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Abstract: We have previously shown that immunization of mice with plasmid pMEa synthesizing Japanese
encephalitis virus (JEV) envelope protein induced anti-JEV humoral and cellular immune responses. We
now show that intra-muscular co-administration of mice with pMEa and pGM-CSF, encoding murine
granulocyte-macrophage colony-stimulating factor or pIL-2, encoding murine interleukin-2 given 4 days
after pMEa, augmented anti-JEV antibody titers. This did not enhance the level of protection in immu-
nized mice against JEV. However, intra-dermal co-administration of pMEa and pGM-CSF in mice using
the gene gun, enhanced anti-JEV antibody titers resulting in an increased level of protection in mice

against lethal JEV challenge.
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Japanese encephalitis virus (JEV) is a member of the
Flaviviridae family of animal viruses, which includes
several viruses of immense medical importance such as
those causing dengue and yellow fever. The virus is
distributed in vast geographic areas, including India,
China, Japan, and virtually all of South-East Asia. JEV,
transmitted by mosquitoes, is responsible for frequent
epidemics of encephalitis affecting mostly young
adults. Approximately 3 billion people live in JEV-
endemic areas and up to 50,000 Japanese encephalitis
cases are reported annually, of which ~10,000 prove to
be fatal. Moreover, a high proportion of the survivors
exhibit serious neurological and psychiatric sequelae
(22). A mouse brain-grown, formalin-inactivated vac-
cine is available internationally, but is inherent with cer-
tain drawbacks; it is expensive to manufacture, provides
immunity of uncertain duration, and may cause allergic
reactions due to the inclusion of murine encephalogenic
basic protein or gelatin stabilizer (15, 17). Thus, there is
an urgent need to produce an alternate vaccine that may
be safer and cheaper, and efforts are underway in this
direction in various laboratories (9).

In recent years, plasmid DNA-based vaccination has
emerged as a novel vaccination strategy having several
advantages over diverse traditional vaccines. Thus,
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similar to infectious vaccines such as attenuated
pathogens, plasmid vectors lead to activation of CD8"
cytotoxic T-lymphocytes (CTLs) that play a major role
in limiting the spread of the intracellular pathogens. In
addition, DNA vaccines are non-infectious, are inca-
pable of replication, do not express unwanted pathogen-
ic proteins, and thus have enhanced safety compared to
live attenuated vaccines. A number of candidate DNA
vaccines against JEV have been developed using plas-
mids that express various structural or non-structural
JEV proteins, and in a mouse model, these plasmids
were found to provide protection of varying degree
against lethal JEV challenge (16). Of these, plasmids
expressing JEV envelope (E) protein were found to be
most promising as they induced JEV neutralizing anti-
bodies that are important indicators of protection (10).
Previously we described plasmid pMEa synthesizing
JEV prM and E proteins and its immunogenicity in
mice (8). These studies showed that intra-muscular
(IM) or intra-dermal (ID) immunization of mice with
pMEa generated protective immunity that was signifi-
cantly lower than the near complete protection induced
by the mouse brain-derived, formalin-inactivated com-
mercial JEV vaccine. Thus, in order to improve the

Abbreviations: APC, antigen presenting cell; CTL, cytotoxic
T-lymphocyte; E, envelope; ELISA, enzyme-linked immunosor-
bent assay; GM-CSF, granulocyte-macrophage colony-stimulat-
ing factor; ID, intra-dermal; IL-2, interleukin-2; IM, intra-mus-
cular; JEV, Japanese encephalitis virus.
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efficacy of JEV DNA vaccines, methods need to be
explored that could enhance anti-JEV antibody titers
and in particular the virus-neutralizing antibodies.

In recent years immunological adjuvants such as the
cytokine-encoding genes have increasingly been used
to enhance the efficacy of DNA vaccines (2, 4, 6, 7, 12,
13, 18, 19, 23, 24). Two intensely investigated
cytokines with proven adjuvant effects in the context of
DNA vaccines are granulocyte-macrophage colony-
stimulating factor (GM-CSF) and interleukin-2 (IL-2).
In the present study we investigated whether the
immune responses elicited by the plasmid pMEa in
mice could be augmented by administration of plasmids
encoding murine GM-CSF and IL-2.

To study the effect of the cytokine-encoding plas-
mids on anti-JEV antibody titers, groups of 4-week-old
BALB/c mice were immunized with plasmid pMEa
with or without the murine GM-CSF-encoding plasmid
pGM-CSF (kindly provided by Dr. O. Burrone, ICGEB,
Trieste) and murine IL-2-encoding plasmid pIL-2
(kindly provided by Dr. R. Tuteja, ICGEB, New Delhi)
by direct IM injection of the DNA using a needle. Fig-
ure 1 shows that anti-JEV antibodies were detectable in
all immunization groups 2 weeks after the primary
immunization. The antibody titers increased following
the booster doses. Administration of pGM-CSF along
with pMEa led to an enhancement of anti-JEV antibody
titer. Thus after the second booster dose, ~2-fold high-
er antibody titers (P=0.06) were recorded in mice
immunized with pMEa+pGM-CSF when compared
with titers in those mice immunized with pMEa alone.
Co-administration of pIL-2 with pMEa did not affect
anti-JEV antibody titers. However, when pIL-2 was
given 4 days after the delivery of pMEa, the titers
increased ~2.6-fold compared to those obtained from
pMEa injection alone (P=0.07).

In parallel, groups of 4-week-old BALB/c mice were
immunized with plasmid pMEa with or without
cytokine-encoding plasmids pGM-CSF by ID delivery
of the DNA using a gene gun. Figure 1 shows that anti-
JEV antibodies were detectable in all immunization
groups 2 weeks after the primary immunization and
these titers increased following the booster doses. For
different immunization groups, anti-JEV antibody titers
were generally higher in ID-immunized mice than in
those immunized IM. Mice immunized ID with pMEa
and pGM-CSF developed ~2-fold higher anti-JEV
titers than those immunized with pMEa alone
(P=0.44). Timing of pGM-CSF delivery did not make
any appreciable difference. Thus mice that received
pGM-CSF together with pMEa had similar anti-JEV
titers, as did those receiving pGM-CSF 4 days before
the inoculation of pMEa.

Analysis of the isotypes of anti-JEV antibodies indi-
cated that the IM inoculation of the plasmids generated
higher levels of IgG2a compared to IgGl and the
reverse was true in the case of ID inoculation of the
plasmids by the gene gun (data not shown). Thus IM
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Fig. 1. Groups of 4-week-old BALB/c mice were immunized
with pMEa, with or without the plasmid encoding murine GM-
CSF or IL-2, by the IM needle injection or ID using the gene
gun. For the IM immunizations, mice were injected with 50 pLg
pMEa with or without 50 pug of plasmids pGM-CSF or pIL-2
into the quadricep muscle mass of the hind leg. Numbers in
parenthesis next to the cytokine-encoding plasmids indicate the
time of injection. Thus, O indicates that the cytokine-encoding
plasmid was given at the same time as pMEa; +4 indicates that
the plasmid was given 4 days after pMEa and —4 indicates that
the plasmid was given 4 days ahead of pMEa delivery. All mice
received two booster doses (containing the same amount of the
plasmid as in the primary dose) 3 and 5 weeks after the primary
injection. For the ID immunizations, plasmid DNA was delivered
into the epidermal layer of the skin using a hand-held helium-driv-
en Helios gene gun (Bio-Rad, U.S.A.) as described before (8).
Each animal received two shots (0.5 1g) of pMEa together with
or without the cytokine-encoding plasmid for priming and one
shot each (0.25 pg) of pMEa together with or without the
cytokine-encoding plasmid for subsequent booster doses. Mice
were bled 1 week before the first booster dose and 1 week after
each booster dose. ELISA was used to assay the 2-fold serial
dilutions of sera (starting at 1:12.5) for the end-point anti-JEV
antibody titers (8). Shown above are geometrical mean titers (as
bars) and standard deviation. The hollow bars represent the pre-
booster titers, the hashed bars represent the titers after the first
booster dose, and the gray-colored bars represent the titers after
the second booster dose.
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inoculation of plasmid DNA generated Thl-type
immune responses whereas these were of Th2-type for
the ID delivery of DNA using the gene gun. Co-admin-
istration of the cytokine-encoding plasmids did not alter
the quality of the immune responses.

To study the effect of the cytokine-encoding plasmid
delivery on JEV neutralizing antibody titers, serum
samples from mice obtained 1 week after the second
booster dose were studied by the plaque reduction neu-
tralization assay (21). Figure 2 shows that IM adminis-
tration of pMEa along with pGM-CSF resulted in a
small enhancement (~1.7-fold) of JEV neutralizing
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Fig. 2. Mice were immunized with pMEa, with or without the
plasmid encoding murine GM-CSF or IL-2, by the IM needle
injection or ID using the gene gun. Numbers in parenthesis next
to the cytokine-encoding plasmids indicate the time of injection
as described before. Mice were bled 1 week after the second
booster dose. Two-fold serial dilutions of sera (starting at 1:25)
were assayed for the end-point anti-JEV neutralizing antibody
titers (21). The bars above show the geometrical mean titers.
The open circles show JEV neutralizing antibody titers in indi-
vidual mice.

antibody titers when compared with those obtained
after pMEa administration (P=0.18). Co-administra-
tion of pIL-2 had no effect on JEV neutralizing anti-
body titers induced by pMEa. In general, compared to
the IM inoculation of the plasmids, the ID delivery of
plasmids using the gene gun induced higher JEV neu-
tralizing antibody titers. Thus, pMEa given ID induced
3-fold higher JEV neutralizing titers than those induced
by the IM inoculation of pMEa (P=0.07). Administra-
tion of pGM-CSF along with pMEa did not alter JEV-
neutralizing antibody titers in comparison with those
obtained after pMEa delivery. However, administration
of pGM-CSF 4 days ahead of pMEa delivery, led to
~1.5-fold increase in JEV neutralization titer when
compared with titers obtained in mice immunized with
pMEa alone (P=0.31).

To study the effect of the cytokine-encoding plas-
mids on the efficacy of the immunization, the immu-
nized mice were challenged by intra-cerebral inocula-
tion of a highly lethal dose (100 LDs,) of JEV. Table 1
shows that the mice immunized IM with pMEa demon-
strated 80% protection against lethal JEV challenge and
the level of protection did not increase further with the
co-administration of the cytokine-encoding plasmids.
The ID immunization of mice using the gene gun gave
40% protection and this figure increased to 80% when
cytokine-encoding plasmids were co-administered
(P=0.26). None of the unimmunized control mice was
protected against the virus challenge.

Marrow-derived antigen-presenting cells (APCs)
play a central role in priming naive T cells after DNA
vaccination (1). A substantial body of evidence indi-
cates that the growth, proliferation, differentiation, as
well as recruitment of APCs, including the dermal

Table 1. Protection of mice challenged with the lethal dose of JEV

Route and No. of mice .
.. Protection
Immunogen mode of surviving/
. S (%)
immunization challenged
pMEa IM, Needle 4/5 80
pMEa+pGM-CSF (0) IM, Needle 4/5 80
pMEa+pIL-2 (0) IM, Needle 4/5 80
pMEa+pIL-2 (+4) IM, Needle 4/5 80
pMEa ID, Gene gun 2/5 40
pMEa+pGM-CSF (0) ID, Gene gun 4/5 80
pMEa+pGM-CSF (—4) ID, Gene gun 4/5 80
None — 0/5 0

Mice were immunized with pMEa, with or without the plasmid encoding
murine GM-CSF or IL-2, by the IM needle injection or ID using the gene gun.
Numbers in parenthesis next to the cytokine-encoding plasmids indicate the time
of injection. Mice were challenged with 100-fold 50% lethal dose (LDs,) of JEV
given intra-cerebrally. Mice were observed for mortality for the next 4 weeks.
The table above shows the numbers of mice surviving the virus challenge and the

percent protection.
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Langerhans cells, is strongly influenced by GM-CSF, a
secreted glycoprotein of the haematopoietic colony-
stimulating factor family. Therefore, the prominent role
of GM-CSF, when used as an adjuvant appears to be its
capability to function as an attractant, and as a growth
and differentiation factor for the local APCs. Thus, co-
inoculation of a plasmid expressing murine GM-CSF
with a rabies DNA vaccine enhanced anti-rabies virus
antibody titers in mice (23). In addition, inoculation of
pGM-CSF 5 days prior to the exposure to plasmid
encoding -gal antigen brought about an enhanced IgG
response to [-gal (5). Similarly, administration of
pGM-CSF 3 days prior to immunization with the cot-
tontail rabbit papillomavirus E6 DNA vaccine resulted
in greatly augmented effects of the vaccination (11). It
can thus be seen that different workers have used differ-
ent protocols for pGM-CSF administration with respect
to the DNA vaccine. In our experiments, we have com-
pared co-administration of pGM-CSF with the situation
where it was delivered 4 days prior to the delivery of
pMEa. We found that co-inoculation of pGM-CSF
along with pMExa, both by IM and ID routes, augmented
anti-JEV antibody titers. Inoculation of pGM-CSF 4
days ahead of pMEa also enhanced anti-JEV antibody
titers and this enhancement was similar to that achieved
by the co-inoculation of the plasmids. Thus DNA vac-
cine co-inoculation with pGM-CSF may be the pre-
ferred protocol, as it would mean one less injection.

IL-2 is another cytokine that has been extensively
explored as an adjuvant since IL-2 activates
macrophage functions and stimulates the release of sec-
ondary mediators such as GM-CSF (14). Inoculation
of IL-2 within a few days after the priming with the
antigen appears to be optimal for the enhancement of
immune responses (3, 20, 23). However, Geissler et al.
achieved enhanced immune response to hepatitis C core
protein by co-administration of IL-2-encoding plasmid
and the hepatitis C core DNA expression plasmid (6).
In the present study, we administered pIL-2 at the same
time or 4 days post-administration of pMEa. The IM
co-administration of pIL-2 and pMEa did not affect
anti-JEV antibody titers; however when pIL-2 was
given 4 days after pMEa, the antibody titers were higher
than those obtained in mice immunized with pMEa
alone. Administration of pIL-2 at the same time as the
pMEa by the ID route did not affect anti-JEV antibody
titers (data not shown). This was not entirely unexpect-
ed, as ID delivery of DNA using the gene gun is known
to induce Th2 kind of immune responses where IL-2
may not have any significant role.

Similar to anti-JEV antibody titers by ELISA, the
JEV-neutralizing antibody titers were also enhanced
when cytokine-encoding plasmids were used for immu-

nization in conjunction with pMEa although the
increase in neutralizing antibody titers was not signifi-
cant statistically due to the large variation recorded in
titers. The small increase in anti-JEV antibody titers in
mice immunized IM with pMEa along with the
cytokine-encoding plasmids did not result in an
enhancement of the level of protection of mice against
lethal JEV challenge. This may perhaps be due to the
supralethal dose (100 LDs,) that was used for the chal-
lenge experiments. However, in the case of ID delivery
of the DNA, co-immunization with pMEa and pGM-
CSF led to an enhanced level of protection in immu-
nized mice against lethal JEV challenge. This may be
because of a larger increase in anti-JEV antibody titers
in the case of ID-delivered pMEa and the cytokine-
encoding plasmids when compared with the titers
obtained from pMEa and the cytokine-encoding plas-
mids delivered IM. It may be noted that the level of
protection of mice after ID plasmid delivery was lower
than that obtained after the IM plasmid delivery. This
may simply be related to the lower amounts of DNA
used for the ID immunization (0.5 pg) than those used
in IM immunization (50 pg). Significantly, ID co-
administration of small amounts of pMEa along with
pGM-CSF resulted in protection levels that were similar
to those obtained from IM inoculation of the higher
amounts of pMEa. Thus ID co-administration of pMEa
and pGM-CSF by gene gun may be a preferred method
of immunization against JEV requiring only small
amounts of DNA.

This work was supported by the Department of Biotechnolo-
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