without the cooperation of heparanase during the recruitment and early attachment prior
to infection, and that the interaction with HS and CS is enough to create mobility. In light
of our findings, this increase in HS concentration during virus recruitment can promote
more confined behavior, as well as slower transport, which could reinforce efficient binding
and subsequent transfer to the entry receptor(s), while the cleavage of HS with cellular
heparanase during egress weakens the virus–GAG interaction, promoting free behavior
that may facilitate virus release. Thus, the complexity of the cellular glycocalyx is an
important factor influencing virus diffusion.

The cellular glycocalyx is a self-organized matrix characterized by a high degree of
heterogeneity in space and time. First, enzymatic processes determine the biochemical
identity of the GAGs by regulating the presentation of sulfated sugar sequences on the GAG
chains. Second, the GAG-binding proteome of the cell adds another level of regulation
by potentially occupying virus-binding sites though proteins of higher affinity. Thus, a
combination of the availability of sulfated structure and level of occupancy of GAG-binding
sites determines the virus’ binding properties to the cell’s glycocalyx. Such variations in
HS and CS structures among different tissues might be important to modulate the GAG-
dependent diffusion profile and lead us to speculate that the interaction profile may be
fine-tuned and optimized for entry in a tissue in a specific manner. Further, it is highly
likely that subpopulations of CS and HS overlap regarding their functions in mediating
virus diffusion. As an example, we previously found that the highly sulfated CS-E motif has
similar binding characteristics to HS. In particular, it may form efficient receptors for HSV-1,
thus taking over the function of 3O-sulfated heparan sulfate as an entry receptor [53].

The differential role of GAGs in modulating virus diffusion at the cell surface is
particularly interesting when considering the molecular organization of the glycocalyx
where glycosaminoglycans favoring a fast and free diffusion are found further from the cell
and secreted in the extracellular matrix, while the proteoglycans favoring confined motion
are proximal to the cell surface. Indeed, in this scenario, the virus may take advantage of
such an architecture to first successfully navigate the outer layer via rapid free diffusion
before reaching proteoglycans that restrict their motion on the cell surface, which, through
confined and more limited diffusion, may play a key role in directing and transporting
the virus to the appropriate entry receptor(s). Such a figure could not be investigated in
this study, as common cell culture systems, including CHO-K1 and HaCaT cells, do not
express an extended glycocalyx or the extracellular matrix [76,77]; this aspect should be
addressed by studying virus diffusion in more complex in vitro glycocalyx models or by
using in vitro tissue models.

The GAGs’ role in the binding and entry of HSV-1 is further highlighted, in particular
the significant role that HS plays in promoting viral entry. HS removal not only leads
to a decrease in the number of virus particles attaching to the cell surface but also to a
reduction in the fraction of particles that successfully infect the cell. We can speculate
that this active role is associated with an optimized HS-mediated virus diffusion behavior
at the cell surface, which is also in line with the previously reported contribution of 3-O
HS to the receptor function for the pre-entry step mediated by gD [62]. Our data also
reveal the differential role that CS plays in binding and entry. Indeed, the presence of
CS is not essential for viral entry, at least not on HaCaT cells. Rather, the removal of CS
led to an enhancement of virus attachment to HaCaT cells, in line with the idea that CS,
which is hypothesized to be the first contact point of the virus, may delay or shield HSV-1
interactions with HS. This finding may illustrate the price, in terms of binding efficiency,
that the approaching virus must pay to successfully navigate the glycocalyx.

Many enveloped GAG-binding viruses have been reported to be equipped with
prominent clusters of O-glycans forming the MLD of the glycoprotein, suggesting that
virus–membrane interactions may be modulated by an interplay of the effect of the cellular
GAG profile and viral glycoprotein O-glycosylation. In this context, we have recently
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reported that, while not directly involved in GAG binding [78], the MLD affects the kinetics
and affinity of the gC-CS interaction by facilitating dissociation, while, at the same time,
increasing the affinity (KD decreases by a factor ~10), presumably due to the higher on rate
(higher kon) [20]. The presence of the MLD also increases the affinity (lower KD) of the gC-
HS bonds by a factor of ~7.5, albeit mostly due to their higher on rate (higher kon) [78]. Here,
we further confirm the biological significance of this domain in the context of optimizing
virus behavior in the glycocalyx and demonstrate that this structure greatly facilitates virus
diffusion at the cell surface. The finding that the viral MLD not only facilitates diffusion at
the cell surface but also accelerates viral entry is an observation that is likely associated
with optimized interaction characteristics at the cell surface, including the particles’ more
efficient transport to the receptors. These results are in agreement with our previous work
on CS biomimetic systems [31], where we showed a decrease in the mobility and diffusion
coefficient of the mutant HSV-1, which lacks MLD on gC. We previously reported that the
MLD facilitates the dissolution of gC-GAG bonds [20,31], which is likely to facilitate free
diffusion by virus translocation from binding site to binding site. A similar effect of the MLD
was found on the related virus HSV-2, where deletion of the MLD decreased the mobility
of the virions on CS [63]. On a molecular level, we hypothesize that the remarkable ability
of the MLD to regulate virus diffusion in the glycocalyx may be associated with a tightly
modulated electrostatic and steric repulsion between negatively charged glycans on gC
molecules in the virus particle and the negatively charged GAGs. This idea is corroborated
by the fact that the MLD stabilizes an extended rod-like confirmation of gC-1 [79] and that
it is rich in negatively charged sialylated O-linked glycans. This is further supported by
our previous studies on isolated gC and GAG molecules [20], showing that i) the MLD
significantly restricts the number of gC copies that can bind per CS chain, likely regulating
multivalency, and ii) that the removal of negatively charged sialic acids from the MLD on
gC increases gC’s interaction with GAGs. This highlights MLD’s unique ability to act as a
regulatory component, optimizing the binding characteristics at the cell surface in order to,
among others, facilitate diffusion through the glycocalyx.

5. Conclusions

This study provides new key insights into infection mechanisms, with a focus on how
viral and cellular factors regulate the dynamics of GAG-binding viruses at the cell surface,
and how such processes determine entry efficiency. High-speed SPT using fluorescence
microscopy allowed us to investigate the diffusive behavior of HSV-1 on live cells and
its dependence on cell-surface GAGs and on the MLD of the viral attachment protein
gC. A thorough analysis of the diffusion behavior reveals that different types of GAGs
have distinct functions in modulating the dynamic behavior of viruses in the glycocalyx
and that protein glycosylation, in the form of MLDs, can further contribute to this. As
we suppose that this diffusive behavior is a consequence of the multivalent interactions
between individual molecules, further investigations of individual glycoprotein–GAG
bonds, using, for example, single-bond force spectroscopy, are needed. Combining our
dynamic study with a static study of the interaction will make it possible to further elucidate
the processes underlying the virus diffusion behavior reported here, and eventually shed
light on the GAG-dependent mechanisms mediating the initial recruitment of the virus
to the glycocalyx and cell surface, and the subsequent molecular hand-over to the pre-
entry and entry steps. Moreover, given the ubiquitous MLD presence on GAG-binding
viruses, the mechanisms revealed by our findings may govern how many viruses, from
the respiratory syncytial virus to Ebola, are directed along the cell surface to their point
of entry.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/v14081836/s1, Figure S1: Percentage of internalized viruses
5 min after viruses are added on top of CHO and HaCaT cell surface; Figure S2: The switch rate
of viral particles between immobile, confined and free motion types; Figure S3: Characterization
of the GAG levels CHO cells by immunofluroscence; Figure S4: Duration of all segments for the
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three motion types; Figure S5: Influence of the nature of the glycosaminoglycans on the first segment
of HSV-1 (KOS) interaction with the CHO cell surface; Figure S6: Influence of the nature of the
glycosaminoglycans on the initial interaction of HSV-1 with the HaCaT cell surface; Figure S7:
Influence of the mucin-like domain on the first segment of HSV-1 (KOS) interaction with the HaCaT
cell surface; Figure S8: Linear regression analysis for binding quantification via qPCR; Figure S9:
Number of attached HSV-1 virus particles at the CHO cell surface; Movie S1: Representative movie
for each condition.

Author Contributions: Conceptualization, S.O., T.B. and M.B.; Data curation, Y.A.; Formal analysis,
Y.A. and L.L.; Funding acquisition, Y.A., T.B. and M.B.; Investigation, Y.A., L.L. and O.W.; Method-
ology, Y.A., L.L., E.T., S.O., T.B. and M.B.; Project administration, M.B.; Resources, E.T. and T.B.;
Software, Y.A.; Supervision, M.B.; Validation, Y.A., L.L. and M.B.; Visualization, Y.A., L.L. and M.B.;
Writing—original draft, Y.A., L.L. and M.B.; Writing—review and editing, Y.A., L.L., E.T., S.O., T.B.
and M.B. All authors have read and agreed to the published version of the manuscript.

Funding: This project has been funded by the Wenner Gren foundation (UPD2018-0193), The Knut
and Alice Wallenberg foundation and the Swedish research council (2017-04029).

Data Availability Statement: Movies can be found through the figshare data repository private link:
https://figshare.com/s/bb931529e56e6f909025, accessed on 8 July 2022.

Acknowledgments: The authors would like to thank Niklas Arnberg from Umeå University for
providing CHO-K1 cells and their variants, and for advice on enzymatic treatments. We acknowledge
the Biochemical Imaging Center at Umeå University and the National Microscopy Infrastructure,
NMI (VR-RFI 2019-00217) for providing assistance in microscopy.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Reitsma, S.; Slaaf, D.W.; Vink, H.; Van Zandvoort, M.A.M.J.; Oude Egbrink, M.G.A. The endothelial glycocalyx: Composition,

functions, and visualization. Pflug. Arch. Eur. J. Physiol. 2007, 454, 345–359. [CrossRef]
2. Boulant, S.; Stanifer, M.; Lozach, P.-Y. Dynamics of virus-receptor interactions in virus binding, signaling, and endocytosis. Viruses

2015, 7, 2794–2815. [CrossRef] [PubMed]
3. Koehler, M.; Delguste, M.; Sieben, C.; Gillet, L.; Alsteens, D. Initial Step of Virus Entry: Virion Binding to Cell-Surface Glycans.

Annu. Rev. Virol. 2020, 7, 143–165. [CrossRef] [PubMed]
4. Collins, B.E.; Paulson, J.C. Cell surface biology mediated by low affinity multivalent protein-glycan interactions. Curr. Opin.

Chem. Biol. 2004, 8, 617–625. [CrossRef] [PubMed]
5. Shukla, D.; Spear, P.G. Herpesviruses and heparan sulfate: An intimate relationship in aid of viral entry. J. Clin. Investig. 2001,

108, 503–510. [CrossRef] [PubMed]
6. Banfield, B.W.; Leduc, Y.; Esford, L.; Visalli, R.J.; Brandt, C.R.; Tufaro, F. Evidence for an interaction of herpes simplex virus with

chondroitin sulfate proteoglycans during infection. Virology 1995, 208, 531–539. [CrossRef]
7. Johnson, K.M.; Kines, R.C.; Roberts, J.N.; Lowy, D.R.; Schiller, J.T.; Day, P.M. Role of Heparan Sulfate in Attachment to and

Infection of the Murine Female Genital Tract by Human Papillomavirus. J. Virol. 2009, 83, 2067–2074. [CrossRef]
8. Hallak, L.K.; Spillmann, D.; Collins, P.L.; Peeples, M.E. Glycosaminoglycan Sulfation Requirements for Respiratory Syncytial

Virus Infection. J. Virol. 2000, 74, 10508–10513. [CrossRef]
9. Lang, J.; Yang, N.; Deng, J.; Liu, K.; Yang, P.; Zhang, G.; Jiang, C. Inhibition of SARS pseudovirus cell entry by lactoferrin binding

to heparan sulfate proteoglycans. PLoS ONE 2011, 6, e23710. [CrossRef]
10. Clausen, T.M.; Sandoval, D.R.; Spliid, C.B.; Pihl, J.; Perrett, H.R.; Painter, C.D.; Narayanan, A.; Majowicz, S.A.; Kwong, E.M.;

McVicar, R.N.; et al. SARS-CoV-2 Infection Depends on Cellular Heparan Sulfate and ACE2. Cell 2020, 183, 1–15. [CrossRef]
11. Olofsson, S.; Bergström, T. Glycoconjugate glycans as viral receptors. Ann. Med. 2005, 37, 154–172. [CrossRef] [PubMed]
12. Kamhi, E.; Joo, E.J.; Dordick, J.S.; Linhardt, R.J. Glycosaminoglycans in infectious disease. Biol. Rev. 2013, 88, 928–943. [CrossRef]

[PubMed]
13. Sakai, T.; Nishimura, S.I.; Naito, T.; Saito, M. Influenza A virus hemagglutinin and neuraminidase act as novel motile machinery.

Sci. Rep. 2017, 7, 45043. [CrossRef]
14. Vahey, M.D.; Fletcher, D.A.; Systems, B.; Berkeley, L.; States, U.; Biohub, C.Z.; Francisco, S.; States, U. Influenza A virus surface

proteins are organized to help penetrate host mucus. eLife 2019, 8, e43764. [CrossRef]
15. Bally, M.; Block, S.; Höök, F.; Larson, G.; Parveen, N.; Rydell, G.E. Physicochemical tools for studying virus interactions with

targeted cell membranes in a molecular and spatiotemporally resolved context. Anal. Bioanal. Chem. 2021, 413, 7157–7178.
[CrossRef] [PubMed]

https://figshare.com/s/bb931529e56e6f909025
http://doi.org/10.1007/s00424-007-0212-8
http://doi.org/10.3390/v7062747
http://www.ncbi.nlm.nih.gov/pubmed/26043381
http://doi.org/10.1146/annurev-virology-122019-070025
http://www.ncbi.nlm.nih.gov/pubmed/32396772
http://doi.org/10.1016/j.cbpa.2004.10.004
http://www.ncbi.nlm.nih.gov/pubmed/15556405
http://doi.org/10.1172/JCI200113799
http://www.ncbi.nlm.nih.gov/pubmed/11518721
http://doi.org/10.1006/viro.1995.1184
http://doi.org/10.1128/JVI.02190-08
http://doi.org/10.1128/JVI.74.22.10508-10513.2000
http://doi.org/10.1371/journal.pone.0023710
http://doi.org/10.1016/j.cell.2020.09.033
http://doi.org/10.1080/07853890510007340
http://www.ncbi.nlm.nih.gov/pubmed/16019714
http://doi.org/10.1111/brv.12034
http://www.ncbi.nlm.nih.gov/pubmed/23551941
http://doi.org/10.1038/srep45043
http://doi.org/10.7554/eLife.43764
http://doi.org/10.1007/s00216-021-03510-5
http://www.ncbi.nlm.nih.gov/pubmed/34490501


Viruses 2022, 14, 1836 21 of 23

16. Peerboom, N.; Block, S.; Altgärde, N.; Wahlsten, O.; Möller, S.; Schnabelrauch, M.; Trybala, E.; Bergström, T.; Bally, M. Binding
Kinetics and Lateral Mobility of HSV-1 on End-Grafted Sulfated Glycosaminoglycans. Biophys. J. 2017, 113, 1223–1234. [CrossRef]
[PubMed]

17. Duchesne, L.; Octeau, V.; Bearon, R.N.; Beckett, A.; Prior, I.A.; Lounis, B.; Fernig, D.G. Transport of Fibroblast Growth Factor 2
in the Pericellular Matrix Is Controlled by the Spatial Distribution of Its Binding Sites in Heparan Sulfate. PLoS Biol. 2012, 10,
e1001361. [CrossRef]

18. Grünewald, K.; Desai, P.; Winkler, D.C.; Heymann, J.B.; Belnap, M.; Baumeister, W.; Steven, A.C.; Grunewald, K.; Desai, P.;
Winkler, D.C.; et al. Three-Dimensional Structure of Herpes Simplex Virus from Cryo-Electron Tomography. Science (80-.) 2003,
302, 1396–1398. [CrossRef]

19. Bacsa, S.; Karasneh, G.; Dosa, S.; Liu, J.; Valyi-Nagy, T.; Shukla, D. Syndecan-1 and syndecan-2 play key roles in herpes simplex
virus type-1 infection. J. Gen. Virol. 2011, 92, 733–743. [CrossRef]

20. Altgärde, N.; Eriksson, C.; Peerboom, N.; Phan-Xuan, T.; Moeller, S.; Schnabelrauch, M.; Svedhem, S.; Trybala, E.; Bergström,
T.; Bally, M. Mucin-like region of herpes simplex virus type 1 attachment protein glycoprotein C (gC) modulates the virus-
glycosaminoglycan interaction. J. Biol. Chem. 2015, 290, 21473–21485. [CrossRef]

21. Peerboom, N.; Schmidt, E.; Trybala, E.; Block, S.; Bergström, T.; Pace, H.P.; Bally, M. Cell Membrane Derived Platform to Study
Virus Binding Kinetics and Diffusion with Single Particle Sensitivity. ACS Infect. Dis. 2018, 4, 944–953. [CrossRef] [PubMed]

22. Shieh, M.T.; WuDunn, D.; Montgomery, R.I.; Esko, J.D.; Spear, P.G. Cell surface receptors for herpes simplex virus are heparan
sulfate proteoglycans. J. Cell Biol. 1992, 116, 1273–1281. [CrossRef] [PubMed]

23. Mårdberg, K.; Trybala, E.; Tufaro, F.; Bergström, T. Herpes simplex virus type 1 glycoprotein C is necessary for efficient infection
of chondroitin sulfate-expressing gro2C cells. J. Gen. Virol. 2002, 83, 291–300. [CrossRef] [PubMed]

24. WuDunn, D.; Spear, P.G. Initial interaction of herpes simplex virus with cells is binding to heparan sulfate. J. Virol. 1989, 63, 52–58.
[CrossRef]

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

26. Mårdberg, K.; Trybala, E.; Glorioso, J.C.; Bergström, T. Mutational analysis of the major heparan sulfate-binding domain of herpes
simplex virus type 1 glycoprotein C. J. Gen. Virol. 2001, 82, 1941–1950. [CrossRef]

27. Connolly, S.A.; Jardetzky, T.S.; Longnecker, R. The structural basis of herpesvirus entry. Nat. Rev. Microbiol. 2021, 19, 110–121.
[CrossRef]

28. Feyzi, E.; Trybala, E.; Bergström, T.; Lindahl, U.; Spillmann, D. Structural requirement of heparan sulfate for interaction with
herpes simplex virus type 1 virions and isolated glycoprotein C. J. Biol. Chem. 1997, 272, 24850–24857. [CrossRef]

29. Hadigal, S.R.; Agelidis, A.M.; Karasneh, G.A.; Antoine, T.E.; Yakoub, A.M.; Ramani, V.C.; Djalilian, A.R.; Sanderson, R.D.; Shukla,
D. Heparanase is a host enzyme required for herpes simplex virus-1 release from cells. Nat. Commun. 2015, 6, 6985. [CrossRef]

30. Hopkins, J.; Yadavalli, T.; Agelidis, A.M.; Shukla, D. Host Enzymes Heparanase and Cathepsin L Promote Herpes Simplex Virus
2 Release from Cells. J. Virol. 2018, 92, 1–12. [CrossRef]

31. Delguste, M.; Peerboom, N.; Le Brun, G.; Trybala, E.; Olofsson, S.; Bergström, T.; Alsteens, D.; Bally, M. Regulatory Mechanisms
of the Mucin-Like Region on Herpes Simplex Virus during Cellular Attachment. ACS Chem. Biol. 2019, 14, 534–542. [CrossRef]
[PubMed]

32. Esko, J.D.; Stewart, T.O.D.E.; Taylor, W.H. Animal cell mutants defective in glycosaminoglycan biosynthesis. Proc. Natl. Acad. Sci.
USA 1985, 82, 3197–3201. [CrossRef] [PubMed]

33. Esko, J.D.; Weinke, J.L.; Taylor, W.H.; Ekborgq, G.; Rodensyii, L.; Anantharamaiah, G.; Gawish, A. Inhibition of Chondroitin and
Heparan Sulfate Biosynthesis in Chinese Hamster Ovary Cell Mutants Defective in Galactosyltransferase I. J. Biol. Chem. 1987,
262, 12189–12195. [CrossRef]

34. Esko, J.D. Genetic analysis of proteoglycan structure, and metabolism. Curr. Opin. Cell Biol. 1991, 3, 805–816. [CrossRef]
35. Ekblad, M.; Adamiak, B.; Bergefall, K.; Nenonen, H.; Roth, A.; Bergstrom, T.; Ferro, V.; Trybala, E. Molecular basis for resistance of

herpes simplex virus type 1 mutants to the sulfated oligosaccharide inhibitor PI-88. Virology 2007, 367, 244–252. [CrossRef]
36. Trybala, E.; Liljeqvist, J.-Å.; Svennerholm, B.; Bergström, T. Herpes Simplex Virus Types 1 and 2 Differ in Their Interaction with

Heparan Sulfate. J. Virol. 2000, 74, 9106–9114. [CrossRef]
37. Tinevez, J.Y.; Perry, N.; Schindelin, J.; Hoopes, G.M.; Reynolds, G.D.; Laplantine, E.; Bednarek, S.Y.; Shorte, S.L.; Eliceiri, K.W.

TrackMate: An open and extensible platform for single-particle tracking. Methods 2017, 115, 80–90. [CrossRef]
38. Vega, A.R.; Freeman, S.A.; Grinstein, S.; Jaqaman, K. Multistep Track Segmentation and Motion Classification for Transient

Mobility Analysis. Biophys. J. 2018, 114, 1018–1025. [CrossRef]
39. Schindelin, J.; Arganda-Carreras, I.; Frise, E.; Kaynig, V.; Longair, M.; Pietzsch, T.; Preibisch, S.; Rueden, C.; Saalfeld, S.; Schmid,

B.; et al. Fiji: An open-source platform for biological-image analysis. Nat. Methods 2012, 9, 676–682. [CrossRef]
40. Filen, F.; Strand, A.; Allard, A.; Blomberg, J.; Herrmann, B. Duplex Real-Time Polymerase Chain Reaction Assay for Detection and

Quantification of Herpes Simplex Virus Type 1 and Herpes Simplex Virus Type 2 in Genital and Cutaneous Lesions. Sex. Transm.
Dis. 2004, 31, 331–336. [CrossRef]

41. Desai, P.J.; Schaffer, P.A.; Minson, A.C. 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. 1988, 69,
1147–1156. [CrossRef] [PubMed]

http://doi.org/10.1016/j.bpj.2017.06.028
http://www.ncbi.nlm.nih.gov/pubmed/28697896
http://doi.org/10.1371/journal.pbio.1001361
http://doi.org/10.1126/science.1090284
http://doi.org/10.1099/vir.0.027052-0
http://doi.org/10.1074/jbc.M115.637363
http://doi.org/10.1021/acsinfecdis.7b00270
http://www.ncbi.nlm.nih.gov/pubmed/29688001
http://doi.org/10.1083/jcb.116.5.1273
http://www.ncbi.nlm.nih.gov/pubmed/1310996
http://doi.org/10.1099/0022-1317-83-2-291
http://www.ncbi.nlm.nih.gov/pubmed/11807221
http://doi.org/10.1128/jvi.63.1.52-58.1989
http://doi.org/10.1128/jvi.65.3.1090-1098.1991
http://doi.org/10.1099/0022-1317-82-8-1941
http://doi.org/10.1038/s41579-020-00448-w
http://doi.org/10.1074/jbc.272.40.24850
http://doi.org/10.1038/ncomms7985
http://doi.org/10.1128/JVI.01179-18
http://doi.org/10.1021/acschembio.9b00064
http://www.ncbi.nlm.nih.gov/pubmed/30735356
http://doi.org/10.1073/pnas.82.10.3197
http://www.ncbi.nlm.nih.gov/pubmed/3858816
http://doi.org/10.1016/S0021-9258(18)45335-5
http://doi.org/10.1016/0955-0674(91)90054-3
http://doi.org/10.1016/j.virol.2007.05.040
http://doi.org/10.1128/JVI.74.19.9106-9114.2000
http://doi.org/10.1016/j.ymeth.2016.09.016
http://doi.org/10.1016/j.bpj.2018.01.012
http://doi.org/10.1038/nmeth.2019
http://doi.org/10.1097/00007435-200406000-00002
http://doi.org/10.1099/0022-1317-69-6-1147
http://www.ncbi.nlm.nih.gov/pubmed/2838568


Viruses 2022, 14, 1836 22 of 23

42. Nicola, A.V.; Straus, S.E. Cellular and Viral Requirements for Rapid Endocytic Entry of Herpes Simplex Virus. J. Virol. 2004, 78,
7508–7517. [CrossRef] [PubMed]

43. Rahn, E.; Petermann, P.; Hsu, M.J.; Rixon, F.J.; Knebel-Mörsdorf, D. Entry pathways of herpes simplex virus type 1 into human
keratinocytes are dynamin- and cholesterol-dependent. PLoS ONE 2011, 6, e25464. [CrossRef] [PubMed]

44. Komura, N.; Suzuki, K.G.N.; Ando, H.; Konishi, M.; Koikeda, M.; Imamura, A.; Chadda, R.; Fujiwara, T.K.; Tsuboi, H.; Sheng, R.;
et al. Raft-based interactions of gangliosides with a GPI-anchored receptor. Nat. Chem. Biol. 2016, 12, 402–410. [CrossRef]

45. Ewers, H.; Smith, A.E.; Sbalzarini, I.F.; Lilie, H.; Koumoutsakos, P.; Helenius, A. Single-particle tracking of murine polyoma
virus-like particles on live cells and artificial membranes. Proc. Natl. Acad. Sci. USA 2005, 102, 15110–15115. [CrossRef]

46. Burckhardt, C.J.; Greber, U.F. Virus movements on the plasma membrane support infection and transmission between cells. PLoS
Pathog. 2009, 5, e1000621. [CrossRef]

47. Fujiwara, T.K.; Iwasawa, K.; Kalay, Z.; Tsunoyama, T.A.; Watanabe, Y.; Umemura, Y.M.; Murakoshi, H.; Suzuki, K.G.N.; Nemoto,
Y.L.; Morone, N.; et al. Confined diffusion of transmembrane proteins and lipids induced by the same actin meshwork lining the
plasma membrane. Mol. Biol. Cell 2016, 27, 1101–1119. [CrossRef]

48. Simons, K.; Ikonen, E. Functional rafts in cell membranes. Nature 1997, 387, 569–572. [CrossRef]
49. Lehmann, M.J.; Sherer, N.M.; Marks, C.B.; Pypaert, M.; Mothes, W. Actin- and myosin-driven movement of viruses along filopodia

precedes their entry into cells. J. Cell Biol. 2005, 170, 317–325. [CrossRef]
50. Conner, J.; Rixon, F.J.; Brown, S.M. Herpes Simplex Virus Type 1 Strain HSV1716 Grown in Baby Hamster Kidney Cells Has

Altered Tropism for Nonpermissive Chinese Hamster Ovary Cells Compared to HSV1716 Grown in Vero Cells. J. Virol. 2005, 79,
9970–9981. [CrossRef]

51. Xu, X.; Nagarajan, H.; Lewis, N.E.; Pan, S.; Cai, Z.; Liu, X.; Chen, W.; Xie, M.; Wang, W.; Hammond, S.; et al. The genomic
sequence of the Chinese hamster ovary (CHO)-K1 cell line. Nat. Biotechnol. 2011, 29, 735–741. [CrossRef] [PubMed]

52. Chen, Y.H.; Narimatsu, Y.; Clausen, T.M.; Gomes, C.; Karlsson, R.; Steentoft, C.; Spliid, C.B.; Gustavsson, T.; Salanti, A.; Persson,
A.; et al. The GAGOme: A cell-based library of displayed glycosaminoglycans. Nat. Methods 2018, 15, 881–888. [CrossRef]
[PubMed]

53. Bergefall, K.; Trybala, E.; Johansson, M.; Uyama, T.; Naito, S.; Yamada, S.; Kitagawa, H.; Sugahara, K.; Bergström, T. Chondroitin
sulfate characterized by the E-disaccharide unit is a potent inhibitor of herpes simplex virus infectivity and provides the virus
binding sites on gro2C cells. J. Biol. Chem. 2005, 280, 32193–32199. [CrossRef] [PubMed]

54. Kinoshita, A.; Sugahara, K. Microanalysis of glycosaminoglycan-derived oligosaccharides labeled with a fluorophore 2-
aminobenzamide by high-performance liquid chromatography: Application to disaccharide composition analysis and ex-
osequencing of oligosaccharides. Anal. Biochem. 1999, 269, 367–378. [CrossRef]

55. Adamiak, B.; Trybala, E.; Mardberg, K.; Johansson, M.; Liljeqvist, J.A.; Olofsson, S.; Grabowska, A.; Bienkowska-Szewczyk, K.;
Szewczyk, B.; Bergstrom, T. Human antibodies to herpes simplex virus type 1 glycoprotein C are neutralizing and target the
heparan sulfate-binding domain. Virology 2010, 400, 197–206. [CrossRef]

56. Huber, M.T.; Wisner, T.W.; Hegde, N.R.; Goldsmith, K.A.; Rauch, D.A.; Roller, R.J.; Krummenacher, C.; Eisenberg, R.J.; Cohen,
G.H.; Johnson, D.C. Herpes Simplex Virus with Highly Reduced gD Levels Can Efficiently Enter and Spread between Human
Keratinocytes. J. Virol. 2001, 75, 10309–10318. [CrossRef]

57. Ito, Y.; Hikino, M.; Yajima, Y.; Sirko, S.; Von Holst, A.; Fukui, S.; Sugahara, K. Structural characterization of the epitopes of
the monoclonal antibodies 473HD, CS-56 and MO-225 specific for chondroitin sulfate D-type using the oligosaccharide library.
Glycobiology 2005, 15, 593–603. [CrossRef]

58. Kitazawa, K.; Nadanaka, S.; Kadomatsu, K.; Kitagawa, H. Chondroitin 6-sulfate represses keratinocyte proliferation in mouse
skin, which is associated with psoriasis. Commun. Biol. 2021, 4, 1–15. [CrossRef]

59. Rapraeger, A.; Krufka, A.; Olwin, B. Requirement of heparan sulfate for bFGF-mediated fibroblast growth and myoblast
differentiation. Science (80-.) 1991, 252, 1705–1708. [CrossRef]

60. Benito-Arenas, R.; Zárate, S.G.; Revuelta, J.; Bastida, A. Chondroitin sulfate-degrading enzymes as tools for the development of
new pharmaceuticals. Catalysts 2019, 9, 322. [CrossRef]

61. Vuong, T.T.; Prydz, K.; Tveit, H. Differences in the apical and basolateral pathways for glycosaminoglycan biosynthesis in
Madin—Darby canine kidney cells. Glycobiology 2006, 16, 326–332. [CrossRef] [PubMed]

62. Shukla, D.; Liu, J.; Blaiklock, P.; Shworak, N.W.; Bai, X.; Esko, J.D.; Cohen, G.H.; Eisenberg, R.J.; Rosenberg, R.D.; Spear, P.G. A
novel role for 3-O-sulfated heparan sulfate in herpes simplex virus 1 entry. Cell 1999, 99, 13–22. [CrossRef]

63. Trybala, E.; Peerboom, N.; Adamiak, B.; Krzyzowska, M.; Liljeqvist, J.; Bally, M.; Bergström, T. Herpes Simplex Virus Type 2
Mucin-Like Glycoprotein mgG Promotes Virus Release from the Surface of Infected Cells. Viruses 2021, 13, 887. [CrossRef]
[PubMed]

64. Adamiak, B.; Ekblad, M.; Bergström, T.; Ferro, V.; Trybala, E. Herpes Simplex Virus Type 2 Glycoprotein G Is Targeted by the
Sulfated Oligo- and Polysaccharide Inhibitors of Virus Attachment to Cells. J. Virol. 2007, 81, 13424–13434. [CrossRef] [PubMed]

65. Spear, P.G. Herpes simplex virus: Receptors and ligands for cell entry. Cell. Microbiol. 2004, 6, 401–410. [CrossRef]
66. Trybala, E.; Bergstrom, T.; Svennerholm, B.; Jeansson, S.; Glorioso, J.C.; Olofsson, S. Localization of a functional site on herpes

simplex virus type 1 glycoprotein C involved in binding to cell surface heparan sulphate. J. Gen. Virol. 1994, 75, 743–752.
[CrossRef] [PubMed]

http://doi.org/10.1128/JVI.78.14.7508-7517.2004
http://www.ncbi.nlm.nih.gov/pubmed/15220424
http://doi.org/10.1371/journal.pone.0025464
http://www.ncbi.nlm.nih.gov/pubmed/22022400
http://doi.org/10.1038/nchembio.2059
http://doi.org/10.1073/pnas.0504407102
http://doi.org/10.1371/journal.ppat.1000621
http://doi.org/10.1091/mbc.E15-04-0186
http://doi.org/10.1038/42408
http://doi.org/10.1083/jcb.200503059
http://doi.org/10.1128/JVI.79.15.9970-9981.2005
http://doi.org/10.1038/nbt.1932
http://www.ncbi.nlm.nih.gov/pubmed/21804562
http://doi.org/10.1038/s41592-018-0086-z
http://www.ncbi.nlm.nih.gov/pubmed/30104636
http://doi.org/10.1074/jbc.M503645200
http://www.ncbi.nlm.nih.gov/pubmed/16027159
http://doi.org/10.1006/abio.1999.4027
http://doi.org/10.1016/j.virol.2010.01.032
http://doi.org/10.1128/JVI.75.21.10309-10318.2001
http://doi.org/10.1093/glycob/cwi036
http://doi.org/10.1038/s42003-020-01618-5
http://doi.org/10.1126/science.1646484
http://doi.org/10.3390/catal9040322
http://doi.org/10.1093/glycob/cwj075
http://www.ncbi.nlm.nih.gov/pubmed/16394120
http://doi.org/10.1016/S0092-8674(00)80058-6
http://doi.org/10.3390/v13050887
http://www.ncbi.nlm.nih.gov/pubmed/34065826
http://doi.org/10.1128/JVI.01528-07
http://www.ncbi.nlm.nih.gov/pubmed/17928351
http://doi.org/10.1111/j.1462-5822.2004.00389.x
http://doi.org/10.1099/0022-1317-75-4-743
http://www.ncbi.nlm.nih.gov/pubmed/7512117


Viruses 2022, 14, 1836 23 of 23

67. Sieben, C.; Sezgin, E.; Eggeling, C.; Manley, S. Influenza A viruses use multivalent sialic acid clusters for cell binding and receptor
activation. PLoS Pathog. 2020, 16, e1008656. [CrossRef] [PubMed]

68. Oh, M.-J.; Akhtar, J.; Desai, P.; Shukla, D. A role for Heparan Sulfate in Viral Surfing. Biochem. Biophys. Res. Commun. 2010, 391,
176–181. [CrossRef] [PubMed]

69. Uyama, T.; Ishida, M.; Izumikawa, T.; Trybala, E.; Tufaro, F.; Bergström, T.; Sugahara K.; Kitagawa H. Chondroitin 4-O-
Sulfotransferase-1 Regulates E Disaccharide Expression of Chondroitin Sulfate Required for Herpes Simplex Virus Infectivity. J.
Biol. Chem. 2006, 281, 38668–38674. [CrossRef]

70. Sheetz, M.P.; Schindler, M.; Koppel, D.E. Lateral mobility of integral membrane proteins is increased in spherocytic erythrocytes.
Nature 1980, 285, 510–511. [CrossRef]

71. Asada, M.; Shinomiya, M.; Suzuki, M.; Honda, E.; Sugimoto, R. Glycosaminoglycan affinity of the complete fibroblast growth
factor family. BBA-Gen. Subj. 2009, 1790, 40–48. [CrossRef] [PubMed]

72. Lidholt, K.; Weinke, J.L.; Kiser, C.S.; Lugemwa, F.N.; Bame, K.J.; Cheifetz, S.; Massagué, J.; Lindahl, U.; Esko, J.D. A single
mutation affects both N-acetylglucosaminyltransferase and glucuronosyltransferase activities in a Chinese hamster ovary cell
mutant defective in heparan sulfate biosynthesis. Proc. Natl. Acad. Sci. USA 1992, 89, 2267–2271. [CrossRef] [PubMed]

73. Datta, P.; Li, G.; Yang, B.; Zhao, X.; Baik, J.Y.; Gemmill, T.R.; Sharfstein, S.T.; Linhardt, R.J. Bioengineered chinese hamster ovary
cells with golgi-targeted 3-O-sulfotransferase-1 biosynthesize heparan sulfate with an antithrombin-binding site. J. Biol. Chem.
2013, 288, 37308–37318. [CrossRef] [PubMed]

74. Fadnes, B.; Uhlin-Hansen, L.; Lindin, I.; Rekdal, Ø. Small lytic peptides escape the inhibitory effect of heparan sulfate on the
surface of cancer cells. BMC Cancer 2011, 11, 116. [CrossRef] [PubMed]

75. Hadigal, S.; Koganti, R.; Yadavalli, T.; Agelidis, A.; Suryawanshi, R. Heparanase-Regulated Syndecan-1 Shedding FacilitatesHer-
pes Simplex Virus 1 Egress. J. Virol. 2020, 94, e01672-19. [CrossRef] [PubMed]

76. Potter, D.R.; Jiang, J.; Damiano, E.R. The recovery time course of the endothelial cell glycocalyx in vivo and its implications
in vitro. Circ. Res. 2009, 104, 1318–1325. [CrossRef] [PubMed]

77. Chappell, D.; Jacob, M.; Paul, O.; Rehm, M.; Welsch, U.; Stoeckelhuber, M.; Conzen, P.; Becker, B.F. The glycocalyx of the human
umbilical vein endothelial cell: An impressive structure ex vivo but not in culture. Circ. Res. 2009, 104, 1313–1317. [CrossRef]

78. Rux, A.H.; Lou, H.; Lambris, J.D.; Friedman, H.M.; Eisenberg, R.J.; Cohen, G.H. Kinetic analysis of glycoprotein C of herpes
simplex virus types 1 and 2 binding to heparin, heparan sulfate, and complement component C3b. Virology 2002, 294, 324–332.
[CrossRef]

79. Stannard, L.; Fuller, O.; Spear, P. Herpes Simplex Virus Glycoproteins Associated with Different Morphological Entities Projecting
from the Virion Envelope. J. Gen.Virol. 1987, 68, 715–725. [CrossRef]

http://doi.org/10.1371/journal.ppat.1008656
http://www.ncbi.nlm.nih.gov/pubmed/32639985
http://doi.org/10.1016/j.bbrc.2009.11.027
http://www.ncbi.nlm.nih.gov/pubmed/19909728
http://doi.org/10.1074/jbc.M609320200
http://doi.org/10.1038/285510a0
http://doi.org/10.1016/j.bbagen.2008.09.001
http://www.ncbi.nlm.nih.gov/pubmed/18835578
http://doi.org/10.1073/pnas.89.6.2267
http://www.ncbi.nlm.nih.gov/pubmed/1532254
http://doi.org/10.1074/jbc.M113.519033
http://www.ncbi.nlm.nih.gov/pubmed/24247246
http://doi.org/10.1186/1471-2407-11-116
http://www.ncbi.nlm.nih.gov/pubmed/21453492
http://doi.org/10.1128/JVI.01672-19
http://www.ncbi.nlm.nih.gov/pubmed/31827001
http://doi.org/10.1161/CIRCRESAHA.108.191585
http://www.ncbi.nlm.nih.gov/pubmed/19443840
http://doi.org/10.1161/CIRCRESAHA.108.187831
http://doi.org/10.1006/viro.2001.1326
http://doi.org/10.1099/0022-1317-68-3-715

	Introduction 
	Materials and Methods 
	Cell Culture and Enzymatic Treatment 
	Viruses and Fluorescence Labelling 
	Epi-Fluorescence Microscopy 
	Immunofluorescence Staining and Imaging 
	Single Particle Tracking (SPT) 
	Quantification of Virus Binding 
	Viral Entry Efficiency Assay 
	Statistical Analysis 

	Results 
	Single-Particle Tracking of Individual HSV-1 Virions Reveals That Viruses Undergo Both Free and Confined Motion upon Landing on the Cell 
	CS and HS Differentially Regulate Diffusion of HSV-1 upon Landing on the Cell 
	HS and CS Differentially Influence the Attachment and Entry Efficiency of HSV-1 
	The Mucin-like Domain (MLD) of Viral Glycoprotein C Promotes Virus Diffusion 
	Deletion of the MLD on Glycoprotein C Delays Virus Entry 

	Discussion 
	Conclusions 
	References

