DENV-3 and autophagy

Panyasrivanit et al, 2009) by using Western blotting to
detect the increased formation of the autophagy-associated
form of LC3, LC3-I1, in response to DENV-3 infection. To
verify the action of 3-MA, 1-Asn and rapamycin on
autophagy in control cells, we confirmed the reduction of
LC3-II in response to 3-MA (Fig. 2f), as well as the increase
of LC3-II in response to both rapamycin and L-Asn
(Fig. 2g). In L-Asn-treated cells, the normal degradation of
LC3-II that occurs upon fusion of autophagosomes with
lysosomes is prevented as fusion with lysosomes is

inhibited, resulting in accumulation of LC3-II (Eskelinen,
2005; Mizushima & Yoshimori, 2007). In response to
DENV-3 infection, a significant increase in LC3-II was
observed for up to 3 days p.i. (Fig. 2h) and examination of
earlier time points showed that increased LC3-II was
detectable as early as 6 h p.i. (Fig. 2i).

To confirm the induction of autophagy by DENV-3
infection, confocal microscopy was used to detect increased
co-localization of LC3 and LAMPI. In this analysis, cells

(@

LC3-LAMP1

NS1

DENV-3+rapamycin '

LC3-LAMP1

NS1

LC3-LAMP1-NS1

DENV-3+L-Asn

Fig. 3. Induction of autophagy in response to DENV-3 infection. (a) HepG2 cells were grown on glass coverslips and either
mock-infected or infected with DENV-3 either directly or in the presence of rapamycin or L-Asn. Cells were examined
simultaneously for the localization of LC3 (far-red), LAMP1 (green) and separately for NS1 (red) (a) or simultaneously for LC3

(blue), LAMP1 (green) and NS1 (red) in infected cells only (b).
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Table 1. Summary of Pearson correlation coefficients of LC3,
LAMP1, NS1, dsRNA and cathepsin D (CD) for DENV-3- and
DENV-2-infected cells grown in the presence or absence of
autophagy inhibitors

Pearson correlation coefficient

DENV-3 DENV-2*
LC3-LAMP1 0.334+0.04 0.3440.03
LC3-LAMP1 (rapamycin) 0.4940.01 0.5540.03
LC3-LAMPI1 (L-Asn) 0.54+0.05 0.46+0.03
LC3-NS1 0.15+0.08 0.4440.05
LC3-NS1 (L-Asn) 0.3740.03 0.5140.05
LC3—dsRNA 0.22+0.03 0.35+0.07
LC3—-dsRNA (L-Asn) 0.47+0.04 0.45+0.06
CD-dsRNA 0.28+0.05 0.1940.01
CD-dsRNA (L-Asn) 0.06 +0.05 -

*Data from Panyasrivanit et al. (2009).

were additionally stained with NS1 simultaneously to
ensure that co-localization of LC3 and LAMP1 was assessed
in infected cells. This experiment was undertaken in
parallel with cells infected with DENV-3 in the presence
of rapamycin or L-Asn and mock-infected cells. Results
showed that co-localization between LC3 and LAMPI
significantly increased in DENV-3-infected cells (Pearson
correlation coefficient 0.33, 95 9% CI 0.29-0.37) compared
with mock-infected cells (Pearson correlation coefficient
0.23, 95% CI 0.21-0.25; P=0.001) (Fig. 3a). Significantly
greater co-localization was seen in infected cells treated
with rapamycin (Pearson correlation coefficient 0.49, 95 %
CI 0.48-0.50; P<<0.001 compared with DENV-3 infected
cells) and in infected cells treated with L-Asn (Pearson
correlation coefficient 0.54, 95% CI 0.50-0.60; P<<0.001
compared with DENV-3-infected cells). A degree of co-
localization between LAMP1, LC3 and NS1 was observed
in DENV-3-infected cells (Fig. 3b).

Both LC3-1II analysis and confocal analysis of LC3-LAMP1
co-localization show that autophagy is induced in DENV-3-
infected HepG2 cells. The degree of co-localization observed
between LC3 and LAMP1 in DENV-3-infected cells was
comparable to that previously observed in DENV-2-infected
cells, as was the co-localization between LC3 and LAMP1
seen in either DENV-3- or DENV-2-infected cells treated
with either rapamycin or 1-Asn (Table 1 and Panyasrivanit
et al., 2009). We note that the level of LC3 and LAMP1 co-
localization in mock-infected cells was slightly higher in this
study than that determined previously (Panyasrivanit et al.,
2009), but it has been observed that the amount of LC3-II
(the membrane-bound form which co-localizes with
LAMPI) can fluctuate greatly when cells are cultured at
different times, even when identical conditions are used
(Mizushima & Yoshimori, 2007).

To determine whether the DENV-3 translation/replication
complex is associated with autophagic vesicles, as seen with

DENV-2 (Panyasrivanit et al, 2009), infected cells were
examined for the co-localization of LC3 and NSI protein
(Fig. 4a). A very low level of co-localization was observed
between LC3 and NS1 in DENV-3-infected cells (Pearson
correlation coefficient 0.15, 95 % CI 0.08-0.24), which is in
contrast with results seen previously with DENV-2 (Table 1
and Panyasrivanit et al., 2009). The level of co-localization
between LC3 and NS1 was significantly increased when
infection occurred in the presence of L-Asn (Pearson
correlation coefficient 0.38, 95% CI 0.35-0.41; P<<0.001).
The increase in co-localization of NS1 and LC3 in DENV-
3-infected cells in the presence of L-Asn was coupled with
increased levels of NS1 (Fig. 4b). A slight increase in NSI
levels was observed in DENV-2-infected cells in the
presence of L-Asn compared with control infection
(Fig. 4c). The low level of co-localization between NS1
and LC3 in DENV-3-infected cells and the increase in co-
localization seen when lysosomal fusion is inhibited with r-
Asn, suggests that, in contrast to DENV-2 where pre-
lysosomal vacuoles (amphisomes or autophagosomes) are
the site of translation/replication (Panyasrivanit et al,
2009), post-lysosomal fusion vacuoles (autophagolyso-
somes) may play a role in DENV-3 infection (Fig. 1).

We therefore investigated whether autophagolysosomes
were associated with NS1 in DENV-3-infected cells using
cathepsin D, a constituent of mature autophagolysosomes
(Eskelinen et al., 2002). A similar level of co-localization
between cathepsin D and NS1 was observed in DENV-3-
infected cells as the level previously found between LC3
and NS1 (Fig. 4d; Pearson correlation coefficient 0.17, 95 %
CI 0.12-0.22). Importantly, co-localization between
Cathepsin D and NS1 was significantly reduced in the
presence of L-Asn (Fig. 4d; Pearson correlation coefficient
0.084, 95% CI 0.04-0.12; P<0.05). Therefore, both the
increase in co-localization between LC3 and NS1 and the
reduction of co-localization between cathepsin D and NSI
when DENV-3 infection occurs in the presence of L-Asn
suggest that NS1 is divided between both pre- and post-
lysosomal fusion autophagic vacuoles.

These results serve to differentiate between DENV-2 and
DENV-3 infections. In DENV-2 infections, NSI is
predominantly associated with pre-lysosomal fusion
vacuoles; treatment with L-Asn to inhibit lysosomal fusion
and the formation of autophagolysosomes results in only a
marginal and non-significant increase in co-localization
between LC3 and NS1 (Panyasrivanit et al, 2009) and only
a marginal increase in the levels of NS1 (Fig. 4c). In
contrast, in DENV-3-infected cells, NS1 is associated with
both pre- and post-lysosomal fusion vacuoles and treat-
ment with L-Asn results in a significant increase in the
levels of NS1 (Fig. 4b), a significant increase in co-
localization between LC3 and NS1 (Fig. 4a) and a decrease
in co-localization between cathepsin D and NSI1 (Fig. 4d).

To investigate the location of the DENV-3 replication
complex on autophagic pre-lysosomal fusion vacuoles, the
localization of dsRNA was investigated in relation to LC3
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Fig. 4. NS1 in DENV-3-infected HepG2 cells. HepG2 cells grown on glass coverslips (a and d) or in culture (b and c) were
either mock-infected or infected with DENV-3 (a, b and d) or DENV-2 (c) in the presence or absence of L-Asn. Cells were
examined for co-localization of NS1 with LC3 (a) or NS1 with cathepsin D (d) or for the level of NS1 by Western blotting with
GAPDH as a control (b and ¢). LC3 and cathepsin D are shown as red; NS1 is shown as green.

and to LC3 and MPR. Limited co-localization was observed
between dsRNA and LC3 (Pearson correlation coefficient
0.22, 95% CI 0.19-0.25) which significantly increased in
the presence of L-Asn (Pearson correlation coefficient 0.48,
95 9% CI 0.44-0.52; P<0.001) (Fig. 5a); triple localization of
LC3, dsRNA and MPR identified the pre-lysosomal
fusion structures as amphisomes (Fig. 5b), which is also
seen in DENV-2 (Panyasrivanit et al, 2009). As with
DENV-2, ribosomal proteins were found to be co-localized
with DENV-3 dsRNA (Fig. 5¢), suggesting the capacity
for translation exists at the replication complex on
amphisomes.

To investigate the localization of the replication complex
on post-lysosomal fusion vacuoles, the co-localization of
cathepsin D and dsRNA was investigated at 24 h p.i. A
degree of co-localization was observed between dsRNA and
cathepsin D (Pearson correlation coefficient 0.28, 95 % CI
0.23-0.33); this decreased significantly when infection
occurred in the presence of L-Asn (Pearson correlation
coefficient 0.06, 95% CI 0.01-0.11; P<<0.001) (Fig. 6a),
similar to the results seen for NS1. This again suggests that
DENV-3 utilizes both pre- and post-lysosomal fusion
vacuoles as translation/replication sites, in contrast with
DENV-2, which has been proposed to use only pre-
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Fig. 5. Location of dsRNA in DENV-infected cells. HepG2 cells grown on glass coverslips were infected with DENV-3 in the
presence or absence of L-Asn and examined for either the co-localization of LC3 (red) and dsRNA (green) (a), MPR (green),
LC3 (far-red, false-coloured as blue in this figure) and dsRNA (red) (b) or ribosomal protein L28 (red) and dsRNA (green) (c).

lysosomal vacuoles. To provide further evidence to support
this hypothesis, we investigated the co-localization of
DENV-2 dsRNA and cathepsin D (Fig. 6a) and found, as
expected, that DENV-2 dsRNA shows a significantly lower
level of co-localization with cathepsin D (Pearson correla-
tion coefficient 0.19, 95% CI 0.18-0.20; P=0.007) com-
pared with DENV-3 dsRNA. To provide further evidence,
both earlier and later time points in the DENV replication
cycle were examined. At 15 h p.i., co-localization between

cathepsin D and dsRNA was significantly higher in DENV-
3-infected samples (Pearson correlation coefficient 0.227,
95% CI 0.19-0.27) than in DENV-2-infected samples
(Pearson correlation coefficient 0.104, 95% CI 0.07-0.13;
P<0.001) (Fig. 6b). Similarly, at 36 h p.i., co-localization
was higher in DENV-3-infected samples (Pearson correla-
tion coefficient 0.229, 95 % CI 0.17-0.29) than in DENV-2-
infected samples (Pearson correlation coefficient 0.093, 95 %
CI 0.06-0.12; P=0.003) (Fig. 6b).
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Fig. 6. Co-localization of cathepsin D and
dsRNA in DENV-infected HepG2 cells.
HepG2 cells grown on glass coverslips were
infected with DENV-2 or DENV-3 in the
presence or absence of L-Asn and examined
for co-localization between cathepsin D (red)
and dsRNA (green) at 24 h (a) and at 15 and
36 h (b) p.i.

We have previously shown that DENV-2 uses pre-
lysosomal fusion amphisomes as a site for translation and
replication, and that infection in the presence of L-Asn
results in an increase of intracellular and extracellular virus,
suggesting that lysosomal fusion results in loss of virus
viability (Panyasrivanit et al., 2009). As shown here, this is
in contrast with DENV-3 which uses both amphisomes and
autophagolysosomes as part of its replication strategy.
Infection in the presence of L-Asn decreases both
intracellular and extracellular virus yields, suggesting that
interaction with the autophagolysosome is required for
completion of the DENV-3 life cycle. However, while the
interaction with the autophagolysosome is beneficial in
terms of DENV-3 production, it is detrimental to the

replication complexes, as demonstrated by the increase of
NSI in DENV-3 infections in the presence of L-Asn.
Overall, our results are consistent with both DENV-2 and
DENV-3 utilizing the endosomal-autophagosomal fusion
pathway to gain entry into the cell and undertake
translation and replication (Fig. 1). However, in detail,
DENV-2 and DENV-3 employ significantly different
translation/replication strategies.

Both this study and our previous study (Panyasrivanit et al.,
2009) have investigated the interaction between DENV and
autophagy in liver cells. While the role of liver cells in the
pathogenesis of the disease has been somewhat controver-
sial, a significant body of work exists that supports the
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involvement of the liver in dengue infections (Seneviratne
et al., 2006) and we have shown previously that human
primary liver hepatocytes are able to be productively
infected by DENV (Suksanpaisan et al., 2007). However,
studies on other cell types are urgently required, particu-
larly cells of a monocyte/macrophage lineage, as these cells
are the primary mediators of dengue infection.
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Infections with dengue virus (DENV) are a significant public health concern in tropical and

subtropical regions. However, little detail is known about how DENV interacts with the host-cell
machinery to facilitate its translation and replication. In DENV-infected HepG2 cells, an increase
in the level of LC3-Il (microtubule-associated protein 1 light chain 3 form II), the autophagosomal
membrane-bound form of LC3, was observed, and LC3 was found to co-localize with dsRNA and
DENV NS1 protein, as well as ribosomal protein L28, indicating the presence of at least some of
the DENV translation/replication machinery on autophagic vacuoles. Inhibition of fusion of

autophagic vacuoles with lysosomes resulted in an increase in both intracellular and extracellular
virus, and co-localization observed between mannose-6-phosphate receptor (MPR) and dsRNA
and between MPR and LC3 identified the autophagic vacuoles as amphisomes. Amphisomes are
formed as a result of fusion between endosomal and autophagic vacuoles, and as such provide a

Accepted 13 October 2008

direct link between virus entry and subsequent replication and translation.

INTRODUCTION

With an estimated 100 million infections per year world-
wide, dengue virus (DENV), which is spread to humans by
the bite of female Aedes mosquitoes, represents a significant
public health threat in tropical and subtropical countries
(Guzman & Kouri, 2002). The DENV complex comprises
four antigenically distinct viruses termed DENV serotypes
1, 2, 3 and 4 (DENV-1 to -4), all of which can cause a wide
spectrum of disease presentation, from a relatively mild
febrile disease to a life-threatening haemorrhagic syndrome
(Malavige et al., 2004). DENV is an enveloped, positive-
sense, single-stranded RNA virus of approximately 11 kb
that encodes three structural proteins (core, pre-membrane
and envelope) and seven non-structural proteins (NSI,
NS2A, NS2B, NS3, NS4A, NS4B and NS5) in one open
reading frame (Chang, 1997). Entry of DENV into a
susceptible cell occurs primarily through receptor-
mediated endocytosis via clathrin-coated pits (Krishnan
et al., 2007) and the virus is then trafficked to endosomes
(Krishnan et al., 2007; van der Schaar et al., 2007) and fuses
with the endosomal membranes (Heinz et al, 2004)
through a pH-dependent conformational change in the
envelope protein (Modis et al., 2004; Mukhopadhyay et al.,
2005). The fate of the released nucleocapsid is largely
obscure, although it is known that, after uncoating of the
virus genome, the host-cell translational machinery is
utilized to synthesize a polyprotein precursor that is

processed co- and post-translationally by a virus-encoded
protease (NS3) and host signallases (Cahour et al, 1992).
Translation and subsequent replication of the DENV
genome occur in tight association with intracellular
membranous structures that are believed to be endoplas-
mic reticulum (ER)-derived (Clyde er al., 2006; Miller &
Krijnse-Locker, 2008; Salonen et al., 2005), although the
exact origin of these membranes remains unclear.

Autophagy is a lysosomal degradation pathway involved in
the cellular turnover of macromolecules and organelles. It
is conserved among eukaryotes and has been shown to be
important for cellular development and remodelling
(Levine & Klionsky, 2004; Meijer & Codogno, 2006), as
well as being involved in a wide range of disease processes
including cancer, neurodegeneration, innate and adaptive
immunity, heart disease, liver disease and ageing (Lerena
et al., 2008; Mizushima et al., 2008). Autophagy begins
with the sequestration of an area of the cytoplasm within a
crescent-shaped membrane called the isolation membrane,
which probably arises from a pre-existing body (Hanada
et al., 2007; Kim et al., 2002; Levine & Klionsky, 2004). This
membrane has been suggested to originate from the ER
(Dunn, 1990a) and/or from the trans-Golgi network
(Kihara et al., 2001). The isolation membrane then expands
and matures into a large, characteristically double-mem-
braned vesicle with a diameter of 500-1000 nm called an
autophagosome (Dunn, 1990a). Among the key regulators
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of this process are mTOR (a kinase target of rapamycin)
and the beclinl—class III PI3k complex (Xie & Klionsky,
2007). The execution phase of autophagy is mediated
primarily through two covalent conjugation pathways: the
covalent linkage of Atg5 and Atgl2 (Mizushima et al,
1998, 2002; Ohsumi, 2001) and the covalent lipidation of
Atg8 (called microtubule-associated protein 1 light chain 3,
or LC3, in mammalian cells) by phosphatidylethanolamine
(Kabeya et al, 2000; Ohsumi, 2001). Lipidated LC3
eventually associates with the autophagy membranes
(Kabeya et al, 2000) and as such is the only creditable
marker of autophagosomes in mammalian cells (Bampton
et al, 2005, Kimura et al, 2007). Fusion of the
autophagosome with endosomes forms structures called
amphisomes (Gordon & Seglen, 1988), whilst subsequent
fusion with lysosomes forms autophagolysosomes (Dunn,
1990b).

Recently, it has been shown that autophagy is induced
upon DENV-2 infection of Huh7 cells (Lee et al, 2008).
Biochemical inhibition of autophagy resulted in a reduc-
tion in the number of virus progeny produced, and
infection was significantly inhibited in Atg5-knockout MEF
cells, suggesting that DENV subverts the autophagic
process (Lee et al, 2008). However, the details of how
DENV affects the autophagic process remain unknown.
Given that double-membrane vesicle structures have been
associated with DENV replication (Miller & Krijnse-
Locker, 2008) and that such double-membrane structures
are a classic hallmark of autophagosomes (Dunn, 1990a), it
is possible that, similar to poliovirus (Jackson et al., 2005),
equine arteritis virus (Pedersen et al., 1999), coronavirus
and mouse hepatitis virus (Lee & Iwasaki, 2008), DENV
uses autophagic membranes as sites for virus replication.

METHODS

Cells, viruses and infection. The human hepatoma cell line HepG2
(ATCC HB-8065) was cultivated at 37 °C under 10% CO, in
Dulbecco’s modified Eagle’s medium (Gibco) supplemented with
10 % heat-inactivated fetal bovine serum (Gibco) (DMEM/FBS) and
100 U penicillin/streptomycin ml~' (PAA). For characterization of
autophagy, HepG2 cells were seeded onto glass coverslips and grown
for 24 h under standard conditions after which the growth medium
was replaced with complete growth medium or growth medium
supplemented with either 100 nM rapamycin (Sigma-Aldrich) or
100 nM rapamycin and 10 mM 3-methyladenine (3-MA; Sigma-
Aldrich).

DENV-2 strain 16681 was propagated in the Aedes albopictus-derived
cell line C6/36 (ATCC CRL-1660). The virus was partially purified by
centrifugation to remove cell debris and stored at —80 °C.

For infection of HepG2 cells, cells were grown to subconfluency and
pre-treated for 3 h with 10 mM 3-MA in DMEM/FBS or for 1 h with
100 nM rapamycin or 30 mM L-asparagine (L-Asn; Sigma-Aldrich) in
DMEM/FBS, or left untreated, and were then infected with DENV-2 at
10 p.fou. per cell for 2 h in DMEM with or without an autophagy
modulator as appropriate. After 2 h, normal growth medium (with or
without autophagy modulator as appropriate) was added and cells were
incubated under normal conditions until harvesting of the cells or
medium. Virus titres were determined by standard plaque assay as
described previously (Sithisarn et al., 2003) and intracellular virus levels
were determined as described elsewhere (Thepparit & Smith, 2004).

Indirect immunofluorescence. Approximately 3 x 10* HepG2 cells
were seeded and grown on 1 cm® coverslips under standard
conditions for 24 h, followed directly by infection with DENV-2 at
10 p.f.u. per cell for 2 h or pre-incubated for 3 h with 10 mM 3-MA
in DMEM/EBS or for 1 h with 100 nM rapamycin or 30 mM L-Asn in
DMEM/FBS before virus infection at 10 p.f.u. per cell. At various
time points, cells were washed twice with PBS and then fixed in 100 %
ice-cold methanol for 20 min. Cells were subsequently permeabilized
with 0.3 % Triton X-100 in PBS for 10 min and then washed with

Control

Rapamycin

Rapamycin + 3-MA

Fig. 1. Induction of autophagy in HepG2 cell. HepG2 cells were grown on glass coverslips and then incubated in complete
medium (control) or in the presence of rapamycin or rapamycin and 3-MA for 15 min and subsequently incubated with
appropriate primary and secondary antibodies to detect LC3 (red) and LAMP1 (green). Fluorescent signals were observed
using an Olympus FluoView 1000 confocal microscope. At least 15 fields were examined, and representative, non-contrast-

adjusted merged images are shown.
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0.03 % Triton X-100 in PBS or permeabilized, washed and then blocked
for 1 h at room temperature with 5% FBS in 0.03 % Triton X-100 in
PBS (for anti-NS1 antibody). The cells were then incubated with two or
three primary antibodies at 4 °C overnight. Following incubation, cells
were washed four times with 0.03 % Triton X-100 in PBS and incubated
with two or three appropriate secondary antibodies for 1 h at room
temperature. Subsequently, coverslips were washed with 0.03 % Triton
X-100 in PBS six times and then mounted onto glass slides. The cells
were observed under a confocal microscope.

The primary antibodies used were a rabbit polyclonal anti-MAP-LC3
antibody (Santa Cruz Biotechnology), a goat polyclonal anti-MAP-

LC3 antibody (Santa Cruz Biotechnology), a mouse monoclonal anti-
CD107a (LAMP1) antibody (BD Transduction), a rabbit polyclonal
anti-LAMP1 antibody (Abcam), a mouse monoclonal anti-DENV
NS1 antibody (Puttikhunt et al., 2003), a mouse monoclonal anti-
dsRNA antibody (J2; English and Scientific Consulting), a goat
polyclonal anti-ribosomal protein 128 antibody (Santa Cruz
Biotechnology) and a rabbit polyclonal anti-mannose-6-phosphate
receptor antibody (Abcam).

Secondary antibodies used as appropriate were rhodamine Red X-
conjugated goat anti-rabbit IgG (Jackson ImmunoResearch), fluor-
escein isothiocyanate (FITC)-conjugated donkey anti-rabbit IgG

(@) Mock

LC3 +LAMP1

NS1

(c)

DENV-2 + rapamycin

LC3 +LAMP1

NS1

(d)  penv2+ 3ma (@)

DENV-2

LC3 - LAMP1 - NS1

DENV-2 + L-Asn

Fig. 2. Induction of autophagy in response to DENV-2 infection. HepG2 cells were grown on glass coverslips and either mock
infected or infected with DENV-2 either directly (a, b) or in the presence of rapamycin (c), 3-MA (d) or L-Asn (e). Cells were
examined simultaneously for the localization of LC3 (far red) and LAMP1 (green) and separately for NS1 (red) (a, c—e) or
simultaneously for LC3 (blue), LAMP1 (green) and NS1 (red) (b), in uninfected or infected cells as indicated. Fluorescent
signals were observed using an Olympus FluoView 1000 confocal microscope. At least 15 fields were examined. Images were
merged for LC3 and LAMP1, with the NS1 signal from the same field shown merged with the bright-field view.
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(Santa Cruz Biotechnology), Cy5-conjugated rabbit anti-goat IgG
(Invitrogen), FITC-conjugated goat anti-mouse 1gG (KPL) and Alexa
Fluor 594-conjugated chicken anti-mouse IgG (Molecular Probes).

Fluorescence confocal microscope imaging and analysis.
Fluorescently labelled samples were observed under an Olympus
FluoView 1000 microscope equipped with Olympus FluoView
software version 1.6. For samples stained with two primary
antibodies, images were captured in the red (rhodamine-labelled
secondary antibodies), far-red (Cy5-labelled secondary antibodies) or
green (FITC-labelled secondary antibodies) channels. For samples
stained with three primary antibodies, images were captured in the
green (FITC-labelled secondary antibodies), red (Alexa Fluor 594-
labelled secondary antibodies) and far-red (Cy5-labelled secondary
antibodies) channels. Final images were a non-contrast-adjusted
merge of two or three channels. Where three channels were merged,
far-red images were shown as blue. Some images had a bright-field
image included in the final merge. At least 15 fields from each
coverslip were examined and a minimum of two independent
experiments was undertaken for each condition. Representative
images of selected fields are shown.

Image analysis was undertaken using the Image] analysis program
(Abramoff et al., 2004) using the PSC co-localization plug-in (French
et al., 2008) to calculate co-localization. At least 20 cells were analysed
for each condition. Results are presented in terms of Pearson
correlation coefficients, which represent the linear relationship of the
signal intensity from the green and red channels of the analysed
image. The program allowed masking of areas to be excluded from
the analysis, and uninfected cells were masked prior to analysis.
Statistical analysis of significance between datasets was undertaken by
a paired sample test using spss (SPSS Inc.) using a value of P<<0.05 for
significance.

Western blot analysis. Total proteins from mock-infected or
DENV-infected HepG2 cells were extracted and separated by PAGE
before transfer to a solid support. Membranes were blocked with 5 %

skimmed milk in TBS for 2 h at room temperature, followed by
incubation with antibodies against LC3 in 5% BSA in TBS or
glyceraldehyde-3-phosphate ~ dehydrogenase (GAPDH) in 5%
skimmed milk in TBS at 4 °C overnight. The membranes were then
incubated with appropriate secondary antibodies in 5% skimmed
milk in TBS at room temperature for 1 h. The antibodies used were a
1:3000 dilution for rabbit polyclonal anti-LC3 antibody (Novus
Biological) and a 1:800 dilution for mouse monoclonal anti-GAPDH
antibody (Santa Cruz Biotechnology), followed by a 1:3000 dilution
of horseradish peroxidase-conjugated goat anti-rabbit IgG (Pierce) or
a 1:4000 dilution of horseradish peroxidase-conjugated anti-mouse
IgG (Sigma Chemical Co.). Signals were developed using an ECL-Plus
Western Blotting Analysis kit (GE Healthcare).

Statistical analysis. Virus production data were analysed using the
GraphPad Prism program (GraphPad Software). Statistical analysis of
significance was undertaken by a paired sample test using spss with a
value of P<<0.05 for significance.

RESULTS

Autophagy in HepG2 cells

Lee et al. (2008) showed that autophagy is induced in
response to DENV infection, but the study was undertaken
in Huh7 cells. This study therefore sought initially to
establish that autophagy could be induced in HepG2 cells
and that this pathway was susceptible to manipulation in
these cells. To establish that the autophagy pathway is
viable in HepG2 cells, the localization of LC3 (a specific
marker of autophagic vacuoles) and LAMPI (a marker of
endosomal and lysosomal membranes) was examined in
control cells, in cells treated with the autophagy inducer
rapamycin (Noda & Ohsumi, 1998) and in cells treated
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Fig. 3. Induction of autophagy in response to
DENV-2 infection and effects of autophagy
modulation. (a) Western blot analysis of LC3
and GAPDH expression in mock-infected or
DENV-2-infected HepG2 cells on days 1-3
p.i. (b) Extracellular virus production of HepG2
cells infected with DENV-2 in the presence or
absence of 3-MA, rapamycin or L-Asn. Virus
yield is plotted as log virus titre £+ SD. Data were
derived from six independent replicates, with
duplicate assays of each replicate. The stat-
istical significance of virus output compared
with the control is shown. *a, P<0.001; *b,
P=0.012. (c) Intracellular virus production of
HepG2 cells infected with DENV-2 in the
presence or absence of 3-MA or L-Asn. Virus
yield is plotted as log virus titre £ Sb. Data were
derived from six independent replicates, with
duplicate assays of each replicate. The stat-
istical significance of virus yield compared with
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the control is shown. *a, P<0.001; *b,
P=0.001.
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with both rapamycin and the PI3k kinase class III inhibitor
3-MA, which inhibits autophagy (Seglen & Gordon, 1982).
Little if any co-localization was seen in control cells, whilst
co-localization was observed in rapamycin-treated cells by
15 min after the addition of rapamycin. Co-localization of
LAMPI and LC3 in response to rapamycin treatment was
completely abolished by 3-MA treatment (Fig. 1).

Induction of autophagy in response to DENV
infection

To confirm that autophagy was induced in response to
DENV-2 infection using strain 16681 as opposed to strain
PLO146 as used by Lee et al. (2008), HepG2 cells were
infected with DENV-2 strain 16681 at 10 p.f.u. per cell in
parallel with samples treated with rapamycin, 3-MA and L-
Asn, which inhibits fusion of lysosomes with autophago-
somes and amphisomes (Gordon & Seglen, 1988). An
m.od. of 10 had been determined separately to give
infection rates of greater than 90 % at 24 h post-infection
(pi.) (data not shown). At 24 h p.i., samples were
simultaneously stained with antibodies directed against
LC3, LAMPI1 and NS1. The co-localization of LC3 and
LAMP1 was examined only in cells positive for NSI
staining to ensure that only DENV-infected cells were
analysed.

The results showed an increased co-localization between
LC3 and LAMP1 in response to DENV-2 infection [mean
Pearson correlation coefficient 0.34, 95% confidence
interval (CI) 0.31-0.37] compared with mock-infected
cells (mean Pearson correlation coefficient 0.14, 95 % CI
0.13-0.15; P<<0.001; Fig. 2a). The level of co-localization
between LC3 and LAMPI1 in infected cells was signifi-
cantly increased in the presence of the autophagy inducer
rapamycin (mean Pearson correlation coefficient 0.55,
95% CI 0.52-0.58; P<<0.001; Fig. 2¢) and abolished in
the presence of 3-MA (Fig. 2d). An increase in the co-
localization of LC3 and LAMP1 over and above that seen
in infected cells was observed in cells infected in the
presence of L-Asn (mean Pearson correlation coefficient
0.46, CI 0.43-0.49; P<0.001; Fig. 2e). Western blotting
demonstrated the formation of the autophagy-associated
form of LC3, LC3-II, in response to DENV infection
(Fig. 3a). Virus yield at 24 h p.. as determined by
standard plaque assay was significantly reduced in
response to 3-MA treatment (P<<0.001) and increased
by the presence of both rapamycin (P=0.012) and 1-Asn
(P=0.012), with all experiments undertaken six times
independently, with duplicate assays of titre (Fig. 3b).
The increase in virus yield seen in the presence of L-Asn
suggested that fusion with lysosomes resulted in a degree
of virus degradation. The yield of intracellular virus,
determined as described elsewhere (Thepparit & Smith,
2004), was similarly increased in the presence of L-Asn
(P<0.001) and decreased in the presence of 3-MA
(P=0.001) (Fig. 3c).
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Fig. 4. Localization of the DENV replication complex. HepG2 cells
were grown on glass coverslips and either mock infected or
infected with DENV-2 either directly or in the presence of 3-MA or
L-Asn, and examined for the localization of LC3 (red) and either
dsRNA (green) (a) or NS1 (green) (b). Fluorescent signals were
observed using an Olympus FluoView 1000 confocal microscope.
At least 15 fields were examined, and representative, non-
contrast-adjusted merged images are shown.

Autophagy and DENV replication and translation

To investigate whether parts of the replication/translation
machinery of DENV co-localized with LC3, DENV-2-
infected cells were examined for the localization of DENV
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NSI protein and dsRNA in relation to LC3. The location of
dsRNA was detected using the antibody J2, which has
previously been established as being able to detect flavivirus
dsRNA (Weber et al, 2006), whilst NS1 protein was
detected using a well-characterized monoclonal antibody
(Puttikhunt et al., 2003).

At 24 h p.., significant levels of co-localization were
observed between dsRNA and LC3 (mean Pearson correla-
tion coefficient 0.35, 95 % CI 0.28-0.42), which was largely
eliminated by treatment with 3-MA, whilst L-Asn treatment
significantly increased the co-localization between dsRNA
and LC3 (mean Pearson correlation coefficient 0.45, 95 % CI
0.39-0.51; P=0.001; Fig. 4a). NS1 protein similarly co-
localized with LC3 in DENV-2-infected cells (mean Pearson
correlation coefficient 0.44, 95% CI 0.39-0.49), and co-
localization was again largely eliminated by treatment with
3-MA and increased when DENV-2-infected cells were
treated with L-Asn (mean Pearson correlation coefficient
0.51, 95% CI 0.46-0.56; Fig. 4b), again suggesting
degradation of virus or viral proteins upon fusion of the
autophagic vacuole with lysosomes. NS1 protein also co-
localized with both LC3 and LAMP1 (Fig. 2b).

We further investigated the co-localization of ribosomal
proteins with the presence of dsRNA to determine whether
there was translational capacity at the site of RNA
replication and found significant co-localization between
dsRNA and ribosomal proteins using an antibody directed
against ribosomal protein L28 (Fig. 5).

As a marker of both endosomes and lysosomes, LAMP1 co-
localization is unable to discriminate between the forma-
tion of autophagolysosomes (fusion of autophagosomes
with lysosomes) and amphisomes (fusion of autophago-
somes with endosomes). We therefore investigated whether
the endosomal marker mannose-6-phosphate receptor
(MPR) co-localized with dsRNA. High levels of MPR
signal were observed in mock-infected cells, and co-
localization between MPR and LC3 was more evident than
co-localization between LC3 and LAMP1 in mock-infected
cells. This may reflect either a higher level of MPR in
HepG2 cells or may simply result from differences in
antibody avidity. However, clear co-localization between
MPR and dsRNA (Fig. 6a) was observed, as well as
increased co-localization between MPR and LC3 in
infected cells (Fig. 6b), suggesting amphisomes as the site
of DENV-2 replication and translation.

To confirm amphisomes as a site of at least part of the
DENV replication complex, triple staining using antibodies
directed against MPR, LC3 and dsRNA was undertaken in
infected cells. The results (Fig. 7) showed co-localization of
these three markers.

DISCUSSION

Whilst entry of DENV into target cells by receptor-
mediated endocytosis into clathrin-coated pits and sub-
sequent pH-dependent fusion of the virus structural
envelope protein with membranes of the late endosomes

L28 ribosomal protein

Mock

dsRNA

Merge

Fig. 5. Co-localization of ribosomes with DENV dsRNA. HepG2 cells were grown on glass coverslips and either mock infected
or infected with DENV-2 and examined for the localization of L28 (red) and dsRNA (green). Fluorescent signals were observed
using an Olympus FluoView 1000 confocal microscope. At least 15 fields were examined, and representative single-channel

and merged non-contrast-adjusted images are shown.
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(@) MPR
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DENV-2

(b)

Mock

DENV-2

dsRNA Merge

Fig. 6. Investigation of amphisomes as sites of DENV replication. HepG2 cells were grown on glass coverslips and either mock
infected or infected with DENV-2 and examined for the localization of MPR (red) and dsRNA (green) (a) or MPR (green) and
LCS3 (red) (b). Fluorescent signals were observed using an Olympus FluoView 1000 confocal microscope. At least 15 fields
were examined, and representative single-channel and merged non-contrast-adjusted images are shown.

has been well documented (Allison et al, 1995;
Mukhopadhyay et al, 2005), subsequent events are less
well characterized. It is currently believed that flavivirus
genomes are released into and replicate in the cytoplasm in
close association with intracellular membranous structures
that possibly derive from the ER (Clyde et al., 2006; Miller
& Krijnse-Locker, 2008). Consistently, flavivirus infections
characteristically result in significant proliferation of rough
ER membranes, and the flavivirus replication complex has

been partly correlated with these ER membranes (Boulton
& Westaway, 1976) and with cytoplasmic vesicles and
vacuoles (Mackenzie et al., 1996), and it has been proposed
that flaviviruses bud from ER membranes and transit the
Golgi body before release from the cell (Clyde et al., 2006;
Yoshii et al., 2004).

More recently, Lee et al. (2008) showed that autophagy is
induced by DENV-2 infection in Huh7 cells, and that the
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MPR +LC3 +dsRNA

DENV-2

Fig. 7. Identification of amphisomes as sites
of DENV replication. HepG2 cells were grown
on glass coverslips and either mock infected or
infected with DENV-2 and examined simulta-
neously for the localization of MPR (green),
LC3 (blue) and dsRNA (red). The LC3 signal
was originally collected in the far-red channel
and is coloured blue for this figure. Co-
localization of all three markers is shown as
white.

induction of autophagy serves to enhance DENV replica-
tion. Inhibition of autophagy, either by biochemical
treatment with 3-MA or by knockout of Atg5 (in MEF
cells) serves to reduce the levels of infectious virus
produced (Lee et al, 2008). Similarly, as shown here,
DENV-2 induced autophagy in HepG2 cells and biochem-
ical inhibition of autophagy with 3-MA reduced virus yield,
whilst induction of autophagy with rapamycin enhanced
virus yield.

The process of autophagy initially generates double-
membraned structures called autophagosomes (Dunn,
1990a), which are capable of fusing with endosomes to
form amphisomes (Gordon & Seglen, 1988). Both
autophagosomes and amphisomes can subsequently fuse
with lysosomes to form autophagolysosomes, the primary
degradative vesicle (Dunn, 1990b). Interestingly, however,
the inhibition of lysosomal fusion with L-Asn served to
increase both intracellular and extracellular virus yield,
suggesting that lysosomal fusion of autophagic vacuoles to
form autophagolysosomes has a deleterious effect on
DENV replication. This consequently suggests that viable
virus is produced prior to lysosomal fusion on either
autophagosomes or amphisomes.

The co-localizations observed between LC3 and LAMPI,
LC3 and dsRNA, LC3 and NS1, and between NS1, LC3 and
LAMP1, as well as between ribosomal proteins and dsRNA,
located the DENV translation/replication complex on
autophagosomes, and the co-localization seen between
MPR and dsRNA, MPR and LC3, and between MPR, LC3
and dsRNA would indicate that these structures are
amphisomes, formed by the fusion of autophagosomes
and endosomes. Given the localization of the DENV
replication/translation complex on amphisomes, it is
unsurprising that subsequent fusion with lysosomes (and
their proteolytic contents) to form autophagolysosomes
results in a decrease in the number of virus progeny.

The induction of autophagic structures and the location of
part of the DENV replication/translation complex on these
structures is consistent with a considerable body of work

that locates the DENV replication complex on induced
membranes and vacuoles (Boulton & Westaway, 1976;
Mackenzie et al., 1996) and explains why modulation of
autophagy serves to modulate DENV output, as seen by Lee
et al. (2008) and ourselves in this study. As amphisomes are
formed by the fusion of endosomes and autophagosomes
(Gordon & Seglen, 1988; Gordon et al, 1992), the
identification of these structures as the sites of at least part
of the DENV replication/translation complex provides a
basis for a unified model linking DENV entry and
replication in terms of an ongoing and continual association
with membranes of an endosomal—autophagic lineage.
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Amphisomes are preautolysosomal vacuoles formed upon the
fusion of autophagosomes with endosomes, and as such represent a
critical meeting point between endocytic and autophagic pathways.
Dengue virus enters into susceptible cells by clathrin-mediated
endocytosis, and colocalization of dengue markers with markers of
both autophagic and endosomal vesicles demonstrates that amphi-
somes are a site of dengue virus replication and translation. This
work links for the first time the processes of dengue virus entry and
translation/replication, and allows for interpretation of the early
part of the dengue virus life cycle in terms of a continual associa-
tion with membranes of an endosomal-autophagosomal lineage.

Dengue virus (DENV) is the most significant arbovirus world-
wide, with some 2.5 billion people living at risk of infection. It has
been estimated that some 50 million to 100 million infections occur
each year, and infection with dengue virus is the most common
cause of hospitalizations among children in Southeast Asia. The
disease has emerged worldwide throughout tropical and subtropical
regions which are the habitat of the principal transmission vector,
Aedes mosquitoes (principally Aedes aegypri, A. albopictus and A.
polynesiensis), and dengue has emerged as a critical globally endemic
disease. To date there is no specific treatment or vaccine.

DENV is a mosquito-borne single-stranded RNA virus that
belongs to the genus Flavivirus (family Flaviviridae), a genus that
includes many important human pathogenic viruses including
yellow fever virus, West Nile virus, Japanese encephalitis virus and
tick-borne encephalitis virus. Dengue virus is comprised of four
antigenically-related serotypes called dengue serotypes 1, 2, 3 and 4
(DENT1 to DEN 4) and infection by any one of the four serotypes
can cause either a relatively benign fever, namely dengue fever, or a
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more serious disease such as dengue hemorrhagic fever (DHF) or
dengue shock syndrome (DSS).

Autophagy (macroautophagy) is a lysosomal degradative pathway
primarily functioning to turn over macromolecules and organelles in
eukaryotic cells. However, autophagy is also involved in a number
of processes including the response to cellular starvation and defense
against invading pathogens. In cases of virus infection, the interac-
tion between the autophagy mechanism and the invading virus is
thought to follow one of two routes: defense or subversion. In the
case of autophagy as a cellular defense mechanism, autophagy is
induced to clear the cell of the invading virus. However, some viruses
have adapted to evade the autophagy mechanism, by downregulating
the pathway (as occurs with herpes simplex virus). More recently
it has become clear that some viruses have evolved to subvert the
autophagy process by using the autophagic membranes as sites for
viral replication (as occurs with poliovirus) and downregulation of
autophagy results in a reduction of virus production.

Dengue virus induces autophagy in mammalian cells, and
biochemical downregulation of autophagy results in a reduction
in the amount of extracellular and intracellular virus produced. By
colocalizing a dengue virus nonstructural protein (NS1) as well as
double-stranded RNA (an essential part of the dengue replication
complex) with LC3, we identified autophagic vacuoles as a site for
at least a part of the dengue virus replication complex. In addi-
tion, extensive colocalization between L28 (a ribosomal protein)
and dsRNA provide evidence of translational capacity, and provide
a rational explanation as to why downregulation of autophagy
results in reductions in extracellular and intracellular virus levels.
Interestingly, inhibition of fusion between preautolysosomal vacuoles
and lysosomes with L-asparagine results in a significant increase in
extracellular and intracellular virus yield, suggesting that fusion of
these vacuoles with lysosomes is detrimental to dengue virus produc-
tion, and further suggesting that autophagic structures prior to
lysosomal fusion are the critical site of dengue virus replication/trans-
lation. Autophagic vacuoles prior to lysosomal fusion include both
autophagosomes and amphisomes, with amphisomes being formed
by fusion of autophagosomes with endosomes. Colocalization of
LC3, dsRNA and the endosomal marker mannose-6-phosphate
receptor (MPR) provide evidence that the dengue virus replication/
translation complex is associated with amphisomes.

Entry of DENV into mammalian cells through clathrin coated
pit-mediated endocytosis and pH-mediated uncoating of the virus

2009; Vol. 5 Issue 3
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in endosomes has been well characterized, but subsequent events
remain poorly understood. In particular, the process by which the
released nucleocapsid is targeted to the previously presumed site of
dengue virus replication (the endoplasmic reticulum) had not been
addressed. In light of our results however, it is possible to reinterpret
the ecarly part of the dengue virus life cycle by proposing that virus
entry and replication/translation occur in a tight and continuing
association with membranes of an endosomal-autophagosomal
lineage.

While the identification of amphisomes as a site for dengue virus
replication/translation complex answers some questions, a great
deal of further work remains to be done. In particular, while we
have examined the interaction between DEN2 and the autophagic
machinery, it is unclear as to whether all four dengue serotypes
interact in the same manner. Moreover our study was undertaken in
liver cells, which, as shown in much previous work, are involved in
the pathology of dengue; however, they do not represent the critical
cell type in dengue infections. More work will need to be undertaken
to determine the nature of the interaction in other cell types (in
particular cells of a monocytes/macrophage lineage) which may or
may not be similar to that seen in liver cells.

In addition to the induction of autophagy, the dengue virus
induces both ER stress and apoptosis in infected cells. Given that
both of these processes have considerable crosstalk with the autophagy
pathway, a reevaluation of those processes may be required. At this
point, whereas entry of the virus and replication/translation have
been linked, further attention to the latter stages of the dengue life
cycle will be needed.
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While the impact of the dengue viruses on liver
function is prominent as shown by hepatome-
galy, liver enzyme abnormality, occasional fulmi-
nant hepatic failure and histological changes
including hepatocellular necrosis, significant
debate exists as to the possible involvement
of the predominant cell type in the liver, hepato-
cytes, in the disease process. To address
this issue purified human primary hepatocytes
were exposed to dengue virus serotype 2 and
the production of de novo viral progeny was
established by standard plaque assay, RT-PCR
and immunocytochemistry. To investigate the
response of the primary hepatocytes to infection,
the expression of a panel of 9 cytokine genes
(IFN-B, TRAIL, MCP-1, IL-6, IL-1B, IL-8, MIP-1q,
MIP-1B3, and RANTES) was semi-quantitatively
investigated by RT-PCR and up-regulation of
TRAIL, MIP-1a, IFN-B, MIP-1B, IL-8, and RANTES
was observed in response to infection. The
induction of IL-8 in response to infection was
accompanied by the secretion of IL-8 as verified
by ELISA assay. The ability of hepatocytes to be
infected with dengue virus serotype 2 in vitro
support evidence implicating human hepato-
cytes as a target cell in cases of dengue virus
infection, and provide the first experimental
evidence to support the large number of clinical
studies that implicate the liver as a critical target
organ in severe cases of dengue infection.
J. Med. Virol. 79:300-307, 2007.
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[Halstead, 1989]. The causative agent of DF, DHF, and
DSS are the dengue viruses. These viruses are classified
in the family Flaviviridae, genus Flavivirus, and
species Dengue virus. There are four antigenically
distinct viruses, termed dengue serotypes 1, 2, 3, and
4. The dengue viruses are enveloped positive-sense
single-stranded RNA viruses of approximately 11 kb
and encode three structural proteins (core, pre-mem-
brane and envelope) and seven non-structural proteins
(NS1, NS2A, NS2B, NS3, NS4A, NS4B, and NS5) in one
open reading frame [Chang, 1997].

While the impact of the dengue viruses on liver
function is prominent as shown by high rates of
hepatomegaly [Mohan et al., 2000], liver enzyme
abnormality [Kuo et al., 1992; Nguyen et al., 1997;
Mohan et al., 2000; Wahid et al., 2000], occasional
fulminant hepatic failure [Subramanian et al., 2005]
and histological changes including hepatocellular
necrosis [Bhamarapravati, 1989] significant debate
exists as to the possible involvement of the liver in the
disease process. The liver is predominantly (80%)
composed of hepatocytes, although other cells include
Kupffer, endothelial, stellate and biliary cells. Kupffer
cells have been previously shown to be infectable by the
dengue viruses, and although the infection is not
productive, cell death occurs [Marianneau et al., 1999].
While liver cell lines are broadly permissive to dengue
infection [Lin et al., 2000b], the transformed nature of
these cells makes interpretation of the significance of
their infectablity problematic.

To address the question of whether primary human
hepatocytes can be infected, we sought to infect viable

INTRODUCTION

Approximately 2.5 billion people live in areas at risk of
infection with the dengue viruses, and up to 100 million
infections are believed to occur annually [Guzman and
Kouri, 2002]. While the majority of these infections
are believed to be asymptomatic, infection may result
in a febrile disease termed dengue fever (DF) or it
may result in hemorrhagic manifestations which are
classified as either dengue hemorrhagic fever (DHF), or
dengue shock syndrome (DSS) dependent upon severity
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human primary hepatocytes with dengue virus serotype
2 and to establish infection through the assay of progeny
viruses, the detection of both dengue virus polarity
strands as well as through indirect immunocyto-
chemistry to detect the products of dengue virus
translation. When productive dengue virus infection of
human primary hepatocytes was established, the study
further sought to determine the cellular response
of the primary hepatocytes to infection by examining
the expression of a panel of cytokine genes as well as the
specific up-regulation and secretion of the chemotactic
cytokine IL-8, a primary mediator of the inflammatory
response [Remick, 2005].

MATERIALS AND METHODS
Cells and Viruses

Primary human hepatocytes from two different
donors (batches 4F0011 and 5F0063; >95% hepatocytes)
were purchased and maintained strictly as recom-
mended by the manufacturer (Cambrex Bio Science
Walkersville, Inc., Walkersville, MD) using the appro-
priate media and reagents purchased from the
same manufacturer (HCM BulletKit, Cambrex Bio
Science Walkersville, Inc.). Approximately 2.2 x 10°
cells were seeded onto individual 12 mm diameter
collagen coated PTFE membranesin 12 well polystyrene
plates (Transwell-Col, Corning Incorporated, Corning,
NY) and incubated under 5% COs at 37°C overnight.

The human hepatoma cell line HepG2 was cultured in
DMEM (HyClone, Logan, UT) containing 10% FCS
(PAA, Pasching, Austria) 100 U/ml penicillin and 100 pg/
ml streptomycin. The cells were incubated at 37°C/10%
CO,. Dengue virus serotype 2 (strain 16681) was
propagated in the Aedes albopictus derived cell line,
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C6/36. For infection, stock virus, prepared as described
elsewhere [Suksanpaisan and Smith, 2003] was diluted
in DMEM. Cells were incubated with virus at MOI of
5 for 1.5 hr following which the cells were washed twice
and maintained in growth medium.

RNA Extraction and RT-PCR

Total RNA was extracted with Trizol reagent (Mole-
cular research center, Inc., Cincinnati, OH) according to
the manufacturer’s instructions. cDNA was synthesized
from total cellular RNA using Improm II'™ reverse
transcriptase (Promega, Madison, WI) and primer D2_R
(Table I) for dengue virus positive strand or D1 _F
(Table I) for dengue virus negative strand or with oligo
(dT),5 primer (Promega) for cytokine genes. For PCR of
dengue virus positive and negative strands, first strand
c¢DNA was amplified for 35 cycles with D1_F and D2_R
primers using Taq DNA polymerase (Promega). Cycling
condition were as follows: denaturation at 94°C for
10 sec, annealing at 57°C for 30 sec, and extension at
72°C for 1 min. Cytokine genes and 18S RNA were
amplified with 7 pmol each of specific primers pairs as
shown in Table I in a total reaction volume of 10 pl.
Cycling condition were as follows: denaturation at 94°C
for 15 sec (for IFN-f, IL-1B, MIP1-o, MCP-1, IL-8, MIP1-
B, TRAIL, RANTES, and 18S) or for 20 sec (IL-6),
annealing at 55°C for 20 sec (for IFN-, IL-18, MIP1-q,
MCP-1, IL-8, MIP1-B, TRAIL, IL-6, and 18S) or for 12 sec
(RANTES) and extension at 72°C for 30 sec (for IFN-B,
IL-18, MIP1-a, MCP-1, IL-8, MIP1-B, TRAIL, and 18S)
or for 18 sec (RANTES) or for 1 min (IL-6). Cytokine gene
first strand cDNAs were amplified for 35 cycles while
control 18S was amplified for 28 cycles. All PCR products
were separated on 1.8% agarose gels and visualized by
ethidium bromide staining.

TABLE 1. Gene Specific Oligonucleotide Primers

Primer Sequence Product size References

D1 F 5'-TCAATATGCTGAAACGCGCGAGAAACCG-3' 511 Lanciotti et al. [1992]

D2 R 5-TTGCACCAACAGTCAATGTCTTCAGGTTC-3

IFN-B 5-GATTCATCTAGCACTGGCTGG-3 186 Li et al. [2005]
5'-CTTCAGGTAATGCAGAATCC-3’

IL-1B 5-AAGCTTGGTGATGTCTGG-3' 330 Bosch et al. [2002]
5-TGAGAGGTGCTGATGTACCA-3'

MIP-1a 5-CGCCTGCTGCTTCAGCTACACCTCCCGGCAGA-3’ 195 Dumoulin et al. [1999]
5-TGGACCCCTCAGGCACTCAGCTCCAGGTCGCT-3'

MCP-1 5-TTCTCAAACTGAAGCTCGCACTCTCGCC-3' 348 Nordskog et al. [2005]
5-TGTGGAGTGAGTGTTCAAGTCTTCGGAGTT-3'

RANTES 5'-CCACATCAAGGAGTATTTCTACACC-3’ 101 Lin et al. [2000a]
5-TCTTCTCTGGGTTGGCACACAC-3'

IL-8 5-AAGAGAGCTCTGTCTGGACC-3’ 408 Bosch et al. [2002]
5-GATATTCTCTTGGCCCTTGG-3'

MIP1-B 5-GGAAGCTTCCTCGCAACTTTG-3’ 200 Chiba et al. [2004]
5-GCTCAGGTGACCTTCCCTGAA-3'

TRAIL 5'-CAATGACGAAGAGAGTATGA-3' 537 Matsuda et al. [2005]
5-CCCCCTTGATAGATGGAATA-3'

IL-6 5-CCACACAGACAGCCACTCACCTC-3' 313 Abdallah et al. [2005]
5'-CTGGCTTGTTCCTCACTACTCTC-3'

Actin 5-GAAGATGACCCAGATCATGT-3' 330
5-ATCTCTTGCTCGAAGTCCAG-3’

18s RNA 5-AAACGGCTACCACATCCAAG-3 155

5-CCTCCAATGGATCCTCGTTA-3'

J. Med. Virol. DOI 10.1002/jmv
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Indirect Immunofluorescence Microscopy

HepG2 cells were grown onto standard glass cover-
slips while human hepatocytes were grown on collagen
type I coated coverslips (Becton Dickinson, Bedford,
MA). Cells were infected with the dengue virus at MOI
5 for 1.5 hr and the cells were subsequently fixed at 0, 24,
and 36 hr post-infection with 4% paraformaldehyde at
room temperature for 30 min. The cells were then
permeabilized by incubation with 0.3% Triton X-100 in
PBS for 10 min and methanol for 5 min at room
temperature followed by incubation with 5% BSA in
PBS for 1 hr. Cells were subsequently incubated with
either a 1:10 dilution of mouse anti-dengue monoclonal
antibody HB114 [Henchal et al., 1982] or directly with a
mouse anti-dengue NS1 protein monoclonal antibody
[Puttikhunt et al., 2003] at 4°C overnight, follow by six
wash with 0.03% Triton X-100 in PBS. Samples were
then incubated with a 1:500 dilution of an anti-mouse
IgG monoclonal antibody conjugated with Alexa594
(Molecular Probes, Eugene, OR) and 20pg/ul DAPI (4'-6-
Diamidino-2-phenylindole) in 1% BSA (Molecular
Probes) for 1 hr at room temperature, follow by six
washes with 0.03% Triton X-100 in PBS. Coverslips
were mounted on glass slides with Vectashield (Vector
Laboratories, Burlingame, CA).

Human IL-8 ELISA

The concentration of IL-8 was determined using a
commercial ELISA kit (ID Labs, Inc., ON, Canada).
Culture medium from either control mock infected
or cells infected with the dengue virus at MOI 5 was
collected at 0, 12, 18, 24, and 36 hr post-infection. The
assays were performed as recommend by the manu-
facturer, and IL-8 concentration was determined by
spectrometry at 450 nm.

RESULTS

To establish if primary human hepatocytes are able to
be productively infected with the dengue virus, approxi-
mately 2.2 x 10° primary hepatocytes were seeded onto
individual 12 mm diameter collagen coated PTFE
membranes in two 12 well polystyrene plates and
incubated under 5% COg at 37°C overnight. At the same
time approximately 3 x 10° HepG2 cells were seeded
into individual wells of a 12 well tissue culture plate and
incubated overnight under 10% CO, at 37°C. Following
overnight incubation, one well of HepG2 cells was
trypsinized and cells counted and the well was shown
to contain 3 x 10° cells. Primary hepatocytes and HepG2
cells were incubated with dengue virus serotype 2 at an
MOI of 5 and cells incubated for a further 60 hr. Over
this time assays of cell number showed that infected
primary hepatocytes decreased from 1 x 10° to 1 x 10%,
or adrop of 90% (see Fig. 1a). Loss of viable cells occurred
by the hepatocytes rounding up and detaching from the
matrix support. In comparison mock infected primary
hepatocytes declined from 7 x 10* to 4 x 10* over the
same time period, a decline of some 40%, while infected

J. Med. Virol. DOI 10.1002/jmv
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HepG2 cells showed a 60% increase in cell number due to
cell proliferation. Over the 60 hr of the experiment
growth medium was sampled at 0, 6, 12, 18, 24, 36, 48,
and 60 hr post-infection and levels of infectious progeny
viruses established by standard plaque assay on LLC-
MK, cells. Experiment was undertaken independently
in duplicate with duplicate plaque assay of samples. By
60 hr a tenfold increase in virus titer over input was
observed for both primary hepatocytes and HepG2 cells
(Fig. 1b) strongly suggestive of de novo virus replication
and productive infection. The genome of dengue is a
positive sense RNA strand which can be translated
directly [White and Fenner, 1994]. As part of the
replication process an antisense (negative sense) strand
is produced that is subsequently used as a template for
further positive strand production [White and Fenner,
1994]. To establish the presence of both the positive
(sense) and negative (antisense) strands of the dengue
virus genome human primary hepatocytes and HepG2
cells were infected with dengue virus serotype 2 for 48 hr
after which total RNA was extracted and cDNA was
synthesized from total cellular RNA and subjected to
RT-PCR using dengue specific primers (Table I) as well
as primers directed against actin. Results (Fig. 1c) show
the presence of both dengue polarity strands in the
hepatocytes as well as in HepG2 cells.

As a final confirmation of productive dengue virus
infection of primary hepatocytes, translation of the
dengue genome was investigated through the detection
of both structural and non-structural dengue proteins.
While structural proteins may be present in the
infected cell as a result of the original infecting virus,
the presence of non-structural proteins would confirm
dengue virus genome translation. For this reason,
primary hepatocytes and HepG2 cells were grown
separately on microscope cover slips overnight and cells
were then infected with dengue virus serotype 2 at an
MOI of 5 and the cells were incubated for a further 0, 24,
or 36 hr after which they were subsequently fixed and
incubated with either mouse anti-dengue monoclonal
antibody HB114 [Henchal et al., 1982] or a mouse anti
dengue NS1 monoclonal antibody [Puttikhunt et al.,
2003] followed by a further incubation with an anti-
mouse IgG monoclonal antibody conjugated with
Alexab94. Samples were incubated further with DAPI
before visualization under a fluorescent microscope.
Results (Fig. 1d) show that both primary hepatocytes
and HepG2 cells show the synthesis of E protein and
NS1 protein by 24 hr post-infection. Nuclear staining
with DAPI confirmed the presence of many fragmented
nuclei in the primary hepatocytes and fragmentation
patterns were consistent with the induction of cellular
apoptosis (Fig. 2). Counting of multiple fields of cells
double stained cells (either DAPI and NS1 or DAPI and
E protein) at 24 hr gave cell infection rates of
67.74% +26.21 for NS1 and 76.57%+18.94 for E
protein, suggesting that the majority of the primary
hepatocytes were infected by 24 hr.

Having confirmed the productive infection of primary
hepatocytes by the dengue virus the study sought to
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Fig. 1. Infection of human primary hepatocytes with the dengue
virus. Panel a: Human primary hepatocytes were infected with the
dengue virus at MOI 5 (solid line) or mock infected (broken line) and cell
number counted for up to 60 hr post-infection. Error bars are s.e.m. of
two independent experiments counted in quadruplet. Panel b: Human
primary hepatocytes (broken line) or HepG2 cells (solid line) were
infected with the dengue virus and media assayed by standard plaque
assay for infectious progeny viruses. Experiment was undertaken in
duplicate with duplicate assay of virus titers, error bars represent

Time (hr., pi.)
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- - - - HEDGHE

HepG2/ N51

1* Hep/ E

1° Hep/ N51

s.e.m. Panel c¢: RT-PCR analysis of dengue virus infected and mock
infected human primary hepatocytes and HepGz2 cells to detect positive
(sense) and negative (anti-sense) dengue strands. CTR: control reaction
with no template. Panel d: Merged images of immunoflourescent
staining of dengue virus infected human primary hepatocytes (1° Hep)
and HepG2 cells using monoclonal antibodies directed against either
dengue virus E protein or dengue virus NS1 protein. Positive signal
shows red, while DAPI staining shows nuclei as blue. CTR: no primary
antibody.

Fig. 2. Primary human hepatocyte nuclei fragmentation in response to dengue virus infection. Merged
images of immunoflourescent staining of dengue virus infected human primary hepatocytes showing
nuclear fragmentation using monoclonal antibodies directed against dengue virus NS1 protein and DAPI

staining at 24 hr post-infection.
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investigate the cellular response of the primary hepato-
cytes to dengue virus infection and multiple parallel
wells of hepatocytes were infected with dengue virus
serotype 2 at an MOI of 5 for 1.5 hr. At times of 0, 12, 18,
24, and 36 hr post-infection cells were harvested and
RNA extracted and cDNA prepared. Semi-quantitative
expression profiles for IFN-f, TRAIL, MCP-1, IL-6, IL-
18, IL-8, MIP-1a, MIP-1B3, and RANTES were deter-
mined by RT-PCR using the primers given in Table I,
together with 18S RNA levels as a control. All PCR
products were separated on 1.8% agarose gels and
visualized by ethidium bromide staining. The experi-
ment was conducted in parallel with HepG2 cells, and
undertaken twice independently.

Results (Fig. 3) show similar, but not identical
induction profiles between primary hepatocytes and
HepG2 cells. In particular a significant induction of IL-6
was observed in HepG2 cells, but no message for IL-6
was detectable in primary hepatocytes. Similarly, MCP-
1 was observed to be expressed in hepatocytes, but not
HepG2 cells. IL-1p was apparently down-regulated in
primary hepatocytes, but induced in HepG2 cells. In
both cell types a significant induction of TRAIL, MIP-1q,
IFN-B, MIP-18 IL-8, and RANTES was observed.
Quantitation of the signal intensities of the various
PCR products against the 18S signal (Fig. 4) showed
that in HepG2 cells a peak of induction was observed
between 18 and 24 hr post-infection while contrast
induction in primary hepatocytes was generally lower
and without a significant peak, except for RANTES and
IL-8 which showed a sharp increase in signal between 24

Suksanpaisan et al.

and 36 hr. Accurate quantitation of bands also revealed
that the IL-1p profile was identical in both HepG2 cells
and primary hepatocytes.

From the cytokine profile it was noted that IL-8, an
important regulator of the acute inflammatory response
[Remick, 2005], was up-regulated significantly and as
IL-8 has been shown to be significantly higher in
the serum of dengue hemorrhagic patients than in
DF patients [Raghupathy et al., 1998] we sought to
determine if the increase in the message was accom-
panied by the release of IL-8 protein and so primary
hepatocytes were again infected at an MOI of 5 in
parallel with HepG2 cells. Samples of the growth
medium were sampled at 0, 12, 18, 24, and 36 hr post-
infection and assayed for immunoreactive human IL-8
using the ELISA assay. Experiment was undertaken
independently in duplicate with triplicate assay of each
sample together with control (mock infected) cells.
Results (Fig. 5) show that significant amounts of IL-8
are released from both primary hepatocytes and HepG2
cellsin response to dengue virus infection. In contrast no
IL-8 was detected in either mock infected human
primary cells or mock infected HepG2 cells.

DISCUSSION

The involvement of the liver in the pathogenesis of
dengue virus infections is the subject of some contro-
versy. While several studies have shown the presence
of high rates of hepatomegaly [Mohan et al., 2000] as
well as significant disorder of the levels of serum liver

HepG2 Prirnarv hepatome
Mack O 12 18 24 36 CIR 18
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e
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Fig. 3. Cytokine response of dengue virus infected human primary hepatocytes. Human prlmary
hepatocytes or HepG2 cells were infected with the dengue virus at MOI 5 and the expression of nine
cytokines (IFN-B, TRAIL, MCP-1, IL-6, IL-1p, IL-8, MIP-1a, MIP-1f, and RANTES) examined by RT-PCR
for up to 36 hr post—infection. 18S ribosomal RNA was used as a control.
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enzymes [Kuo et al., 1992; Nguyen et al., 1997; Mohan
et al., 2000; Wahid et al., 2000], whether these occur as a
result from the direct infection of cells of the liver or
result from a bystander effect possibly as a result of
dysregulation of the host immune responses is unclear.
Further uncertainty arises from the nature of the cell or
cells in the liver affected by the infection process.
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Fig. 5. Production of IL-8 from infected primary hepatocytes and
HepG2 cells. Human primary hepatocytes and HepG2 cells were
infected with dengue virus serotype 2 at MOI 5 and culture medium
sampled over 36 hr post-infection and levels of immunoreactive human
IL-8 assayed by ELISA assay. Solid line: HepG2 cells, broken line:
human primary hepatocytes. Mock: Mock infected primary hepato-
cytes and HepG2 cells at 0 hr post-infection. Experiment was under-
taken in duplicate with triplicate sample assay. Error bars represent
s.e.m.
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The direct involvement of the liver in the pathogenesis
of dengue has been suggested by the demonstration
of the dengue virus RNA by reverse transcription (RT)-
PCR in liver tissue samples obtained from children with
fatal DF [Rosen et al., 1999; Huerre et al., 2001], the
demonstration of dengue virus antigens in hepatocytes
[Couvelard et al., 1999; Huerre et al., 2001] as well as
the recovery of the virus from liver samples from fatal
cases of dengue [Rosen et al., 1989]. While earlier
studies based upon autopsy specimens have suggested
the involvement of both hepatocytes and Kupffer cells
[Couvelard et al., 1999; Rosen et al., 1999; Huerre et al.,
2001], this is contradicted by more recent studies that
report only the involvement of Kupffer cells [Jessie et al.,
2004]. Animal studies have similarly been contradic-
tory. Using BALB/c mice injected interperitonealy with
dengue serotype 2 obtained from a human patient,
Paes et al. [2005] found results consistent with the
involvement of hepatocytes including the detection of
viral antigens in hepatocytes as well as morphological
changes of hepatocytes and hepatocyte necrosis. In
contrast to this, an earlier study by Chen et al. [2004]
using immunocompetent C57BL/6 mice injected with a
high titer inoculation of Dengue 2 strain 16681 (the
same strain type as used in this study) found little if any
direct involvement of hepatocytes and the authors
concluded that liver injury primarily arose though the
infiltration of activated lymphocytes, especially CD8+ T
cells [Chen et al., 2004]. Other authors have suggested
that CD4+ cytotoxic T cells (CTL’s) may mediate liver
damage through bystander lysis after activation by
dengue virus infected Kupffer cells through the Fas/
FasL pathway [Gagnon et al., 1999]. Antibodies directed
against dengue virus proteins [Lin et al., 2002, 2003], or
autoantibodies [Chaturvedi et al., 2001; Lin et al., 2001;
Oishi et al., 2003] may also play a role in mediating liver
damage through mechanisms independent of direct
infection of hepatocytes. As such the question of
whether hepatocytes can be directly infected is of critical
importance in understanding the pathogenesis of
dengue virus infections.

Using isolated purified human primary hepatocytes,
this study has demonstrated that human primary
hepatocytes in vitro are able to be productively infected
with dengue virus serotype 2, and that infection results
in a significant cytokine response. There was a marked
and rapid loss of infected hepatocytes, significantly over
and above the loss seen for uninfected hepatocytes and
cells from infection experiments were observed to round
up and detach from the matrix support. In addition,
infected hepatocytes with fragmented nuclei were
observed frequently and both observations are morpho-
logically consistent with the induction of apoptosis in
infected hepatocytes. Although the induction of apopto-
sis was not verified formally in this study, the induction
of apoptosis in infected transformed hepatocytes has
been well established [Marianneau et al., 1997, 1998;
Thongtan et al., 2004] and evidence suggests that in
transformed hepatocytes induction of apoptosis occurs
through the up-regulation of TRAIL [Matsuda et al.,
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2005]. TRAIL (TNF-related apoptosis-inducing ligand
or Apo2 ligand) is a type II transmembrane protein that
triggers apoptosis mainly in tumor cells [Ashkenazi
and Dixit, 1999; Walczak et al., 1999] but has a minimal
proapoptotic effect in most normal human cells in vitro
and in TRAIL-treated animals [Wiley et al., 1995; Pitti
et al., 1996; Gura, 1997; Rieger et al., 1998; French
and Tschopp, 1999; Walczak et al., 1999]. TRAIL mRNA
is constitutively present in many tissues, unlike the
restricted expression of other proapoptotic members of
the TNF family [Wiley et al., 1995; Pitti et al., 1996].
Interestingly though, in contrast to many other cell
types hepatocytes are highly sensitive to the action of
TRAIL [Jo et al., 2000], and as such while the induction
of TRAIL seen in dengue infected transformed hepato-
cytes [Matsuda et al., 2005] may reflect the transformed
nature of these cells, the induction of TRAIL seen here
in dengue infected primary hepatocytes may well
represent a bone fide pathway of apoptotic induction in
dengue infected hepatocytes.

In addition to the transcriptional up-regulation of
TRAIL, we also noted a significant up-regulation of IL-8
which was associated with the secretion of immunor-
eactive IL-8. IL-8 is a chemotactic cytokine responsible
for inducing chemotaxis, which is the directed migration
of cells to a site of inflammation and IL-8 is a chemo-
attractant for neutrophils, basophils, and lymphocytes
[Mantovani et al., 1992]. Up-regulation of IL-8, together
with RANTES, MIP-1a, MIP-1B, has been reported
previously for dengue infected HepG2 cells [Medin et al.,
2005] consistent with the results found here for both
HepG2 and primary hepatocytes. IL-8 has been reported
to be found at significantly higher levels in the serum
of DHF patients with severe grade fever than in DF
patients [Raghupathy et al., 1998].

As such, these results suggest that the role of the liver
in severe DF infections may well be underestimated. Itis
likely that the combination of a significant cytokine
response, coupled with the early induction of cell death
will serve to limit the spread of the virus both by the
direct removal of apoptotic cells by recruited phagocytic
cells as well as the provision of a dead end host cell for
free viruses [Marianneau et al., 1999]. In particular
these results may serve to explain the discrepancy
between the high proportion of liver abnormality as
evidenced by liver enzyme levels [Kuo et al., 1992,
Nguyen et al., 1997; Mohan et al., 2000; Wahid et al.,
2000] and the low levels of liver damage seen in classical
autopsy studies [Bhamarapravati, 1989; Subramanian
et al., 2005]. Given that fatalities occur commonly 7—
10 days after infection [Malavige et al., 2004] the
evidence of significant hepatocyte loss may not be
detectable without significantly more refined studies,
leading to an underestimation of the effects of liver
involvement in the pathobiology of dengue infections.
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Abstract

Background: Despite infections by the dengue virus being a significant problem in tropical and
sub-tropical countries, the mechanism by which the dengue virus enters into mammalian cells
remains poorly described.

Methods: A combination of biochemical inhibition, dominant negative transfection of Eps|5 and
siRNA mediated gene silencing was used to explore the entry mechanism of dengue into HepG2
cells.

Results: Results were consistent with entry via multiple pathways, specifically via clathrin coated
pit mediated endocytosis and macropinocytosis, with clathrin mediated endocytosis being the
predominant pathway.

Conclusion: We propose that entry of the dengue virus to mammalian cells can occur by multiple
pathways, and this opens the possibility of the virus being directed to multiple cellular
compartments. This would have significant implications in understanding the interaction of the
dengue virus with the host cell machinery.

Background shown to enter cells via clathrin coated pits [8-10]. How-

While most animal viruses enter into cells by receptor
mediated endocytosis in clathrin coated pits [1,2], evi-
dence to date suggests that the normal mechanism of den-
gue virus entry into both insect and mammalian cells is by
direct fusion of the virus with the cell membrane [3-6],
although endocytosis of dengue viruses has been observed
with neutralization escape mutants [5], in the presence of
neutralizing antibodies [6] as well as in the non-target cell
line Hela [7]. These results are somewhat contradictory to
results with other flaviviruses, and both Japanese
encephalitis virus (JEV) and West Nile virus have been

ever, the majority of the studies undertaken to date on the
dengue viruses have been based upon electron micros-
copy ultrastructural studies [4-6] or non-target cells [7]
and as such no comprehensive direct biochemical or
genetic analysis of the entry mechanism of the dengue
virus has yet been undertaken.

Methods

Cells and viruses

HepG2 and Vero cells were maintained as previously
described [11-13] Dengue serotypes 1 (strain 16007), 2
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(strain 16681), 3 (strain 16562) and 4 (strain 1036) were
propagated in Vero cells and purified as described previ-
ously [11,12].

Cytotoxicity assessment by Annexin V staining

Confluent HepG2 cells were pretreated at 37°C with
either 20 uM cytochalasin D or 30 pg/ml nystatin for 2 hr,
or with 15 pug/ml chlorpromazine or 3 mM amiloride or
50 uM LY294002 or 0.2 uM wortmannin for 1.5 hr with
80% DMSO for 20 hours as a positive control. Cells were
then trysinized and subsequently washed twice with cold-
PBS. Cells were then washed with binding buffer (BD Bio-
sciences Pharmingen, San Diego, CA) and resuspended in
binding buffer. Annexin V-FITC (BD Biosciences
Pharmingen, San Diego, CA) was added to the cell sus-
pensions and samples were incubated in the dark for 15
min before analysis by flow cytometry (BD FACSCalibur
#E6361).

Biochemical inhibition of dengue entry

Confluent HepG2 cells were pretreated at 37 °C with chlo-
rpromazine, amiloride, wortmannin or LY294002 for 30
min or with cytochalasin D or nystatin for 1 hr. The cells
were infected with each dengue serotype in either in the
presence or absence of the appropriate inhibitor at an
MOI of 1, for 1 hr at 37°C. The extracellular viruses were
then inactivated by acid glycine (pH3) treatment [14]. The
infected cells were further grown for one propagation
cycle minus two hours with the exact time dependent
upon the dengue serotype as determined previously [12],
and the number of infected cells determined by our adap-
tation of the standard plaque assay [15]. Experiments
were undertaken independently in triplicate with dupli-
cate plaque assay of samples.

Epsl5 transfection, infection and indirect
immunofluorescence microscopy

Plasmid constructs of dominant negative (DIIl and EH29)
and control (D3A2) Epsl5 were kindly provided by A.
Benmerah (Department of Infectious Diseases, Institut
Cochin, Paris, France). Transfections of HepG2 cells were
undertaken using lipofectamine2000 (Invitrogen, OR.,
USA). Briefly, 3 ng of the appropriate plasmid DNA was
complexed with 4 pl of lipofectamine2000 for 30 min at
room temperature and then added to HepG2 cells pre-
grown to 70-80% confluency on glass coverslips. The cell/
complex mix was incubated at 37°C, 10% CO, for 2 days.
Transfection efficiencies routinely exceeded 70% effi-
ciency as determined by counting of multiple fields.
Transfected cells were subsequently infected with dengue
virus serotype 1, 2, 3 or 4 at an MOI of 20 for 1.5 hr fol-
lowed by acid glycine (pH3) treatment to inactivate un-
internalized viruses [14] and incubated for 15 hrat 37°C,
10% CO,. A further set of cells were serum starved for 30
min and incubated with 5 pg transferrin conjugated with
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Alexa 594 (Molecular Probes, OR) at 37°C for 30 min fol-
low by acid glycine treatment.

Both dengue infected and transferrin treated transfected
cells were fixed with 4% paraformaldehyde for 30 min at
room temperature. Transferrin control cells were directly
mounted with Vectashield (Vector Laboratories, Inc., CA)
while dengue virus infected cells were further permeabi-
lized with 0.3% TritonX-100 and methanol. Nonspecific
binding was blocked by incubation with 5% BSA for 1 hr
at room temperature. Cells were incubated with an anti-
dengue E protein monoclonal antibody, HB-114 [16] at
4°C overnight. After six washes with 0.03% TritonX-100
in PBS cells were incubated with a chicken anti-mouse IgG
conjugated with Alexa 594 (Molecular Probes, OR) for 1
hr at room temperature and subsequently washed with six
washes of 0.03% TritonX-100 in PBS before mounting
with Vectashield (Vector Laboratories, Inc., CA).

siRNA design and generation

Target sites on clathrin heavy chain (GenBank accession
number NM_004859) and the green fluorescent protein
(GFP; GenBank accession number U50974) were deter-
mined using the on-line tool from Ambion, Austin, TX
http://www.ambion.com/techlib/misc
siRNA_finder.html and the selected sequences were sub-
jected to siRNA template design to generate DNA oligonu-
cleotide sequences for use with the Silencer™ siRNA
Construction kit (Ambion). Six templates for siRNA gen-
eration were selected:

siCHC1: 298-AACCCAGCAACATTGGCITC-318
siCHC2: 411-AAGTAATCCAATTCGAAGACC-431
siCHC3: 484-AAAGCTGGGAAAACTCTTCAG-504
siCHC4: 1951-AATAATCGCCCATCTGAAGGT-1971
siCHC5:3544-AATGAACCTGCGGTCTGGAGT-3564
siGFP: 295-AAAGATGACGGGAACTACAAG-315

Numbering indicates the corresponding position of the
selected 21 nucleotide sequence in the open reading
frame of NM_004859 (siCHC1 to siCHC5) or U50974
(siGFP). All sequences were searched against the NCBI's
database to confirm specificity. Sense and antisense DNA
templates were chemically synthesized (BioBasic, Can-
ada) and following the kit instructions based on in-vitro
transcription, the siRNAs were produced and quantified
by spectrophotometry.
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siRNA transfection

HepG2 cells were maintained in Dulbecco's modified
Eagle's medium (DMEM) supplemented with 10% heat-
inactivated fetal bovine serum without antibiotics.
Reverse transfections according to the manufacturers pro-
tocols were performed with Lipofectamine™RNAIMAX
(Invitrogen, Carlsbad, CA) by mixing the respective siRNA
and 1.2 pl of Lipofectamine™RNAiMAX and adding to a
single well of a 24 well plate. After 20 minutes of incuba-
tion at room temperature, a suspension of 5 x 104 HepG2
cells was added and cell: complex mixtures incubated
under standard conditions. Mock transfections (lipo-
fectamine only) were performed in parallel. All transfec-
tions were undertaken in a final volume of 600 pl with
siRNA at a final concentration at 50 nM. Transfections
were harvested at 1 to 4 days post-transfection.

RNA extraction and RT-PCR analysis

Transfected cells from a single well of a 24-well plate were
homogenized in 0.5 ml Trizol reagent (Molecular
Research Center, Cincinnati, OH) and RNA purified as
recommended by the manufacturer. For the RT-PCR anal-
ysis, an oligo(dT),, primer was used to synthesize first
strand ¢cDNA using ImpromlII™ reverse transcriptase
(Promega, Madison, WI). The cDNA was then amplified
in a multiplex reaction with 2 specific primer pairs for
CHC (CHCf: 5'-AAGCTCATCTTTGGGCAGAA-3'; CHCr:
5-GAGACAGCACCATCAGCAAA-3") and GAPDH (GAP-
DHf: TTGGTATCGTGGAAGGACTCA-3'; GAPDHr: 5'-
ACCACCTGGTGCTCAGTGTAG-3') as an internal con-
trol. Expected products were 343 bp (GAPDH) and 222
bp (CHC) Cycle conditions were 94 °C for 3 minutes fol-
lowed by 20 cycles of 94°C for 30 seconds, 58°C for 45
seconds and 72°C for 45 seconds followed by a final
extension of 72°C for 7 minutes. PCR products were ana-
lyzed on 1.8% agarose gels containing ethidium bromide.

Infection of siRNA silenced HepG2 cells

HepG2 cells (5 x 104) were grown on coverslips in single
wells of a 24 well plate and transfected as above with
either siRNAs as stated or mock transfected. At day 3 post
transfection cells were infected with dengue virus serotype
2 MOI 20 for 2 hours followed by an acid glycine wash
and subsequently incubated for 15 hours under standard
conditions. Dengue virus E protein was detected as
described above except that cells were also stained with
DAPI. Parallel non-infected samples were incubated with
transferrin as described above and were additionally
stained with DAPI. Where biochemical inhibition was
used in conjunction with siRNA silencing, samples were
treated with 0.2 uM wortmannin for 30 minutes immedi-
ately preceding dengue virus infection.

http://www.jbiomedsci.com/content/16/1/17

Results

Effect of endocytosis inhibitors on dengue virus entry

To investigate the mechanism of dengue virus internaliza-
tion into HepG2 cells, cells were pre-treated with cytoch-
alasin D, amiloride, LY294002 or wortmannin to inhibit
macropinocytosis, nystatin to inhibit caveolae mediated
entry or chlorpromazine to inhibit clathrin-coated pit
mediated. Prior to the infection experiment cells were
incubated with a range of concentrations of the inhibitors
to assess cytotoxicity. Cytotoxicity was initially assessed by
cellular morphological changes under light microscopy
(data not shown). Working concentrations (the highest
concentration without apparent cytotoxicity) were estab-
lished as: cytochalasin D at 20 uM, amiloride at 3 mM,
LY294002 at 50 uM, wortmannin at 0.2 pM, nystatin 20
puM at 30 uM and chlorpromazine at 15 uM (HepG2). The
lack of cytotoxicity at these concentrations was confirmed
by Annexin V staining and flow cytometry (Figure 1).

To determine the effects of the various inhibitors on den-
gue virus entry, cells were pre-incubated for 1 hr with cyto-
chalasin D or nystatin and for 30 min with
chlorpromazine, amiloride, wortmannin or LY294002 at
the concentrations determined above, following which
the cells were incubated separately with all four dengue
virus serotypes individually at an MOI of 1 for 1 hr follow-
ing which the virus: cell mixtures were treated with acid
glycine pH3 to inactivate any uninternalized viruses [14].
Cells were incubated under optimal growth conditions for
a time equivalent to one virus replication cycle minus 2 hr
based on our previous data for each serotype in HepG2
cells [12] following which the cells were briefly
trypsinized, serially diluted and plated onto pre-grown
cell monolayers and overlaid with agarose/nutrient
medium as previously described for this adaptation of the
standard plaque assay [15]. All experiments were under-
taken independently in triplicate with duplicate assay of
infected cell number.

Results (Figure 2) show that inhibition of caveolae medi-
ated endocytosis with nystatin results in a relatively uni-
form increase in the number of dengue virus infected cells
for all serotypes, while inhibition of clathrin coated pit
mediated endocytosis with chlorpromazine results in a
significant reduction in the number of dengue infected
cells for all four serotypes although the magnitude of the
effect is variable. Inhibition of macropinocytosis with
cytochalasin D, amiloride, LY294002 or wortmannin
showed a broad range of effects depending upon the spe-
cific inhibitor used, as well as to some extent the serotype
of the dengue virus (Figure 2).

Given that this study as well as our previous studies inves-
tigating dengue virus entry into HepG2 cells [11-
13,15,17-20] have routinely employed acid glycine
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Cytotoxicity assessement of biochemical inhibitors. Flow cytometry histograms of HepG2 cells treated with working
concentrations of cytochalasin D (C); amiloride (A); nystatin (N); chlorpromazine (Ch) LY294002 (L); wortmannin (W) or

treated with 80% DMSO (+) or untreated (-).

washes [14] to inactivate uninternalized viruses, we
sought to determine whether this would materially affect
the inhibition studies. The effect of acid glycine treatment
was assessed by pre-incubating HepG2 cells with one the
inhibitors (15 puM chlorpromazine) or with medium
alone as a control. Cells were then infected with dengue
virus serotype 2 at MOI of 1 in presence or absence of the
inhibitor following which cells were either treated with
acid glycine (pH3) or subjected to three washes with PBS.
Numbers of infected cells were determined by our adapta-
tion of standard plaque assay [15]. Results showed that
washes with acid glycine did not increase virus entry due
to promoting viral fusion at the cell surface (Figure 3).

Dominant negative inhibition of clathrin coated pit
endocytosis

Given that biochemical inhibitors can cause broad spec-
trum effects, we further sought to specifically knock out
clathrin-dependent endocytosis using over-expressing
dominant negative mutants of Eps-15 [21-23] which are
able to effectively inhibit clathrin-mediated endoctyosis
without affecting non-clathrin pathways [24]. HepG2
cells were transfected with either control (D3A2) or dom-
inant negative mutants (DIIl and EH29) of the Eps15 pro-
tein fused to GFP as well as the vector containing GFP
only. Transfection with Lipofectamine2000 routinely
resulted in transfection efficiencies of greater than 70%
(data not shown). Transfected cultures were either
infected with each of the four dengue virus serotype indi-
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Figure 2

Effects of biochemical inhibitors of endocytosis on dengue virus entry. HepG2 cells were pre-incubated with cytoch-
alasin D (C); amiloride (A); nystatin (N); chlorpromazine (Ch) LY294002 (L); wortmannin (W) or not pre-incubated (+) and

subsequently infected with each serotype of the dengue viruses in the presence or absence of the respective treatment. Results
are shown as a percentage of infected cells compared to control (100%). Error bar represent SEM of three independent exper-

iments assayed in duplicate.
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Figure 3

Effect of acid glycine wash. HepG2 cells were infected in
the presence or absence of chlorpromazine (Ch) with our
without an acid glycine wash. Results are shown as number of
infected cells. Error bars represent SEM of three independent
experiments assayed in duplicate.

vidually at MOI of 20, or incubated with Alexa 594 conju-
gated-transferrin  before incubation and fixation.
Visualization of signal was undertaken by incubating den-
gue infected samples with a primary monoclonal anti-
body directed against dengue E protein followed by
incubation with a chicken anti-mouse IgG conjugated
with Alexa 594.

Results show that both dominant negative Eps15 mutants
(DII and EH29) significantly excluded the entry of trans-
ferrin (Figure 4). However, while the two mutants pre-
dominantly excluded entry of all four dengue serotypes
(Figure 4), numerous examples of dengue virus entry in
the presence of expression of the dominant negative
mutants were observed (Figure 5). Quantitation by count-
ing multiple fields (n > 30) suggested that 15- to 20% of
cells expressing either of the mutants were positive for
dengue virus entry for each serotype. In contrast, only
scattered cells were seen to be potentially positive for
transferrin entry in the presence of the mutants, and these
were possibly due to cells overlaying each other.
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Figure 4
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Immunofluorescence of dengue infection and dominant negative mutant of Epsl5. HepG2 cell were transfected
with either of two dominant negative Eps|5 mutants (DIl or EH29) or a wild type Eps|5 clone (D3A2) all fused to GFP or
pPEGFP as control, followed by infection with each dengue virus serotype individually or Alexa 594 conjugated-transferrin. Den-
gue infected samples were subsequently incubated with a mouse monoclonal antibody directed against dengue E protein and an
Alexa 594 conjugated chicken anti-mouse IgG antibody. Signal from Alexa 594 (red) and GFP (green) were observed under a

fluorescent microscope. Merged images are shown.

siRNA mediated inhibition of clathrin heavy chain
expression

Given the significant entry of the dengue virus in the pres-
ence of over-expressing dominant negative mutants of
Epsl5, it is possible that either entry was occurring via
multiple pathways, or the Eps15 mutants were not com-
pletely inhibiting clathrin mediated entry. To further
explore this, RNA interference was used to down regulate
the expression of clathrin heavy chain, an integral part of
the clathrin vesicle [25]. Five different siRNAs (siCHCs)
against human clathrin heavy chain (GenBank accession
number NM_004859) were generated using in vitro tran-
scription together with 1 siRNA targeted to the green fluo-
rescent protein (GFP; GenBank accession number

U50974) for use as a control. To confirm all siRNAs were
double-stranded, an aliquot of each siRNA was treated
with RNaselll which digests double-stranded RNA or
RNaseA which digests single-stranded RNA. All siRNA
constructs were confirmed to be off the appropriate size
and to consist of dsRNA (data not shown).

To optimize the silencing of the expression of the clathrin
heavy chain, the 5 different siCHCs were transfected into
HepG2 cells in parallel with transfections of siGFP and
lipofectamine alone (mock). On days 1 to 4 days post-
transfection, cells were harvested and RNA extracted. Mul-
tiplex RT-PCR was undertaken to detect messages from
GAPDH and clathrin heavy chain (CHC) simultaneously
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Figure 5
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DEN-3

Entry of the dengue virus in the presence of dominant negative mutants of Eps|5. Examples of cells positive for
both dominant negative mutants of Eps|5 (DIIl or EH29)-GFP (green) and dengue virus infection (red). Merged images are

shown.

and results analyzed by agarose gel electrophoresis. Exper-
iments were undertaken independently in triplicate.

Results showed a constant signal for GAPDH and the
clathrin heavy chain (CHC) for mock and siGFP transfec-
tion (Figure 6). Message for clathrin heavy chain was seen
to be significantly reduced for all transfections, with the
greatest signal reduction being seen on day 3 post infec-
tion and for siCHC3 and siCHC5 (Figure 6).

Dengue virus serotype 2 infection of clathrin heavy chain
silenced HepG2 cells

Optimal silencing of clathrin heavy chain expression was
noted at day 3 post transfection with siRNA constructs
siCHC3 and siCHCS5. These two siRNAs were again trans-
fected into HepG2 cells as above in parallel with transfec-
tions of siGFP and mock (transfection agent only) and on
day 3 post transfection cells were infected with dengue
virus serotype 2 and an MOI of 20 and cells allowed to
grow for 15 hours (the time for one replication cycle of
dengue serotype 2 minus two hours) under optimal con-
ditions. At 15 hours cells were either analyzed by micros-
copy or by our adaptation of the standard plaque assay
[15] to determine the number of infected cells. Both
microscopy and determination of infected cell number
were undertaken independently in triplicate.

Consistent with our results with transfections of domi-
nant negative constructs of Eps15, a significant reduction
of transferrin entry was seen with siCHC transfections, but
not with mock or siGFP (Figure 7). Dengue virus serotype
2 entry was observed for mock and siGFP transfections
(Figure 7). While transfections of siCHC constructs again
reduced dengue virus entry significantly, entry of the virus
was still observed. Levels of entry of the dengue virus sero-
type 2 in siCHC transfected cells was again observed to be
on the order of 15 to 20% of cells as determined by count-
ing multiple microscope fields (n > 30).

Results of dengue virus entry as seen by our adaptation of
the standard plaque assay [15] were consistent with the
results observed by microscopy. We observed a slight
reduction of dengue virus entry in siGFP transfected cells
as compared to wild type (mock transfected) suggesting
that transfection of even irrelevant siRNAs may marginally
affect the viability of the HepG2 cells. A significant reduc-
tion in the number of dengue virus infected cells was
observed with the siCHC transfections (Figure 8, Panel A),
with the number of infected cells again being some 20%
of wild type (mock transfected) cells.
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Figure 6
Silencing of Clathrin heavy chain in HepG2 cells. Multiplex RT-PCR products for GAPDH or clathrin heavy chain (CHC)

of HepG2 cells either mock transfected (A); transfected with siGFP (B); transfected with siCHC3 (C) or transfected with
siCHCS5 (D). Samples represent day | to 4 post transfection and transfections were undertaken independently in triplicate.
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Figure 7

Dengue serotype 2 infection of siRNA silenced HepG2 cells. Indirect immunoflourescence of HepG2 cells either mock
transfected or transfected with siGFP, siCHC3 or siCHC5 and subsequently either infected with the dengue virus (red) or
incubated with transferrin (red). Cells were additionally stained with DAPI (blue) to show nuclei. Merged images are shown.

Simultaneous inhibition of macropinocytosis and clathrin
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Infection of siRNA silenced HepG2 cells. A. HepG2 cells either mock transfected (mock) or transfected with siGFP,
siCHC3 or siCHCS were infected with dengue virus serotype 2 at MOI 20 and the number of infected cells determined by our
adaptation of the standard plaque assay [|5]. Results are expressed as a percentage of mock infection and error bars represent
the SEM of three independent experiments assayed in duplicate. B. HepG2 cells were either mock transfected or transfected
with siCHCS5 and either treated or not treated with wortmannin prior to infection with the dengue virus serotype 2 at MOI
20. Results are expressed as a percentage of mock infection and error bars represent the SEM of three independent experi-

ments assayed in duplicate.

dependent endocytosis

To determine whether the approximately 20% virus entry
seen in cells in which clathrin mediated endocytosis has
been inhibited is a result of background, or the result of
dengue virus entry by macropinocytosis, we sought to
simultaneously inhibit both pathways, clathrin mediated
endocytosis through siRNA mediated RNA inhibition and
macropinocytosis through biochemical inhibition using
wortmannin.

Cells were therefore transfected with siCHC5 to silence
clathrin heavy chain or mock transfected and on day 3
post-transfection were either treated or not treated with
wortmannin for 1 hour before being either incubated with
transferrin or infected with dengue serotype 2 at an MOI
of 20. Following acid glycine treatment of dengue infected
cells, cells were incubated for 15 hours before being either
examined by microscopy or the number of infected cells
determined by our adaptation of the standard plaque
assay [15]. Experiments were all undertaken independ-
ently in triplicate.

Results (Figure 9) show that transfection with siCHCS5,
but not treatment with wortmannin significantly
excluded transferrin and a similar level of transferrin
exclusion was seen between cells treated with siCHC5
alone and cells treated with siCHC5 and wortmannin in
combination. HepG2 cells treated with either siCHC5 or
wortmannin both showed a reduction in levels of dengue

infected cells as compared to control, but a significant
number of dengue infected cells was observed in each
case. The combination of siCHC5 and wortmannin treat-
ment resulted in the infection of rare, single scattered cells
(Figure 8, Panel B).

Results from our adaptation of the plaque assay (Figure 7,
Panel B) provided consistent data, with a significant
reduction in the number of dengue serotype infected cells
seen in the cells treated with a combination of siCHC5
transfection and wortmannin as compared to the siCHC5
transfected cells alone.

Discussion

Despite flaviviral infections representing a significant
world wide public health threat, little advance has been
made in dissecting out the mechanism by which flavivi-
ruses enter into either mammalian or insect cells. Studies
on Japanese encephalitis virus and West Nile virus with
either Vero (African Green monkey cells) or C6/36 cells
have suggested that these two viruses enter by clathrin
coated pit mediated endocytosis [8-10]. With the dengue
virus however, data to date, which has been predomi-
nantly generated through electron microscopy studies [4-
6], has suggested that direct fusion with the plasma mem-
brane is the standard mode of entry of the dengue viruses.

Recently Chu et al., [9] provided evidence that West Nile

virus enters into Vero cells via clathrin mediated endocy-
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Figure 9

Simultaneous inhibition of macropinocytosis and clathrin mediated endocytosis in HepG2 cells and infection
with dengue virus serotype 2. Indirect immunoflourescence of HepG2 cells either mock transfected or transfected with
siCHCS5 and subsequently either treated or not treated with wortmannin prior to infection with the dengue virus (red) at MOI
20 or incubated with transferrin (red). Cells were additionally stained with DAPI (blue) to show nuclei. Merged images are
shown.
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tosis [9]. The authors however noted that pre-treatment of
Vero cells with cytochalasin D (an inhibitor of macropi-
nocytosis) resulted in an inhibition of infection and the
authors proposed that this was possibly due to an effect
upon virus trafficking due to cytochalasin D mediated de-
polymerization of actin filaments [9]. In light of the
results seen here it is possible that West Nile virus also
enters via multiple pathways and the reduction seen in
West Nile virus entry in the presence of cytochalasin D is
a consequence of ablation of the macropinocytosis path-
way rather than a consequence of altering virus trafficking.
Further support for this is seen that reduction of West Nile
virus entry in the presence of an Eps15 dominant negative
mutant is some 80%, giving some 20% virus entry in the
presence of the dominant negative mutant [9] - a figure
comparable with the data presented here for the dengue
virus.

Interestingly Chu and colleagues also investigated the
entry of West Nile Virus into the aedes albopictus cell line
C6/36 using the same dominant negative mutant of
Eps15 [8] and similarly saw 15 to 20% entry of the virus
in the presence of the mutant suggesting that West Nile
virus may similarly enter into cells of both an insect and a
mammalian origin by multiple pathways.

More recently Krishnan and colleagues have investigated
the entry of the dengue virus into HeLa cells [7]. This
study also used dominant negative mutants of Eps15 to
ablate clathrin mediated endocytosis, and similarly con-
cluded that the dengue virus entered by clathrin coated pit
mediated endocytosis. Similar to Chu and Ng [9] how-
ever, some 20% virus entry as compared to wild type lev-
els was observed, again giving the possibility that alternate
pathways are responsible for the entry of some dengue
virus into cells, and indeed, all four studies, this study and
those of Chu and Ng [9], Chu and colleagues [8] and
Krishnan and colleagues [7] suggest that ablation of clath-
rin coated pit mediated endocytosis only reduces virus
entry by 80%.

Our data suggests that the remaining 20% virus entry
observed is not the results of incomplete ablation of clath-
rin mediated endocytosis but represents virus entry by a
viable, independent pathway, macropinocytosis. Entry of
the dengue viruses (and more possibly flaviviruses in gen-
eral) by multiple pathways as shown here raises some
interesting questions, particularly with respect to the ini-
tial flavivirus: host cell interaction and may require a sig-
nificant re-evaluation of our understanding of flavivirus
entry into host cells.

Conclusion
Consistently, inhibition of clathrin mediated endocytosis
using dominant negative mutants of Eps 15 results in a

http://www.jbiomedsci.com/content/16/1/17

reduction of dengue virus entry of approximately 80% as
shown by this study and others [7-9]. Our data shows that
the incomplete ablation of virus entry is not a result of
incomplete knock down of clathrin mediated endocyto-
sis, but rather reflects entry via an alternate pathway.
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siRNA-MEDIATED SILENCING OF THE 37/67-kDa HIGH AFFINITY
LAMININ RECEPTOR IN Hep3B CELLS INDUCES APOPTOSIS
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Abstract: The laminin-binding protein, variously called the 37/67-kDa high
affinity laminin receptor or p40, mediates the attachment of normal cells to the
laminin network, and also has a role as a ribosomal protein. Over-expression of
this protein has been strongly correlated with the metastatic phenotype.
However, few studies have investigated the cellular consequence of the ablation
of this gene’s expression. To address this issue, the expression of the 37/67-kDa
high affinity laminin receptor was knocked out with several siRNA constructs
via RNA interference in transformed liver (Hep3B) cells. In each case where the
message was specifically ablated, apoptosis was induced, as determined by
annexin V/propidium iodide staining, and by double staining with annexin V and
an antibody directed against the 37/67-kDa high affinity laminin receptor. These
results suggest that this protein plays a critical role in maintaining cell viability.

Key words: siRNA, RNA interference, Laminin receptor, p40, Ribosomal,
Liver, Silencing, LAMR1

INTRODUCTION

The multifunctional protein which we here designate the 37LBP/67LR protein
has been variously called the 37/67-kDa high affinity laminin receptor protein,
the 37-kDa laminin-binding protein (37LBP), the laminin receptor precursor

* Author for correspondence; e-mail: duncan r_smith@hotmail.com, tel.: (662) 800 3624-8,
fax: (662) 441 9906

Abbreviations used: GAPDH — glyceraldehyde 3-phosphate dehydrogenase; LBP-p40 —
laminin-binding protein precursor p40; LRP — laminin receptor precursor; PrP° — cellular
prion protein; siRNA — small interfering RNAs; 37LBP — 37-kDa laminin binding protein;
67LR — 67-kDa laminin receptor
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(LRP), the 67-kDa laminin receptor (67LR), LAMRI1, and the laminin-binding
protein precursor p40 (LBP-p40). It was initially identified as a 67-kDa protein
through its high affinity interaction with laminin [1-3], a predominant
glycoprotein component of the extracellular matrix that mediates cell
attachment, movement, growth and differentiation. The screening of human
cDNA libraries using antibodies directed against the purified protein enabled the
isolation of a full-length cDNA encoding a protein with a calculated molecular
mass of 32 kDa and an apparent molecular weight of 37 kDa, after in vitro
translation of hybrid-selected mRNA and SDS-PAGE analysis [4]. Highly
homologous cDNAs were subsequently isolated from human colon cancer cell
lines [5] and obtained in a study on the structure and sequence determination of
the rat 40S ribosomal subunit [6]. LPB-p40 was localized on 40S ribosomes [7]
and in the nucleus [8], while 67LR was located on the cell surface, where, in
addition to its role as a high affinity laminin receptor, it was shown to function
as the receptor for elastin [9] and as a positional marker for the differentiation of
the fetal eye organ [10]. 37-kDa LRP was identified as a PrP® accomplice [11],
and 37LBP/67LR acts as a receptor for PrP® [12] and infectious prions [13], as
extensively reviewed elsewhere [14-16]. Additionally, 37LBP/67LR acts as
a receptor for a number of viruses, including sindbis [17], dengue [18], and the
adeno-associated virus serotypes 8, 2, 3, and 9 [19]. Although expression of the
mature 67-kDa form of the protein was detected on many normal cells, the
immature, 37-kDa form was identified as an oncofetal antigen [20, 21], and its
over-expression directly correlated with the increased invasiveness and
metastatic potential of a number of different tumours (reviewed in [22]).
Although a clear precursor-product relationship between the 37-kDa (or 40-kDa)
and 67-kDa forms was established [23], the exact mechanism by which the
37-kDa form gives rise to the 67-kDa form has yet to be established, although
post-translational modification involving acylation [23], specifically via
palmitoylation [24], has been implicated. Inhibiting 37LBP/67LR with a specific
immunoreactive polyclonal antibody inhibited the attachment of a human
fibrosarcoma cell line in a dose-dependent manner, and inhibited the formation
of pulmonary metastases in a mouse model system [25]. Down-regulation of
37LBP using antisense cDNA constructs was shown to induce apoptosis in HeLa
cells [26]. Down-regulation of 37LBP/67LR expression using an siRNA
approach resulted in a reduction in PrP* propagation in Scrapie-infected
neuronal cells [27]. More recently, 37LBP/67LR expression was knocked down
in the mouse brain using an antisense-LRP RNA approach [28]. One anecdotal
report suggested that inhibiting 37LBP/67LR using small interfering RNAs
(siRNAs) may induce apoptosis in several cell types [29]. Given the
multifunctional nature of this protein, we sought to formally verify whether
siRNA-mediated knock-down of expression resulted in the induction of
apoptosis in transformed liver cells.
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MATERIALS AND METHODS

Cell culture

The human hepatoma cell line Hep3B [30] was cultivated at 37°C under 5% CO,
in Dulbecco’s modified Eagle’s medium (DMEM; HyClone, Logan, Utah)
supplemented with 10% heat-inactivated fetal bovine serum (FBS; Gibco BRL,
Gaitherburg, MD) and 100 U of penicillin-streptomycin (HyClone) per ml.

siRNA design and generation

The target sites on the human 37LBP/67LR (GenBank accession number
NM_002295) and the green fluorescent protein (GFP; GenBank accession
number U50974) were determined using the online tool from Ambion, Austin,
TX (http://www.ambion.com/techlib/misc/siRNA_finder.html). The selected
sequences were subjected to siRNA template design to generate DNA
oligonucleotide sequences for use with the Silencer™ siRNA Construction kit
(Ambion). Six templates for siRNA generation were selected:

siLRP1: 5’-AATTTCAGGGTGAATGGACTG-3’ (nt 762-782);

siLRP2: 5’-AAATTTTCACAATGTCCGGAG-3’ (nt 75-95);

siLRP3: 5’- AAATCTCAAGAGGACCTGGGA-3’ (nt 232-252);

siLRP4: 5’-AACCTTCACTAACCAGATCCA-3’ (nt 403-423);

siLRP5: 5’-AACAACAAGGGAGCTCACTCA-3’ (nt 575-595);

siGFP: 5’-AAAGATGACGGGAACTACAAG-3’ (nt 295-315).

The numbering indicates the corresponding position of the selected
21-nucleotide sequence in the open-reading frame of NM 002295 (siLRP1 to
siLRPS5) or U50974 (siGFP). All the sequences were searched against the NCBI
database to confirm specificity to human 37LBP/67LR or GFP. Sense and
antisense DNA templates were chemically synthesized (BioBasic, Canada), and
following the kit instructions based on in vitro transcription, the siRNAs were
produced and quantified by spectrophotometry. To confirm that the generated
siRNAs were double-stranded, an aliquot of each siRNA was digested
individually with RNaselll or RNaseA. For RNaselll treatment, 3 pug of siRNA,
I1x MnCl,, 1x ShortCut reaction buffer (50 mM Tris-HCl, 1mM DTT, pH 7.5)
and 3 pl of ShortCut® RNaselll (New England Biolabs, Inc. Ipswich, MA) were
combined in a total volume of 20 pl, and incubated at 37°C for 20 min. The
reaction was stopped with the addition of EDTA. For the RNaseA treatment,
3 pg of siRNA, 1x RNaseA buffer (300 mM NaOAC, 10 mM Tris-HCI, pH 7.5
and 5 mM EDTA) and 0.01 pg/ul of RNaseA were mixed in a total volume of
20 pl, and the reaction mixture was incubated at 37°C for 5 min before being
terminated on ice. All the samples were analyzed by gel electrophoresis.

siRNA labeling

GAPDH-siRNA provided in the Silencer™ siRNA Labeling kit (Ambion) was
end-labeled with the provided Cy3 by mixing the GAPDH-siRNA with the
provided 10x labeling buffer and Cy3 labeling reagent. The reaction mixture was
then incubated in the dark at 37°C for 1 h, and excess label was removed via
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ethanol precipitation by the addition of 0.1 volumes of 5 M NaCl and
2.5 volumes of 100% ethanol, with incubation at -20°C for 1 h. The Cy3-labeled
GAPDH-siRNA was pelleted by centrifugation at 10,000 g for 20 min, and the
pellet was washed with 70% ethanol. Finally, the pellet was air-dried and
dissolved in nuclease-free water. The concentration and base:dye ratio of the
labeled siRNA was measured by spectrophotometry.

siRNA transfection

Hep3B cells were maintained in Dulbecco’s modified Eagle’s medium (DMEM)
supplemented with 10% heat-inactivated fetal bovine serum without antibiotics.
Reverse transfections were performed with Lipofectamine™RNAIMAX
(Invitrogen, Carlsbad, CA) according to the manufacturer’s protocols, by mixing
the respective siRNA and 1.2 ul of Lipofectamine™RNAiIMAX, and adding to
a single well of a 24-well plate. After 20 min of incubation at room temperature,
a suspension of 5x10* Hep3B cells was added, and the cell:complex mixtures
were incubated under standard conditions. Mock transfections (lipofectamine
only) were performed in parallel. To assess transfection efficiency using
Cy3-labeled GAPDH-siRNA, a glass cover slip was placed in the well prior to
the transfection mix. All the transfections were undertaken in a final volume of
600 pl with siRNA at a final concentration of 50 nM. The cells transfected with
Cy3-labeled GAPDH-siRNA were analyzed via fluorescent microscopy at 24 h
post-transfection, while other transfections were harvested 1 to 4 days post-
transfection. For the analysis of apoptosis, a total of 1x10° Hep3B cells were
reverse-transfected in a 6-well plate using the same final siRNA concentration
and 2.4 pl of the transfection agent. All the transfections were undertaken
independently in triplicate.

Fluorescent microscopy

After 24 h, the cells transfected with Cy3-labeled GAPDH-siRNA were fixed
with 4% paraformaldehyde in PBS at room temperature for 30 min, and then
permeabilized by incubation with 0.3% TritonX-100 in PBS for 5 min at room
temperature. The coverslips were incubated with 1:500 DAPI in 0.3% TritonX-
100/PBS for 10 min at room temperature, followed by two washes with PBS.
They were then mounted on glass slides with Vectashield (Vector Laboratories,
Inc.) mounting medium. The fluorescent signal was visualized under an
Olympus BX61 fluorescent microscope.

RNA extraction and RT-PCR analysis

Transfected cells from a single well of a 24-well plate were homogenized in
0.5 ml Trizol reagent (Molecular Research Center, Cincinnati, OH) and allowed
to stand at room temperature for 5 min. The cell lysate was vigorously shaken
for 15 s in the presence of 0.1 ml chloroform, and allowed to stand at room
temperature for 3 min, followed by centrifugation at 12,000 g and 4°C for
15 min. The aqueous phase solution was transferred to a new tube and
precipitated with 0.25 ml isopropanol at room temperature for 10 min, followed
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by centrifugation at 12,000 g and 4°C for 10 min. The RNA pellets were washed
with 75% ethanol with subsequent centrifugation at 7,500 g and 4°C for 5 min.
They were air-dried. Finally, the RNA was dissolved in DEPC-treated water. For
the RT-PCR analysis, an oligo(dT);; primer was used to synthesize the first
strand cDNA using ImpromII™ reverse transcriptase (Promega, Madison, WI).
The cDNA was then amplified in a multiplex reaction with 2 specific primer
pairs for 37LBP/67LR (LRPf: 5>-TCACTCAGTGGGTTTGATGTG-3’; LRPr:
5’-TTCAGACCAGTCTGCAACCTC-3’), with GAPDH (GAPDHf: 5’-TTG
GTATCGTGGAAGGACTCA-3’; GAPDHr: 5’-ACCACCTGGTGCTCAG
TGTAG-3’) as an internal control. The expected products were 343 bp
(GAPDH) and 247 bp (37LBP/67LR). The cycle conditions were 94°C for
3 min, followed by 20 cycles of 94°C for 30 s, 58°C for 45 s and 72°C for 45 s,
followed by a final extension of 72°C for 7 min. The PCR products were
analyzed on 1.8% agarose gels containing ethidium bromide.

Protein extraction and Western blot analysis

A total of 2.5x10° Hep3B cells were reverse transfected in 6-well plates using
a final siRNA concentration of 50 nM and 6 pl of transfection agent. On days
3 and 4 post-transfection, the transfected cells were harvested by scraping from
the tissue culture plates, and transferred into 1.5-ml tubes followed by
centrifugation at 1,500 rpm for 5 min to pellet the cells. The culture medium was
then discarded, and the cell pellets were resuspended in ice-cold 1x PBS
(137 mM NaCl, 2.7 mM KCl, 4.3 mM Na,HPO, and 1.4 mM KH,PO,). After
centrifugation at 1,500 rpm for 5 min, 1x PBS was removed, and the cells were
lysed by vigorous vortexing in RIPA lysis buffer (1x PBS with 1% Nonidet
P-40, 0.5% Sodium Deoxycholate and 0.1% SDS), followed by sonication for
15 min on ice. Finally, the supernatant was collected after centrifugation at
12,000 rpm for 15 min at 4°C, and the protein concentration was determined
using the Bradford assay (Bio-Rad). A total of 60 pg of total proteins was
subjected to electrophoresis through 12% sodium dodecyl sulfate-polyacylamide
gels in Tris-glycine buffer (25 mM Tris-HCI, pH 8.3, 192 mM glycine,
0.1% SDS) at a constant voltage of 100 volts at room temperature. The separated
samples were then transferred to nitrocellulose membranes in a transfer buffer
(15.6 mM Tris Base, 120 mM glycine) at a constant voltage of 30 volts at 4°C
for 16 h. The membrane containing the transferred proteins was blocked with
5% skimmed milk in TBS (20 mM Tris-HCI, pH 7.5, 140 mM NaCl) at room
temperature for 1 h, and incubated with a mixture of a goat polyclonal antibody
against the 37/67-kDa high-affinity laminin receptor (SC-21534, Santa Cruz
Biotechnology, Inc., Santa Cruz CA) at a dilution of 1:500, and with a 1:500
dilution of goat polyclonal antibody against actin (SC-1616, Santa Cruz
Biotechnology Inc.) in 5% skimmed milk in TBS at room temperature for 2 h.
After three washes with TBS-T, the membrane was further incubated with
a 1:3000 dilution of HRP-conjugated rabbit anti-goat IgG (31402, Pierce,
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Rockford Il.) in 5% skimmed milk in TBS for 1 h at room temperature. The
signal was developed using an ECL Plus™ Western blotting detection kit
(Amersham Biosciences), followed by exposure to autoradiography film.

Flow cytometry analysis

Transfected cells in a single well of a 12-well plate were collected by treatment
with trypsin (0.25% trypsin/l mM EDTA in Hank’s balance salt solutions) for
3 min at 37°C, and transferred to a new tube. The collected cells were pelleted
by centrifugation at 2,000 rpm for 3 min, and the supernatant was discarded. An
ApoAlert® AnnexinV Apoptosis kit (Clontech, PaloAlto, CA) was used to assess
the level of apoptosis in the LRP-silenced Hep3B cells. Following the
manufacturer’s protocols, the cell pellets were resuspended in 400 pl 1x Binding
buffer and incubated for 15 min with 5 pl FITC-conjugated annexinV and 10 pl
propidium iodide at room temperature in the dark. Finally, the cells were
analyzed by flow cytometry using a FacsScan equipped with Cell Quest software
(Becton-Dickinson). For double staining with an antibody against LRP and
annexinV, the cell pellets were washed with 200 pl ice-cooled FACS buffer
(1x PBS with 2% FBS, freshly prepared) followed by centrifugation at 2,000
rpm for 3 min. Then they were incubated with a 1:50 dilution of rabbit
polyclonal antibody against the 37/67-kDa high-affinity laminin receptor
(SC-20979, Santa Cruz Biotechnology Inc.) for 1 h on ice. The cells were then
washed twice in FACS buffer and labeled with PE-conjugated donkey anti-
rabbit secondary antibody (711-116-152; Jackson ImmunoResearch
Laboratories, Inc. West Grove, PA) diluted 1:100 in FACS buffer for 45 min on
ice in the dark. After two washes, the cells were resuspended in 400 pl FACS
buffer, incubated with 5 pl FITC-conjugated annexinV for 15 min in the dark,
and subjected to flow cytometry analysis.

RESULTS AND DISCUSSION

Small interfering RNAs (siRNAs) are double-stranded RNAs (dsRNAs) of
approximately 19 to 21 bp in length that specifically induce the degradation of
cellular mRNAs containing complementary nucleotide sequences [31] by
activating the cellular RNA interference (RNA1) pathway [32]. As such, they can
be used to specifically ablate the expression of single target genes. To down-
regulate the expression of 37LBP/67LR, 5 different siRNAs against the human
37LBP/67LR gene (GenBank accession number NM_002295) were generated
using in vitro transcription, together with 1 siRNA targeted to the green
fluorescent protein gene (GFP; GenBank accession number U50974) for use as
a control. To confirm that all the siRNAs were double-stranded, an aliquot of
each siRNA was treated with RNaselll, which digests double-stranded RNA, or
RNaseA, which digests single-stranded RNA. All the siRNA constructs were
confirmed to be of the appropriate size and to consist of dsSRNA. Examples
(siLRP2 and siL.RP4) of the RNase treatment are shown in Fig. 1A. The optimal
siRNA transfection conditions using lipofectamine were established using
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commercially available siRNAs directed against GAPDH and subsequently
labeled with Cy3. The optimal transfection conditions routinely resulted in

transfection efficiencies of 80 to 90% (Fig. 1B).

A M 1 2 3 4 B

21 bp

siLRP2

M 1 2 3 4

21 bp

siLRP4

Fig. 1. siRNA analysis and transfection. A — Examples (siLRP2 and siLRP4) of RNAaseA-
and RNaselll-treated siRNAs. In both, lane M: 100-bp ladder, lane 1: dsDNA 21 bp, lane
2: siRNA, lane 3: RNaselll-treated siRNA, lane 4: RNaseA-treated siRNA. B — Merged
images of Hep3B cells transfected with Cy3-labeled siGAPDH (red signal). The nuclei are
stained with DAPI (blue). Four representative individual fields are shown.

Silencing human 37LBP/67LR in cultured Hep3B cells

To silence the expression of 37LBP/67LR, 5 different siLRPs were transfected
into Hep3B cells in parallel with transfections of siGFP and lipofectamine alone
(mock control). On days 1 to 4 post-transfection, the cells were harvested and
the RNA extracted. Multiplex RT-PCR was done to detect messages from
GAPDH and 37LBP/67LR simultaneously, and the results were analyzed by
agarose gel electrophoresis. The experiments were done independently in
triplicate. The results (Fig. 2) showed a constant signal for GAPDH and
37LBP/67LR for the mock, siGFP and siLRP1 transfections. By contrast,
a significant reduction in the level of expression for both genes was observed in
the siLRP2 to siLRP5 transfections by day 3 to 4 post-transfection, with
transfections for siLRP2 and siLRP4 showing a complete silencing of both
genes, suggesting that cell death was occurring in response to the silencing of
37LBP/67LR.
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DAY 1 2 3 4 M 1 2 3 4 M 1 2 3 4

GAPDH
Mock LRP

siGFP

siLRP1

siLRP2
siLRP3

siLRP4

siLRP5

Fig. 2. siLRP-silencing profiles. Multiplex PCR products of GAPDH (upper band) and
LRP (lower band), respectively (top to bottom) from mock, siGFP-, siLRP1-, siLRP2-,
siLRP3-, siLRP4- and siLRP5-transfected Hep3B cells, from days 1 to 4 post-
transfection. M: 100-bp ladder. The transfections were done independently in triplicate.

Mock siGFP siLRP2 siLRP4
DAY 3 4 3 1 3 4 3 4

kDa
150—
100—
75—

S0—

—— e W —Actin
w - —LRP
3T — — — -

25—

Fig. 3. Western blot analysis of the expression of 37LBP/67LR and actin. The expression
levels of 37LBP/67LR and actin were simultaneously assessed by Western blot analysis
for mock, siGFP-, siLRP2- and siLRP4-transfected Hep3B cells on days 3 and 4 post-
transfection. The molecular weight in kDa is indicated. A representative gel of a duplicate
experiment is shown.
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Down-regulation of the 37LBP/67LR protein on days 3 and 4 post-transfection
for mock, siGFP, siLRP2 and siLRP4 was investigated by Western blot analysis
using a mixture of antibodies directed against actin and 37LBP/67LR. The
experiment was done independently in duplicate. The results (Fig. 3) show
a very significant reduction in the level of 37LBP/67LR protein in the cells
transfected with siLRP2 and siLRP4 compared to the level seen in mock and
siGFP-transfected cells. Notably, the level of actin was also reduced in siLRP2-
and siLRP4-transfected cells as compared to mock and siGFP-transfected cells,
again consistent with a loss of cells as a result of transfection with siLRP2 and
siLRP4.

Observation of apoptosis in 37LBP/67LR knock-down Hep3B cells

To investigate whether silencing 37LBP/67LR was triggering apoptosis, both
siLRP2 and siLRP4 were again transfected into Hep3B cells in parallel with
a mock transfection as a control. On days 1 to 4 post-transfection, the samples
were again harvested, and this time double-labeled with FITC-labeled annexinV
and propidium iodide followed by analysis by flow cytometry (Fig. 4). The
experiment was done independently in triplicate. The results showed
a significant increase in Annexin V/propidium iodide-positive cells in cultures
transfected with either siLRP2 or siLRP4 as compared to the mock transfected
cultures, confirming that silencing 37LBP/67LR induces apoptosis in Hep3B cells.
To confirm that the increase in the amount of apoptotic cells was associated with
a loss in 37LBP/67LR protein, mock, siGFP-, siLRP2- and siLRP4-transfections
were again undertaken, and this time, the cells were analyzed by flow cytometry
on days 1 to 4 post-transfection by double staining with annexinV and an
antibody directed against the 37LBP/67LR protein. This experiment was done
independently in triplicate. The results (Fig. 5) show a significant increase in the
percentage of AnnexinV+/37LBP/67LR- cells in the siLRP2 and siLRP4
transfections as compared to the mock and siGFP transfections, confirming that
the cells undergoing apoptosis are those that have had the 37LBP/67LR protein
down-regulated.

Besides its normal roles in mediating cellular adhesion and functioning as
a member of the ribosomal translational machinery, the 37LBP/67LR protein has
been implicated in a number of a pathological processes including metastasis
(reviewed in [22]). It also functions as a receptor protein for a number of
pathogenic agents including the prion protein [12] and several viruses [17-19].
As such, modulating the expression of 37LBP/67LR is an attractive prophylactic
or therapeutic target. However, the induction of apoptosis in response to
complete silencing of 37LBP/67LR, as shown here and previously for HelLa
cells [26], suggests that this may not be a viable approach without specific
targeting to avoid inducing apoptosis in non-tumorigenic cells. However, it
should be noted that the induction of apoptosis in response to the down-
regulation of 37LBP/67LR is limited to a small number of cell lines investigated,
and this may not be the case for all cell types. In particular, the down-regulation
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Fig. 4. Apoptosis detection by flow cytometry. A — Scattergrams of Hep3B cells 4 days
after mock, siLRP2- or siLRP4-transfection, with double staining with annexinV and
propidium iodide and analysis by flow cytometry. B — The results over days 1 through 4 of
the flow cytometry analysis of Hep3B cells transfected with siLRP2 (dotted line) or
siLRP4 (dashed line with one dot), or mock transfected (solid line), and stained with
annexinV and propidium iodide. The graphs show the percentage of positive cells against
the time point. The error bars represent the SEM of three experiments.

of 37LBP/67LR in the mouse brain is without apparent phenotypic abnormalities
[28]. Given the high degree of over-expression of 37LBP/67LR in metastatic
tumours [29], it is tempting to speculate that the expression of 37LBP/67LR is
involved in maintaining a non-apoptotic state. As such, therapies that
specifically target the cell surface-expressed protein [25], or that use viruses
such as Sindbis, with 37LBP/67LR as their specific receptor protein [17], as the
therapeutic agent [33] may well provide novel strategies for suppressing the
growth of metastatic tumors.
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Fig. 5. Flow cytometric analysis of AnnexinV+/37LBP/67LR- cells. Flow cytometry was
used to assess the percentage on days 1 through 4 of AnnexinV+/37LBP/67LR- cells of
experimental populations that had been mock transfected, or transfected with siGFP,
siLRP2 or siLRP4, and doubly stained with Annexin V and an antibody directed against
the human 37LBP/67LR protein.
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Several studies have identified putative dengue virus receptors using virus overlay protein binding assays
(VOPBA) with some apparent success. Given that this technique relies upon the use of electrophoresis
of proteins through polyacrylamide gels with varying amounts of protein denaturation, the physiological
relevance of the proteins isolated is open to question. To address this issue a Sepharose 4B-dengue virus
serotype 2-affinity column was constructed to selectively bind dengue virus binding proteins from HepG2
(liver) cell membrane preparations. Results show that GRP78, but not the 37/67 kDa high affinity laminin

g?;"i‘:’iiis; receptor, was specifically bound by the column. This result is consistent with earlier work and shows
GRP78 that while affinity chromatography may provide a useful adjunct to VOPBA based studies particularly in
Liver cases where proteins maybe sensitive to denaturation, proteins isolated by VOPBA can be physiologically
Receptor relevant.

37/67 kDa high affinity laminin receptor

© 2008 Elsevier B.V. All rights reserved.

Dengue viruses are enveloped nucleocapsid spherical viruses of
40-50 nm in diameter that belong to the family Flaviviridae, genus
Flavivirus, a genus that contains a number of important human
pathogens (Leyssen et al., 2000). There are four antigenically dis-
tinct, but closely related, dengue virus serotypes (DEN-1, DEN-2,
DEN-3, and DEN-4) with numerous virus strains found worldwide.
Infection with any one of four dengue serotypes can causes either an
asymptomatic infection or a spectrum symptomatic illness, rang-
ing from an undifferentiated fever, dengue fever (DF), through to
dengue hemorrhagic fever (DHF) or dengue shock syndrome (DSS).

The mature dengue virus virion contains three structural pro-
teins: the core or capsid protein (C), a membrane-associated protein
(M), and the envelope protein (E) and in order to infect target cells,
the dengue virus utilizes its envelope glycoprotein or E protein,
which contains the component responsible for target cell binding
and fusion (Klasse et al., 1998; Modis et al., 2004), to interact with
a specific receptor on the target cell surface.

Studies have suggested that monocytes, macrophages, B lym-
phocytes, T lymphocytes, hepatocytes, endothelial cells, epithelial
cells, dendritic cells and fibroblasts are all potential targets for
dengue virus infection and replication (Diamond et al.,, 2000;
Kurane et al., 1990; Lin et al.,, 2000; Mentor and Kurane, 1997;
Moreno-Altamirano et al., 2002; Palucka, 2000; Suksanpaisan et
al.,, 2007; Tassaneetrithep et al., 2003; Wei et al., 2003) and dengue
viral antigens have been detected in tissues including liver, spleen,
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lymph node, thymus, kidney, lung, and skin (Bhoopat et al., 1996;
Jessie et al., 2004; Rosen et al., 1999). The liver seems to be a
major target organ for dengue virus infection in humans since
hepatomegaly, liver dysfunction, and pathologic findings including
centrilobular necrosis, fatty change, Kupffer cell hyperplasia, aci-
dophilic bodies, and monocyte infiltration of the portal tract have
been detected in the livers of DHF/DSS patients (Bhamarapravati,
1989; Bhamarapravati et al., 1967; Burke, 1968; Wahid et al., 2000).
The abnormal elevation of liver enzymes alanine aminotransferase
(ALT) and aspartate aminotransferase (AST) levels observed in DHF
patients is also suggestive of liver dysfunction (Nguyen et al., 1997;
Wahid et al., 2000). In addition both dengue virus antigens (Huerre
et al.,, 2001) as well as dengue virus RNA (Rosen et al., 1999) have
been documented in liver specimens from fatal DHF cases (Rosen et
al., 1999). The virus itself has been recovered from the liver of fatal
cases of dengue infections (Rosen et al., 1989) and recently the pro-
ductive infection of primary human hepatocytes with dengue virus
serotype 2 has been documented (Suksanpaisan et al., 2007).

Two proteins, the 37/67-kDa high affinity laminin receptor
(Thepparit and Smith, 2004) and GRP78 (Jindadamrongwech et al.,
2004) have been identified as receptors on HepG2 (liver) cells for
dengue virus serotypes 1 and 2 entry, respectively, although evi-
dence suggests that GRP78 may not be the major receptor protein
for dengue serotype 2 infection in HepG2 cells (Jindadamrongwech
etal., 2004). Both of these proteins were identified initially through
the use of virus overlay protein binding assays (VOPBA) a tech-
nique that relies on complete or partial denaturation of the proteins
during the analysis, and as such can lead to doubts about the phys-
iological relevance of the proteins isolated. To determine if VOPBA
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can indeed isolate physiologically relevant proteins a dengue virus
serotype 2-Sepharose 4B affinity column was constructed to iso-
late binding proteins from membrane preparations of HepG2 (liver)
cells. To ensure no contaminating cellular proteins were present in
dengue virus preparations, dengue virus was initially concentrated
through PEG precipitation and purified by discontinuous sucrose
gradient centrifugation as described previously (Suksanpaisan and
Smith, 2003). To construct the dengue virus serotype 2-Sepharose
4B affinity column, CNBr-activated Sepharose 4B freeze-dried
powder (Amersham Biosciences, Piscataway, NJ) was prepared as
recommended by the manufacturer. Subsequently 1.44 x 107 pfu
of purified dengue virus serotype 2 (strain 16681) propagated in
C6/36 cells was suspended in 2 ml of coupling buffer (0.1 M NaHCO;
pH 8.3 containing 0.5M NacCl). An aliquot of 30 .l of the dengue
virus serotype 2-coupling solution was kept before the coupling
solution was mixed with 0.4g (approximately 1.5ml of column
volume) of the activated Sepharose 4B. The DEN-2-Sepharose 4B
mixture was incubated at 4 °C for 6 h with gentle agitation. A further
30 ! of the DEN-2-Sepharose 4B coupling solution was removed
at this point and coupling efficiency determined by quantitating
the level of infectious virus in standard plaque assays (Sithisarn
et al., 2003). Virus titers of 1.2 x 107 pfu/ml before coupling, and
4.4 x 10° pfu/ml after coupling suggested a coupling efficiency of
approximately 90%. The amount of ligand (approximately 50 j.g as
assessed by Bradford assay) significantly lower than that recom-
mended by the manufacturer was chosen to reduce non-specific
protein—-protein interactions. Under the coupling conditions used
(pH, time, and temperature), approximately 20% natural loss of
infectivity would be expected as determined previously (Sithisarn
et al., 2003). Excess, unbound DEN-2 virus was washed away with
5 column volumes of coupling buffer, and any remaining active
groups of CNBr-activated Sepharose 4B were blocked by adding 2 ml
of 0.1 M Tris-HCI pH 8.0 and incubating at 4°C for 6 h with gentle
shaking. The DEN-2-Sepharose 4B column was washed with three
cycles of alternating pH buffers (0.1 M sodium acetate pH 4.0 con-
taining 0.5 M NaCl and 0.1 M Tris—HCI pH 8.0 containing 0.5 M NacCl)
with 5 column volumes of each buffer. The column was further
washed with 10 column volumes of binding buffer (0.1 M Tris-HCI
pH 8.0) before use.

To prepare HepG2 membrane proteins, confluent HepG2 cells
cultured as described elsewhere (Jindadamrongwech and Smith,
2004; Jindadamrongwech et al., 2004; Thepparit and Smith, 2004)
were washed twice with PBS and the cells were detached by scrap-
ing in PBS. Cells were harvested by centrifugation at 1200 x g for
5min at 4°C in an Eppendorf tube. After discarding the super-
natant, the cell pellet was resuspended in ice-cold modified buffer
M (100 mM NacCl, 20mM Tris-HCl pH 8.0, 2mM MgCl;, 1 mM
EDTA, 0.2% Triton X-100, and 1x protease inhibitor cocktail) and
lysed by vigorous vortexing. Subsequently organelle fractionation
was performed by sequential differential velocity centrifugation
as described previously (Jindadamrongwech and Smith, 2004;
Jindadamrongwech et al.,, 2004; Thepparit and Smith, 2004).
Briefly, nuclei and debris were removed by centrifugation at 600 x g
for 3min at 4°C. The supernatant was further centrifuged at
6000 x g for 5min at 4°C to pellet membranous organelles and
finally the supernatant was centrifuged at 24,000 x g for 10 min
at 4°C and from this step membrane proteins were pelleted and
resuspended in modified buffer M. The proteins concentration was
determined by the Bradford method (Bradford, 1976).

A total of 500 g of HepG2 membrane proteins were dissolved
in 2ml of binding buffer, added onto the DEN-2-Sepharose 4B
column, and incubated at 4°C for 9h with gentle agitation and
unbound fractions were collected by washing the columns with
10 column volumes of binding buffer. Proteins were subsequently
eluted from the column using 1 column volume of a step gradi-

ent of binding buffer containing NaCl concentrations of 0, 0.1, 0.5
and 1M NacCl. Protein concentration of eluted fractions was too
low to be measured directly by the Bradford method (Bradford,
1976) so fractions from the affinity column were concentrated by
trichloroacetic acid (TCA) precipitation by adding bovine serum
albumin fraction V (Research Organics, Cleveland, OH) to a final
concentration of 5 pug/ml and TCA to 10% (v/v). The protein pre-
cipitates were placed on ice for 30 min and subsequently pelleted
by centrifugation at 10,000 x g for 5min at 4°C. The pellet was
finally resuspended in 0.1 M NaOH. Proteins were mixed with 1/5th
volume of 5x loading buffer (62.5 mM Tris-HCl pH 6.8, 4% (w/v)
SDS, 17.4% (v/v) glycerol, 100 mM DTT, and 0.1% (w/v) bromophe-
nol blue), heated to 95 °C for 5 min and loaded onto 10% SDS-PAGE
gels. After electrophoresis samples were transferred to solid matrix
support (Schleicher & Schuell) before transfer using the Wet-Blot
Electrophoretic Transfer cell (Bio-Rad, Hercules, CA). Nitrocellulose
membrane was blocked with 5% skim milk in TBS for 1h at room
temperature and incubated with a 1:500 dilution of a rabbit poly-
clonal antibody directed against human GRP78 (H-129, Santa Cruz
Biotechnology, Inc., Santa Cruz, CA) followed by incubation with a
1:2000 dilution of a horseradish peroxidase conjugated goat anti-
rabbit IgG (31460 Pierce, Rockford, IL). Signal was developed using
the ECL Plus western blotting analysis kit (Amersham Pharmacia
Biotech, Piscataway, NJ). Western blot was run in parallel with a
control nitrocellulose membrane with 150 .g membrane proteins
transferred after electrophoresis through an identical gel system.
Results (Fig. 1) show that a band of approximately 78 kDa was
detected by the anti-GRP78 antibody in both the control strip and
fractions E3 and E4 corresponding to elution with 0.5 and 1.0M
NaCl. To confirm proteins were still able to bind dengue serotype
2, filter was split between lanes E2 and E3 (to minimize amount
of virus used) and used in a VOPBA reaction as described previ-
ously (Jindadamrongwech and Smith, 2004; Jindadamrongwech
et al., 2004). Binding of the virus to the membrane fractions was
consistent with previous reports (data not shown).

Filters were subsequently stripped and incubated with a 1:500
dilution of a goat polyclonal directed against the human 37/67 kDa
high affinity laminin receptor (SC-21534, Santa Cruz Biotechnol-
ogy, Inc.) for 2 h at room temperature followed by incubation with
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Fig. 1. Western blot of GRP78 after selection on a dengue serotype 2-affinity column.
Nitrocellulose membranes with control membrane fraction (M) or elution fractions
(E1, E2, E3, and E4) of a step gradient containing 0, 0.1, 0.5, and 1M NaCl, were
incubated with a polyclonal antibody directed against human GRP78 followed by a
horseradish peroxidase labeled secondary antibody. Prestained protein marker (P)
was used as a molecular mass marker as indicated.
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Fig. 2. Western blot of the 37/67 kDa high affinity laminin receptor after selection
on a dengue serotype 2-affinity column. Filters used in Fig. 1 were stripped and
re-probed with an antibody directed against the 37/67 kDa high affinity laminin
receptor protein, followed by a horseradish peroxidase labeled secondary antibody.
Prestained protein marker (P) was used as a molecular mass marker as indicated.

a horseradish peroxidase conjugated rabbit anti-goat IgG (31402,
Pierce, Rockford, IL). Signal was developed as described previously.
A single band of approximately 52 kDa was detected in the control
strip with the antibody directed against the 37/67 kDa high affinity
laminin binding protein while no band was seen in the NaCl eluted
fractions (Fig. 2).

Virus overlay protein binding assays have previously iden-
tified GRP78 as a dengue virus serotype 2 receptor protein
(Jindadamrongwech et al., 2004) and the 37/67 kDa high affin-
ity laminin binding protein as a dengue virus serotype 1 receptor
protein (Thepparit and Smith, 2004) expressed on the surface
of HepG2 (liver) cells and shown that the interaction between
the dengue virus and its cognate receptor is serotype specific
(Jindadamrongwech et al., 2004; Thepparit and Smith, 2004). In
this study affinity column chromatography was used to probe the
interaction between dengue virus serotype 2 and HepG2 membrane
proteins and results have again shown that there is a specific inter-
action between GRP78 and dengue virus serotype 2. As importantly,
affinity chromatography again confirms the lack of an interaction
between dengue virus serotype 2 and the 37/67 kDa high affinity
laminin binding protein as proposed earlier (Thepparit and Smith,
2004) although other authors have proposed such an interaction
occurs (Tio et al., 2005). This result suggests that while proteins
maybe denatured as part of the virus overlay protein binding assay,
the technique is still capable of selecting physiologically relevant
binding molecules, possibly as a result of partial renaturation of the
proteins during the overlay process. While column chromatography
has been used by other to isolate putative dengue virus receptor
proteins (Mercado-Curiel et al., 2006; Reyes-del Valle et al., 2005;
Reyes-del Valle and del Angel, 2004) these studies have used signif-
icantly higher ligand concentrations (up to 10-fold higher) and as
such have a much greater likelihood of isolating proteins through
non-specific protein-protein interactions. The study here shows
both that significantly lower ligand concentrations can be used to
isolate dengue virus interacting proteins, and that the methodol-
ogy is capable of discriminating serotype specific interactions. In
contrast, previous studies (Mercado-Curiel et al., 2006; Reyes-del
Valle et al., 2005; Reyes-del Valle and del Angel, 2004) have seen
similar results for all four dengue serotypes. These results show that

affinity chromatography can be used to investigate subtle interac-
tions between the dengue viruses and their respective receptor or
binding proteins and as such may play a role in future studies.
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