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Clearance of disseminated Salmonella infection requires bacterial-specific Thl cells and
IFN-y production, and Thl-promoting vaccines are likely to help control these infections.
Consequently, vaccine design has focused on developing Thl-polarizing adjuvants or Ag
that naturally induce Th1 responses. In this study, we show that, in mice, immunization
with soluble, recombinant FliC protein flagellin (sF1liC) induces Th2 responses as evidenced
by Ag-specific GATA-3, IL-4 mRNA, and protein induction in CD62L!° CD4" T cells without
associated IFN-y production. Despite these Th2 features, sFliC immunization can enhance
the development of protective Th1l immunity during subsequent Salmonella infection in an
Ab-independent, T-cell-dependent manner. Salmonella infection in sFliC-immunized mice
resulted in augmented Th1l responses, with greater bacterial clearance and increased
numbers of IFN-y-producing CD4" T cells, despite the early induction of Th2 features to
sFliC. The augmented Thl immunity after sFliC immunization was regulated by T-bet
although T-bet is dispensable for primary responses to sFliC. These findings show that there
can be flexibility in T-cell responses to some subunit vaccines. These vaccines may induce
Th2-type immunity during primary immunization yet promote Th1l-dependent responses
during later infection. This suggests that designing Th1-inducing subunit vaccines may not
always be necessary since this can occur naturally during subsequent infection.
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Introduction Licensed vaccines are usually one of the three types: inactivated
whole pathogen; live, attenuated organism, or subunits of the
Vaccination has been a major factor in improving life-expectancy ~ pathogen. All three can be given alone or in the presence of adjuvant.
through inducing effective Ab and/or T-cell-mediated immunity. = There are no licensed vaccines for use in humans against
nontyphoidal Salmonella infections such as those caused by
Salmonella enterica serovar Typhimurium (STm), despite it being a
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leading cause of death in infants in regions such as sub-Saharan
Africa [1]. On the contrary, there are three distinct vaccines that offer
good but limited protection against typhoid, caused by Salmonella
enterica serovar Typhi (ST) [2—4]. While killed vaccine is rarely used
because of its toxicity, live attenuated Ty21la vaccine and purified
capsular polysaccharide Vi Ag, confer protection against typhoid in
adults. Importantly, they indicate that multiple Ag and mechanisms
can be used to protect against Salmonella infections. Thus, ST Ty21a
induces potent systemic and mucosal T- and B-cell responses [5],
whereas purified Vi Ag induces T-independent serum Ab, but poor
mucosal responses [4]. Significantly, despite lacking Vi Ag and LPS
O-chain Ty21a can protect against typhoid and thus other Ag may be
useful in subunit vaccines [6].

Salmonella infections can be modelled effectively in the mouse
[7, 8] but to study adaptive immunity to Salmonella in susceptible
mouse strains (e.g. C57BL/6 or BALB/c), attenuated bacterial
strains are commonly used. Clearance of primary infections
requires IFN-y and T-bet-regulated differentiation of CD4" T cells
to Thl [9-14]. In contrast, B cells and CD8" T cells are not
required to clear primary infections, although Ab can both
moderate bacteremia and help protect against reinfection
[9, 15-18]. Mouse models allow candidate vaccines to be tested
for their potential to protect against Salmonella infections and
enables analysis of the mechanisms by which they protect. Thus,
we recently showed that Ab to OmpD, absent in ST, can inhibit
infection [19, 20] in a T-independent manner.

A common feature of Vi Ag and OmpD is that they are cell
surface localized. Another surface-exposed Ag is flagellin. In STm,
there are two flagellin genes, fliC and fljB, and cells may express
one or other of these genes but not both concurrently. Flagellin
interacts with the immune system directly through at least two
pathways [21-23]: through TLR5 or via recognition by NOD-like
receptor NLRC4. The impact of flagellin on the innate immune
system is profound and includes the induction of cytokines from
multiple cell types, DC maturation, and adaptive responses to
itself and coadministered Ag [24-31].

The capacity of bacterial flagellin to be both a target of the
immune response and an adjuvant are well reported [25, 26,
32-35]. More surprising is that, although it is a TLR ligand, it
provokes T- and B-cell responses with a strong Th2 bias to itself
and coadministered Ag [25-27, 29]. Nevertheless, isotype
switching to flagellin when surface attached to STm is Thl
reflecting [25]. Thus, the direction of the in vivo response to
flagellin is influenced by the context that the Ag is encountered by
the host immune system.

In this study, we have assessed how the immune response to
soluble, recombinant FliC protein flagellin (sFliC) affects subse-
quent STm infection. Primary immunization with sFliC induces
Th2 responses. Nevertheless, when sFliC-immunized mice are
challenged they show enhanced T-cell-dependent, Ab-indepen-
dent resistance to STm infection. This is because prior sFliC
immunization augments the numbers of IFN-y-producing Thl
cells during subsequent STm infection via a T-bet-regulated
mechanism. The broad significance of this study is that although
sFliC drives a clear Th2 response it still primes for enhanced
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T-cell-mediated protection during subsequent STm infection. This
provides an example of a beneficial flexibility in the direction of
T-cell-mediated help induced by a subunit vaccine.

Results

Soluble flagellin induces Th2 responses during
primary immunization

To test whether the CD4" T-cell response to soluble flagellin is
Th2, we examined responses in WT and transgenic, flagellin-
specific SM1 CD4" T cells [36]. First, CFSE-labeled, SM1 CD4™"
T cells were adoptively transferred into WT mice to compare the
kinetics of the response post-immunization with sFliC or STm.
Almost, all splenic SM1 CD4" T cells had undergone four or more
rounds of division by 48h in chimeras immunized with sFliC,
whereas 80-90% of the transferred cells from those infected with
STm had completed between one and four cell cycles. The SM1
CD4" T cells in both groups of immunized chimeras showed an
activated profile as assessed by induced CD69 expression and loss
of CD62L (Fig. 1A).

Th features induced by sFliC or STm were then assessed 4-7
days after immunization, depending on the experiment. Real-time
RT-PCR was used to assess gene expression in total CD4"
T cells from nonimmunized (NI) WT mice or after sFliC or STm in
WT or SM1 CD4" T cells sorted into CD62L" (effector) or CD62L™
(noneffector) subsets. These experiments show that CD62L" effec-
tor T cells from sFliC-immunized mice had upregulated GATA-3 and
IL-4 mRNA compared with STm-infected mice. On the contrary, IL-4
mRNA was largely undetectable in the absence of sFliC immuniza-
tion (Fig. 1B). IFN-y and T-bet mRNA levels were consistently
higher after STm infection than in NI mice or sFliC-immunized
mice. While some expression of IFN-y and T-bet mRNA was seen in
CD62L"° effector T cells after sFIiC, levels were approximately
10-100-fold lower than in CD62LY effector T cells from STm-
immunized mice. IL-17 mRNA expression was not detected in any
population under any condition (data not shown). To confirm that
IL-4 mRNA induction reflected IL-4 protein production, we
performed ELISPOT analysis on sFliC-restimulated endogenous or
SM1 T cells from NI mice or STm- or sFliC-immunized mice (Fig.
1C). This showed that in both endogenous and transgenic T cells
there was a marked increase in IL-4 spot-forming cells (SFC) after
sFliC, but not STm. This indicates that sFliC immunization induces
IL-4 mRNA and protein-producing cells.

Next, we examined IFN-y production 7 days after immuniza-
tion with sFliC or STm by intracellular FACS staining after
restimulation with anti-CD3 or sFliC. We found that sFliC, unlike
STm, fails to induce IFN-y production in WT CD4" T cells. As
seen previously [37], IFN-y production after STm was found in
CD62L" WT T cells (Fig. 2A). Similar results were observed in
SM1 T cells from chimeras, with IFN-y induced after STm but to
much lower levels after sFliC (Fig. 2A). Restimulation with sFliC
rather than anti-CD3 Ab showed similar results, except that in WT
cells IFN-y levels were half those after anti-CD3 stimulation,
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Figure 1. Soluble flagellin induces Th2 responses. (A) Splenocytes (107) from transgenic flagellin-specific SM1 mice were CFSE-labeled before
adoptive transfer into WT mice. Chimeras were either NI or after 24 h received i.p. 5 x 10° STm or 20 ug sFliC for 48 h before splenic SM1 CD4" T-cell
division and activation was assessed by CFSE dilution and CD69 or CD62L expression. FACS plots are representative of three experiments.
(B) Graphs show relative mRNA expression per cell (mean+SD) for GATA-3, IL-4, IFN-y, and T-bet by real-time RT-PCR on FACS-sorted NI CD4*
T cells (gray bars), CD62LY CD4* T cells (black bars), or CD62L'° CD4" T cells (white bars) from WT mice (sorted on CD3, CD4, and CD62L expression;
top panels) or SM1/Ragl-deficient chimeras (gated on CD3, CD4, and CD62L expression; all T cells are SM1 cells; bottom panels) that received
5 x 10° STm or 20 ug sFIC for 4 days i.p. (C) Splenocytes from NI WT mice or Ragl SM1 chimeras, or WT mice or Ragl SM1 chimeras immunized
with STm or sFliC for 5 days were isolated and restimulated for 48 h before the numbers of IL-4 SFC were enumerated by ELISPOT. Graph shows
mean+SD. Nd, not detected; *p<00.05 by the Mann-Whitney test. In all panels, data are representative of >2 experiments.

reflecting previous reports [34, 38]. ELISPOT experiments for  simply reflected the use of monomeric sFliC, WT mice were
IFN-y secretion confirmed that intracellular IFN-y protein  immunized with polymeric flagellar filaments isolated from the
production reflected protein secretion (data not shown). After  surface of STm, which failed to promote IFN-y production
sFliC< 1% of splenic CD4" T cells responding to sFliC produced  (Fig. 2C). The transcription factor T-bet is required for Thl
IL-17 or TNF-o protein and there were only small changes in  development [39]. Assessment of its expression showed that STm
T-cell proportions expressing FoxP3 or BCL-6 (data not shown).  but not sFliC induced its induction in endogenous CD4" T cells 7
Next, we assessed whether the low proportion of IFN-y-producing  days after immunization (Fig. 2D). It was possible that sFliC
T cells induced by sFliC reflected levels induced in WT and OVA-  selectively induced IFN-y in sites other than the spleen, such as
specific OTII CD4* T cells after immunization with the model Th2 ~ the MLN. To assess this, we performed an ELISPOT assay
Ag alum-precipitated OVA (Fig. 2B). Similar levels of IFN-y were ~ on WT T cells in the MLN 5 days after immunization with sFliC
induced in WT or OTII cells from WT-OTII chimeras by alum-  (Fig. 2E). This showed that IL-4, but not IFN-y-secreting,
precipitated OVA as by sFliC, showing that the levels of IFN-y  cells could be readily detected after sFliC immunization. Finally,
induced by sFliC are no greater than those induced to other Th2  IFN-y-producing cells after sFliC immunization did not appear
Ags. To assess whether the poor IFN-y responses induced to sFliC ~ later in the response as they remained at background levels 35
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Figure 2. Immunization with soluble flagellin fails to induce IFN-y or T-bet. (A) Representative FACS plots of intracellular IFN-y production after
restimulation with anti-CD3 Ab or sFIiC in total WT CD4™" T cells (top two rows) or WT T cells subdivided by CD62L expression (middle two rows) or
SM1 CD4" T cells from SM1/WT chimeras (gated on vf2: bottom two rows) given 5 x 10° STm or 20 ug sFliC i.p. for 7 days. (B) Representative FACS
plots of intracellular IFN-y production in OTII cells from chimeras (gated on CD45.1) or WT CD4" T cells given 5 x 10° STmOVA or 50 ug alum-
precipitated OVA i.p. for 7 days. (C) Representative FACS plots of intracellular IFN-y production after restimulation of WT CD4" T cells from mice
given 5 x 10° STm or 20 ug surface-purified flagella i.p. for 7 days with anti-CD3 Ab or sFliC. (D) Representative FACS plots of T-bet expression in WT
CD62LY and CD62L'° CD4* T cells from NI mice or mice given 5 x 10° STm or 20 ug sFIiC i.p. for 7 days after restimulation with anti-CD3 Ab or sFIiC.
(E) MLN from NI WT mice, or WT mice immunized with STm or sFliC for 5 days were isolated and restimulated with sFliC for 48 h before IL-4 or
IFN-y SFC were enumerated by ELISPOT. The graph shows mean+SD from one of the two independent experiments; four mice per group.
(F) Representative FACS of intracellular IFN-y production in WT total CD4" T cells given 5 x 10° STm or 20 ug sFIiC i.p. for 35 days. In all cases, FACS
plots are representative of >2 independent experiments with four mice per group.
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days after immunization (Fig. 2F). The data shown in Figs. 1 and
2 indicate that soluble flagellin induces Th2 responses in vivo,
with GATA-3 upregulation and pronounced IL-4 mRNA produc-
tion, but poor IFN-y and T-bet induction.

Immunization with soluble flagellin promotes clear-
ance of STm at discrete stages of infection

Since flagellin induces Th2 immune responses (Fig. 1), we
assessed whether immunization with sFliC could restrict subse-
quent systemic STm infection. To do this, we immunized WT
mice with 20pug sFliC for 35 days before infecting i.p. with
5 x 10° STm and assessed splenic bacterial numbers 5, 18, and 35
days later. This showed that while sFliC conferred no benefit in
controlling splenic STm infection on day 5 after infection there
was an approximate 90% reduction in bacterial numbers by day
18 after infection and significant, but somewhat smaller,
differences in bacterial burdens on day 35 after infection
(Fig. 3). To examine whether systemic sFliC immunization
promoted mucosal immunity, mice were i.p. immunized with
20 g sFliC for 35 days before oral challenge with 10° STm and
bacterial colonization of the MLN and spleen assessed 2 days
later. This showed that there was a small trend toward lower
colonization of these tissues after sFliC immunization but this
was not significant, despite groups containing at least seven mice
(Fig. 3). Therefore, despite inducing Th2 responses, immuniza-
tion with sFliC accelerates bacterial clearance after the first week
of subsequent infection with STm.

AD to sFIiC fails to protect against STm infection
We have recently shown that Ab to heat-killed or subunit vaccines

against STm is effective by day 5 after infection [19]. The similar
bacterial numbers in NI and sFliC-immunized mice on day 5 after
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Figure 3. Flagellin immunization promotes clearance of STm after the
first week of infection. Left panel, WT mice, NI or immunized i.p. with
20 ug sFIiC for 35 days were infected i.p. with 5 x 10° STm for 5, 18, or 35
days and splenic bacterial numbers enumerated. Right panel, WT
mice, NI, or immunized i.p. with 20 ug sFIiC for 35 days were infected
orally with 10° STm for 2 days and MLN and splenic bacterial numbers
enumerated. *p<00.05 by the Mann-Whitney test. Graphs show mean
bacterial numbers+SD. Data are representative of >2 experiments at
each time point with >4 mice in each group.
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infection suggest that Ab to sFliC does not inhibit bacterial
colonization. We used a number of approaches to test this.

First, we confirmed [25] that sFliC or surface-isolated flagella
immunization resulted in sustained IgGl and IgG2a responses
(Fig. 4A). Ab to sFliC was then tested to see if it could impair the
motility of STm through agar. C-inactivated serum from an
individual NI or sFliC-immunized mouse was added to an agar
plate before bacteria were added and bacterial motility
measured. Bacteria had impaired motility through agar that
contained sFliC-specific serum relative to those containing sera
from NI mice (Fig. 4B). Next, bacterial numbers were assessed in
WT and B-cell-deficient mice primed with 20 pg sFliC 35 days
before infection with 5 x 10° STm (Fig. 4C). Five days later, WT
and B-cell-deficient mice had similar levels of bacteria irrespec-
tive of whether they had been immunized with sFliC. We have
previously shown [18, 19] that porins or STm induce Ab that can
markedly reduce the number of STm that colonize the spleen.
STm were incubated with C-inactivated anti-sFliC Ab, or anti-
porin Ab, or anti-STm Ab immediately prior to i.p. infection into
naive mice (Fig. 4D). Although opsonization with anti-total STm
or porin Ab markedly decreased bacterial colonization [18, 19],
opsonization with anti-sFliC Ab did not. Finally, we examined
whether the ability of STm to phase switch their flagellin
expression accounts for this lack of benefit from sFliC immuni-
zation. To test this, WT mice were immunized with 20 pg sFliC for
35 days and infected for 5 days with 5 x 10° STm or STm that
express only FliC or FljB (Fig. 4E). FljB-locked STm bacterial
numbers were not reduced after sFliC immunization but FliC-
locked STm numbers were approximately tenfold lower. To
exclude the possibility that FliC-locked bacteria were intrinsically
more susceptible to killing by innate mechanisms, we infected
T- and B-cell-deficient Ragl-deficient mice. This shows that all
strains colonized equally well (Fig. 4E). Therefore, Ab to sFliC
induced after immunization can restrict bacterial motility but not
systemic bacterial colonization, partly through a capacity of STm
to phase switch their flagella.

Enhanced bacterial clearance after sFliC correlates
with increased IFN-y-producing CD4" T cell numbers

Since Ab to sFliC did not moderate infection, we next assessed
whether the protection afforded by sFliC immunization on day 18
post-infection (Fig. 3 and Fig. 5A) was T-cell mediated. First, it
was confirmed that T cells are not important for controlling STm
infection in the first week of infection, but are necessary
subsequently, by infecting WT and T-cell-deficient mice with
10° STm for 5 and 18 days (Fig. 5A). As expected [9, 19, 40, 41],
on day 5 after infection both groups had similar splenic bacterial
burdens, whereas at day 18 WT mice had significantly fewer
bacteria than T-cell-deficient mice. It is not likely that the benefits
of sFliC immunization were due to direct effects on the innate
immune system since bacterial numbers in NI and sFliC
immunized Ragl-deficient mice were similar on days 5 and day
18 after STm (Fig. 5B). Furthermore, infection of WT and T-cell-
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Figure 4. Flagellin induces potent Ab responses which fail to impair STm infection. (A) Serum FliC-specific IgG1 and IgG2a Ab titers induced 35
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deficient mice with or without sFliC immunization for 35 days
showed that T cells were important for the additional control of
infection afforded by sFliC immunization at day 18 post-infection
(Fig. 5B). In contrast, when these experiments were performed
only to day 5 after infection bacterial burdens were similar in WT
and T-cell-deficient mice independent of sFliC immunization
(data not shown). Since clearance of STm requires IFN-y, we
assessed how previous sFliC immunization altered IFN-y produc-
tion in CD4* T cells during subsequent infection. At day 5 after
infection, proportions and numbers of IFN-y producing CD4"*
T cells were lower in sFliC-immunized mice (Fig. 5C). Never-
theless, when responses were assessed after 18 days of infection,
the sFliC-immunized group had a higher proportion and number
of IFN-y*CD4" T cells, with IFN-y only detectable in CD62L"
CD4" T cells (Fig. 5C). By day 35, when infection has nearly
resolved in both groups, the numbers and proportions of IFN-y*

© 2011 WILEY-VCH Verlag GmbH & Co. KGaA, Weinheim

CD4" T cells in both groups were similar. These results were
unlikely to be influenced by IL-4 since ELISPOT failed to identify
the differences in immunized and NI groups on day 5 after
infection and IL-4* SFC were largely undetectable at day 18 after
infection (Fig. 5D). Thus, under these conditions immunization
with the Th2 Ag sFliC can promote Th1 responses.

T-bet is essential for enhanced bacterial clearance and
IFN-y production after sFliC immunization

Since sFliC enhanced IFN-y responses to STm, we wished to
assess how this was mediated. While antibody to sFliC did not
help control infection at day 5 of infection, it remained possible
that B cells and antibody contributed by day 18 when the benefit
of sFliC immunization is apparent. We immunized WT and B-cell-
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Figure 5. Enhanced bacterial clearance after sFliC immunization correlates with augmented numbers of IFN-y producing CD4" T cells. (A) Left
graph: splenic bacterial numbers in naive (NI) or sFliC-immunized mice infected for 35 days. Right graph: Splenic bacterial counts from WT and
T-cell-deficient (TCRB5 /) mice infected i.p. with 5 x 10° STm for 5 and 18 days. (B) Left graph: Splenic bacterial counts in NI or sFliC-immunized
(20 ug; i.p. for 7 days) Ragl-deficient mice infected i.p. with 5x 10° STm for 7 or 18 days. Right graph: Splenic bacterial numbers in NI or sFliC-
immunized (20pg for 35 days) WT or T-cell-deficient mice infected for 18 days i.p. with 5x 10° STm. (C) Representative FACS plots showing
intracellular IFN-y production, after anti-CD3 stimulation with anti-CD28, in total splenic CD4" T cells or subdivided by CD62L expression in NI or
sFliC-immunized (20 ug for 35 days) WT mice infected i.p. with 5 x 10° STm for either 5, 18, or 35 days. Proportion (left graph) and total numbers
(right graph) of IFN-y-producing splenic CD4"* T cells. (D) Splenocytes from NI or sFliC-immunized WT mice infected with STm for 5 or 18 days
were isolated and restimulated for 48 h before the numbers of IL-4 SFC were enumerated by ELISPOT. Graphs show mean and one SD. Groups
contained four mice and experiments are representative of >2 repeats. *p<00.05 by the Mann-Whitney test.

deficient mice for 35 days before infection with 5 x 10° STm and  immunized with sFliC. These experiments were repeated using
examined splenic bacterial numbers and levels of IFN-y produc-  IL-4Ra-deficient mice and showed that signaling through IL-4Ra
tion 18 days later (Fig. 6A). This showed that the absence of  was dispensable for the sFliC-mediated control of infection or to
B cells and antibody did not influence bacterial clearance or IFN-y ~ IFN-y production (data not shown). Next, we assessed whether
responses by CD4" T cells, irrespective of whether mice had been  the beneficial effects of sFliC immunization were regulated by the

© 2011 WILEY-VCH Verlag GmbH & Co. KGaA, Weinheim www.eji-journal.eu



Eur. J. Immunol. 2011. 41: 1606-1618 Immunity to infection

A Day 18

B WT O IgH'

wq N * 20, N *

* NS * NS
15

10

Bacteria / spleen
=
2
% IFNY+ CD4 T cells

105 0
NI sFlic NI sFliC NI sFliC NI sFliC

154

wT T-bet -

106 ] 1 9.0 1.0
¥
i

i -.
T
104 < T 04
WT

=y
o
2

IFNy

Bacteria / spleen
v

% IFNYy+ CD4 T cells

)
=y

T-bet- > CD4 WT  T-bet KO
C Day 18
107 . NS 18 - NS
* — T-bet’- —
e — = v
S 1064 il wT NI sFliC 3
2 1173 0.9 03| - 129
2 & 3
I e | 18 3
= 'S -
z - 75 | m— g 61
o 104 . &t B =
—> cD4 -
103 - - 0- -
WT NI sFliC | WT [l T-bet”-NI [ T-betsFlic [ ] | wr NI sFliC
— T-bet”~ — —T-bet’~—
D B WT 0O T-bet”
NS NS NS NS NS NS NS
10 10° - 10°
-1 4 2 102 4 5102 ]
~ -_— -
< Q Q
g x z
s 104 £ 10 4 £ 104
1024 - 1 — 1

cpe2Lh cp62L Day 0 Day 7 126 1861 18G2a
Figure 6. T-bet is required for promoting Th1-mediated clearance after sFliC immunization but not for the induction of Th2 responses. (A) Splenic
bacterial numbers (left) and proportions of IFN-y* splenic CD4" T cells in NI or sFliC-immunized (20 ug for 35 days) WT or B-cell-deficient (IgH /")
mice infected for 18 days i.p. with 5 x 10° STm. (B) WT and T-bet-deficient mice were infected i.p. with 5 x 10° STm for 18 days and splenic bacterial
numbers enumerated (left graph) and intracellular IFN-y production by splenic CD4" T cells assessed, shown as representative FACS panels and
right graph. (C) NI WT or NI or sFliC-immunized (20 ug for 35 days) T-bet-deficient mice were infected i.p. with 5 x 10° STm for 18 days. Splenic
bacterial numbers (left) and IFN-y production by CD4" T cells was assessed by intracellular FACS in CD4" T cells (anti-CD3 stimulation with anti-
CD28; centre and right). Groups contained four mice. (D) Left: IL-4 mRNA expression in FACS-sorted splenic WT and T-bet-deficient CD62L" and
CD62L° CD4" T cells mice 4 days after i.p. immunization with 20ug sFliC, CD4 T cells from NI mice had negligible IL-4 mRNA levels (data not
shown). Serum anti-FliC IgM 7 days (centre) or IgG and isotypes 35 days (right) from WT and T-bet-deficient mice assessed by ELISA. Graphs show
mean and one SD.*p<00.05 by the Mann-Whitney test. In all cases, experiments are representative of >2 repeats.

Th1 regulator T-bet despite sFliC not inducing T-bet (Fig. 2). To  infected WT and T-bet-deficient mice with 5x 10° STm and
confirm that T-bet was required for bacterial clearance at the day = found bacterial numbers were higher in the absence of T-bet and
18 time point [12], when sFliC promotes bacterial clearance, we  IFN-y production in CD4" T cells was virtually undetectable

© 2011 WILEY-VCH Verlag GmbH & Co. KGaA, Weinheim www.eji-journal.eu

1613 48



1614

Saeeda Bobat et al.

(Fig. 6B). To assess whether T-bet was required for the action of
sFliC, NI or T-bet-deficient mice immunized with 20 pg sFliC for
35 days were infected with 5 x 10° STm for 18 days. Priming with
sFliC did not confer any benefit against STm infection in T-bet-
deficient mice and IFN-y production was absent in both sets of
mice (Fig. 6C). Thus, the Th2 Ag sFliC enhances STm clearance in
a T-bet-mediated manner. Finally, we examined whether this was
because T-bet was required for the induction of responses to
sFliC. To do this, WT or T-bet-deficient mice were immunized for
4, 7, or 35 days and IL-4 mRNA production assessed in FACS-
sorted splenic CD4" T cells or serum anti-FliC IgM or IgG
assessed by ELISA, respectively. This shows that T-bet was not
required for the induction of responses to sFliC (Fig. 6D).
Therefore, sFliC induces T-bet-independent Th2 features but
requires T-bet to promote STm clearance.

Discussion

By examining immune responses to flagellin, its use as an
immunogen and its impact on subsequent infection, we have
examined how isolated STm proteins may function as vaccines
against STm infection. While sFliC induces potent humoral and
cellular immune responses, only cellular immunity was able to,
modestly, help control infection. Against expectations, we found that
although sFliC induced a primary Th2 response, it could promote
Thl-mediated protection that was apparent after the first week of a
subsequent STm infection. This suggests that the Th response to
sFliC, and by implication other subunit vaccines, can be flexible.

Directing the immune response to an Ag has been a significant
focus of research, particularly for adjuvants, because the type of T-
cell help initially induced to an Ag can indicate whether the Ag will
confer protection. The absolute need for this is challenged by our
findings, which suggest that under some circumstances this may
not be necessary. The Th2 responses induced to sFliC in vivo
develop in the absence of exogenous adjuvants. Few purified
proteins have autoadjuvant activity, with proteins such as flagellin,
tetanus toxoid, and pertussis toxin having this property. In mice
and humans, the responses to these Ag are predominantly Th2 [25,
26, 42, 43] and suggests responses to soluble proteins are likely to
be Th2 by default. Nevertheless, the observation that subsequent
STm infection resulted in an enhanced Th1 response suggests that
T-cell responses show some flexibility. In most instances though,
the direction of the Th response may be of secondary importance if
protective Ab responses are induced.

The increased numbers of Thl cells seen after infection of sFliC-
primed mice could result from the redirection of Th2 cells
to Th1 [44] or derive from primed, yet nondifferentiated T cells [42,
44, 45] or other primed subsets such as IL-17 producing, FoxP3, or
BCL6" follicular helper T cells [46]. Th2 differentiation to sFliC was
the dominant response detected, for there were only low levels of
IFN-y, T-bet, IL-17 (<0.1% of CD4" T cells), BCL6, or FoxP3™
T cells detected (Fig. 2 and data not shown). It was recently found
that LCMV-specific in vitro-primed Th2 cells can redirect to Thl in
vivo and produce IFN-y in a T-bet-dependent manner [47]. This
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important finding shows flexibility in the Th response and the
current study augments this by showing that redirection can also
occur after immunization. Nevertheless, we suggest that our in vivo
findings are also likely to mean that primed, but noncommitted,
CD4" T cells act as a reservoir from which the enhanced Thl
responses after STm infection of sFliC-immunized mice are derived.
This T-cell flexibility after infection of vaccinated animals has been
described in other systems [42, 45]. Surprisingly, the Th1 expansion
after sFliC immunization required T-bet, despite primary CD4 " T-cell
responses to SFliC being T-bet-independent and T-bet not being
required to control other infections [48]. This had suggested to us
that the Th1l augmentation after sFliC would be T-bet-independent.

Ab to sFliC was not protective in these studies, in part because
STm can phase-switch. Nevertheless, splenic bacterial numbers in
sFliC-immunized mice after infection with FliC-locked STm were
only modestly reduced, typically <1 log of protection, a level
similar to that mediated by CD4% T cells at later times. In
contrast, effective Ab protection can reduce bacterial numbers by
several orders of magnitude [19], and Ab to Salmonella is clearly
important at preventing infection in humans and mice [16, 19,
49-54]. Immunization with sFliC provided no significant, early,
protection against oral infection with STm although there was a
trend toward protection seen in the large groups of mice used for
these experiments. This suggests that mucosal anti-sFliC respon-
ses while probably having some role are not likely to make a
substantial impact on controlling early colonization, at least after
one immunization with sFliC. The lack of protection by Ab to
flagellin in the mouse reflects findings using human sera [54],
where antibodies to flagellin had no clear, protective capacity.
Thus, structures distal from the cell wall such as flagella may not
be efficient targets for Ab-mediated protection. Intriguingly,
although binding of flagellin by sFliC-specific sera could inhibit
motility, it did not result in shedding or loss of flagella (Fig. 4B
and data not shown), suggesting that the bacterium does not
necessarily shed flagella when antibody has bound. Thus, Ab to
flagellin does not have a significant role in protecting against
systemic infection in this model.

Immunity to STm after systemic immunization with flagellin
has been described previously [34, 55, 56]. In our experiments,
we have focused on how this limited protection is mediated.
While this benefit is Ab-independent, CD4™ T cells are important,
but only after the first week of infection. This has two implica-
tions. First, since there was no early benefit after sFliC immuni-
zation, it suggests that T cells in recall responses do not promote
accelerated bacterial clearance after STm infection, a finding we
have also seen after porin immunization [19]. A consequence of
this is that it suggests that sFliC immunization will confer no
significant protection against virulent strains of bacteria since its
contribution to immunity is made when infection is well estab-
lished. Second, it suggests that there is some bioavailability of
flagellin throughout infection. While flagellin synthesis, expres-
sion, and availability are suppressed during intracellular infection
[38, 57, 58], this may not be absolute [59, 60]. Nevertheless, it is
unclear whether the modest T-cell-mediated protection after
flagellin immunization is because CD4* T cells induced after
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immunization are not efficient at promoting bacterial killing or
whether only a proportion of infected cells contain flagellin-
expressing bacteria. Flagellin phase-switching is unlikely to
promote immune evasion of T-cell responses since T-cell epitopes
are found in conserved regions of FliC and FljB [32, 34, 38, 361,
some of which are found in other serovars such as Salmonella
enteritidis. This may mean that some T cells after immunization
with sFliC will recognize multiple Salmonella serovars.

An important question is why the rate of clearance of atte-
nuated bacteria progresses at a protracted rate in the face of
potent CD4"% T-cell responses, where massive Thl expansion
occurs rapidly after infection [37, 61]? This may mean it is
unwise to focus simply on vaccines that evoke CD4" T-cell-
mediated immunity in the absence of protective Ab responses. Ab
is likely to reduce the numbers of bacteria that colonize, resulting
in a lower peak bacterial burden, essentially affording more time
for Thl cells to clear tissue-residing bacteria. Is flagellin simply
just a bad choice of Ag for a vaccine? It is not optimal against
systemic infection as it fails to induce protective antibody
responses, and the benefits from enhanced Thl-cell-mediated
immunity are modest. An ideal subunit vaccine should offer both
humoral and cellular protection. This may require the generation
of subunit vaccines that have more than one component, each
contributing protection via humoral or cell-mediated immunity
or both. Live STm have this property, but balancing immuno-
genicity and toxicity is difficult, and attenuated vaccines may not
be effective in certain groups such as infants or those with
acquired immunodeficiencies. Whether other T-cell Ag (e.g. [62])
are better remains to be seen since their potential to induce
protective Ab needs to be carefully evaluated.

Materials and methods

Mice, bacterial strains, and immunogens

Mice were age (6-12wk) and sex matched. C57BL/6 mice were
from HarlanOLAC and SM1 transgenic mice [36] were from Paul
Garside with generous permission from Stephen McSorley. OTII
transgenic, TCRBS-, Ragl-, B-cell-, and T-bet-deficient mice [39]
were sourced in-house. Animal studies were performed with
ethical and Home Office approval.

STm SL3261 is an attenuated strain and OVA-expressing
SL3261 has been described previously [63]. fliCfliB" and fliC*
fiB™ strains were generated by P22 transduction of the kana-
mycin resistance gene from SL32010N and SL32010FF into
SL3261 (SL3201 strains kindly provided by Dr. Alison O’Brien,
Uniformed Services University of the Health Sciences; [64]).

FliC and whole flagella were isolated and purified [25] as an
immunoprecipitated, his-tagged recombinant protein or from
STm by acid hydrolysis [65] and size-exclusion chromatography.
OVA was alum precipitated by standard methods [63]. LPS
contamination was typically<1 endotoxin unit/300 ug protein
(Sigma Endotoxin Kit).
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Immunity to infection

Immunizations, infections, and opsonization of
bacteria

Mice received, i.p., 20 pg sFliC or 50 ug alum-precipitated OVA or
live bacteria (5x 10°-5x 10%/mouse in PBS from cultures
harvested at ODgoo = 1.2-1.4). Tissue bacterial burdens were
determined by direct culturing. Murine infections using opso-
nized bacteria were performed as described previously [18, 19],
using complement-inactivated sera from WT mice immunized
twice with sFliC (boosted at 35 days for 14 days). Viability and
lack of agglutination was confirmed by plating. For oral infection,
STm (10'%/mL) were diluted at a ratio of 1:1 with 3% NaHCOs
and mice immediately infected with 1 x 10° bacteria by oral
gavage.

Bacterial motility assay

Bacterial swimming was assessed using 0.3% agar containing
complement-inactivated naive or sFliC+sera (1:300). STm
(ODggo 1.4) was injected into the agar and swim zone diameters
measured after overnight incubation at room temperature.

Flagellin-specific ELISA

ELISA to detect Ab to sFliC or purified flagella was performed as
described previously [25]. Plates were coated at 5ug/mL, then
sera, diluted 1:20 in PBS, was added and diluted stepwise.
Primary antibodies were detected using alkaline phosphatase-
conjugated, goat anti-mouse antibodies (Southern Biotech), and
Sigma-Fast p-nitrophenylphosphate. Relative reciprocal titres
were calculated by measuring the dilution at which the serum
reached a defined OD4gs.

FACS analysis, cell sorting, and the generation of
chimeras

Splenic single-cell suspensions were prepared and red cells lysed
with ammonium chloride buffer. Sometimes, cells were CFSE-labeled
by resuspension at 5 x 107 cells/mL in 5mM CFSE for 5min. Cells
were blocked with anti-CD16:CD32 before staining with one or more
of: CD3-FITC, CD62L-phycoerythcin, CD4-allophycocyanin (APC)
(all eBioscience) and CD4-PerCP Cy 5.5 and CD69 (biotinylated; BD
Biosciences). SM1 cells were identified using CD45.1-phycoerythcin
(eBioscience) or vp,-biotin and SA-PerCP Cy 5.5 (BD Biosciences) or
CFSE dilution. Samples were acquired on a FACScalibur cytometer
and the data were analyzed using FlowJo Software.

Intracellular cytokine staining for IFN-y and T-bet was
performed by ex-vivo restimulation [37]. Briefly, 2.5 x 107 sple-
nocytes/mL stimulated with purified anti-CD3 (precoated over-
night at 10 ug/mlL) or sFliC (1 ug/mL) in the presence of 1 pg/mL
anti-CD28. Cells were incubated at 37°C for 2.5h, followed by
2.5h with GolgiStop. Cells were then surface-stained (CD3, CD4,
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and CD62L), fixed and permeabilized with Cytofix/Cytoperm Plus
and intracellular staining performed using anti-T-bet-PE (Santa
Cruz) or anti-IFN-y-APC or irrelevant APC-labeled isotype control.
Chimeras were generated through i.p. transfer of total spleno-
cytes (107) in 200 pL PBS from SM1 or OTII BoyJ mice into WT or
Rag1-deficient recipients. Sometimes, splenocytes were first labeled
with CFSE or CD4* T cells sorted (>98% purity) using a MoFlo cell
sorter before 2 x 10° cells were transferred i.p. into Ragl-deficient
mice. Chimeras were immunized or infected 24 h post-transfer.

ELISPOT for the detection of FliC-specific IFN-y- or IL-4-
secreting SFC

ELISPOT assay for IFN-y was performed using anti-mouse IFN-y
antibody (XMG 1.2) [42] as capture Ab and biotin anti-mouse
IFN-y for detection. ELISPOT for IL-4 was performed with a
mouse IL-4 ELISPOT kit (anti-IL4 16-7041-68; eBioscience). After
coating with capture Ab, plates were blocked before adding
4x10° splenocytes per well. Cells were either restimulated
(5 pg/mL sFliC or medium) with 1 png/mL of anti-CD28, for 48h
at 37°C before incubation for 2h at room temperature with
biotinylated anti-IL4 (BVD6-24G2) or anti-IFN-y. Streptavidin-
peroxidase was added and signal detected using DAB. Spots
counted using an AID ELISPOT Reader and software. Counts
were expressed as SFC/4 x 10° splenocytes.

Quantification of gene expression

RT-PCR was performed on flow cytometry sorted T cells (2 x 10°
cells at >98% purity) subdivided into effector and naive
populations (based on CD62L expression). In mixed SM1-WT
chimeras, SM1 cells were identified based on CFSE or VB2 staining.
RNA was purified using the RNeasy Mini Kit (Qiagen) and reverse
transcribed using Superscript III. Real-time PCR for relative gene
expression was performed as described previously [25, 63, 66]
using 2 x PCR Master Mix (Applied Biosystems) and the results
presented as the relative signal per cell compared with B-actin.

Statistical analysis

Statistical analysis was conducted using the Mann-Whitney
nonparametric sum of ranks test using the Analyze-It programme
and significance was accepted where p<0.05.

The authors are grateful to the Birmingham
Medical Sciences Unit for their expert assistance and to Dr. Alison
O’Brien (Uniformed Services University of the Health Sciences)
for supplying the flagellin phase-locked mutants from which the
mutant strains used here were derived. This work was funded by

© 2011 WILEY-VCH Verlag GmbH & Co. KGaA, Weinheim

Eur. J. Immunol. 2011. 41: 1606-1618

a Biotechnology and Biological Sciences Research Council New
Investigator Award to A. F. C.; S. B. was the recipient of a Medical
Research Council studentship; C. G.-C and C. L.-M are funded by
National Council for Science and Technology (CONACYT) grants:
SEP-2003-C02-45261, SALUD 2004-01-132, and SALUD-2007-
C01-69779.

The authors declare no financial or
commercial conflict of interest.

References

[

Graham, S. M., Molyneux, E. M., Walsh, A. L., Cheesbrough, J. S.,
Molyneux, M. E. and Hart, C. A., Nontyphoidal Salmonella infections of
children in tropical Africa. Pediatr. Infect. Dis. J. 2000. 19: 1189-1196.

N

Engels, E. A., Falagas, M. E,, Lau, J. and Bennish, M. L., Typhoid fever
vaccines: a meta-analysis of studies on efficacy and toxicity. Br. Med. J.
1998. 316: 110-116.

w

Fraser, A., Paul, M., Goldberg, E., Acosta, C. J. and Leibovici, L., Typhoid
fever vaccines: systematic review and meta-analysis of randomised
controlled trials. Vaccine 2007. 25: 7848-7857.

4 Guzman, C. A., Borsutzky, S., Griot-Wenk, M., Metcalfe, I. C., Pearman, J.,
Collioud, A., Favre, D. et al., Vaccines against typhoid fever. Vaccine 2006.
24: 3804-3811.

(%]

Viret, J. F., Favre, D., Wegmuller, B., Herzog, C., Que, J. U., Cryz, S. J. and
Lang, A. B., Mucosal and systemic immune responses in humans after
primary and booster immunizations with orally administered invasive
and noninvasive live attenuated bacteria. Infect. Immun. 1999. 67:
3680-3685.

(o))

Germanier, R. and Furer, E., Isolation and characterization of Gal-E
mutant Ty 21a of Salmonella typhi — candidate strain for a live, oral typhoid
vaccine. J. Infect. Dis. 1975. 131: 553-558.

~N

Mastroeni, P. and Sheppard, M., Salmonella infections in the mouse
model: host resistance factors and in vivo dynamics of bacterial spread
and distribution in the tissues. Microbes Infect. 2004. 6: 398-405.

2]

Santos, R. L., Zhang, S. P, Tsolis, R. M., Kingsley, R. A., Adams, L. G. and
Baumler, A. J., Animal models of Salmonella infections: enteritis versus
typhoid fever. Microbes Infect. 2001. 3: 1335-1344.

o

Hess, J., Ladel, C., Miko, D. and Kaufmann, S. H., Salmonella typhimurium
aroA-infection in gene-targeted immunodeficient mice: major role of
CD4+ TCR-alpha beta cells and IFN-gamma in bacterial clearance
independent of intracellular location. J. Immunol. 1996. 156: 3321-3326.

10 Mastroeni, P., Villarreal-Ramos, B. and Hormaeche, C. E., Role of T cells,
TNF alpha and IFN gamma in recall of immunity to oral challenge with
virulent salmonellae in mice vaccinated with live attenuated aro-
Salmonella vaccines. Microb. Pathog. 1992. 13: 477-491.

11 Pie, S., TruffaBachi, P., Pla, M. and Nauciel, C., Th1 response in Salmonella
typhimurium-infected mice with a high or low rate of bacterial clearance.
Infect. Immun. 1997. 65: 4509-4514.

12 Ravindran, R., Foley, ]., Stoklasek, T., Glimcher, L. H. and McSorley, S. J.,
Expression of T-bet by CD4 T cells is essential for resistance to Salmonella
infection. J. Immunol. 2005. 175: 4603-4610.

13 van de Vosse, E., Hoeve, M. A. and Ottenhoff, T. H. M., Human
genetics of intracellular infectious diseases: molecular and cellular
immunity against mycobacteria and salmonellae. Lancet Infect. Dis. 2004.
4: 739-749.

www.eji-journal.eu



Eur. J. Immunol. 2011. 41: 1606-1618 Immunity to infection 1617 48

14 MacLennan, C., Fieschi, C., Lammas, D. A., Picard, C., Dorman, S. E.,
Sanal, O., MacLennan, J. M. et al., Interleukin (IL)-12 and IL-23 are key
cytokines for immunity against Salmonella in humans. J. Infect. Dis. 2004.
190: 1755-1757.

require robust activation of innate immunity. Eur. J. Immunol. 2009. 39:
359-371.

30 Uematsu, S., Jang, M. H., Chevrier, N., Guo, Z. J., Kumagai, Y., Yamamoto,
M., Kato, H. et al., Detection of pathogenic intestinal bacteria by Toll-like
receptor 5 on intestinal CD11c(+) lamina propria cells. Nat. Immunol. 2006.
7: 868-874.

15 Mastroeni, P., Simmons, C., Fowler, R., Hormaeche, C. E. and Dougan, G.,
Igh-6(—/—) (B-cell-deficient) mice fail to mount solid acquired resistance
to oral challenge with virulent Salmonella enterica serovar typhimurium 3

iy

Bates, J. T., Uematsu, S., Akira, S. and Mizel, S. B., Direct stimulation of
tlr5(+/+) CD11c(+) cells is necessary for the adjuvant activity of flagellin.
J. Immunol. 2009. 182: 7539-7547.

and show impaired Thl T-cell responses to Salmonella antigens. Infect.
Immun. 2000. 68: 46-53.

1

(o))

McSorley, S. J. and Jenkins, M. K., Antibody is required for protection 32 Bergman, M. A., Cummings, L. A, Alaniz, R. C., Mayeda, L., Fellnerova, I.

against virulent but not attenuated Salmonella enterica serovar typhimur-
ium. Infect. Immun. 2000. 68: 3344-3348.

and Cookson, B. T., CD4(+)-T-cell responses generated during murine
Salmonella enterica serovar typhimurium infection are directed towards
multiple epitopes within the natural antigen FIliC. Infect. Immun. 2005. 73:
7226-7235.

17 Mittrucker, H. W., Raupach, B., Kohler, A. and Kaufmann, S. H., Cutting
edge: role of B lymphocytes in protective immunity against Salmonella

typhimurium infection. J. Immunol. 2000. 164: 1648-1652. 33 Cookson, B. T. and Bevan, M. J., Identification of a natural T cell

18 Cunningham, A. F,, Gaspal, F, Serre, K., Mohr, E., Henderson, 1. R., Scott- epitope  presented by Salmonella-infected macrophages and

Tucker, A., Kenny, S. M. et al., Salmonella induces a switched antibody
response without germinal centers that impedes the extracellular spread
of infection. J. Immunol. 2007. 178: 6200-6207. 34 McSorley, S. J., Cookson, B. T. and Jenkins, M. K., Characterization of
CD4+ T cell responses during natural infection with Salmonella typhimur-
ium. J. Immunol. 2000. 164: 986-993.

recognized by T cells from orally immunized mice. J. Immunol. 1997.
158: 4310-4319.

19 Gil-Cruz, C., Bobat, S., Marshall, J. L., Kingsley, R. A., Ross, E. A,,
Henderson, 1. R., Leyton, D. L. et al., The porin OmpD from nontyphoidal

v

Salmonella is a key target for a protective B1b cell antibody response. 3
Proc. Natl. Acad. Sci. 2009. 106: 9803-9808.

Newton, S. M., Wasley, R. D., Wilson, A., Rosenberg, L. T., Miller, J. F. and
Stocker, B. A., Segment IV of a Salmonella flagellin gene specifies flagellar

20 Santiviago, C. A., Toro, C. S., Bucarey, S. A. and Mora, G. C., A antigen epitopes. Mol. Microbiol. 1991. 5: 415-425.

~N

O

chromosomal region surrounding the ompD porin gene marks a genetic 36 McSorley, S. J., Asch, S., Costalonga, M., Reinhardt, R. L. and Jenkins,

difference between Salmonella typhi and the majority of Salmonella
serovars. Microbiology 2001. 147: 1897-1907.

Hayashi, F., Smith, K. D., Ozinsky, A., Hawn, T. R,, Yi, E. C., Goodlett, D. R.,
Eng, J. K. et al, The innate immune response to bacterial flagellin is
mediated by Toll-like receptor 5. Nature 2001. 410: 1099-1103.

Franchi, L., Amer, A., Body-Malapel, M., Kanneganti, T. D., Ozoren, N.,
Jagirdar, R., Inohara, N. et al., Cytosolic flagellin requires Ipaf for
activation of caspase-1 and interleukin 1lbeta in salmonella-infected
macrophages. Nat. Immunol. 2006. 7: 576-582.

Miao, E. A., Alpuche-Aranda, C. M., Dors, M., Clark, A. E., Bader, M. W.,,
Miller, S. I. and Aderem, A., Cytoplasmic flagellin activates caspase-1 and
secretion of interleukin 1beta via Ipaf. Nat. Immunol. 2006. 7: 569-575.

Cuadros, C., Lopez-Hernandez, F. J.,, Dominguez, A. L., McClelland, M.
and Lustgarten, J., Flagellin fusion proteins as adjuvants or vaccines
induce specific immune responses. Infect. Immun. 2004. 72: 2810-2816.

Cunningham, A. F., Khan, M., Ball, ., Toellner, K. M., Serre, K., Mohr, E.
and MacLennan, I. C., Responses to the soluble flagellar protein FliC are
Th2, while those to FliC on Salmonella are Th1l. Eur. J. Immunol. 2004. 34:
2986-2995.

Didierlaurent, A., Ferrero, I., Otten, L. A., Dubois, B., Reinhardt, M.,
Carlsen, H., Blomhoff, R. et al., Flagellin promotes myeloid differentiation
factor 88-dependent development of Th2-type response. J. Immunol. 2004.
172: 6922-6930.

Huleatt, J. W., Jacobs, A. R., Tang, J., Desai, P., Kopp, E. B., Huang, Y., Song,
L. Z. et al,, Vaccination with recombinant fusion proteins incorporating
Toll-like receptor ligands induces rapid cellular and humoral immunity.
Vaccine 2007. 25: 763-775.

Salazar-Gonzalez, R. M., Srinivasan, A., Griffin, A., Muralimohan, G.,
Ertelt, J. M., Ravindran, R., Vella, A. T. et al., Salmonella flagellin induces
bystander activation of splenic dendritic cells and hinders bacterial
replication in vivo. J. Immunol. 2007. 179: 6169-6175.

Sanders, C. J., Franchi, L., Yarovinsky, F., Uematsu, S., Akira, S., Nunez, G.
and Gewirtz, A. T., Induction of adaptive immunity by flagellin does not

© 2011 WILEY-VCH Verlag GmbH & Co. KGaA, Weinheim

M. K., Tracking salmonella-specific CD4 T cells in vivo reveals a local
mucosal response to a disseminated infection. Immunity 2002. 16:
365-377.

Gaspal, F., Bekiaris, V., Kim, M. Y., Withers, D. R., Bobat, S., MacLennan,
I. C., Anderson, G. et al,, Critical synergy of CD30 and OX40 signals in CD4
T cell homeostasis and Thl immunity to Salmonella. J. Immunol. 2008.
180: 2824-2829.

Alaniz, R. C., Cummings, L. A., Bergman, M. A., Rassoulian-Barrett, S. L.
and Cookson, B. T., Salmonella typhimurium coordinately regulates FliC
location and reduces dendritic cell activation and antigen presentation to
CD4(+) T cells. J. Immunol. 2006. 177: 3983-3993.

Szabo, S. J., Kim, S. T., Costa, G. L., Zhang, X., Fathman, C. G. and
Glimcher, L. H., A novel transcription factor, T-bet, directs Th1 lineage
commitment. Cell 2000. 100: 655-669.

Hormaeche, C. E., Mastroeni, P., Arena, A., Uddin, J. and Joysey, H. S.,
T cells do not mediate the initial suppression of a Salmonella infection in
the RES. Immunology 1990. 70: 247-250.

Nauciel, C., Role of CD4+ T cells and T-independent mechanisms in
acquired resistance to Salmonella typhimurium infection. J. Immunol. 1990.
145: 1265-1269.

Divekar, A. A., Zaiss, D. M. W,, Lee, F. E. H,, Liu, D. C., Topham, D. J.,
Sijts, A. and Mosmann, T. R., Protein vaccines induce uncommitted
IL-2-secreting human and mousle CD4 T cells, whereas infections induce
more IFN-gamma-secreting cells. J. Immunol. 2006. 176: 1465-1473.

Sugai, T., Mori, M., Nakazawa, M., Ichino, M., Naruto, T., Kobayashi, N.,
Kobayashi, Y. et al, A CpG-containing oligodeoxynucleotide
as an efficient adjuvant counterbalancing the Th1/Th2 immune
response in diphtheria-tetanus-pertussis vaccine. Vaccine 2005. 23:
5450-5456.

Radhakrishnan, S., Wiehagen, K. R., Pulko, V., Van Keulen, V. P, Faubion,
W. A,, Knutson, K. L. and Pease, L. R., Induction of a Thl response from
Th2-polarized T cells by activated dendritic cells: dependence on TCR :
peptide-MHC interaction, ICAM-1, IL-12, and IFN-gamma. J. Immunol.
2007. 178: 3583-3592.

www.eji-journal.eu



I 1618

Saeeda Bobat et al.

45 Wang, X. W. and Mosmann, T., In vivo priming of CD4 T cells that
produce interleukin (IL)-2 but not IL-4 or interferon (IFN)-gamma, and can
subsequently differentiate into IL-4- or IFN-gamma-secreting cells. J. Exp.
Med. 2001. 194: 1069-1080.

46 Bluestone, J. A., Mackay, C. R, O’Shea, J. J. and Stockinger, B., The
functional plasticity of T cell subsets. Nat. Rev. Immunol. 2009. 9: 811-816.

47 Hegazy, A. N., Peine, M., Helmstetter, C., Panse, I., Frohlich, A,
Bergthaler, A., Flatz, L. et al., Interferons direct Th2 cell reprogramming
to generate a stable GATA-3(+)T-bet(+) cell subset with combined Th2
and Th1 cell functions. Immunity 2010. 32: 116-128.

48 Way, S. S. and Wilson, C. B., Cutting edge: immunity and IFN-gamma
production during Listeria monocytogenes infection in the absence of T-bet.
J. Immunol. 2004. 173: 5918-5922.

49 Acharya, I. L., Lowe, C. U, Thapa, R., Gurubacharya, V. L., Shrestha,
M. B., Cadoz, M., Schulz, D. et al., Prevention of typhoid fever in Nepal
with the Vi capsular polysaccharide of Salmonella typhi. A preliminary
report. N. Engl. J. Med. 1987. 317: 1101-1104.

50 Mastroeni, P., Villarreal-Ramos, B. and Hormaeche, C. E., Adoptive
transfer of immunity to oral challenge with virulent salmonellae in
innately susceptible BALB/c mice requires both immune serum and
T cells. Infect. Immun. 1993. 61: 3981-3984.

51 Eisenstein, T. K., Killar, L. M. and Sultzer, B. M., Immunity to
infection with Salmonella typhimurium: mouse-strain differences
in vaccine- and serum-mediated protection. J. Infect. Dis. 1984. 150:

425-435.

52 MacLennan, C. A., Gondwe, E. N., Msefula, C. L., Kingsley, R. A,,
Thomson, N. R., White, S. A., Goodall, D. M. et al., The neglected role
of antibody in protection against nontyphoidal salmonella bacteremia in
African children. J. Clin. Invest. 2008. 118: 1553-1562.

53 Xu, H. R,, Hsu, H. S., Moncure, C. W. and King, R. A., Correlation of
antibody titres induced by vaccination with protection in mouse typhoid.
Vaccine 1993. 11: 725-729.

54 MacLennan, C. A., Gilchrist, J. J.,, Gordon, M. A., Cunningham, A. F.,
Cobbold, M., Goodall, M., Kingsley, R. A. et al., Dysregulated humoral
immunity to nontyphoidal Salmonella in HIV-infected African adults.
Science 2010. 328: 508-512.

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

56 Harada, H., Nishikawa, F., Higashi, N. and Kita, K., Development of a
mucosal complex vaccine against oral Salmonella infection in mice.
Microbiol. Immunol. 2002. 46: 891-905.

57 Cummings, L. A., Barrett, S. L. R., Wilkerson, W. D., Fellnerova, I. and
Cookson, B. T., FliC-specific CD4(+) T cell responses are restricted by
bacterial regulation of antigen expression. J. Immunol. 2005. 174:
7929-7938.

58 Cummings, L. A., Wilkerson, W. D., Bergsbaken, T. and Cookson, B. T., In
vivo, fliC expression by Salmonella enterica serovar Typhimurium is

© 2011 WILEY-VCH Verlag GmbH & Co. KGaA, Weinheim

Eur. J. Immunol. 2011. 41: 1606-1618

heterogeneous, regulated by ClpX, and anatomically restricted. Mol.
Microbiol. 2006. 61: 795-809.

59 Srinivasan, A., Foley, J., Ravindran, R. and McSorley, S. J., Low-dose
Salmonella infection evades activation of flagellin-specific CD4 T cells. J.
Immunol. 2004. 173: 4091-4099.

60 Subramanian, N. and Qadri, A., Lysophospholipid sensing triggers
secretion of flagellin from pathogenic salmonella. Nat. Immunol. 2006. 7:
583-589.

61 Mittrucker, H.-W., Kohler, A. and Kaufmann, S. H. E., Characterization of
the murine T-lymphocyte response to Salmonella enterica serovar Typhi-
murium infection. Infect. Immun. 2002. 70: 199-203.

[3

N

Rollenhagen, C., Sorensen, M., Rizos, K. R. H. and Bumann, D., Antigen
selection based on expression levels during infection facilitates vaccine
development for an intracellular pathogen. Proc. Natl. Acad. Sci. USA 2004.
101: 8739-8744.

63 Serre, K., Mohr, E., Toellner, K. M., Cunningham, A. F.,, Granjeaud, S.,
Bird, R. and MacLennan, 1. C.,, Molecular differences between the
divergent responses of ovalbumin-specific CD4 T cells to alum-precipi-
tated ovalbumin compared to ovalbumin expressed by Salmonella. Mol.
Immunol. 2008. 45: 3558-3566.

64 Ikeda, J. S., Schmitt, C. K., Darnell, S. C., Watson, P. R., Bispham, J., Wallis,
T. S., Weinstein, D. L. et al., Flagellar phase variation of Salmonella enterica
serovar Typhimurium contributes to virulence in the murine typhoid
infection model but does not influence Salmonella-induced enteropatho-
genesis. Infect. Immun. 2001. 69: 3021-3030.

65 Ibrahim, G. F,, Fleet, G. H., Lyons, M. J. and Walker, R. A., Method for the
isolation of highly purified Salmonella flagellins. J. Clin. Microbiol. 1985. 22:
1040-1044.

66 Cunningham, A. F,, Fallon, P. G., Khan, M., Vacheron, S., Acha-Orbea, H.,
MacLennan, I. C., McKenzie, A. N. et al., Th2 activities induced during
virgin T cell priming in the absence of IL-4, IL-13, and B cells. J. Immunol.
2002. 169: 2900-2906.

APC: allophycocyanin - NI: nonimmunized - SFC: spot-
forming cells - sFliC: soluble, recombinant FliC protein flagellin - ST:
Salmonella enterica serovar Typhi - STm: Salmonella enterica serovar
Typhimurium

Dr. Adam F. Cunningham, Medical Research
Council Centre for Immune Regulation, School of Immunity and
Infection, Institute for Biomedical Research, University of Birmingham,
Edgbaston, Birmingham, B15 2TT, UK
Fax:+44-121-414-3599
e-mail: a.f.cunningham@bham.ac.uk

Received: 24/9/2010

Revised: 28/1/2011

Accepted: 17/3/2011

Accepted article online: 29/3/2011

www.eji-journal.eu



