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Abstract
There are evidence showing a relationship between
host Src kinase activation and viral (CVB3) replication,
which are based on the observation that inhibition in
the enzyme activity could result in inhibition of viral
replication. The present study assessed the effect of
Src kinase inactivation on viral replication at different
stages of infection. It was observed that the Src kinase
activity is necessary for the initiation of viral replication.
In this study HeLa cell lines were treated with 5 and 10
µM herbimycin A (Src kinase inhibitor) with a time
schedule of -90´, -60´, -30´, 0´, +15´, +30´, +45´, ...
+210 minutes. All cultures were infected with CVB3 at
zero-minute (+ve sign indicates that herbimycin A was
added after infection with CVB3). The reaction was
terminated after 24 h, cells were then detached from
petri plates with trypsin/EDTA. Viral replication was
monitored using a set of specific primers and the
plaque formation unit (PFU) count. In cells pretreated
with herbimycin A before infection viral replication was
inhibited. However addition of herbimycin A after infec-
tion did not affect viral replication. 
Keywords: Coxsackie B virus, Herbimycin, Src
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Coxsackieviruses of group B (CVB) are enteroviruses
of the family Picornaviridae and the causative agents
of a variety of human diseases, from minor common
cold to fatal myocarditis and meningitis (Kandolf and
Hofchneider, 1989; McManus and Kandolf, 1991).
Coxsackievirus B3 (CVB3), a cytolytic virus, has been
shown to be capable of inducing persistent heart mus-

cle infection by restricted virus replication (Kandolf et
al., 1987). CVB3 is a small, non-enveloped and icosa-
hedral enterovirus containing a positive-sense, single-
stranded RNA genome containing about 7400-
nucleotides (Klump et al., 1990). Infection of a per-
missive host cell starts with the attachment of the virus
to a specific cell surface receptor (Raab et al., 1995).
Following entry into the cell, genomic RNA is repli-
cated by the virus-encoded RNA-dependent RNA
polymerase generating full-length, intermediate, nega-
tive-strand RNAs. New infectious positive-strand
RNAs are subsequently produced by the replication of
negative-strand RNAs. Translation occurs by a cap-
independent mechanism, yielding the viral polypro-
tein, which is processed by virus-encoded proteinases.
Interactions of viral and cellular components are nec-
essary for the production of an infectious cycle with
respect to the correct formation of protein-protein and
protein-RNA complexes in the course of infection. 

The main question raises is whether or not the above-
mentioned processes are regulated by the constituent
of the cellular signal transduction pathways as there
are several reports indicating src kinase play role in
some viral replications. Kinases of the Src family are
proteins with 500-530 amino acid residues and three
domains, namely SH2, SH3 and the catalytic domains
(sometimes called SH1). In their inactive form, these
kinases are phosphorylated at tyr-527 and for activa-
tion tyr-527 phosphor is removed by a phosphatase
activity, and another site (the tyr-416) becomes phos-
phorylated. Both the tyr-416 and tyr-527 are conserved
amino acids. The Src kinases has been reported to be
related to the viral replication process (Cohen et al.,
1992; Fukami et al., 1986; Majumder et al., 1990). For
example, in Epstein-Barr virus-infected human B-lym-
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phocytes, rapid Ca2+-dependent tyrosine phosphoryla-
tion of the cytosolic tyrosine kinase P56LCK has been
reported (Lacy et al., 1991; Flint et al., 2000). To ver-
ify such relationship, in present study, the course of
viral replication in presence of the Src kinase
inhibitors, before and after virus infection was inves-
tigated. HeLa cell line obtained from the National Cell
Bank of Iran (NCBI C115) were placed in six-well
plates in RPMI-1640 containing 10% fetal bovine
serum and incubated for 24 h at 37ºC to reach 80%
confluency. HeLa cells were used for src kinase
inhibitory studies and Vero cells (NCBI C101 ) for
PFU study. CVB3 (Nancy strain, ATCC # VR-30;
American Type Culture Collection) was maintained by
passage through HeLa cells. Inhibitory effect of her-
bimycin A, specific tyrosine kinase inhibitor,  was per-
formed by adding it (5-10 µM), before and after CVB3
infection. Herbimycin A was added at -90´, -60´, -30´,
0´, +15´, +30´, +45´,…,+240 min. All cultures were
infected with 1×105 PFU of CVB3 at time zero (nega-
tive and positive signs indicate the addition of
inhibitor, before and after infection). After 24 h, virus
was recovered from the cell suspension following
three cycles of freezing and thawing. This was follow-
ed by total RNA extraction from infected HeLa cells
using RNAX kit (Cinagen company, Iran).
Complementary-strand DNA (cDNA) was synthesized
using random hexanucleotide forward and reverse
primers, cDNA was amplified by PCR using primers
specific to a conserved region of the 2A proteinase. In
order to detect CVB3 proliferation in cells, the plaque
formation unit (PFU) of each sample was measured.
For plaque assay, Vero cells (2×105/well) were cul-
tured overnight at 37ºC under 5% CO2 in a 24-well
plate prior to infection. Cells were 90-100% confluent
at the time of titration. The medium was aspirated, and
200 µl of serially diluted virus was added to each well.
Infected plates were placed back in the incubator for
1h. Then the cells were overlaid with 1ml of 1X
DMEM in 0.5% agar (1:1 mixture of 2X DMEM at
37ºC and 1% agar at 55ºC). 72 h after infection, cells
were fixed by adding 1 ml of 10% formalin in phos-
phate buffered saline (PBS) to each well and left the
plates at room temperature for 1 h. The fixative was
poured off, and agarose plugs were removed. Cells
were stained with 500 µl 0.5% crystal violet in 20%
ethanol per well. Plates were rinsed with tap water and
plaques were counted (Fig. 1).

Results related to the detection of viral RNA in
infected HeLa cells was qualitative which is based on

the fact that, as CVB3 is a RNA(+) virus, appearance
of RNA(-), in the cell lysate can be used as index of
viral progeny production, and hence an indication of
viral replication. This was confirmed by using only
forward primer for RT-PCR. Analysis of the PCR
product on agarose gel (1.5%) shows a 460 bp frag-
ment suggesting the presence of 2A proteinase cDNA
of CVB3 (Fig. 2). Several studies show the relation
between the activity of the Src kinases and viral repli-
cation (Liu et al., 2000; Huber et al., 1997). Incubation
of the culture media in presence of herbimycin A
before viral infection revealed that there is no viral
replication (absence of viral negative strand as judged
by PCR shown in figure 2). In contrast, addition of the
inhibitor after the virus infection had no effect on viral
replication and proliferation ( Fig. 2 and Table 1).
These results further indicate the direct effect of the
Src kinase on viral replication, and support previous
reports (Lacy, 1991; Isakov and Bisinger, 2000). It has
been observed that the viruses of the Papovaviridae
(Bolen, 1984) and Herpesviridae (Kulwichi, 1998)
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Figure 1: CVB3 plaque on vero cells (A: Normal cells, B: Infect-
ed cells)



families code proteins which permanently bind mem-
bers of the Src kinase family and cause continuous
activation of the Src signal pathways, which in turn
facilitates viral replication. A regulatory role for the
Src kinase family in Coxsackievirus B3 replication has
been reported by Huber and co-workers (1997). Liu et
al. (2000) pointed out the role of P56LCK (a Src kinase
family member) in CVB3 replication in HeLa cells, T-
cells and mice heart muscle tissue. They observed no
viral replication and no pathogenecity in P56LCK-/-

(P56LCK gene is knocked out) mice.
In the present study the role played by the Src

kinase family in CVB3 replication seems to be related
mostly to the early phase of replication, therefore addi-
tion of inhibitors following infection failed to affect

the viral replication. Once replication starts, the influ-
ence of the Src kinase seems negligible, as the addition
of inhibitors could not affect viral proliferation, at least
qualitatively. In order to confirm the results, the
process can be checked quantitatively which can show
the exact role played by Src kinase in CVB3 replica-
tion. In this study, the shortest intervals for studing Src
kinase inhibitory action was 30 minutes before and
after the infection. Hence it appears that critical time
for effects of Src kinase inhibitor has been missed. It is
suggested that for better assessment of molecular
mechanism(s) of this interaction, the inhibitor to be
added in shorter time intervals for example ±5 min-
utes. By understanding this molecular mechanism it is
possible to design molecules which can interfere with
the process and leading to block viral proliferation.
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Figure 2: Analysis of RT-PCR production (reverse and forward
primers were used). Time of herbimycin A treatment is: (1)-90,
(2)-60, (3)-30, (4) 0, (5)+30, (6)+60, (7)+90, (8)+120, (9)+150,
(10)+210 minute, (11) normal HeLa cell (control), (M) Molecular
size marker.

Table 1: PFU result of infected HeLa cells in presence of  herbi-

mycin A.
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