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Abstract

Background A critical component of the host defense against enteric
infections is the immunological response of the mucosal membrane, a major
starting point of infectious disease, such as typhoid fever. The mucosal
immune system consists of an integrated network of lymphoid tissues, mucous
membrane-associated cells, and effector molecules. In the present study, we
developed a recombinant Bifidobacterium animalis (B. animalis) genetically
modified with the Salmonella flagellin gene for mucosal immunization as an
oral typhoid vaccine.

Methods We constructed an oral vaccine against Salmonella typhimurium,
consisting of recombinant B. animalis containing the flagellin gene of
Salmonella. The recombinant B. animalis was administered orally to mice
every other day for 6 weeks. Anti-flagellin antibodies in the serum and stools
were measured by enzyme-linked immunosorbent assay (ELISA).

Results We detected significantly higher levels of flagellin-specific IgA in
the serum and stools of the mice treated with the recombinant B. animalis
containing the flagellin gene than was seen in those treated with parental B.
animalis.

Conclusions Our findings suggest that an oral vaccination using recombi-
nant B. animalis genetically modified with the flagellin gene of Salmonella
may be effective against Salmonella infections. Copyright © 2006 John Wiley
& Sons, Ltd.
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Introduction

Typhoid fever caused by the enteric pathogen Salmonella enterica serovar
Typhi (S. typhi) remains an important public health problem in many parts of
the world, especially in south-east Asia, Africa, and South America. According
to WHO estimates, 16 million people are affected with this disease which
causes 600000 deaths each year worldwide [1]. The infection is spread
by the fecal-oral route and is closely associated with poor food hygiene and
inadequate sanitation. The control of typhoid fever by vaccination of high-risk
populations is the most cost-effective means of containing this disease.
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As the current typhoid vaccines, the Vi capsular
polysaccharide of S. Typhi was identified over 30 years
ago [2], and the attenuated S. Typhi strain Ty2la was
developed by chemical mutagenesis about 30 years ago
[3]. However, according to a recent meta-analysis of
studies of vaccines against typhoid, the 3-year cumulative
efficacy was 30% to 71% for the Vi vaccine and
35% to 63% for the Ty2la vaccine [4-7]. The Vi
capsular polysaccharide vaccine is usually administered
subcutaneously to minimally induce the mucomembrane
antibody. The Ty21a vaccine is administered orally, and
associated with a 2.1% incidence of vomiting and a
5.1% incidence of diarrhea, and cannot be used for an
immunocompromised host and below 5 years old [7].
Thus, there is a need for a novel genetically modified live
oral vaccine that is both more safe and efficacious.

The use of intestinal indigenous live bacteria as an anti-
gen delivery vehicle for mucosal immunization may be
an alternative choice for vaccination against enteric infec-
tious diseases. Bifidobacteria are predominant members
of the intestinal microflora, and their health-promoting
benefits have long been recognized [8]. They play an
important role in protecting against intestinal infections
by balancing the natural microflora of the gut [9], and are
considered to have both immunostimulating and anticar-
cinogenic effects [10,11]. Although several efforts have
been made to construct bifidobacteria vectors [12,13], the
bifidobacteria DNA technology has remained relatively
undeveloped considering its commercial potential.

Previously, we developed a Escherichia coli-
Bifidobacterium shuttle vector, pBLES100, which was
constructed by cloning with a Bifidobacterium longum
plasmid and an E. coli vector pBR322 [13]. In the present
study, we constructed a recombinant Bifidobacterium
animalis (B. animalis) genetically modified with the
Salmonella flagellin gene using the pBLES100 shuttle
vector system. B. animals is normally used in probiotics
and receives much attention in the food industry and
in medical science [14]. Here, we examine whether
this genetically engineered B. animalis could elicit the
mucosal immune response against Salmonella in a mouse
experimental model.

Material and methods

Bacteria

B. animalis and Salmonella typhimurium (S. typhimurium)
were purchased from the American Type Culture
Collection (ATCC, Manassas, VA, USA). The ATCC
numbers were 27536 for B. animalis and 14028 for
S. typhimurium. B. animalis was grown in MRS broth
(Becton, Dickinson and Co., USA) at 37 °C anaerobically.
S. typhimurium was grown in LB broth (Invitrogen Life
Technologies, Japan) at 37°C. For mouse challenge
experiments, these bacteria were suspended in phosphate-
buffered saline (PBS).

Copyright © 2006 John Wiley & Sons, Ltd.
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Construction of the recombinant B.
animalis expressing the flagellin gene

The open reading frame of the flagellin gene
of S. typhimurium has been sequenced previously
[15]. The flagellin gene was cloned out from
genomic DNA of S. typhimurium by polymerase
chain reaction (PCR) using the forward primer 5-
CATGCCATGGATGGCACAGTCATTAATACA  (including
an Ncol site), and the reverse primer 5-
CGCGGATCCTTAACGCAGTAAAGAGAGGAC (including a
BamHI site). An Escherichia coli-Bifidobacterium shuttle
vector, pBLES100, which was constructed by cloning with
a Bifidobacterium longum plasmid, pTB6 [16], and an
E. coli vector, pBR322 [13], was used to construct the
plasmid, pBLES-FliC. The PCR mixture was performed
using 10 ng of S. typhimurium gene in a 25 mL reaction,
0.5 units of Ampli Taq DNA polymerase and a reaction
kit (Applied Biosystems, NJ, USA). The PCR profile was
as follows: 94 °C for 10 min followed by 30 cycles (each
cycle: 94°C for 45s, 55°C for 45 s, 72°C for 90 s) and
a final extension at 72°C for 10 min. The 1507 base pair
of the amplified flagellin gene fragment was inserted into
the pBLES100 vector with the hup (a histone-like protein
HU of B. longum) promoter [17] to obtain the pBLES-
FliC (Figure 1). Previously, Nakamura and colleagues
[18] demonstrated the gene expression of the cytosine
deaminase gene of E. coli in B. longumin using this hup
promoter and pBLES100 shuttle vector. The pBLES-FIiC
was transformed into competent cells of B. animalis
by an electroporation method (5KkV, 10 us). For this
competent cell line, B. animalis was suspended in 10%
of glycerol after washing by PBS. Transfected B. animalis
was grown under anaerobic conditions at 37 °C in BL agar
(Nissui, Japan) containing 50 pug/mL of spectinomycin for
selection.

Western blotting

Western blotting was employed to examine the expression
of the flagellin protein in the recombinant B. animalis.
Primary antibody, which was specific for the flagellum
protein present in most Salmonella species, was obtained
from Viro Stat Inc. (Portland, Maine, USA). As a positive
control, we used 10 ng of flagellin derived from S.
typhimurium (Alexis Biochemicals, San Diego, CA, USA).

For these determinations, B. animalis was lysed
by lysation buffer containing 1% Tween 100. The
lysates were diluted with an equal volume of loading
buffer (126 mM Tris-HCl, 20% glycerol, 4% SDS,
1.0% 2-mercaptoethanol, 0.05% bromophenol blue,
pH 6.8) and 5ug of lysates was loaded onto Tris
glycine polyacrylamide gels. The proteins were separated
by electrophoresis. Reference protein standards with
known molecular weights were run in conjunction
with the experimental samples. The proteins were
then transferred to nitrocellulose membranes. After
electroblotting, they were blocked for 1.0 h at room
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Figure 1. Construction of pBLES-FliC. The 1507 base pair of the amplified flagellin gene fragment was inserted into the Escherichia
coli-Bifidobacterium shuttle vector, pBLES100, with the hup (a histone-like protein HU of B. longum) promoter to obtain the
PBLES-FliC. The Escherichia coli-Bifidobacterium shuttle vector, pBLES100, was constructed by cloning with a Bifidobacterium

longum plasmid pTB6 and an E. coli vector pBR322

temperature in PBS containing 0.5% skimmed milk
and 0.05% Tween 20. After washing in PBS Tween,
the membranes were incubated overnight at 4°C with
primary antibody (Viro Stat-Inc., Portland, OR, USA)
to targeted proteins, 1:200. The membranes were
then washed extensively and subsequently incubated
with anti-mouse horseradish peroxidase-conjugated I1gG
(Santa Cruz Biotechnology, USA) 1:500 for 3 h at room
temperature. Antibody binding to proteins was detected
by enhanced chemiluminescence (Perkin Elmer Sciences,
Boston, MA, USA).

Animal experiments

Female BALB/C mice, 8—12 weeks of age, were purchased
from Charles River Japan (Yokohama, Japan). Twenty-
one mice were randomly assigned to three experimental
groups as follows: group 1, recombinant B. animalis
immunization (7 mice); group 2, parental B. animalis
control (7 mice); group 3, PBS control (7 mice). The
fresh recombinant B. animalis or parental B. animalis
(2.5 x 107 colony-forming units/50 uL of PBS) was orally
administered in bacterial PBS suspension directly into
the stomach using a feeding needle every other day
for 6 weeks. Blood samples were collected from the tail
vein on days 0, 14, 28, and 42 and were centrifuged
to obtain the serum. Fecal samples were collected on
days 4, 7, 11, 14, 18, 21, 25, 28, 32, 35, 39, and 42.
The feces were vortexed in PBS containing 5% non-
fat dry milk, 0.1 mg of soybean trypsin inhibitor/mL,
and 2 mM phenylmethylsulfonyl fluoride (WAKO, Japan)
along with 20 uL/mg dry feces, and the mixture was
centrifuged at 15000 g for 20 min at 4°C. The clear
supernatants were then frozen until analysis [19]. All
aspects of the experimental design and procedure were
reviewed and approved by the institutional ethics and
animal welfare committees of the Kobe University School
of Medicine.

Copyright © 2006 John Wiley & Sons, Ltd.

Enzyme-linked immunosorbent assay
(ELISA)

Nunc Immunoplate Maxisorb F96 plates (Nalge Nunc.
Rochester, NY, USA) were coated with flagellin (10 g/L)
in PBS and incubated overnight at 4 °C. The plates were
blocked with 1% bovine serum albumin (BSA) in PBS for
2 h at room temperature and were washed three times
with PBS. The antisera or extracts of feces were diluted
to appropriate concentrations in PBS and added to the
plates. The plates were then incubated for 3 h and washed.
The secondary antibodies, goat anti-mouse IgG (Santa
Cruz Biotechnology, USA) (1:500), goat anti-mouse IgA
(Santa Cruz Biotechnology, USA) (1:500) and goat anti-
mouse IgM (Santa Cruz Biotechnology, USA) (1:500),
were added and incubated for 3 h at room temperature.
The tertiary antibody, FITC-conjugated rabbit anti-goat
IgG (1:500), was added and incubated for 3 h at room
temperature. The absorbance was measured at 405 nm in
a Fluoroskan II (Dainippon Pharmaceutical, Co., Japan).

Statistical analysis

Statistical significance was determined by Student’s t test,
with p < 0.05 considered to be statistically significant.

Results

Generation of the recombinant B.
animalis

To obtain the recombinant B. animalis, the pBLES-
FliC, which was a flagellin-expressing Escherichia coli-
Bifidobacterium shuttle vector, was transformed into com-
petent cells of B. animalis by an electroporation method.
The expression of flagellin protein in this recombinant
B. animalis was confirmed by Western blotting, and the
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Figure 2. Western blot analysis. Bacterial lysates of B. animalis
expressing flagellin. P.C., positive control (10 ng of flagellin
derived from S. typhimurium). N.C., negative control (5 g
protein lysates of parental B. animalis). Sample: 5 pg protein
lysates of the recombinant B. animalis

Flagellin protein —

induction of antibodies against S. typhimurium flagellin
was confirmed by the mouse experimental model.

Expression of the flagellin protein in
the recombinant B. animalis

To determine whether the recombinant B. animalis could
express the flagellin protein, whole-cell lysates of the
recombinant B. animalis were analyzed by Western
blotting after sodium dodecyl sulfate/polyacrylamide
gel electrophoresis (SDS-PAGE), using anti-Salmonella
antibody for the detection of flagellin. An immunoreactive
band was detected in the recombinant B. animalis,
whereas there was no band in the control lanes of the
parental B. animalis. Furthermore, the electrophoretic
mobility of the band from the recombinant B. animalis was
similar to that of the purified flagellin from S. typhimurium
(Figure 2). There was also an upper band of flagellin
which we considered to be a complex between flagellin
and other proteins.

The recombinant B. animalis induced
the antibody against S. typhimurium
flagellin in the mouse model

We assessed the anti-flagellin antibody responses of three
different experimental groups by ELISA. In group 1, the
oral administration of the recombinant B. animalis every
other day for 6 weeks induced significantly (p < 0.001)
higher levels of anti-flagellin IgA antibody in feces
from day 14 as compared with the other groups (i.e.,
the parental B. animalis and PBS groups) (Figure 3).
Also, a significant (p = 0.0024) anti-flagellin serum-
antibody response was observed in group 1 at day 48 as
compared with the other groups (Figure 4A). However,
no significant response of anti-flagellin IgG or IgM serum-
antibody was detected in group 1 (Figure 4).

Discussion

Pathogens that enter an organism initially may elicit a
mucosal or systemic response depending on the route
of entry. The initial infection with Salmonella occurs
at the mucosa of the intestines and, after penetrating
the mucosal epithelium, the infection becomes systemic.
Although T-cell-mediated immunity is important for
acquired resistance to systemic Salmonella infection, the

Copyright © 2006 John Wiley & Sons, Ltd.
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Figure 3. Anti-flagellin IgA antibody levels in stools following
oral vaccination (n =7 in each group). (+), recombinant B.
animalis group; (), parental B. animalis group; PBS, the PBS
group. Blood was collected on days 4, 7, 11, 14, 18, 21, 25, 28,
32, 35, 39, and 42. Antibodies were determined by ELISA for
each mouse sample (dilution of 1: 10). Each point represents the
average of each groups; bars, £SD. A significantly higher level of
anti-flagellin IgA antibody was observed in the recombinant B.
animalis group from day 14 as compared with the other groups
(p < 0.001)

secretory intestinal antibody response for preventing
mucosal invasion may also play a significant protective
role against Salmonella infection. The humoral response
at the mucosa is mediated predominantly by secretory
immunoglobulin A (IgA) antibody [20]. To date, several
oral vaccine delivery systems have been explored in an
attempt to develop mucosal vaccines [20]. In the present
study, we describe a novel mucosal vaccine delivery
system using B. animalis, and demonstrated that the
oral administration of recombinant B. animalis genetically
modified with the Salmonella flagellin gene could induce
the anti-flagellin IgA antibody as evident in stools and
serum, using a mouse model. In our animal experiments,
anti-flagellin IgA antibody responses were detected in
the stools from day 14 and in the blood serum at day
42, whereas we detected neither IgG nor IgM antibody
responses in the blood serum. These results suggested that
our oral vaccine delivery system using the recombinant
B. animalis was suited to the mucosal immunization by
inducing a humoral immune response.

Recently, significant progress has been made in the
development of attenuated S. enterica strains not only as
candidate typhoid fever vaccines, but also as heterologous
antigen carriers such as the tetanus toxin fragment C
[21]. However, a major concern is that the attenuated
pathogen is not suited for use in immunocompromised
or weak hosts, for whom it can potentially be pathogenic
[20]. In the present study, we selected the B. animalis,
which is a non-pathogenic intestinal microflora, as an
oral vaccine of specific antigen carrier. In many previous
studies, lactobacilli have been used as candidates for
oral live vaccine delivery vectors [20]. Bifidobacteria and
lactobacilli are similar in many ways, and both have
been widely used in food preparation, being consumed
without causing health problems for thousands of years.
Although there are many studies on oral vaccines carrying

J Gene Med 2006; 8: 1341-1346.
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Figure 4. Anti-flagellin antibody levels in serum following oral
vaccination (n = 7 in each group). (A) IgA in the serum; (B) IgG
in the serum; and (C) IgM in the serum. Blood was collected
on days 0, 14, 28, and 42. (+), recombinant B. animalis group;
(-), parental B. animalis group; PBS, the PBS group. Antibodies
were determined by ELISA for each mouse sample (dilution
of 1:100). Each point represents the average of each group;
bars, +SD. A significantly higher level of anti-flagellin serum-IgA
antibody was observed in the recombinant B. animalis group at
day 48 as compared with the other groups (p = 0.0024)

a specific antigen using the live lactobacilli, few studies
have focused on a bifidobacteria vaccine [20].

Many previous studies have suggested that these
probiotic bacteria in the gut can elicit a multiplicity
of inhibitory effects against pathogens [22]. There are
several potential mechanisms by which probiotic bacteria
may inhibit intestinal infections: by strengthening the
mucosal barrier, by competitive exclusion to inhibit
the adhesion of pathogens, by suppressing intestinal
inflammation, and by affecting the immune system
[23]. With regard to stimulating the immune system,

Copyright © 2006 John Wiley & Sons, Ltd.
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different bacterial strains appear to differentially induce
cytokine responses. Lammers and colleagues suggested
that bifidobacteria might play an important role in such
immunological responses as secretion of the cytokines,
interleukin 10 and interleukin 1 [24]. In addition,
bifidobacteria contain DNA with a high GC content
and hence a high fraction of unmethylated CpG motifs
that affect the immune system by interacting with
Toll-like receptor (TLR) 9, triggering the production
of proinflammatory cytokines and promoting the Th-
1 response [25]. Another report also suggested that
CpG motifs could effect mucosal immunity by enhancing
mucosal cytokine production and the influx of immune
cells to mucosa [26]. In the present study, we succeeded in
inducing bifidobacteria to express flagellin as a Salmonella
antigen using a novel Escherichia coli-Bifidobacterium
shuttle vector system [13]. We confirmed the expression
of the flagellin protein in the recombinant B. animalis by
Western blotting.

Our recombinant B. animalis carries the specific
antigen of Salmonella, the flagellin gene. Cookson
et al. demonstrated that a flagellin-specific CD4™ T cell
response was strongly induced by oral immunization
with attenuated Salmonella in a mouse model [27].
In addition, flagellin also binds to TLR5 and activates
proinflammatory cytokines (e.g., tumor necrosis factor-e,
interleukin-18) [28]. These observations indicated to us
the great potential of a genetically engineered B. animalis,
that could effectively carry flagellin, a strong antigen, to
the intestinal mucosa and thereby elicit a humoral and
cellular immune response to the pathogen. To further
develop this novel oral vaccine delivery system for typhoid
fever, additional mouse experiments including challenges
with S. typhimurium would be required to establish the
efficacy of this vaccination against Salmonella. Further,
a modification of the formula of this live vaccine, which
may include freeze-drying or other preparations, should
be investigated with the ultimate goal of creating a more
practical clinical application.

References

1. WHO. Global typhoid burden refined. Bull World Health Org
2004; 82: 319.

2. Wong KH, Feeley JC, Northrup RS, Forlines ME. Vi antigen from
Salmonella typhosa and immunity against typhoid fever. L
Isolation and immunologic properties in animals. Infect Immunol
1974; 9: 348-353.

3. Black R, Levine MM, Young C, et al. Inmunogenicity of Ty21a
attenuated “Salmonella typhi” given with sodium bicarbonate
or in enteric-coated capsules. Dev Biol Stand 1983; 53: 9-14.

4. Canh doG, LinFY, Thiem VD, etal. Effect of dosage on
immunogenicity of a Vi conjugate vaccine injected twice into
2- to 5-year-old Vietnamese children. Infect Immunol 2004; 72:
6586-6588.

5. Levine MM, Ferreccio C, Cryz S, Ortiz E. Comparison of enteric-
coated capsules and liquid formulation of Ty21a typhoid vaccine
in randomised controlled field trial. Lancet 1990; 336: 891-894.

6. Levine MM, Ferreccio C, Abrego P, Martin OS, Ortiz E, Cryz S.
Duration of efficacy of Ty21a, attenuated Salmonella typhi live
oral vaccine. Vaccine 1999; 17(Suppl 2): S22-S27.

J Gene Med 2006; 8: 1341-1346.
DOI: 10.1002/jgm



1346

10.

11.

12.

13.

14.

15.

16.

17.

. Engels EA, Falagas ME, LauJ, Bennish ML. Typhoid fever

vaccines: a meta-analysis of studies on efficiency and toxicity.
Br Med J 1998; 316: 110-116.

. Tannock GW. Identification of lactobacilli and bifidobacteria.

Curr Issues Mol Biol 1999; 1: 53-64.

. Kurmann JA, Rasik JL. The health potential of products

containing bifidobacteria. In Therapeutic Properties of Fermented
Milks, Robinson RK (ed). 1991; 117-157.

Ohta T, Nakatsugi S, Watanabe K, et al. Inhibitory effects
of bifidobacterium-fermented soy milk on 2-amino-1-
methyl-6-phenylimidazo[4,5-b]pyridine-induced rat mammary
carcinogenesis, with a partial contribution of its component
isoflavones. Carcinogenesis 2000; 21: 937-941.

Zhou JS, Gill HS. Immunostimulatory probiotic Lactobacillus
rhamnosus HNOO1 and Bifidobacterium lactis HNO019 do
not induce pathological inflammation in mouse model of
experimental autoimmune thyroiditis. Int J Food Microbiol 2005;
103: 97-104.

Rossi M, Brigidi P, Matteuzzi D. Improved cloningrr vectors
for Bifidobacterium spp. Lett Appl Microbiol 1998; 26:
101-104.

Matsumura H, Takeuchi A, Kano Y. Construction of Escherichia
coli-Bifidobacterium longum shuttle vector transforming B.
longum 105-A and 108-A. Biosci Biotechnol Biochem 1997; 61:
1211-1212.

Scalabrini P, Rossi M, Spettoli P, Matteuzzi D. Characterization
of Bifidobacterium strains for use in soymilk fermentation. Int J
Food Microbiol 1998; 39: 213-219.

McClelland M, Sanderson KE, Spieth J, et al. Complete genome
sequence of Salmonella enterica serovar Typhimurium LT2.
Nature 2001; 413: 852-856.

Tanaka K, Samura K, Kano Y. Structural and functional analysis
of pTB6 from Bifidobacterium longum. Biosci Biotechnol Biochem
2005; 69: 422-425.

Takeuchi A, Matsumura H, Kano Y. Cloning and expression in
Escherichia coli of a gene, hup, encoding the histone-like protein
HU of Bifidobacterium longum. Biosci Biotechnol Biochem 2002;
66: 598-603.

Copyright © 2006 John Wiley & Sons, Ltd.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

T. Takata et al.

Nakamura T, Sasaki T, Fujimori M, etal. Cloned cytosine
deaminase gene expression of Bifidobacterium longum and
application to enzyme/pro-drug therapy of hypoxic solid tumors.
Biosci Biotechnol Biochem 2002; 66: 2362-2366.

Strindelius L, Filler M, Sjoholm I. Mucosal immunization with
purified flagellin from Salmonella induces systemic and mucosal
immune responses in C3H/HeJ mice. Vaccine 2004; 22:
3797-3808.

Seegers JF. Lactobacilli as live vaccine delivery vectors: progress
and prospects. Trends Biotechnol 2002; 20: 508-515.

Garmory HS, Brownb KA, Titball RW. Salmonella vaccines for
use in humans: present and future perspectives. FEMS Microbiol
Rev 2002; 26: 339-353.

Gibson G, McCartney A, Rastall R. Prebiotics and resistance to
gastrointestinal infections. Br J Nutr 2005; 93: 31-34.

Saxelin M, Tynkkynen S, Mattila-Sandholm T, Vos WMd.
Probiotic and other functional microbes: from markets to
mechanisms. Curr Opin Biotechnol 2005; 16: 204-211.
Lammers KM, Brigidi P, Vitali B, etal. Immunomodulatory
effects of probiotic bacteria DNA: IL-1 and IL-10 response in
human peripheral blood mononuclear cells. FEMS Immunol Med
Microbiol 2003; 38: 165-172.

Jiang W, Pisetsky D. Enhancing immunogenicity by CpG DNA.
Curr Opin Mol Ther 2003; 5: 180-185.

Raghavan S, Nystrom J, Fredriksson M, Holmgren J, Harandi
AM. Orally administered CpG oligodeoxynucleotide induces
production of CXC and CC chemokines in the gastric mucosa
and suppresses bacterial colonization in a mouse model
of Helicobacter pylori. Infection Infect Immunol 2003; 71:
7014-7022.

Cookson BT, Bevan MJ. Identification of a natural T cell epitope
presented by Salmonella-infected macrophages and recognized
by T cells from orally immunized mice. J Immunol 1997; 158:
4310-4319.

Moors MA, Li L, Mizel SB. Activation of interleukin-1 receptor-
associated kinase by Gram-negative flagellin. Infect Immunol
2001; 69: 4424-4429.

J Gene Med 2006; 8: 1341-1346.
DOI: 10.1002/jgm



