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Infection with Japanese encephalitis virus (JEV) causes cerebral inflammation and stimulates inflammatory
cytokine expression. Glial cells orchestrate immunocyte recruitment to focal sites of viral infection within the
central nervous system (CNS) and synchronize immune cell functions through a regulated network of cytokines
and chemokines. Since immune cell infiltration is prominent, we investigated the production of a responding
chemoattractant, RANTES (regulated upon activation, normal T-cell expressed and secreted), in response to
JEV infection of glial cells. Infection with JEV was found to elicit the production of RANTES from primary
neurons/glia, mixed glia, microglia, and astrocytes but not from neuron cultures. The production of RANTES
did not seem to be directly responsible for JEV-induced neuronal death but instead contributed to the
recruitment of immune cells. RANTES expression required viral replication and the activation of extracellular
signal-regulated kinase (ERK) as well as transcription factors, including nuclear factor kappa B (NF-�B) and
nuclear factor IL-6 (NF-IL-6). The induction of RANTES expression by JEV infection in glial cells needed the
coordinate activation of NF-�B and NF-IL-6. Using enzymatic inhibitors, we demonstrated a strong correlation
between the ERK signaling pathway and RANTES expression. However, JEV replication was not dependent on
the activation of ERK, NF-�B, and NF-IL-6. Altogether, these results demonstrated that infection of glial cells
by JEV provided the early ERK-, NF-�B-, and NF-IL-6-mediated signals that directly activated RANTES
expression, which might be involved in the initiation and amplification of inflammatory responses in the CNS.

Chemokines are a family of small (�8 to 14 kDa), basic,
structurally related chemoattractant cytokines that are pro-
duced upon activation by a wide spectrum of cell types, includ-
ing T cells, monocytes, endothelial cells, microglia, and astro-
cytes. Chemokines have been studied extensively as important
regulators of leukocyte trafficking to sites of immune challenge
or tissue damage (3, 82, 90). In the brain, chemokines act as
chemoattractants for numerous cell types of the central ner-
vous system (CNS) during development and are believed to
play a role in neuronal patterning and proliferation (3, 61).
The chemokine proteins are classified into subfamilies (CXC,
CC, CX3C, and XC) based on the position of the first two of
four conserved cysteine residues (90). In general, the members
of the CXC family, such as cytokine-induced neutrophil che-
moattractant, act primarily on neutrophils, while the majority
of CC chemokines, such as monocyte chemoattractant pro-
tein-1 (MCP-1), macrophage inflammatory protein 1� (MIP-
1�), and regulated-upon-activation, normal T-cell expressed
and secreted (RANTES), are monocyte chemoattractants (82).

RANTES is highly chemoattractant for T lymphocytes,
monocytes, eosinophils, and basophils (1, 83). Infection with
some viruses has been shown to induce RANTES expression in
a wide variety of cells (9, 16, 43, 52, 56, 88). Thus, virus-induced
RANTES expression could be a major element in the patho-
genesis of viral infection. RANTES could be activated by dif-
ferent stimuli through the regulation of transcriptional control
(62, 63, 67). The 5� region of the RANTES gene promoter is

divided into five regions (A to E) and plays a distinct role in the
induction of gene expression (67). The A/B and E regions
contain potential transcription factor binding sites critical to
gene expression, NF-�B (nucleotides �58 to �27) and NF-
IL-6 (nucleotides �100 to �92), respectively. NF-�B repre-
sents a family of dimeric transcription factors that play a cen-
tral role in the inflammatory responses by regulating gene
expression through binding to the cis-acting �B elements (25,
34). Nuclear factor IL-6 (NF-IL-6), a member of the CCAAT/
enhancer binding protein (C/EBP) family of transcription fac-
tors, belongs to a class of DNA binding proteins called the
basic leucine zipper protein family, which includes C/EBP�,
C/EBP� (NF-IL-6), C/EBP�, and C/EBP	 (NF-IL-6�) (74).

Neurological diseases caused by conventional viruses such as
lymphocytic choriomeningitis virus (8, 21), measles virus (89),
rubella virus, (89), papovavirus (89), and human immunodefi-
ciency virus type 1 (27, 75) are often characterized by a pro-
longed asymptomatic period, evidence of immune system rec-
ognition, and the presence of inflammatory components
among the neuropathological changes (89). The mechanisms
by which these viruses cause neurological disease are not fully
understood. In many cases, the virus is probably not directly
involved in the destruction of brain tissue but may cause dam-
age indirectly by triggering cell-mediated immune responses,
such as activating cytotoxic T cells and macrophages. Activated
inflammatory cells secrete cytokines, such as interleukin-1
(IL-1) and tumor necrosis factor alpha (TNF-�), which can
cause toxic effects in the brain (76). Additionally, other soluble
factors, such as neurotoxins (26), quinolinic acid (29), and
excitatory neurotransmitters (86), have been implicated as
toxin candidates responsible for neurological damage.

Japanese encephalitis virus (JEV), a member of the family
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Flaviviridae, is an acute zoonotic infection that commonly af-
fects children and is a major cause of acute encephalopathy
(10, 58). JEV targets the CNS, clinically manifesting with fever,
headache, vomiting, signs of meningeal irritation, and altered
consciousness, leading to high mortality and neurological se-
quelae in some of those who survive (38). After entry into the
host, JEV generates a rapid inflammatory response, including
peripheral neutrophil leucocytosis or infiltration of neutrophils
in extraneural tissue. Clinically, the infection of JEV results in
increased levels of cytokines such as macrophage-derived che-
motactic factor, TNF-�, and interleukin 8 (IL-8) in the serum
and cerebrospinal fluid (35, 78, 85). The increased levels of
inflammatory mediators appear to play a protective role or to
initiate an irreversible immune response leading to cell death.
Accumulating evidence shows that the mortality rate increases
with increasing concentrations of cytokines in the serum and
cerebrospinal fluid in Japanese encephalitis patients (78).

The host response to infection is central to the effective
control and ultimate clearance of invading pathogens or re-
moval of infected cells. The response to cerebral infection with
JEV in mice is characterized at the pathological level by sig-
nificant recruitment and extravasation of immunoinflamma-
tory cells, predominantly macrophages, T cells, and neutro-
phils, to sites of viral replication in the brain (12, 50, 51).
Despite the pathological and socioeconomic importance of
JEV, knowledge of the immunological mechanisms occurring
during viral infection is limited. The inflammatory response
observed within the CNS in viral encephalitis is partly medi-
ated by chemokines, which are released by various cells of the
CNS (32). Previously, we had reported that infection of astrocytes
with JEV stimulated RANTES expression (16). In this study, we
sought to address the underlying mechanisms. We found that
microglia and astrocytes were the predominant cells for JEV-
induced RANTES expression. Moreover, we found that the sig-
naling pathway of JEV-induced RANTES production was asso-
ciated with the activation of extracellular signal-regulated kinase
(ERK) and increased binding activity of NF-IL-6 and NF-�B.

MATERIALS AND METHODS

Viruses. The propagation of JEV NT113 (15), isolated from a mosquito, was
carried out in C6/36 cells. JEV strains Peking-1 (36), Nakayama (66), and JaGar
(47) were provided by M.-D. Kuo (Institute of Preventive Medicine, National
Medical Defense Center, Taiwan). C6/36 cells were infected with JEV at a
multiplicity of infection of 0.1 with Dulbecco’s modified Eagle’s medium
(DMEM) containing 5% fetal bovine serum (FBS) (Life Technologies) and
cultivated for a further 4 to 5 days at 28°C. On the other hand, neural cultures
were first adsorbed with JEV (multiplicity of infection 
 20) for 1 h at 37°C.
After adsorption, the unbound viruses were removed by gentle washing with
phosphate-buffered saline (PBS, pH 7.4). Fresh DMEM–2% FBS was added to
each plate for further incubation at 37°C. Virus inactivation was done by placing
viruses in boiled water for 15 min or exposing viruses to UV light (wavelength,
254 nm) at a distance of 3 cm for 30 min.

Cell cultures. The animal study protocol was approved by the Animal Exper-
imental Committee of Taichung Veterans General Hospital. Neuron/glia, mixed
glia, neuron, microglia, and astrocyte cultures were prepared from the cerebral
cortexes of 1-day-old Sprague-Dawley rats (14, 16, 41). In brief, pooled dissected
cortexes were digested with 5 ml of papain solution (1.5 mM CaCl2, 0.5 mM
EDTA, 0.6 mg of papain per ml, 0.063% DNase I, 5.32 g of Hanks’ balanced salt
solution per liter, and 0.2 mg of cysteine per ml) at 37°C for 20 min to dissociate
the cells. After centrifugation at 200 � g for 5 min, cells were plated on poly-D-
lysine-coated (20 �g/ml; molecular weight, 30,000 to 70,000; Sigma Chemical
Co.) dishes. One day after seeding, the culture medium was replaced with
minimal essential medium (MEM; Life Technologies) supplemented with 10%
FBS and 10% horse serum. On the fourth day in vitro, the medium was changed

and replaced with fresh serum-containing medium. For cortical neurons, the
culture medium was replaced with neurobasal medium supplemented with B27
(Life Technologies). Cytosine arabinoside (10 �M, Sigma Chemical Co.) was
added to the medium on the third and fourth days in vitro to inhibit nonneuronal
cell division.

These neuron/glia and neuron cultures were used for experiments after 10 to
12 days in vitro. For mixed glia, the cell pellets were resuspended in DMEM/F12
(Life Technologies) supplemented with 10% FBS. The medium was replenished
4 days after plating and changed every 3 days. The resultant mixed glia cultures
were used 14 to 16 days after plating. Astrocyte and microglia cultures were
separated by shaking mixed glial cultures at a speed of 200 rpm for 24 h. The
retained astrocytes and floating microglia were maintained in DMEM/F12 con-
taining 10% FBS. Cell composition was identified and estimated by immunocy-
tochemistry with antibodies against microtubule-associated protein 2 (MAP-2;
for neurons; Transduction Laboratories), glial fibrillary acidic protein (GFAP;
for astrocytes; Santa Cruz Biotechnology), and ED-1 (for microglia; BioSource).
In general, neurons/glia consisted of 50% neurons, 40% astrocytes, and 10%
microglia. Mixed glial cultures contained �80% astrocytes and �20% microglia.
The purity of neurons, astrocytes, and microglia was more than 95%.

Immunocytochemical staining. Cells were washed twice with PBS, fixed with
4% paraformaldehyde for 10 min, and permeabilized with 0.1% Triton X-100 for
15 min. The cells were blocked with 5% milk in PBS for 30 min and then
incubated with primary antibody (1:500) overnight at 4°C, followed by washing
with PBS. After washing, the cells were incubated with horseradish peroxidase-
conjugated secondary antibody (1:500) for 1 h at room temperature. After
washing, the color was developed with 3,3�-diaminobenzidine (Sigma Chemical
Co.) and observed under a light microscope.

RT-PCR. For determination of mRNA expression, total RNA extraction and
reverse transcription (RT)-PCR were performed as previously reported (16).
DNA fragments of specific genes and the internal control were coamplified in a
tube containing Taq DNA polymerase (Promega) and 0.8 �M each of the sense
and antisense primers. The PCR was performed with a DNA thermal cycler
(Perkin Elmer-Cetus) under the following conditions: one cycle of 94°C for 3
min; 28 cycles of 94°C for 50 s, 56°C for 40 s, and 72°C for 45 s; and then one cycle
of 72°C for 5 min. The amplified DNA fragments were resolved by 1.5% agarose
gel electrophoresis and stained with ethidium bromide.

The oligonucleotides used in this study were as follows: 5�-CACCGTCATCC
TCGTTGC-3� and 5�-CACTTGGCGGTTCTTTCG-3� for RANTES; 5�-CAG
GTCTCTGTCACGCTTCT-3� and 5�-AGTATTCATGGAAGGGAATAG-3�
for MCP-1; 5�-GCTCTGGAACGAAGTCTTCTCAGC-3� and 5�-TCCAGCTC
AGTGATGTATTCTTGGAC-3� for MIP-1�; 5�-ATGGTCTCAGCCACCCGC
TCG-3� and 5�-TTACTTGGGGACACCCTTTAGCAT-3� for cytokine-induced
neutrophil chemoattractant; 5�-ACCACAGTCCATGCCATCAC-3� and 5�-TC
CACCACCCTGTTGCTGTA-3� for glyceraldehydes-3-phosphate dehydroge-
nase (GAPDH); 5�-TCCTGTGGCATCCACGAAACT-3� and 5�-GGAGCAAT
GATCTTGATCTTC-3� for �-actin; and 5�-GAAGACAGGGGTCATCTAGT
GTG-3� and 5�-AGATCCTGTGTTCTTC-3� for JEV.

RANTES assay. RANTES was measured with an enzyme immunoassay kit
from R&D, following the procedure provided by the manufacturer.

Western blot analysis. Cells were washed twice with PBS and harvested in
Laemmli sodium dodecyl sulfate (SDS) sample buffer. The protein concentration
in the supernatant was determined by the Bradford assay (Bio-Rad, Richmond,
Calif.). Protein extracts were separated by SDS-polyacrylamide gel electrophore-
sis (PAGE) and electrophoretically transferred to polyvinylidene difluoride
membranes (Amersham Pharmacia Biotech.). Membranes were first incubated
with 5% nonfat milk in PBS for 1 h at room temperature. Membranes were
washed with PBS containing 0.1% Tween 20 (PBST) and then incubated for 1 h
at room temperature with antibodies, including phosphorylated and nonphos-
phorylated forms of ERK (1:5,000; Santa Cruz Biotechnology) and JEV NS3
(1:5,000). After washing again with PBST buffer, a 1:10,000 (vol/vol) dilution of
horseradish peroxidase-labeled immunoglobulin G was added at room temper-
ature for 1 h. The blots were developed with ECL Western blotting reagents
(Amersham Pharmacia Biotech.).

Plasmids, transient transfections, and reporter assay. The firefly luciferase
gene under the control of the human RANTES promoter, including �881 to �54
(pGL-A), �181 to �54 (pGL-B), and �79 to �54 (pGL-C), was provided by
H.-S. Liu (National Cheng Kung University, Taiwan) (43). A Renilla luciferase
reporter under the control of the herpes simplex virus thymidine kinase pro-
moter, pRL-TK, was used as an internal control to normalize reporter gene
activity (19). Rat C6 glioma cells maintained in DMEM–5% FBS at 37°C were
transfected with Lipofectamine (Life Technologies) liposomal transfection re-
agent according to the instructions of the manufacturer. Twenty-four hours later,
the transfected cells were infected with JEV at a multiplicity of infection of 5.
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After 36 h, the cells were lysed, and the luciferase activity was determined.
Luciferase activities were determined by a luminometer the a dual-luciferase
reporter assay according to the instructions of the manufacturer (Promega Co.).

Preparation of nuclear extracts and electrophoretic mobility shift assay. Nu-
clear extracts were prepared as described previously (19). In brief, cells were
washed twice with ice-cold PBS and pelleted. The cell pellet was resuspended in
hypotonic buffer (10 mM HEPES, pH 8.0; 10 mM KCl; 1.5 mM MgCl2; 5 mM
dithiothreitol; 0.5 mM phenylmethylsulfonyl fluoride; 1 mM NaF; 1 mM
Na3VO4) and incubated on ice for 15 min. Then the cells were lysed by the
addition of 0.5% Nonidet P-40 and vigorous vortexing for 30 s. The nuclei were
pelleted by centrifugation at 12,000 � g for 1 min at 4°C and resuspended in
extraction buffer (20 mM HEPES, pH 8.0; 420 mM NaCl; 1.5 mM MgCl2; 0.2
mM EDTA; 1 mM dithiothreitol; 10% glycerol; 0.5 mM phenylmethylsulfonyl
fluoride; 1 mM NaF; 1 mM Na3VO4). After 15 min on ice, lysates were centri-
fuged at 12,000 � g for 10 min at 4°C. Supernatants were obtained and stored at
�70°C. The protein concentration in the supernatant was determined by the
Bradford assay (Bio-Rad, Richmond, Calif.).

The oligonucleotides were synthesized and 5� labeled with biotin by the man-
ufacturer (Purigo Biotech, Inc.), including NF-�B (5�-AGTTGAGGGGACT
TTCCCAGGC), NF-IL-6 (5�-AGCTCGCGTTGTGCAATCTG), and human
RANTES promoter A/B site (5�-TTTTGGAAACTCCCCTTAGGGGATGC
CCCTCA) and E site (5�-TTCCGTTTTGTGCAATTTCAC) (43, 62, 63). Nu-
clear extract (10 �g) was used for the electrophoretic mobility shift assay. The
binding reaction mixture included 1 �g of poly(dI-dC), 0.1 �g of poly-L-lysine,
and 100 fmol of biotin-labeled DNA probe in 20 �l of binding buffer (10 mM
HEPES, pH 7.6; 50 mM NaCl; 0.5 mM MgCl2; 0.5 mM EDTA; 1 mM dithio-
threitol; 5% glycerol). The DNA-protein complex was analyzed on 6% native
polyacrylamide gels and electrically transferred to a nylon membrane. The la-
beled oligonucleotides were reacted with horseradish peroxidase-labeled strepta-
vidin and detected with chemiluminescence reagents.

Chemotaxis assay. The chemotactic response was evaluated with a modified
24-well Transwell (Costar), as previously described (65). One hundred microli-
ters of RAW 264.7 cell suspension was added to the upper well of the chamber.
The lower well received 250 �l of fresh medium and 250 �l of conditioned
medium from mixed glia. The upper and lower wells were separated by polycar-
bonate filters with a 3-�m pore size, and the chamber was incubated for 8 h at
37°C. After incubation, nonmigrating cells were scraped off the upper surfaces of
the filters. Migrating cells attached to the lower surfaces were fixed in ethanol for
10 min and stained with crystal violet. Labeled cells were counted microscopically
at 400� within a total area of 2 mm2.

Statistical analysis. The data are expressed as mean values  standard error
of the mean. Statistical analysis was carried out by one-way analysis of variance
followed by Dunnett’s test to assess statistical significance between treated and
untreated groups through all experiments. A P of �0.05 was considered statis-
tically significant.

RESULTS

JEV is a potent inducer of RANTES expression in neural
cells. To define the mechanisms involved in the initiation of a
proinflammatory milieu in the CNS leading to eventual en-
cephalitis, the ability of JEV to induce RANTES chemokine
expression in primary neuron/glia cultures was assessed. Neu-
ron/glia cultures consisted of neurons (�50%), astrocytes
(�40%), and microglia (�10%) 12 days after preparation (Fig.
1A). Mock-infected cultures (48 h) demonstrated minimal
RANTES production. In contrast, supernatants from JEV-
infected cultures showed a significant increase in RANTES
production in a time-dependent manner (P � 0.01 versus the
mock-infected control) (Fig. 1C). To address the regulation of
JEV-induced RANTES secretion, we determined RANTES
expression at mRNA levels in JEV-infected neuron/glia cul-
tures by RT-PCR. GAPDH gene expression was used as an
internal control. Figure 1B shows that RANTES mRNA ex-
pression was evidently induced at 24 h postinfection and
reached a very high level at 48 h postinfection. Thus, the
increase in RANTES protein from JEV-infected culture su-
pernatants was coupled with an increase in cellular RANTES
mRNA synthesis.

The loss of neuron-specific MAP-2 immunoreactivity and
the integrity of neuronal processes are early markers of neu-
ronal damage (14, 17). The integrity of neuronal processes was
lost gradually and was apparent 48 h after JEV infection in

FIG. 1. Induction of RANTES expression in JEV-infected neuron/glia cultures. After 12 days in vitro, neuron/glia cultures were subjected to
immunocytochemistry with antibodies against MAP-2, GFAP, and ED-1. Neuron/glia cultures before harvest were also photographed under phase
contrast. Scale bar, 50 �m (A). Neuron/glia cultures were mock-infected or infected with JEV (NT113) over time. Total cellular RNAs were
harvested and subjected to RT-PCR for the detection of RANTES and GAPDH (B). Culture supernatants were collected, and the concentration
of RANTES was determined by enzyme-linked immunosorbent assay (n 
 4) (C).
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neuron/glia cultures (Fig. 2A). However, microglia and astro-
cytes within neuron/glia cultures were not significantly affected
by JEV infection (data not shown). JEV RNA measurable by
RT-PCR was initially detected after 24 h of JEV infection in
neuron/glia cultures, and the signal increased up to 48 h postin-
fection (Fig. 2C). The induction of RANTES expression was
parallel to virus-induced neuronal loss and the kinetics of viral
replication. This indicates an association between JEV-up-
regulated RANTES expression and virus infection.

To determine the specific CNS cells which contribute to
overall RANTES induction after JEV infection, mixed glia,
neurons, astrocytes, and microglia isolated from neonatal rats
were also infected with JEV in vitro (Fig. 3A). RANTES, as in
neuron/glia cultures, was also expressed in mixed glia, micro-
glia, and astrocytes (P � 0.01 versus the mock-infected control).
The induction of RANTES gene expres-sion was most promi-

nent in mixed glia. The level of RANTES expression in micro-
glia and astrocytes was relatively equal to but generally much
lower than that in neuron/glia cultures and mixed glia. Al-
though JEV infection damaged neurons (Fig. 2B), their infec-
tion failed to induce RANTES production in neuron-en-
riched cultures (Fig. 3A). These results indicate that, with
the exception of neurons, neurons/glia, mixed glia, micro-
glia, and astrocytes are all capable of significantly expressing
RANTES as a response to JEV infection, although the level
of RANTES induced may vary depending on the cell pop-
ulation. Moreover, we found that supernatants from JEV-
infected microglia further stimulated RANTES production
by astrocytes (P � 0.01) (Fig. 3B), suggesting that soluble
factors from microglia contributed to the increased RAN-
TES production in the presence of both astrocytes and mi-
croglia after JEV infection.

FIG. 2. Neuronal toxicity of JEV. Neuron/glia cultures were mock infected or infected with JEV (NT113) over time. The integrity of neurons
was determined by immunocytochemistry with antibody against MAP-2 (A), and the levels of JEV RNA and �-actin mRNA were determined by
RT-PCR (C). The integrity of neurons 24 h after mock or JEV (NT113) infection was also assessed in neuron-enriched cultures by immunocy-
tochemistry with antibody against MAP-2 (B). Scale bar, 50 �m.

FIG. 3. Cell specificity of RANTES production. Neuron/glia, mixed glia, neuron, microglia, and astrocyte cultures were mock infected or
infected with JEV (NT113) for 24 h. The production of RANTES and expression of RANTES mRNA were determined by enzyme-linked
immunosorbent assay (n 
 4) and RT-PCR, respectively (A). The supernatants of mock- and JEV-infected microglia and astrocytes (24 h)
were collected and mixed with an equal volume of fresh medium. Microglia-derived conditioned medium was added to new astrocyte cultures
and vice versa. The level of RANTES in supernatants before and 24 h after addition was determined by enzyme-linked immunosorbent assay
(n 
 3) (B).
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That JEV replicates in neurons is a well-established fact.
Previously, we demonstrated that glial cells could be infected
by JEV, as evidenced by immunocytochemistry, RT-PCR, and
functional changes (16, 41). Measurable JEV RNA was de-
tected in neuron/glia cultures after infection (Fig. 2C). In this
study, the infectivity of JEV for microglia (�80% of infectivity)
and astrocytes (20 to 30% of infectivity) was assessed by im-
munocytochemical staining with antibody against nonstruc-
tural protein 3 (NS3) in each enriched cultures (Fig. 4). Fur-
thermore, immunoreactivity with an antibody against NS3
was strongly localized at microglia in JEV-infected mixed
glia. However, immunoreactivity with the antibody against
RANTES was localized at both microglia and astrocytes (Fig.
5). These in vitro data further demonstrate that JEV was able
to infect glial cells and stimulate RANTES expression from
microglia and astrocytes.

To further determine if replication-competent virus is essen-
tial for the induction of RANTES, mixed glia cultures were
stimulated with boiling-inactivated and UV-inactivated JEV.
Both treatments dramatically decreased the ability of JEV to
induce RANTES protein secretion (P � 0.01) and mRNA
expression (Fig. 6A), suggesting that viral replication and/or
productive infection is likely required for such upregulation of
RANTES gene expression.

To determine whether other JEV strains share the ability to
induce similar RANTES gene expression, three well-charac-
terized JEV strains were analyzed. JEV strains Peking-1 (36),
Nakayama (66), and JaGAr (47) all stimulated significant
RANTES protein secretion and mRNA expression from mixed
glia cultures after 24 h of infection (Fig. 6B).

Induction of RANTES production by JEV infection is inhib-
ited by MEK inhibitor and antioxidant. Many stimuli have
been shown to elicit specific biological responses through ac-

tivation of the mitogen-activated protein kinase (MAPK) sig-
naling cascade and oxidative stress. The MAPK signaling cas-
cade and oxidative stress also play important roles in the
induction of proinflammatory molecules such as RANTES af-
ter viral infection (9, 43, 70). Activation of MAPK and the
generation of free radicals were demonstrated in JEV-infected
cells (18, 40, 77).

To correlate their activation and RANTES gene expression
in mixed glia induced by JEV, U0126, an enzyme inhibitor of
MEK/ERK (23), and the antioxidant N-acetyl-L-cysteine
(NAC) (80) were used. Addition of U0126 significantly
blocked JEV-induced RANTES production (P � 0.01) (Fig.
7A). MEK lies immediately upstream of ERK in the signaling
cascade and is responsible for its phosphorylation and activa-
tion (23). To further characterize the involvement of the MEK/
ERK signaling pathway in JEV-induced RANTES production,
the level of ERK phosphorylation was assessed. A hyperphos-
phorylated form of ERK could be detected after 8 h of JEV
infection. However, no modification in the protein level of
ERK was detected (Fig. 7B). The phosphorylation of ERK was
inhibited by treatment of mixed glia with U0126 (Fig. 7B). No
decreased expression of JEV viral protein was detected after
inhibitor treatments (Fig. 7B), indicating that the ERK signal-
ing pathway plays an important role in JEV-induced RANTES
production. This assumption was further supported by the
finding that NAC also reduced JEV-induced RANTES pro-
duction (P � 0.01) and ERK phosphorylation without decreas-
ing viral amplification (Fig. 7). These findings imply that, in-
deed, inducible RANTES secretion after JEV infection is
regulated through MEK/ERK activation.

Activation of RANTES reporter genes in JEV-infected cells.
Due to the low transfection rate in primary cells, the reporter
assay was done in rat C6 glioma cells, which also responded to

FIG. 4. Glial infectivity of JEV. Microglia and astrocyte cultures were infected with JEV (NT113) for 24 h. The morphological characteristics
of microglia and astrocytes were assessed by immunocytochemistry with antibodies against ED-1 (microglia) and GFAP (astrocytes). The infected
cells in each culture were assessed by immunocytochemistry with antibody against JEV NS3. Scale bar, 50 �m.
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JEV infection by releasing RANTES (data not shown).Thelucif-
erase reporter constructs included pGL-A (�881 to �54), pGL-B
(�181 to �54), and pGL-C (�79 to �54) (43). The luciferase
activity of RANTES reporter genes pGL-A (2.4-fold above that

in mock-infected cells, P � 0.05) and pGL-B (4.1-fold above that
in mock-infected cells P � 0.01) in the JEV-infected cells was
higher than that of the mock-infected cells. In contrast, the luciferase
activity in the reporter of pGL-C was hardly detected (Fig. 8).

FIG. 5. Vial protein and RANTES immunoreactivity in mixed glia. Mixed glia were mock infected or infected with JEV (NT113) for 24 h, and
the immunoreactivity of viral protein and RANTES was examined by immunocytochemistry with antibodies against JEV NS3 and RANTES.
JEV-infected cultures were photographed before harvest under phase contrast. The immunoreactive cells marked by arrows and asterisks are
representatives of astrocytes and microglia, respectively. by their morphological characteristics. Scale bar, 50 �m.

FIG. 6. Production of RANTES depends on viral replication. Mixed glia were mock infected or infected with JEV (NT113), UV-inactivated
JEV (NT113), or boiling-inactivated JEV (NT113) for 24 h. The production of RANTES and expression of RANTES mRNA were determined
by enzyme-linked immunosorbent assay (n 
 3) and RT-PCR, respectively (A). Mixed glia were mock infected or infected with other available JEV
strains (Peking-1, Nakayama, and JaGar) for 24 h. The production of RANTES and expression of RANTES mRNA were determined by
enzyme-linked immunosorbent assay (n 
 3) and RT-PCR, respectively (B).
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Formation of NF-IL-6-protein complex increases in JEV-
infected cells. We further identified the essential region in the
RANTES promoter for the induction of RANTES expression
by JEV infection. Since the luciferase activity induced by JEV
infection was prominent in the pGL-B reporter, the region
between nucleotides �181 and �79 of the RANTES promoter
was first characterized. The RANTES promoter E site region
contains a potential binding site for NF-IL-6 (�100 to �92)
(62, 63). To determine whether activation of RANTES pro-
moter was caused by binding of factors to this promoter region,
nuclear extracts from mixed glia infected with either the con-
trol or JEV were mixed with biotin-labeled oligonucleotides of
the RANTES promoter E region (nucleotides �109 to �89)
and NF-IL-6 consensus binding site for the electrophoretic
mobility shift assay. Intense bands representing a DNA-protein
complex were observed in JEV-infected cells with both oligo-
nucleotides, E and NF-IL-6 (Fig. 9). The DNA-protein com-

plex formed with E was NF-IL-6 specific, because a 50-fold
excess of the unlabeled E and NF-IL-6 oligonucleotides com-
peted efficiently with complex formation, whereas oligonucle-
otides containing the A/B or NF-�B binding site failed to

FIG. 7. Requirement of ERK activation for RANTES expression. After mock or JEV (NT113) infection, mixed glia were cultivated in medium
alone or in the presence of U0126 (10 �M) or NAC (5 mM). The level of RANTES in the supernatants (24 h postinfection) was determined by
enzyme-linked immunosorbent assay (n 
 4) (A). The levels of phosphorylated ERK (8 h postinfection), total ERK (8 h postinfection), and JEV
NS3 protein (24 h postinfection) were determined by Western blot analysis. One of three separate experiments is shown (B).

FIG. 8. Activation of RANTES promoter activity in JEV-infected
cells. C6 glioma cells were transiently cotransfected with the three
RANTES promoter reporters (pGL-A, pGL-B, and pGL-C) and the
Renilla luciferase reporter gene. Twenty-four hours later, cells were
mock infected or infected with JEV (NT113) for another 36 h. The
cells were then lysed, and the lysates were harvested. Firefly and
Renilla luciferase activities were detected by the dual-luciferase re-
porter assay system. Firefly luciferase activity was normalized to Re-
nilla luciferase activity. The mock-infected pGL-A group was the con-
trol (n 
 3).

FIG. 9. Induction of transcription factors in JEV-infected cells. Mixed
glia were mock infected or infected with JEV (NT113) for 8 h. Nuclear
extracts were prepared and subjected to the electrophoretic mobility shift
assay with the A/B, E, NF-�B, and NF-IL-6 oligonucleotides. Lane 1, free
probe only; lane 2, mock infection; lane 3, JEV infection. Similar results
were obtained from two independent experiments.
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compete (Fig. 10). Furthermore, formation of the binding
complex with E or NF-IL-6 decreased in the presence of
U0126 and NAC (Fig. 11). These findings indicate that a close
relationship exists between NF-IL-6 and RANTES gene ex-
pression after JEV infection.

Formation of NF-�B-protein complex in JEV-infected cells.
NF-�B represents a family of dimeric transcription factors that
play a central role in inflammatory responses by regulating
gene expression (25). The RANTES promoter A/B site con-
tains sequence homologous to the NF-�B binding site (nucle-
otides �58 to �27) (62, 63). We next examined whether JEV
infection would increase the binding activity for the RANTES
promoter A/B site (nucleotides �58 to �27) and NF-�B con-
sensus binding site. JEV infection increased the formation of
the RANTES promoter A/B site-protein complex and NF-�B-
protein complex (Fig. 9), suggesting the involvement of the
A/B site and NF-�B during JEV infection. The A/B site-pro-
tein complex was efficiently suppressed by adding the unla-
beled A/B and NF-�B but not the E and NF-IL-6 oligonucle-
otides (Fig. 10). Similar to E and NF-IL-6, U0126 and NAC
reduced the formation of each DNA-protein complex (Fig.
11). Since the luciferase activity of the pGL-C (nucleotides
�79 to � 54) reporter was hardly detected (Fig. 8), the EMSA
results suggested that the formation of A/B site-protein com-
plex or NF-�B–protein complex alone was not enough to trig-
ger RANTES gene expression.

Chemotaxis of RANTES. RANTES is highly chemoattracted
to T lymphocytes, monocytes, eosinophils, and basophils (1).
Therefore, the chemotactic activity of the supernatants of
mixed glia infected with JEV was evaluated on the mouse
monocyte/macrophage cell line RAW264.7. As shown in Fig.
12A, supernatants infected with JEV exhibited a significantly
enhanced capacity to stimulate RAW264.7 cell migration com-
pared with the mock-infected control. During this period, JEV
infection itself did not affect the migration of RAW264.7 (data
not shown). The chemotactic activity of supernatants from
JEV-infected cells was completely lost when the supernatants

were boiled before the chemotaxis assay and reduced when
RANTES neutralizing antibodies were added to the superna-
tants before the chemotaxis assay. The data indicate that JEV-
infected mixed glia release functional RANTES to attract im-
mune cells.

Chemokines are a group of chemotactic cytokines with nu-
merous members. Due to the partial inhibition of RANTES
antibody on chemotaxis, we speculated that other members of
the chemokine group could also be produced by mixed glia
after infection with JEV. As shown in representative experi-
ments in Fig. 12B, after a 24-h infection, elevated mRNA levels
of cytokine-induced neutrophil chemoattractant, MIP-1�, and
MCP-1 mRNA were detected in JEV-infected mixed glia. In
addition to RANTES neutralizing antibody, MCP-1 neutraliz-
ing antibody also reduced the chemotactic activity. Further-
more, the combination of both neutralizing antibodies effec-
tively decreased the chemotactic activity (Fig. 12A). The data
indicate that infection with JEV can trigger mixed glia to re-
lease several kinds of chemokines.

DISCUSSION

Glia are a major source of cytokine production and are thus
critical effectors of CNS inflammation. They orchestrate im-
munocyte recruitment to focal areas of viral infection within
the brain and synchronize immune cell functions through a
regulated network of cytokines and chemokines (30, 37, 60).
Activated glia are mainly scavenger cells but also perform
various other functions in tissue repair and neural regeneration
(24, 37, 59, 71). However, elevated inflammatory responses
may be either beneficial in the healing phases by actively mon-
itoring and controlling the extracellular environment and re-
moving dead or damaged cells or harmful by causing the by-
standers damage (7, 11, 20, 22, 39, 53, 57).

The mechanisms that control inflammatory responses within
the central nervous system after viral infection are only begin-
ning to be understood. In the present study, the susceptibility

FIG. 10. Specificity of NF-�B and NF-IL-6 binding. Mixed glia were infected with JEV (NT113) for 8 h. The isolated nuclear extracts were
subjected to the electrophoretic mobility shift assay with the biotin-labeled A/B (A) or E (B) oligonucleotide. The characteristics of A/B-protein
and E-protein complex were assessed by the competition assay (lanes 2 to 5) with unlabeled oligonucleotides (50-fold). Lane 1, labeled A/B or E
control; lane 2, unlabeled A/B; lane 3, unlabeled E; lane 4, unlabeled NF-�B; lane 5, unlabeled NF-IL-6. Similar results were obtained from two
independent experiments.

12114 CHEN ET AL. J. VIROL.



of neural cells, including neurons/glia, mixed glia, astrocytes,
and microglia, to JEV infection was demonstrated by RT-PCR,
Western blot analysis, and immunocytochemistry (Fig. 2C, 4, 5,
and 7). We showed that neurons/glia, mixed glia, astrocytes,
and microglia but not neurons produced RANTES in response
to JEV infection (Fig. 1 to 3 and 5). JEV-induced RANTES
production was largely mediated by the ERK (Fig. 7) and
NF-IL-6 (Fig. 9 to 11) signaling pathways and inhibited by the
action of NAC (Fig. 7). The released RANTES did not seem to
affect neuronal viability in our assay conditions but stimulated
monocyte/macrophage migration (Fig. 12).

That JEV replicates in neurons is a well-established fact. In
a fatal human case, JEV antigens were localized mainly in
neurons but not in the neighboring glial cells, suggesting that

the principal target cells for JEV in the CNS are neurons (33).
However, the infectivity of JEV for glial cells remains uncer-
tain. Primary neurons were easily infected by JEV (�90%
infectivity) in vitro (16). Previously, we demonstrated that glial
cells could be infected by JEV as evidenced by immunocyto-
chemistry, RT-PCR, and functional changes (16, 41). In this
study, JEV RNA was detected in neuron/glia cultures after
infection (Fig. 2C). The generation of viral protein NS3 was
measured by Western blot analysis in mixed glia after infection
(Fig. 7). Immunocytochemical staining with antibody against
JEV NS3 revealed the amplification of JEV in microglia
(�80% infectivity) and astrocytes (20 to 30% infectivity) in
each enriched cultures (Fig. 4). In contrast, the immunoreac-
tivity of JEV NS3 was mainly localized to microglia in JEV-

FIG. 11. Induction of transcription factors depends on activation of ERK. After mock or JEV (NT113) infection, mixed glia were cultivated
for a further 8 h in medium alone or in the presence of U0126 (10 �M) or NAC (5 mM). The isolated nuclear extracts were subjected to the
electrophoretic mobility shift assay with the A/B, E, NF-�B, and NF-IL-6 oligonucleotides. Similar results were obtained from three independent
experiments.
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infected mixed glia (Fig. 5). These findings elicit the suscepti-
bility of each neural cell to JEV infection with variable
infectivity. The preference of microglia for JEV infection in
mixed glia requires further characterization. However, these in
vitro data demonstrate that JEV was able to infect glial cells
such as microglia and astrocytes.

Several lines of evidence suggest that JEV infection causes a
breakdown of the blood-brain barrier and generates a rapid
inflammatory response, including peripheral neutrophil leuco-
cytosis and infiltration of neutrophils into extraneural tissue
(12, 50, 51). Researchers have demonstrated the antiviral effect
of nitric oxide against JEV (44, 81). Accumulating evidence
has shown that the mortality rate increases with increasing
concentrations of cytokines, including macrophage-derived
chemotactic factor, TNF-�, and IL-8 in the serum and cere-
brospinal fluid in Japanese encephalitis patients (35, 78, 85).
However, these studies did not directly address the cellular
origin of their expression or the potential mechanisms.

Despite the higher infectivity and cytotoxicity (Fig. 2), neu-
rons were unable to release RANTES after JEV infection (Fig.
3). In this study, we have provided clear evidence that central
astrocytes and microglia are capable of producing RANTES
after JEV infection (Fig. 3 and 5). The prominent effector cell
for JEV-induced RANTES generation was the coculture of
both astrocytes and microglia (Fig. 3). To evaluate the induc-
tive characteristics, we found that conditioned culture medium
from JEV-infected microglia further stimulated RANTES pro-
duction by astrocytes. In contrast, astrocyte-conditioned me-
dium did not stimulate further expression of RANTES from
microglia (Fig. 3). Furthermore, JEV NS3 was detected
strongly in microglia in mixed glia after infection. However, the
immunoreactivity of RANTES was localized at microglia and
astrocytes in mixed glia after infection (Fig. 5). These findings
suggest that soluble factors released from microglia after JEV

infection might play a role in stimulating RANTES production
from astrocytes. This assumption might explain the synergistic
production of RANTES by mixed glia after JEV infection. The
potential candidates released by microglia to stimulate
RANTES production from astrocytes have not yet been fully
identified. TNF-� and IL-1� have been shown to trigger astro-
cytes to upregulate chemokine expression (31, 73). Therefore,
the TNF-� and IL-1� released after JEV infection could func-
tion to stimulate astrocytes to release RANTES.

The activation of glia by viral infection could lead to the
restriction of viral spreading, whereas the consequence is fre-
quently CNS dysfunction and/or destruction (6, 13, 28, 55, 68,
69). Elevated concentrations of chemokines may be partially
responsible for neuronal death in various diseases, including
viral infection (2). In this in vitro study, we found that infection
of neuron/glia cultures with JEV triggered RANTES expres-
sion in a time-dependent manner (Fig. 1). The neurotoxic
action of JEV (Fig. 2) was accompanied by increased produc-
tion of RANTES (Fig. 1) and viral amplification (Fig. 2) in
neuron/glia cultures after JEV infection, suggesting a potential
link between RANTES and JEV-induced neuronal damage.
However, the evidence of their association appears to be lim-
ited because RANTES neutralizing antibody was unable to
inhibit JEV-induced neuronal damage (data not shown), and
JEV directly caused neuronal death in neuron cultures without
the production of RANTES (Fig. 1 to 3).

The chemokines expressed within tissues are probably the
major mediators of the accumulation of several inflammatory
cells at sites of inflammation (3, 82, 90). Besides chemotactic
activity, chemokines also have mitogenic and activating prop-
erties for particular cell types, which make them likely ampli-
fiers of the immune response in many pathological conditions
(46, 61, 84). Infection of some viruses has been shown to
induce RANTES expression in a wide variety of cells, which

FIG. 12. Chemotaxis of RANTES. Mixed glia were mock infected or infected with JEV (NT113) for 24 h. Supernatants isolated from
JEV-infected cells were modified by treatments before chemotactic assay, including inactivation by boiling for 15 min and neutralization with
RANTES and MCP-1 neutralizing antibodies (50 �g/ml) for 30 min. Chemotactic activity against RAW264.7 monocytes/macrophages was
measured by Transwell assay as described in Materials and Methods. Mock infection was the control. *, P � 0.05, and **, P � 0.01 versus JEV;
and ##, P � 0.01 versus the mock-infected control, n 
 4 (A). Mixed glia were infected with the mock-infected control or JEV (NT113) for 24 h.
Total RNAs were isolated and subjected to RT-PCR for the detection of MCP-1, Mip-1�, cytokine-induced neutrophil chemoattractant (CINC),
and GAPDH mRNAs. One of three independent experiments is shown (B).
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mostly contributes to the development of inflammatory pro-
cesses (9, 16, 43, 52, 56, 88). Lokensgard et al. (45) reported
that astrocytes produced chemokines that induced chemotaxis
of microglia and other cells of the monocyte/macrophage lin-
eage, in response to human cytomegalovirus infection. In this
study, we found that infection of glial cells with JEV produced
RANTES and other chemokines with chemoattracting activity
(Fig. 12). Therefore, RANTES expressed on glial cells after
JEV infection might function as an important cellular signal to
attract inflammatory cell infiltration and amplify immune re-
sponses.

Many stimuli have been shown to elicit specific biological
responses through activation of the MAPK signaling cascade
and oxidative stress. It has been reported that the MAPK
signaling cascade and oxidative stress also play important roles
in the induction of proinflammatory cytokine expression and
viral replication after viral infection (6, 9, 43, 70). Evidence has
demonstrated that JEV infection stimulated MAPK activation
and generated free radicals in infected cells (18, 40, 77, 87).
U0126 and NAC reduced both JEV-induced RANTES pro-
duction and ERK phosphorylation (Fig. 7). Moreover, U0126
and NAC further decreased the DNA binding activity of NF-
IL-6 and NF-�B after JEV infection (Fig. 11). These findings
indicate that MAPK and free radicals are involved in JEV-
induced RANTES expression and that MAPK lies upstream of
the activation of NF-�B. In contrast, we found that treatment
of infected cells with U0126 or NAC was unable to reduce viral
protein synthesis (Fig. 7). Consistent with previous reports,
MAPK inhibitors and antioxidants could not inhibit JEV rep-
lication (18, 40, 77). Therefore, we suggest that MAPK inhib-
itors and antioxidants suppressed the signaling pathways lead-
ing to RANTES expression rather than inhibited JEV
replication. Because of the rare and inconsistent detection of
p38 protein kinase and c-Jun N-terminal kinase in JEV-in-
fected glial cells, the contribution of these MAPKs to JEV-
induced RANTES expression was not addressed in this study.

In this study, we showed that JEV-mediated upregulation of
RANTES production occurred through transcriptional activa-
tion because of the induction of mRNA expression (Fig. 1) and
promoter activity (Fig. 8). Our data demonstrated that the
RANTES promoter region from nucleotides �181 to �54
played an essential role in the activation of RANTES gene
expression after JEV infection (Fig. 8). This region contained
putative NF-�B and NF-IL-6 binding sites, termed the A/B and
E regions, respectively (67). Our data clearly showed a rela-
tionship between NF-IL-6 and JEV-induced RANTES expres-
sion. The formation of E-protein and NF-IL-6-protein com-
plexes was activated in JEV-infected cells, and the activation
was antagonized by nonlabeled NF-IL-6 (Fig. 9 and 10).

The importance of the E region and NF-IL-6 in JEV-in-
duced RANTES expression was also supported by the follow-
ing two findings. RANTES production (Fig. 7) and formation
of the NF-IL-6-protein complex (Fig. 11) were suppressed
simultaneously by U0126 and NAC. Furthermore, induction of
RANTES promoter activity was lost after deletion of the re-
gion containing the NF-IL-6 binding sequence (Fig. 8). It has
been reported that NF-�B binds to the A/B region of the
RANTES promoter and is involved in activation of the
RANTES promoter (62, 63, 67, 79). Our data showed that JEV
infection activated the specific NF-�B-protein binding activity

(Fig. 9 and 10). Similar to that of NF-IL-6, inactivation of
NF-�B-protein binding activity was strongly associated with
the reduction in RANTES production (Fig. 7 and 11). How-
ever, JEV failed to stimulate RANTES promoter activity when
it contained only the A/B region (Fig. 8).

It has become increasingly evident that the combinatory
effects of transcription factors are very important in gene ex-
pression (19, 49). For example, NF-IL-6 together with NF-�B
could induce IL-8 expression in Rous sarcoma virus-infected
epithelial cells (49) and inducible nitric oxide synthase expres-
sion in endotoxin- or cytokine-stimulated microglia (19).
Furthermore, evidence has been provided for a function and
physical interaction between NF-IL-6 and NF-�B through co-
operative binding of the two transcription factors or specific
interactions between these proteins and the basal transcrip-
tional machinery (5, 54, 64). Similarly, we found that NF-IL-6
and NF-�B were activated to bind the RANTES promoter
within E and A/B sites in JEV-infected glial cells (Fig. 9 and
10). The binding of NF-�B to the A/B site alone was not
sufficient to induce RANTES expression. Therefore, we sug-
gest that induction of RANTES expression by JEV infection in
glial cells needs the coordinate activation of at least two fac-
tors, including NF-IL-6 and NF-�B.

It is conceivable that the activation signal may be induced via
viral receptor engagement or viral replication leading to gene
expression. UV- and heat-inactivated JEV failed to activate
ERK, NF-IL-6, and NF-�B (data not shown) and induce
RANTES expression (Fig. 6), suggesting a requirement for
viral amplification for the expression of RANTES. Both
NF-�B and NF-IL-6 were activated in many different viral
infections and played crucial roles in viral replication and trig-
gering of apoptotic cell death (9, 16, 25, 42, 43, 48, 49, 52, 56,
79, 88). However, we found that their inactivation by both
U0126 and NAC did not appear to affect viral replication (Fig.
7). Therefore, the their activation was not required for JEV
replication but instead was essential for JEV-induced inflam-
matory gene expression. This concept was supported by previ-
ous studies which demonstrated that several approaches to
blocking NF-�B activation failed to influence JEV production
(18, 40, 77).

In conclusion, the results of this study and of other reports
provide evidence that glial cells might be involved in JEV-
induced inflammatory responses by releasing chemokines.
Both astrocytes and microglia respond to JEV infection by
releasing RANTES through a process related to viral replica-
tion. Stimulation of MAPK signaling pathways after JEV in-
fection leads to upregulation of RANTES expression in glial
cells through activating NF-�B and NF-IL-6 to bind to the
promoter. These two transcription factors cooperate to effect
RANTES expression. Our study provides the signaling path-
way for RANTES expression in JEV-infected glial cells, which
will shed light on the regulation of brain inflammation in viral
infection.
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