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Summary. - Lymphocytic choriomeningitis virus (LCMV) can establish in its host a persistent infection,
without any prominent symptoms. Even during this infection, when the infectious virions are not released,
the virus still disseminates effectively. A very effective and fast way of infection of neighboring cells utilized by
many viruses is cell-to-cell transmission. Viruses use different ways of cell-to-cell spread through the extracel-
lular space or by intracellular means through different protrusions. We have found that LCMV strain MX may
use three different types of cell-to-cell transport. Firstly, similar to vaccinia virus, it can use actin to propel the
virus towards the neighboring cell. Secondly, virus can travel through the intracellular space inside the tun-
neling nanotubes, that connect the cells even at longer distances and thirdly, the virus may travel on the surface
of the membrane of different protrusions connecting two cells. We have also proved that the cells infected by
MX strain of LCMV migrate faster than the uninfected cells or cells infected with a different LCMV strain. In
accordance with faster migration, the infected cells form more lamellipodia with high expression of keratin 1.
In this work, we have introduced three types of cell-to-cell transmission utilized by strain MX of LCMV and
showed that even if the cells are not in tight connection, the virus forces them to migrate faster to join the near-
est cell. As we show in this work, the virus may use more than one strategy to move to another cell, while each
strategy can substitute another. These ways of transmission are very fast and effective and may have a serious
impact on the host. Moreover, targeting the cell-to-cell spread, by inhibiting for instance GTPase dynamin,
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could be an effective way of virus elimination.
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Introduction

Lymphocytic choriomeningitis virus (LCMV) belongs
to the family Arenaviridae, a group of single stranded RNA
viruses. Four viral proteins are encoded by four genes. Gly-
coprotein precursor (GPC), which is cleaved after translation
into two glycoproteins, a peripheral protein GP1 and a trans-
membrane protein GP2 (Southern et al., 1987; Wright et al.,
1990), nucleoprotein (NP), the most abundant viral protein,
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Abbreviations: FA = focal adhesion; GP = glycoprotein; KF = kera-
tin filament; KFP = keratin filament precursor; K1 = keratin 1;
LCMYV =lymphocytic choriomeningitis virus; NP = nucleoprotein;
TNT = tunneling nanotubes

which encapsidates the RNA in nucleosome like structures
and together with RNA dependent RNA polymerase (L
protein) forms ribonucleoprotein, a minimal infectious unit
(Southern et al., 1987; Salvato and Shimomaye, 1989). The
last viral protein, Z-protein is a structural protein, which
forms matrix of the virus with few regulatory functions and a
ring finger structure (Salvato and Shimomaye, 1989). During
replication, the virus utilizes an unusual two stage replica-
tion strategy called ambisense replication (Southern, 1996).

The LCM virus naturally persists in the common house
mice (Mus musculus) and it circulates in its population.
Humans may be infected by inhalation of aerosols from
excretes in the nature or more commonly, during cleaning
of the cellars, attics or sheds inhabited by mice (Jahrling and
Peters, 1992; Peters et al., 1996). Infections from pet hamsters
also occur (Jahrling and Peters, 1992; Peters et al., 1996).
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Several cases of infection during transplantation have been
reported. Infections occurred after the transplantation of the
organ from an infected person with no clinical symptoms.
This may cause very serious complications and even death of
the immunosuppressed recipient patient (MMWR-Dispatch,
2005; Fischer et al., 2006; Barry et al., 2008).

LCMV causes mainly persistent infections, which are
characterized by very high expression of the viral NP and
loss of GP (Buchmeier et al., 1980; Meyer and Southern,
1997). The unusual replication strategy facilitates estab-
lishment of virus persistence, which can be sustained by
virus ribonucleoprotein composed of NP, RNA genome
and L polymerase in the absence of mature virion produc-
tion caused by lack or limited expression of glycoproteins
(Van Der Zeijst et al., 1983). LCMV is not able to produce
infectious virion particles during persistent infection, but
defective interfering particles may occur (Popescu et al.,
1976). Since there is no production of infectious particles,
virus needs to establish a different way of transmission. Such
transmission may be established by the use of cell-to-cell
contacts, which is a common way of transmission for many
viruses. Moreover, it appears to be more effective than the
usual infection by virus-receptor interaction. By this way of
transmission, the virus escapes the immune system and virus
neutralizing antibodies, and the transmission is much faster
since it doesn't always require the virus-receptor interaction
(Zhong et al., 2013).

Previously we have identified that viral NP interacts with
keratin 1 (K1), which is an intermediate filament directly
connected with desmosomes (Labudova et al., 2009). K1
may act as a carrier, along which the viral ribonucleoprotein
travels to the desmosomes, a tight cellular junction. The
virus is thus carried to a place with tight connection to the
neighboring cell where it can be transported to the target
cell. The means of transport to the neighboring cell is still
not certain, and here we describe three possible ways of
cell-to-cell transport of persistent strain MX of LCMV. We
have proved that cells infected by LCMV persistent strain
MX migrate faster than uninfected cells and enable faster
dissemination of the virus.

Materials and Methods

Viruses and cells. Lymphocytic choriomeningitis virus strain
MX was continuously propagated in persistently infected cervical
carcinoma cell line HeLa (designated as HeLa-MX, (Pastorekova
et al., 1992; Reiserova et al., 1999)). The infection was established
using a cell-free extract from MaTu cells prepared by the procedure
of Van der Zeijst et al. (1983) (Reiserova et al., 1999). HeLa cells
were infected by the strain ARM at MOI = 0.1 for 90 min. Non-
infected HeLa cells cultured in parallel were used as a control. The
cells were grown in DMEM medium containing stable 2 mmol/I

L-glutamine, supplemented with 10% fetal bovine serum (Lonza,
Belgium) and 160 pg/ml gentamicin (Lek, Slovenia) at humidified
atmosphere at 37°C in the presence of 5% CO,. The cultures were
maintained at high cell density to allow for easier virus transmission
via cell-to-cell contacts.

Antibodies. Primary antibodies: We have used undiluted hy-
bridoma medium of M87, a mouse monoclonal antibody specific
for nucleoprotein of LCMV strain MX (Pastorekova et al., 1992;
Reiserova et al., 1999). Anti-cytokeratin 1 (N-20) antibody that
recognizes keratin 1 diluted 1:200 (Santa Cruz, USA). Phalloidin
AF594 is a high-affinity F-actin probe (Thermo Fischer Scientific,
Scotland), diluted 40x. Secondary antibodies: Donkey anti-mouse
conjugated with Alexa fluor 488, diluted 1:2,000 (Life technologies,
USA). Rabbit anti-goat conjugated with Alexa fluor 594, diluted
1:2,000 (Invitrogen, USA). Goat anti mouse antibody conjugated
with 10 nm gold particles (GAM-10) (Abcam, UK) was diluted
1:4 in PBS/BSA.

Electron microscopy. Fixation: Cells were fixed with a mixture of
1% paraformaldehyd (Christine Groph, Austria) and 0.5% glutaral-
dehyde (Applichem, Germany) in 0.2 mol/l phosphate buffer (pH
7.2) at 4°C overnight. All the following steps were done at room
temperature. The fixed cells were washed with PBS with glycine
(50 mg/ml) for 30 min and then by PBS with 0.2% BSA for 30 min.

Labeling procedures: The fixed cells were incubated with the
monoclonal antibody M87 diluted 1:1 with PBS/BSA for 30 min
and washed 3 times for 10 min with PBS/BSA. Incubation with
GAM-10 diluted 1:4 in PBS/BSA was done for 30 min followed by
5 min washing with PBS/BSA, then 3 times for 15 min with PBS
and finally 3 times for 5 min with distilled water. Staining was done
with 20% uranyl acetate in distilled water for 20 min.

Embedding and staining: After the labelling, cells were dehy-
drated in a graded series of acetone (30, 50, 70, 90, 100% twice:
5 min each step), transferred into a mixture of the embedding resin
LR White (Polysciences Inc., USA) and acetone (100 %) (v/v 1:1)
for 30 min, followed by an incubation with pure resin for another
30 min. The cells were than scraped from the glass with a razor
blade into an eppendorf tube filled with resin and centrifuged for
5-10 min. The sealed capsules were polymerized for 48 h at 75°C.
Ultra thin sections were cut with a diamond knife, floated on water
and mounted on gold grids without any supporting film. Ultra-thin
sections were prepared on a LKB Ultratome ultramicrotome (LKB,
Austria). The samples were examined under a Philips EM 300
electron microscope at 80 kV (Philips, Netherlands).

Immunofluorescence. The cells were seeded on a cover slip and
maintained until the next day in DMEM media with 10% fetal calf
serum. Cells were fixed in 2% paraformaldehyde (Christine Gréph)
at RT for 20 min, washed 3 times with PBS and incubated with
3% bovine serum albumin (BSA, Applichem) in PBS for 1 h. The
primary antibody was added in appropriate dilution in PBS with
0.02% Tween 20 (Sigma-Aldrich, USA) for 1 h at 37°C. Cover slips
were washed in PBS with 0.02% Tween 20 for 10 min 3 times at RT
and secondary antibody was added. In case of double staining, the
second primary antibody was added in appropriate dilution in PBS
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Fig. 1

Actin network
Imunofluorescence of infected HeLa/MX (a, b) with a zoom of the region with NP present on the actin filaments and uninfected HeLa cells (c). Actin
network was stained with Phalloidin-AF594 (red) and viral nucleoprotein (green) with M87 antibody. Zeiss confocal microscope, magnification 630x.

with 0.02% Tween 20 for 1 h at 37°C, then the cells were washed
and both secondary antibodies were added. Incubation of secondary
antibody was done at 37°C for 1 h. The cells were washed 3 times in
PBS with 0.02% Tween 20 for 10 min 3 times at RT. The DAPI (4,
6'-diamidino-2-phenylindole; Sigma-Aldrich) staining for nuclei
was done at RT for 5 min. Cells were washed, mounted on slide and

analyzed under confocal microscope. Zeiss LSM510 laser scanning
confocal microscopy system mounted on a Zeiss Axiovert 200M
inverted microscope (Zeiss, Germany) was used. Images were taken
with Plan Apochromat 63x/1.4 oil objective and scanned at scan
speed 6, 1024 x 1024 pixels, 12-bit data depth with average mode
8x line. For the immunofluorescence of the live cells, the fixation
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Fig. 2

Tunneling nanotubes
Light microscopy (a) and double staining immunofluorescence of infected HeLa/MX (b, ¢, d). Keratin 1 is stained with anti-K1 antibody (red) and viral
NP is stained with anti-NP antibody M87 (green) (b, ¢). Actin is stained with Phaloidin-AF594 (red) and viral NP is stained with anti-NP antibody M87

(green) (d). Zeiss confocal microscope, magnification 630x.

and blocking steps were omitted. Cells grown on cover slips were
washed with PBS and then incubated with M87 antibody for 1 h at
37°C. The remaining steps were as stated previously, but the cells
were washed only with PBS. Cells were analyzed under microscope
as live cells, only in PBS without fixation. Phalloidin staining was
done after the primary antibody incubation and washing. Phalloidin
was added for 20 min at RT and washed 3 times.

Cell migration and wound healing assay. The cells were seeded
at a concentration of 5x10° cells per 6 cm diameter tissue culture
dish and cultivated in DMEM with 2% FCS. On the next day, the
medium was changed, and 10% FCS was added into DMEM. After

6 h, the cells were fixed with 2% paraformaldehyde for 20 min at
RT and immunofluorescence staining for K1 and NP was done as
stated previously. For wound healing assay, the cells were seeded at
the concentration of 1 million cells per 6 cm diameter tissue culture
dish and cultivated in DMEM with 2% FCS. On the next day, when
the cells were in a confluent monolayer, the scratch with pipette
tip was done and 10% FCS was added into DMEM. The cells were
analyzed under the light inverted microscope Axiovert 40 CFL
(Zeiss) after 0, 2, 4 and 17 h. Wound healing assay was analyzed in
AxioVision software (Zeiss) and the percentage of the uncovered
area was determined.
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Results
Viral nucleoprotein associates with actin filaments

We found that the actin network is more prominent and
richer in the infected cells than in the non-infected ones
(Fig. 1b,¢). In the infected cells, actin forms prominent cable-
like structures of mature actin. Uninfected cells form actin
cables in the lower extent, however more of the indistinct
aggregates can be seen. Viral NP is present at the ends of the
actin filaments and at the plasma membrane where the cells
are in close proximity (Fig. 1a, a zoom).

Viral nucleoprotein is present in tunneling nanotubes

By immunofluorescence we have showed that the infected
cells have numerous different tubular protrusions on their
surface (Fig. 2), what was also already proved in earlier work
by scanning microscopy (Zavada et al., 1993). Viral NP and
K1 were as well present in these structures connecting the
cells even at longer distances (Fig. 2b,c). NP can travel inside
these cellular protrusions along K1 even for long distances to
the other cells. The presence of F-actin after Phalloidin stain-
ing, proves that those structures, inside which NP travels,
are tunneling nanotubes (Fig. 2d).

The presence of viral nucleoprotein on the cell surface

Electron microscopy (Fig. 3a) shows that the virus, or at
least viral NP, is present on the cell surface. The presence of
NP was visibly prominent on the cell membrane of live cells
where the two cells were in very close contact and where the
desmosomes are present (Fig. 3b,c,e). On the cross-section of
the immunofluorescence of live infected cells from confocal
microscope, it can be clearly seen that the viral NP resides
on the cell membrane (Fig. 3e). Nucleoprotein of MX LCMV
was also present on the membrane of cellular protrusions
(Fig. 3a), suggesting the possibility for the transmission to
the neighboring cell by transport on the cellular protrusions
surface.

Faster migration of infected cells

After culturing the cells in sparse conditions and starving
in 2% FCS, we performed double staining for viral NP and
K1. We have observed a strong formation of lamellipodia in
cells infected by LCMV strain MX, while the formation of
lamellipodia in uninfected cells was very poor. We also found
a strong fluorescence of K1 in the region of leading edge of
the infected cells (Fig. 4a). It is evident by fluorescence that
infected cells form more lamellipodia (Fig. 4b,c) than the
uninfected control cells (Fig. 4d).

Using the wound healing assay, we have shown that the
LCMV infected cells migrate faster than the uninfected
ones. Moreover, the cells infected with the LCMV MX strain
causing persistent infection migrate even faster than the cells
infected by the strain ARM causing acute infection (Fig. 5).

Discussion

The main concern of the virus is to keep its population at
a certain level and disseminate effectively in the organism.
Different viruses utilize different strategies for its spread with
a various effectiveness.

LCMV strain MX, used in this study, is a persistent strain
strongly associated with the cell. It was identified in the mam-
mary tumor cells MaTu and later transferred to HeLa cells
(Pastorekova et al., 1992; Reiserovd et al., 1999; Labudova et
al., 2006). MX-infected cells contain high cytoplasmatic level
of NP and ZP and also full-length and deleted viral RNAs
(Gibadulinova et al., 1998; Reiserova et al., 1999; Tomaskova
et al., 2008). Infected cells also show the expression of GPC
and only very low level of GP1 (Tomaskova et al., 2011). In
previous work, it was proved by unsuccessful infection with
filtered medium from infected cells, that the infected cells
don't produce infectious virions (Tomaskova et al., 2011),
however, the infection was successful when using the extract
from the infected cells, assuming that the virus spreads by
cell-to-cell transmission only. However, after the cultivation
in hypoxia, the GP1 expression is induced and infectious
virions are released (Tomaskova et al., 2011).

LCMYV infection of the cell usually begins after the interac-
tion of GP1 with its receptor alpha-dystroglycan, expressed
on most cells (Cao et al., 1998). After the interaction with
the receptor, the virus enters the cytoplasm and begins to
replicate. For establishment of this type of infection, a large
quantity of the virus needs to be produced, the virion needs
to be stable to survive in the environment through which it
travels, it needs to find the appropriate receptor and escape
the immune system. Some viruses use a more effective way
of transmission - transmission through cell-to-cell contacts.
This mode of transmission has several advantages. Firstly, it
is fast, since the virus travels inside the cellular protrusions
or through the intracellular space and the virus doesn't need
to look for the receptor. Secondly, it is effective, because there
are no losses en route to the receptor, since the virus travels
inside the cell or through the intracellular space, where there
is no influence of the unfavorable environment. Thirdly, if
the virus uses a receptor, the virus is released only into the
extracellular space, where the receptor is in close proximity.
Fourthly, virus is protected from the virus neutralization
antibodies or the immune system (Zhong et al., 2013).

There are many ways of transmission by cell-to-cell con-
tacts used by different viruses. From cell-free dissemination
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Fig. 3

Presence of virions on the membrane surface
Electron microscopy of viral NP in HeLa/MX (a). Primary NP-specific antibody was used in combination with goat anti mouse Ig-Au (10 nm) secondary
antibody. Labeling is largely confirmed (arrows) to particles budding from the cell surface membrane. Bar represents 1 pm. Immunofluorescence of live
infected cells HeLa/MX (b, ¢, e) stained with NP-specific antibody (M87, green) and uninfected HeLa cells (e) taken by Leica microscope, magnification
400x and Z-stack and vertical projection by Zeiss confocal microscope, magnification 630x (e).



430

LABUDOVA, M. et al.: LCMV DISSEMINATION DURING PERSISTENT INFECTION

Fig. 4

Leading edge
Double staining of viral NP (green) and K1 (red), where the presence of K1 at the leading edge is clearly visible (a). Strong presence of leading edge in
infected HeLa/MX cells (b, ¢) compared to the uninfected cells HeLa. (d) Zeiss confocal microscope, magnification 630x.

through the extracellular space at sites of cell-cell contact,
virological synapses, immunological synapses to various ways
of using inter-cellular membrane bridges (Zhong et al., 2013).

The vaccinia virus (VV) belongs to the family Poxviridae
and causes epithelial lesions (Fenner, 1996). The viruses of
this family are characteristic for rapid cell-to-cell spread
in the epidermis and endothelium and they replicate and
spread extremely rapidly (Johnson and Huber, 2002). VV
uses microtubules, along which the intracellular mature or

enveloped virus travels (Sanderson et al., 2000) to the trans
Golgi network (Hiller and Weber, 1985; Schmelz et al., 1994)
or tubular endosomes (Tooze et al., 1993). Virions move to
the cell surface, where they are coupled to the cytoplasmatic
actin tails that produce microvilli extending from the cell
surface and projecting virions toward adjacent cell (Johnson
and Huber, 2002). Similarly, the NP of LCMV travels to the
plasmatic membrane along the K1 filaments, which was
already shown previously (Labudova et al., 2009). We found
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Cell line, time (hr)  Area of ROI % 100 Jo
HeLa, 0 hr 551818 100
HeLa, 2 hr 533945 96,8
HeLa, 4 hr 458490 83,1 75
HeLa, 17 hr 238992 433
HeLaMX, 0 hr 553902 100 50
HeLaMX, 2 hr 291422 52,6
HeLaMX, 4 hr 243507 44,0
HeLaMX, 17 hr 0 0,0 25
HeLaARM, 0 hr 557652 100
HeLaARM, 2 hr 527691 94,6 0
HeLaARM, 4 hr 441835 79,2 0 hr 2 hr 4 hr 17 hr
HeLaARM, 17 hr 99550 17,9 Hel.a I} HelLa/MX 4 HeLa/ARM
Fig. 5
Wound healing

The speed of migration of infected HeLa/MX cells, HeLa/ARM and uninfected HeLa cells. Graph represents the percentage of uncovered area after 2, 4

and 17 h.

more prominent and richer actin network in the infected cells
and viral NP associated with the ends of actin filaments. This
arrangement can point to the fact that the actin network may
be involved in the transmission of the virus similarly as in the
case of the vaccinia virus. The viral NP would use K1 to travel
to the membrane, as vaccinia uses the microtubules and then
it would be propelled by actin to the neighboring cell. Thanks
to rapid replication and this type of spread, vaccinia virus
and also other poxviruses have very rapid cell-to-cell spread,
outstripping host immune responses (Johnson and Huber,
2002). In consistence with this, it was proved that LCMV
can spread extremely fast in the gastric mucosa (Yin et al.,
1998) or epithelial airway (Dylla et al., 2008).

Another possible way of transmission is transport through
the so called “tunneling nanotubes” (TNT). TNT form a thin
membrane channels between mammalian cells (Rustom et
al., 2004), which mediate membrane continuity between
connected cells and allow direct intercellular transfer of
diverse components (Gerdes and Rustom, 2006). TNTs are
able to allow communication between dislodged cells at
longer distances (Gerdes et al., 2007). Nanotubes have the
ability of directed growth towards the target cell (Rustom
et al., 2004) and after encounter with the target cell, both
membranes fuse to form a connection (Gerdes et al., 2007).
The transport along the TNTs is driven by F-actin (Gerdes
et al., 2007) and in some types of nanotubes also by mi-
crotubules (Onfelt et al., 2006). Apart from the transfer of
small organelles, subsequent studies showed that TNTs also

facilitate the intercellular transfer of larger organelles such as
mitochondria (Koyanagi et al., 2005), membrane constitu-
ents and soluble molecules (Gerdes et al., 2007). Several lines
of experimental evidence suggest that nanotubes fulfil im-
portant tasks in the immune system by propagating calcium
fluxes between dendritic cells (Watkins and Salter, 2005), as
well as during cancer development and progression, where
they seem to facilitate the intercellular shuttling of ABC
transporters mediating multidrug resistances (Levchenko
et al., 2005). Also, they are misused for the spread of diverse
pathogens, such as prion-proteins (Magalhaes et al., 2005) or
viral components (Sherer and Mothes, 2008; Sowinski et al.,
2008; Eugenin et al., 2009). Viruses such as murine leukemia
virus or HIV-1 induce and exploit these protrusions to travel
from cell-to-cell (Eugenin et al., 2009). As the immunofluo-
rescence shows, NP was found to be located in the tunneling
nanotubes connecting two distant cells.

Another way of transmission is transmission from cell-to-
cell along the surface of the cellular protrusions — cytonemes.
Cytonemes are non-tubular bridges, with two membranes
that are tightly juxtaposed at the site of cell-cell contact and
the signal must be transduced using molecules resident at the
outer surface of the membrane (Sherer and Mothes, 2008).
Cytonemes or filopodial bridges do not connect cytoplasm
of two cells, but still enable the transport of ligands across
the outer surface (Sherer and Mothes, 2008).

In HIV-1 infection, after budding, viruses “surf” direc-
tionally along the outer surface of the linkage toward the



432

LABUDOVA, M. et al.: LCMV DISSEMINATION DURING PERSISTENT INFECTION

uninfected target cell before fusion and entry at the cell body
(Sherer and Mothes, 2008). Surfing is driven by retrograde
F-actin flow, a myosin II-driven process occurring consti-
tutively in filopodium that delivers bound substrates inward
toward the cell center (Gut et al., 2002).

As proved by immunofluorescence on live cells (Labudova
et al.,2009) and now also by electron microscopy the virus or
at least viral NP is present on the cell surface. Nucleoprotein
presence on the membrane of cellular protrusions suggests
a possible mode of transmission to the cells on longer dis-
tances by transport on the cellular protrusions surface. Viral
NP present on the membrane and during transport (in all
forms of transmission) is in the form of ribonucleoprotein,
the minimal infectious unit, which consists of NP, viral
polymerase and RNA.

Cell migration requires continuous forward movement
of the plasma membrane at the cell's front or “leading edge”
Four distinct ways of extending the membrane at the leading
edge have been described so far. In lamellipodia and filopo-
dia, actin polymerization directly pushes the plasma mem-
brane forward, whereas in invadopodia, actin couples with
extracellular delivery of matrix-degrading enzymes to clear
the path through the extracellular matrix. Membrane blebs
drive the plasma membrane forward using actomyosin and
cortical actin cytoskeleton (Ridley, 2011). Keratin-filament
(KF) network precursor formation occurs preferentially
in lamellipodia of migrating cells. Previously, after scratch
wounding, abundant keratin filament precursors (KFPs)
were seen at the leading edge of approaching cells, thereby
extending the intermediate filament cytoskeleton towards the
gap. This was also seen in single migrating cells (Kolsch et
al., 2010). Great majority of lamellipodial KFPs are located
at the distal tips of actin stress fibers until their integration
into the peripheral KF network (Windofter et al., 2004, 2006;
Woll et al., 2005). Overall, abundant KFP formation was
noted in lamellipodia containing abundant actin anchor-
ing focal adhesions (FAs) and KFP were only seen after the
establishment of FAs in emerging lamellipodia. KFPs appear
remarkably close to FAs. FAs may have a regulatory function
for KF assembly, thereby providing the basis for coordinated
shaping of the entire cytoskeleton during cell relocation and
rearrangement (Windofter et al., 2006).

In this work we have showed that the infected cells pro-
duce more lamellipodia associated with stronger expression
of keratin 1. The MX strain of LCMV may induce the for-
mation of keratin network and induce the speed of cellular
rearrangement and migration. We have also showed faster
migration of infected cells, with MX-infected cells migrating
even faster than those infected with other LCMV strains. The
infectious virions of ARM strain of LCMV are released from
the cell and the infection is established by virion-receptor
interaction, so the migration is not necessary for effective
infection of this strain.

The presence of the virus forces the cell to migrate faster
and extensively to the nearest cell to establish further dis-
semination of the virus. It is possible that the virus could
stabilize or maybe induce the expression of K1 and its for-
mation into intermediate filaments and allowing efficient
migration, maintaining thus its own fast dissemination
through the cell-to-cell contacts.

In this work, we have presented several routes that the
virus could utilize in its spread in cell culture or also in the
organism. LCMV employs a very effective and fast way of
dissemination by cell-to-cell contacts and according to our
results, we can assume that it takes advantage of more pos-
sibilities of such transmission. These three and maybe also
some other ways of transmission are not separated, and they
work together and may alter each other when one or more is
missing. Moreover, the virus is not only using the cell-to-cell
contacts for spread, but it is also able to stimulate the cell
to faster remodeling of the cytoskeletal network as well as
migration to ensure its faster spread.

These findings show that the virus uses more than one
of the transmission systems and all have a common feature,
actin and K1. From cytoskeletal network components, K1
could be used as a target for antiviral therapy, since its pres-
ence is not essential for the cell. Another possibility could
be dynamin, regulator of cytoskeleton dynamics, including
actin. It was already proved that inhibition of dynamin can
slow down or stop the transport of viral proteins (Raux et
al., 2010; Mues et al., 2015;). Inhibition of dynamins could
hinder all three cell-to-cell spread ways that LCMV strain
MX uses. Also, it could hinder the migration of infected
cells, since dynamins participate in the formation of actin-
rich structures, including lamellipodia (Ferguson and De
Camilli, 2012).

A detailed knowledge of viral transmission is important
for the future perspectives of antiviral therapy, especially in
case of persistent infection.
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