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The prevalence of asthma and allergic disease has increased in many countries, and there has been
speculation that immunization promotes allergic sensitization. Bordetella pertussis infection exacerbates aller-
gic asthmatic responses. We investigated whether acellular pertussis vaccine (Pa) enhanced or prevented B.
pertussis-induced exacerbation of allergic asthma. Groups of mice were immunized with Pa, infected with B.
pertussis, and/or sensitized to ovalbumin. Immunological, pathological, and physiological changes were mea-
sured to assess the impact of immunization on immune deviation and airway function. We demonstrate that
immunization did not enhance ovalbumin-specific serum immunoglobulin E production. Histopathological
examination revealed that immunization reduced the severity of airway pathology associated with sensitization
in the context of infection and decreased bronchial hyperreactivity upon methacholine exposure of infected and
sensitized mice. These data demonstrate unequivocally the benefit of Pa immunization to health and justify
selection of Pa in mass vaccination protocols. In the absence of infection, the Pa used in this study enhanced
the interleukin-10 (IL-10) and IL-13 responses and influenced airway hyperresponsiveness to sensitizing
antigen; however, these data do not suggest that Pa contributes to childhood asthma overall. On the contrary,
wild-type virulent B. pertussis is still circulating in most countries, and our data suggest that the major
influence of Pa is to protect against the powerful exacerbation of asthma-like pathology induced by B. pertussis.

The prevalence of asthma and allergic disease has increased
in many countries (5, 14), and there has been speculation as to
the possible causes (4, 46, 47), including a possible role of
immunization in promoting allergic sensitization (12, 55).
Asthma is a chronic disease of the respiratory tract and is
tightly associated with airway hyperresponsiveness, increased
mucus production, and infiltration of the bronchial mucosa by
CD4™" T cells (59). In allergic asthma there is evidence of an
altered local T-cell response in favor of Th2 cytokines (inter-
leukin-4 [IL-4], IL-5, and IL-13), which results in B-cell isotype
switching to immunoglobulin E (IgE); mast cell, eosinophil,
and basophil recruitment; and the production of a wide range
of inflammatory mediators (61).

Epidemiological and clinical studies have provided intrigu-
ing data that suggest that a link exists between the relative lack
of infectious diseases and the increase in allergic disorders (9,
56, 57); this is referred to as the “hygiene hypothesis.” Accord-
ing to this hypothesis, viral and bacterial infections prevent the
induction of allergen-specific Th2 cells because they establish
Thil-biased immunity. In particular, the prenatal period and
early childhood are considered critical intervals for the estab-
lishment of a putative Th1-Th2 balance. On the other hand,
several studies have suggested that viral and bacterial infec-
tions exacerbate asthma. For example, respiratory syncytial
virus, commonly associated with pulmonary infections in in-
fancy, is known to exacerbate asthma (24, 30), and recently, we
have shown that Bordetella pertussis infection exacerbates al-
lergic asthma in a murine ovalbumin (OVA) model (8).
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B. pertussis is a gram-negative bacterium and the causative
agent of pertussis, or whooping cough, a respiratory disease
that remains a significant cause of morbidity and mortality
among infants worldwide. It is a highly contagious disease and
can occur at any age, although severe illness is more common
in young unimmunized children. B. pertussis infection induces
Th1 responses in humans and can be modeled by respiratory
challenge of mice, in which the response correlates well to the
responses in humans (36).

There has been speculation about the possible promotion of
allergy by common childhood vaccines (21, 43). A number of
studies have analyzed the prevalence of allergic sensitization
and atopic disease in relation to immunization (12, 21). Gruber
et al. (12) found that children with higher levels of immuniza-
tion coverage seemed to acquire transient protection against
the development of atopy in the first years of life. In contrast,
Hurwitz and Morgenstern (21) suggested that immunization
against diphtheria-pertussis-tetanus appeared to be associated
with an increased risk of subsequent asthma or other allergies.

Two different types of pertussis vaccine have been used in
infant immunization programs. The whole-cell pertussis vac-
cine (Pw) consists of heat- and formalin-inactivated virulent
whole bacteria, whereas the acellular pertussis vaccine (Pa) is
composed of purified components of the bacteria, typically
including inactivated pertussis toxin (PT). Immunization with
Pw has a high degree of efficacy and is associated with the
induction of antigen-specific Thl cells (27, 28, 53), but it has
been associated with reactogenicity (3). In contrast, immuni-
zation with Pa induces Th2 responses in children and in murine
models (2), but it has reduced reactogenicity (6, 34). It has
been suggested that the promotion of allergy may occur di-
rectly by administering potentially proallergic vaccines or indi-
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TABLE 1. Experimental design

Procedure on the following day (route of administration):

Description (group name)”
—42 —14

10 24 35, 36, 37

Pa Pa Pa

Pa and B. pertussis infection (PaBp) Pa Pa

Pa and OVA sensitization (PaOVA) Pa Pa

Pa, B. pertussis infection, and OVA Pa Pa
sensitization (PaBpOVA)

Control

B. pertussis infection (Bp)

OVA sensitization (OVA)

B. pertussis infection and OVA
sensitization (BpOVA)

Saline aerosol
B. pertussis aerosol infection
Saline aerosol
B. pertussis aerosol infection

Saline aerosol
B. pertussis aerosol infection
Saline aerosol
B. pertussis aerosol infection

Saline (i.p.)
Saline (i.p.)
OVA (i.p.)
OVA (i.p.)

Saline (i.p. and i.n.)
Saline (i.p. and i.n.)
OVA (i.p. and i.n.)
OVA (i.p. and i.n.)

Saline (i.n.)
Saline (i.n.)
OVA (i.n.)
OVA (in.)

Saline (i.p.)
Saline (i.p.)
OVA (i.p.)
OVA (i.p.)

Saline (i.p. and i.n.)
Saline (i.p. and i.n.)
OVA (i.p. and i.n.)
OVA (i.p. and i.n.)

Saline (i.n.)
Saline (i.n.)
OVA (i.n.)
OVA (in.)

“ Groups of female BALB/c mice (age, 6 to 8 weeks) were immunized (i.p.) and boosted with Pa on days —42 and —14. Mice were either sham infected or infected
with B. pertussis (Bp) by aerosol exposure. On day 10 and subsequently, selected groups were sensitized to OVA by the i.p. and i.n. routes. Bacterial burdens were
measured between days 0 and 37. All other readouts were on day 37. For comparison, further groups of mice were treated as follows: control mice were sham infected
on day 0 and sham sensitized. A second group (group Bp) was infected with B. pertussis on day 0 and sham sensitized. The third group (group OVA) was sham infected
but sensitized with OVA (100 pg i.p.) on days 10 and 24 and then again (50 g i.n.) on days 24, 35, 36, and 37. A separate group (group BpOVA) was infected with
B. pertussis on day 0 and sensitized as described above. Each experiment was repeated at least twice, with n > 35 mice per group on each occasion.

rectly by hindering the Thl-promoting effects of infectious
agents. Pertussis vaccine acts as an adjuvant for antigen-spe-
cific responses in laboratory animals (45); active PT, known to
enhance immunoglobulin E (IgE) formation in animal models
(26), is widely used as an adjuvant in animal experiments to
enhance the immune response to coadministered antigens (51)
and has been linked with a shift toward Th2-like cytokine
production in humans (39, 48).

We have previously shown that infection with B. pertussis
modulates allergen priming and the severity of airway pathol-
ogy in a murine model of allergic asthma (8). Furthermore, we
have demonstrated that Thl-inducing Pw protects against ex-
acerbation of allergic asthma due to B. pertussis (7). In order to
test whether immunization with Pa exacerbated asthma, we
used a well-characterized murine model of acellular pertussis
vaccination and B. pertussis infection in combination with the
murine OVA model of airway hyperresponsiveness. Our find-
ings demonstrate that a Th2-inducing Pa does not enhance but
protects against exacerbation of allergic asthma due to B. per-
tussis. However, we note that in the absence of B. pertussis
infection, a Pa can enhance IL-13 expression under certain
conditions.

MATERIALS AND METHODS

Animals. Female BALB/c (age, 6 to 8 weeks; Harlan, Bicester, Oxon, United
Kingdom) mice were used under the guidelines of the Irish Department of
Health and the research ethics committee of the National University of Ireland,
Maynooth. The BALB/c strain was selected because the performance of pertussis
vaccines in this strain has been shown to correlate well with the performance of
the vaccines in clinical trials with humans (37) and allergic asthma in this strain
has been shown to be consistent with previous models of allergic asthma (8).

Immunization and airway delivery of OVA. Four groups of at least 35 6- to
8-week-old female BALB/c mice were immunized intraperitoneally (i.p.) with
0.16 TU of Pa [The Candidate International Reference Material for Purified
(Acellular) Pertussis Vaccine, 1997, National Institute for Biological Standards
and Control, Potters Bar, United Kingdom], equivalent to 1/25 of the human
dose, according to the schedule outlined in Table 1. The four groups consisted of
mice immunized with Pa (group Pa); mice challenged with virulent B. pertussis
via aerosol and immunized with Pa (group PaBp); mice immunized with Pa and
sensitized with OVA (group PaOVA); and mice immunized with Pa, challenged
with virulent B. pertussis via aerosol, and sensitized with OVA (group PaBpOVA).
At day 0 the mice were infected with B. pertussis; selected groups were then
sensitized with OVA. Sensitization involved 100 pg of OVA (grade V; Sigma,
Dorchester, United Kingdom) emulsified in 2% Alhydrogel adjuvant (Superfos

Biosector, Kvistgaard, Denmark) administered i.p. on days 10 and 24. The
control group received saline alone (i.p.). On days 35, 36, and 37, PAOVA- and
PaBpOVA-sensitized mice received 50 ug of OVA intranasally (i.n.), whereas
the remaining groups received saline only (Table 1). All experiments were re-
peated twice.

Aerosol infection. Respiratory infection was initiated by aerosol challenge with
B. pertussis strain W28, following growth under agitation conditions at 37°C in
Stainer-Scholte liquid medium. Bacteria from a log-phase culture were resus-
pended at a concentration of 2 X 10'° CFU/ml in 1% (wt/vol) casein in 0.9%
(wt/vol) saline. The challenge inoculum was administered to groups of mice on
day O (the group challenged with virulent B. pertussis via aerosol [group Bp],
PaBp, and PaBpOVA). Administration was by aerosol exposure over a period of
15 min with a nebulizer. Groups of four or more mice were killed at various time
points after aerosol challenge to assess the number of viable B. pertussis organ-
isms in the lungs. The remaining mice received a similar aerosol of sterile saline
alone.

Enumeration of viable bacteria in the lungs. Lungs were removed aseptically
and placed into 1 ml of sterile physiological saline with 1% casein. One hundred
microliters of serially diluted homogenate from individual lungs was placed onto
triplicate Bordet-Gengou agar plates, and the number of CFU was determined
after incubation at 37°C for 4 days. The results are reported as the mean number
of B. pertussis CFU for individual lungs determined in triplicate for lungs from
four or more mice per time point. All experiments were repeated twice.

Measurement of OVA- and B. pertussis-specific antibody concentrations. Total
and OVA-specific IgE concentrations were measured by using a rat anti-mouse
IgE monoclonal antibody (BD, Pharmingen, San Diego, Calif.). The IgE con-
centration was expressed in micrograms per milliliter after comparison to the
concentrations of murine IgE standards.

Cytokine measurement from BALF specimen and spleen cell cultures. Bron-
choalveolar lavage fluid (BALF) specimens were obtained by repeat administra-
tion and aspiration of 0.5-ml volumes (total, 5 ml) of phosphate-buffered saline
via cannulation of the trachea of mice from three experiments (n = 5 mice per
treatment group on each occasion). Spleen cells (2 X 10%ml) from infected,
sensitized, and control mice (n = 4 or more mice per group on each occasion)
were cultured with heat-inactivated B. pertussis (1 X 10* CFU/ml), OVA (20
pg/ml), concanavalin A (5 wg/ml; positive control), or medium alone (negative
control). At 72 h, culture supernatants were sampled for cytokine analysis;
although the kinetics of cytokine production varies at this time point, this time
point has previously proved acceptable for the detection of most cytokines (19).
Concentrations of IL-5, IL-10, IL-13, and gamma interferon (IFN-vy) from spleen
tissue and BALF samples were assessed by an enzyme-linked immunosorbent
assay (BD, Pharmingen). Cytokine concentrations were calculated by compari-
son with cytokine standards of known concentration, as described previously (29).

Whole-body plethysmography. Airway responsiveness was assessed by metha-
choline (MCh)-induced airflow obstruction in conscious mice by the use of
whole-body plethysmography (Buxco Electronics, Sharon, Conn.), as described
previously (16). Pulmonary airflow obstruction was measured by enhanced
pause, a value that is determined from the ratio of the expiratory time and
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relaxation time to the peak expiratory flow and peak inspiratory flow and that is
thought to correlate with airway responsiveness. Measurements were obtained
after exposure of mice to phosphate-buffered saline (baseline) for 3 min, fol-
lowed by the delivery of incremental doses (3.3 to 50 mg/ml) of MCh by aerosol (16).

Respiratory tract histology. Animals (» = 5 mice per group per experiment)
were killed on day 37. Lungs were removed; fixed in a paraformaldehyde-lysine-
periodate fixative; embedded in paraffin; sectioned; and stained by the hematox-
ylin-eosin, Discombes (for identification of eosinophils), Alcian blue (for iden-
tification of mucus), periodic acid-Schiff (for assessment of basement membrane
thickness), azure A (for identification of mast cells), and Van Gieson (for iden-
tification of fibrosis) methods. The histopathological changes that were evident
were graded according to a semiquantitative scoring system as mild, moderate, or
severe by two researchers without prior knowledge of the treatment group. All
experiments were performed at least twice (n = 5) on each occasion.

Statistical methods. Results are expressed as the means * standard errors of
the means (SEMs) for the indicated number of animals. Student’s ¢ test was used
to determine significance among the groups in cytokine assays, whereas two-way
analysis of variance was used for plethysmography. A P value of <0.05 was
considered significant. Analyses were performed with Prism software (Graph-
Pad, San Diego, Calif.).

RESULTS

OVA sensitization does not impair Pa-mediated clearance of
B. pertussis. Both Pa immunization and OVA sensitization
induce powerful Th2 responses in mice (15, 27, 50), whereas B.
pertussis infection induces strong Thl responses in mice and
children (37, 52). The goal of this study was to examine the
possibility that Pa immunization enhances allergic sensitiza-
tion; however, it was also necessary to examine the confound-
ing influence of sensitizing antigen upon clearance. Therefore,
the effect of OVA sensitization upon the development of a
protective response to infection in Pa-immunized and nonim-
munized mice was examined. Mice received combinations of
OVA sensitization, Pa immunization, and aerosol challenge
with virulent B. pertussis (Table 1). Groups of mice infected
with B. pertussis (groups Bp and BpOVA) showed similar ki-
netics of bacterial clearance (Fig. 1), indicating that OVA
sensitization did not measurably influence the kinetics of bac-
terial clearance. Likewise, OV A-sensitized and nonsensitized
mice that had been immunized prior to bacterial challenge
(groups PaBpOVA and PaBp, respectively) showed identical
rates of clearance. No bacteria were recovered from the unin-
fected OV A-sensitized group or the control group (Fig. 1). The
bacterial burden in the infected groups (groups Bp and
BpOVA) peaked at day 10 and declined thereafter. Pa-immu-
nized mice cleared subsequent infection by B. pertussis by day
7. In contrast, only unimmunized mice (groups Bp and
BpOVA) showed complete bacterial clearance by day 35 (Fig.
1). Therefore, sensitization with OVA did not impair the vac-
cine-mediated clearance of B. pertussis in this model.

Pa immunization does not enhance OVA-specific IgE pro-
duction. The goal of this study was to examine the influence of
Pa immunization on responses associated with allergic sensiti-
zation. Although OVA-induced sensitization does not impair
vaccine-mediated clearance of B. pertussis, it was possible that
Pa influenced allergic sensitization. An increase in the concen-
trations of IgE antibodies specific for PT, a component of Pa,
has been reported in other studies (40, 50). Therefore, the
serum IgE responses of mice sensitized to OVA following Pa
or sham immunization were examined. Differences were ob-
served in the induction of IgE antibodies to the different an-
tigens, with the concentration of OVA-specific IgE typically
being greater than the concentration of IgE induced to B.
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FIG. 1. Course of B. pertussis infection in experimental and control
mice. Groups of mice were killed at various intervals after challenge,
and the number of viable bacteria was estimated by performing colony
counts on individual lung homogenates. Results are representative of
those from at least two experiments and are presented as the mean
number of CFU in the lungs, determined individually for the lungs
from four or more mice per group at each time point. Data for the
control and OVA groups have been offset from zero for clarity. Ctrl,
control group.

pertussis (Fig. 2A and B). Pa induced little B. pertussis-specific
IgE, and this was not altered by OVA sensitization (Fig. 2A).
The only increase in B. pertussis-specific IgE was observed
when a combination of immunization and infection prior to
OVA sensitization was used. This resulted in a small but sig-
nificant increase in the B. pertussis-specific IgE concentration
detected (group PaBpOVA compared to groups PaOVA,
BpOVA, and PaBp, P = 0.0026, 0.001, and 0.004, respectively)
(Fig. 2A).

OVA sensitization induced high levels of OVA-specific IgE,
as reported previously (8). Notably, Pa did not enhance the
OVA-specific IgE response (Fig. 2B). It has been shown that
Pw immunization of mice down-modulates the OVA-specific
IgE response (7); however, Pa did not have this effect in this
model: OV A-specific IgE was not significantly reduced by prior
Pa immunization (groups OVA and Pa OVA) (Fig. 2B). In
contrast, a combination of immunization and infection prior to
OVA sensitization (group PaBpOVA) resulted in a significant
reduction in the OVA-specific IgE titer compared to that in
mice sensitized to OVA in the absence or the presence of Pa
immunization (groups OVA and PaOVA, respectively, for
which P = 0.0447 and 0.0413, respectively), similar to the effect
previously reported (8) for infection in combination with OVA
sensitization (group BpOVA) (Fig. 2B).

Pa immunization enhances OVA-induced IL-10 and IL-13.
It has been shown previously (8) that B. pertussis infection
enhances the OVA-induced IL-10 and IL-13 detectable in
BALF specimens and from spleen cell cultures stimulated with
specific antigen. Pa immunization is known to induce Th2
cytokines (1, 52), although its effect on IL-13 production is
unknown. In order to dissect the influence of immunization on
airway hyperresponsiveness, cell-mediated immune responses
were examined in spleen cell preparations from the various
study groups. Pa immunization alone or in combination with B.
pertussis infection (group Pa or PaBp) induced very little IL-10,
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FIG. 2. Serum IgE elicited by Pa vaccination, bacterial infection, and
allergic sensitization. The B. pertussis-specific (A) or OVA-specific (B) se-
rum IgE responses elicited from each experimental group are shown.
The experimental groups included mice receiving combinations of immu-
nization with Pa (groups Pa, PaBp, PaOVA, and PaBpOVA), infection
with B. pertussis (groups Bp, PaBp, BpOVA, and PaBpOVA), or sen-
sitization to OVA (groups OVA, PaOVA, and PaBpOVA). Controls
(Ctrl) were sham immunized, sham infected, or sham sensitized with
saline, as appropriate. Results are expressed as the mean antibody
concentrations = SEMs. Mice that were infected only (group Bp)
made no OVA-specific IgE, and mice that were sensitized only (group
OVA) made no pertussis-specific IgE. The data presented are repre-
sentative of those from two experiments; in each case, at least four
animals were assessed, and each individual assessment was performed
independently in triplicate. *, significantly greater IgE induction than
that by mice in groups PAOVA, BpOVA, and PaBp (P = 0.0026, 0.001,
and 0.004, respectively); **, significantly less IgE induction by mice in
group PaBpOVA than by mice in groups OVA and PaOVA (P =
0.0447 and 0.0413, respectively). Data for group BpOVA are included
here for comparison.

IL-13, or IFN-y (Fig. 3). This was consistent with the protec-
tion observed earlier (Fig. 1) and previous data (28). Pa im-
munization in combination with OVA (group PaOVA) in-
duced significantly higher levels of IL-10 (P = 0.001), IL-13 (P
= 0.007), and IFN-y (P = 0.006) (Fig. 3A to D) than OVA
sensitization alone, but no differences in IL-5 levels were de-
tected. In contrast, a combination of immunization and infec-
tion prior to OVA sensitization (group PaBpOVA) resulted in
a significant reduction of IL-5, IL-10, and IL-13 levels (P =
0.0014, 0.0012, and 0.0158, respectively) compared to those in
group PaOVA (Fig. 3A to C).

To extend these findings, we examined the levels of cyto-
kines present in BALF specimens from each group of mice. Pa
immunization alone induced no detectable IFN-y in BALF
specimens, but low levels of IL-5, IL-10, and IL-13 were re-
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producibly detected (Fig. 4A to D). As expected, OVA sensi-
tization induced IL-10 and IL-13 and very high levels of IL-5
(Fig. 4A-C); OVA sensitization also induced airway IFN-vy, as
has been reported previously (8). Pa immunization influenced
the levels of cytokines detected in sensitized mice (group
PaOVA), reducing the levels of IL-5 and IFN-y (P = 0.008 and
P = 0.0015, respectively, compared to those in mice sensitized
with OVA alone; Fig. 4A and D, respectively) but significantly
increasing the levels of IL-10 (P = 0.001) and IL-13 (P =
0.002) (Fig. 4B and C, respectively). PaBpOVA mice also
showed reduced IL-5 and IFN-y levels but increased IL-10 and
IL-13 levels compared to those in mice sensitized with OVA
alone, although this effect was less pronounced than that seen
in mice in group PaOVA (Fig. 4A to D).

Pa immunization protects against B. pertussis exacerbation
of bronchial hyperresponsiveness and pathology but influ-
ences sensitization to OVA. It has been proposed that prior
Th1 responses to bacterial infections protect against allergic
disease; however, Thl-inducing B. pertussis infection exacer-
bates airway hyperresponsiveness in OV A-sensitized mice (8).
We have shown previously that prior immunization with a
whole-cell pertussis vaccine, which induces a very similar im-
mune response to B. pertussis, did not enhance but protected
against the airway hyperresponsiveness exacerbated by B. per-
tussis (7). In the present study we examined the influence of Pa
immunization on physiological lung function using whole-body
plethysmography to measure enhanced pause, a surrogate
marker associated with airway hyperreactivity. Statistical anal-
ysis by two-way analysis of variance showed that Pa-immunized
mice and/or mice challenged with B. pertussis (groups Pa, Bp,
and PaBp) showed airway hyperreactivity comparable to that
of the controls (Fig. 5SA and B). As expected, mice sensitized to
OVA showed significantly increased airway hyperreactivity
compared to that of the controls (P < 0.0003) (Fig. 5A and C).
As demonstrated above, B. pertussis infection (group BpOVA)
exacerbated the OVA-induced response (P = 0.0008 for group
BpOVA compared to mice sensitized to OVA) (Fig. 5D). The
most notable influence of Pa immunization was that it signif-
icantly reduced this exacerbation (for group PaBpOVA versus
group BpOVA, P = 0.048; Fig. 5D). Thus, Pa protects against
the enhanced airway reactivity induced by the combination of
infection and sensitization seen in mice in group BpOVA.
Given that Pa influences airway IL-10 and IL-13 levels, we
were also interested in observing the influence of Pa on OVA-
sensitized mice in the absence of infection. Immunization did
influence bronchial hyperreactivity upon OVA sensitization,
but this increase was only evident at high concentrations of
MCh exposure (Fig. 5C).

B. pertussis infection is known to modulate the quality of the
OVA-induced inflammatory influx to the respiratory tract, with
a marked reduction in eosinophil numbers accompanied by
various degrees of epithelial hyperplasia, mucus metaplasia,
and airway pathology (8). Lung tissue from experimental mice
was assessed histologically (Table 2). Minimal pathology was
observed in mice immunized with Pa or those immunized and
infected with B. pertussis (group PaBp) (Table 2 and Fig. 6A
and B). Pa-immunized and OVA-sensitized mice (group
PaOVA) illustrated moderate mural and periairway inflamma-
tion with accompanying mild epithelial hyperplasia and
smooth-muscle hypertrophy (Fig. 6C). The combination of Pa
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FIG. 3. Cell-mediated immune responses from the spleen elicited by Pa immunization, bacterial infection, and allergic sensitization. The IL-5
(A), IL-10 (B), IL-13 (C), and IFN-y (D) responses from spleen cell cultures stimulated with medium alone (negative control [Ctrl]; open bars),
heat-inactivated B. pertussis equivalent to 10* CFU/ml (bars with horizontal shading), OVA (bars with hatched shading), or concanavalin A
(positive control; closed bars) are shown. Responses are representative of duplicate experiments, each of which was performed in triplicate with
individual samples from at least four mice per group and are expressed as means * standard errors. *, decreased IL-5 recall response to OVA
compared to that of the PAOVA group (P = 0.0014); =, significantly increased IL-10 response to OVA compared to that of the PaBpOVA group
(P = 0.0012) or the OVA group (P = 0.001); ==, significantly increased IL-13 response to OVA compared to that of the PaBpOVA group (P =
0.0158) or the OVA group (P = 0.007); =, significantly increased IFN-y response to OVA compared to that of OVA-sensitized mice (P = 0.006

for mice in group PaOVA; P = (0.0056 for mice in group PaBpOVA).

immunization, B. pertussis infection, and OVA sensitization
induced a similar degree of airway inflammation, but with
accompanying mild mucous metaplasia, moderate epithelial
hyperplasia, and smooth-muscle hypertrophy (Fig. 6D). In
summary, the pathology associated with immunized and sen-
sitized mice (group PaOVA) was not greater than that seen in
nonimmunized mice (group OVA), and Pa immunization
(group PaBpOVA) protected against the exacerbated pathol-
ogy seen in infected and sensitized mice (group BpOVA).

DISCUSSION

The present study demonstrates that Pa immunization pro-
tects against B. pertussis exacerbation of OVA-induced airway
hyperresponsiveness in a murine model of allergic asthma. Pa
immunization did not enhance OVA-specific IgE production
but did enhance OVA-induced IL-10 and IL-13 in the absence
of infection. Nevertheless, Pa immunization did not enhance
the observed airway pathology over that seen in nonimmunized
and sensitized mice. Furthermore, Pa immunization protected
against the exacerbated pathology seen in infected, sensitized
mice. Taken together, these results suggest that the major
influence of Pas is not to promote allergic asthma but, rather,
to protect against the exacerbating influence of virulent B.
pertussis infection.

Pertussis vaccination in infancy has been discussed as a pu-
tative risk factor for bronchial asthma (18, 41, 49), presumably

through Th2-mediated mechanisms. Th2 responses are
thought to be protective against parasite-mediated disease (60)
but are associated with allergic disorders (59, 61). It has been
suggested that induction of Th2 cells or failure to mount a Th1
or regulatory T-cell response to foreign antigens in childhood
may enhance atopic disease (10, 49). It is therefore conceivable
that changing patterns of microbial exposure through infection
and vaccination in childhood may contribute to the observed
increase in atopic disease and asthma. Active PT enhances IgE
responses to foreign antigens and is widely used as an adjuvant
in animal experiments to enhance the immune responses to
coadministered antigens (26, 51). Inactivated PT is a compo-
nent of most Pas, and it is known that booster immunization of
children with an acellular pertussis vaccine enhanced Th2 cy-
tokine production and serum IgE responses against PT (50).
Circulating IgE antibodies against PT have also been found
after primary immunization with Pa with or without a subse-
quent Pa or Pw booster (11, 17, 42). Furthermore, B. pertussis
infection is known to modulate allergen priming and exacer-
bates the severity of allergen-driven pathology in a murine
model (8); however, Thl-inducing vaccines (Pw) protect
against this (7). In the present study we show that Pa immu-
nization did not enhance the OVA-specific IgE response (Fig.
2B); this suggests that Pa-like vaccines are unlikely to promote
atopy and is consistent with the findings of studies of Pa-
immunized children, which found no significant enhancement
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FIG. 4. Pa immunization modulates the local cytokine response to B. pertussis infection and OVA sensitization. Diluted BALF specimens from
five mice per group were pooled, and the concentrations of IL-5 (A), IL-10 (B), IL-13 (C), and IFN-y (D) were determined by enzyme
immunoassay. The results are representative of those from duplicate experiments, each measurement was performed in triplicate, and the values
are expressed as means = SEMs. #, reduced IL-5 concentration compared to that in OVA-sensitized mice (P = 0.008 for group PaOVA; P =
0.0025 for group PaBpOVA); =, increased IL-10 concentration compared to that in OVA-sensitized mice (P = 0.001 for group PaOVA; P = 0.001
for group PaBpOVA); =xx, increased IL-13 concentration compared to that in OVA-sensitized mice (P = 0.002 for group PaOVA; P = 0.022 for
group PaBpOVA); s##xx, decreased IFN-y concentration compared to that in OVA-sensitized mice (P = 0.0015 for group PaOVA; P = 0.0026

for group PaBpOVA). Ctrl, controls.

of IgE specific to third-party antigens (50). Significantly de-
creased levels of OVA-specific IgE were observed in mice in
group PaBpOVA compared to those in either the PAOVA or
the OVA group (Fig. 2B). These data are consistent with our
previous findings (8) that suggest that the mechanism by which
virulent B. pertussis infection exacerbates asthma is indepen-
dent of IgE. Furthermore, this indicates that the major action
of Th2-inducing Pa vaccines is likely protective rather than a
contributor to the exacerbation of asthma.

Airway reactivity can be mediated by IgE-independent
mechanisms that include a direct influence of IL-4 and IL-13
on airway cells (22, 23, 38, 58). It has previously been proposed
(62) that IL-10 plays an essential role in countering such re-
sponses by inducing regulatory T-cell responses, evidence that
suggests that allergic asthma is a disease of defective T-cell
regulation. Interestingly, McGuirk and colleagues (31-33)
have shown that filamentous hemagglutinin, a component of
the acellular vaccine used in this study, has the net effect of
inhibiting the induction, activation, and recruitment of Thl
cells and also interacts with dendritic cells to promote the
production of IL-10. Our findings of elevated IL-10 levels in
BALF specimens support this observation. However, it has
been demonstrated recently (25) that IL-10 can induce IL-13
expression in vivo and that this is responsible for the mucus,
but not the inflammatory or fibrotic effects, observed in the
airways of allergen-sensitized animals. In the present study, we

show that Pa immunization prior to OVA sensitization signif-
icantly increases both IL-10 and IL-13 levels at the systemic
and local levels (Fig. 3A to D and Fig. 4A to D) and that this
may influence airway hyperreactivity (Fig. 5). This is also con-
sistent with the findings of McGuirk and Mills (32) concerning
filamentous hemagglutinin. Although IL-10 can act as an im-
mune regulator, our findings suggest that IL-10 has broader
functions that may contribute to inflammatory disease (8, 13).
This may be through direct effects on the smooth muscle in
damaged airways (13) or indirectly via induction of IL-13 (25).
Although the Pa used in this study enhanced the levels of IL-10
and IL-13 production in response to the sensitizing antigen, the
influences of these cytokines appear to be the greatest in the
context of the widespread airway epithelial damage that occurs
during breakdown of the epithelial-mesenchymal unit (20).
Thus, although Pa induces these cytokines, because its major
influence is to reduce bacterial carriage and, hence, pathology,
the dramatic exacerbating influence on airway hyperreactivity
associated with IL-13 and IL-10 induction by B. pertussis com-
ponents during infection (8) was not observed here. Neverthe-
less, components that do not induce either IL-10 or IL-13
should be considered in enhanced future formulations of Pas.

A study by Gruber et al. (12) revealed no evidence for an
allergy-promoting effect of common childhood vaccines in a
prospectively monitored atopy risk-enhanced birth cohort.
Moreover, children with better vaccination coverage seemed to

1002 ‘€ Ae uo S|Y| e Bio’'wise’ 1A wolj papeojumod


http://cvi.asm.org

VoL. 12, 2005

ACELLULAR PERTUSSIS VACCINE PROTECTS AGAINST ASTHMA 415

A B
59 §=
- T
E, 4 —Ctrl § 4 ——Pa
< i B = —— PaBp
£ -5
-';"2— 2
g g
F 14 s 1
0 ; ) 0 . )
10 100 1 10 100
MCh Conc (mg/ml) MCh Conc (mg/mi}
C D
= = 51
I ——OVA = —— BpOVA
g . —— PaOVA & 4 —— PaBpOVA
-
Z, £
g o
o 24 g 24
= =
2 24
E 2
0 ’ . 0 . )
4 10 100 1 10 100

MCh Conc (mg/ml)

MCh Conc (mg/mi)

FIG. 5. Influence of Pa immunization on bronchial hyperresponsiveness. Airway hyperreactivity in response to increasing concentrations of
inhaled MCh was measured by whole-body plethysmography in control (Ctrl; sham infected) or Bp-infected mice (A), mice in group Pa or PaBp
(B), mice in group OVA or PaOVA (C), and mice in group BpOVA or PaBpOVA (D). Results are representative of those from two experiments

(n = 4 or more), and values are expressed as the mean enhanced pause = SEM.

be better protected against the development of atopy in their
second and third years of life. In particular, immunizations
against measles and mumps, pertussis, and diphtheria and
against tetanus were associated with a transient reduction of
atopy, whereas immunization against polio and Haemophilus
influenzae had no effect (12). A conflicting study of the effects
of vaccination on allergies among children in the United States
has reported that diphtheria-tetanus-pertussis vaccination ap-
peared to increase the risk of allergies and related respiratory
symptoms (21). One contentious interpretation of that study is
that vaccine components may be responsible for a portion of
the increased prevalence of asthma and allergies in U.S. chil-
dren. However, a large number of previous studies have dem-
onstrated that Pa protects against the devastating and some-

times fatal childhood disease whooping cough (27, 44, 50, 54)
and that current commercial formulations of Pa show greatly
reduced reactogenicities compared to that of Pw (6). The latter
data unequivocally demonstrate the benefit of Pa immuniza-
tion to health and justify the selection of Pa for mass vaccina-
tion protocols. Our data do not suggest that Pa contributes to
childhood asthma overall. On the contrary, wild-type virulent
B. pertussis is still circulating in many countries, and our data
suggest that the major influence of Pa is to protect against the
powerful exacerbation of asthma-like pathology induced by B.
pertussis.

We have established models that allow examination of the
mechanisms of interaction between protective immunization
and allergic sensitization. These are based on BALB/c mice,

TABLE 2. Histological assessment of airway pathology”

Mucous Hyperplasia Smooth-muscle Periairway or vascular inflammation”
metaplasia of yperp
Treatment group : of airway hypertrophy of ‘
airway Lo . Overall
s epithelium airway wall E N L M F
epithelium degree
Control - - - - - - - -
Bp - + + + - + ++ - -
OVA ++ ++ ++ ++! + ++ ++M -
BpOVA +++ +++ ++ +++! ++ +++ +++M - -
Pa - - - - - - - -
PaBp - + + - - - - - -
PaOVA - + + ++! ++ ++ ++M -
PaBpOVA + ++ ++ ++! ++ ++ ++M - -

“ A semiquantitative score (—, absent; +, mild; ++, moderate; +++, severe) was assigned to the features of the airway pathology observed.

b Periairway or vascular inflammation was assessed in terms of overall degree; numbers of infiltrating eosinophils (E), neutrophils (N), lymphocytes, plasma cells, and
macrophages (L), and mast cells (M); and circumscribing fibrosis (F). Superscript I, inflammation extending into surrounding pulmonary interstitium and alveolar
spaces; superscript M, macrophage giant cells form part of the inflammatory exudates within surrounding alveolar spaces.
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FIG. 6. Photomicrographs illustrate representative morphological changes in transverse sections of bronchioles of four treatment groups (n =
5 mice per group). (A) Group Pa, illustrating a normal airway morphology; (B) group PaBp, illustrating mild epithelial hyperplasia and
smooth-muscle hypertrophy; (C) group PaOVA, illustrating mild airway hyperplasia and smooth-muscle hypertrophy; (D) group PaBpOVA,
showing moderate mural and periairway inflammation, mild mucous metaplasia, moderate epithelial hyperplasia, and smooth-muscle hypertrophy.
All sections were stained with a combination of Discombes and Alcian blue stains. Magnifications, X400.

but qualitatively similar results are seen with alternative strains
(2, 35). While we find evidence that Pa contributes to the
induction of airway IL-13, we demonstrate that the main in-
fluence of acellular pertussis vaccination on asthma is to pro-
tect against the exacerbating effects of virulent B. pertussis
infection.

ACKNOWLEDGMENTS

We thank Sheila Worrell, Joseph Brady, and Bernadette Ruane for
expert technical assistance.

This work was supported by grants from the Irish HEA PRTL
programme (to Darren P. Ennis). Bernard P. Mahon is a Wellcome
Trust/HRB new blood fellow (GR 054236).

REFERENCES

1. Ausiello, C. M., F. Urbani, A. la Sala, R. Lande, and A. Cassone. 1997.
Vaccine- and antigen-dependent type 1 and type 2 cytokine induction after
primary vaccination of infants with whole-cell or acellular pertussis vaccines.
Infect. Immun. 65:2168-2174.

2. Barnard, A., B. P. Mahon, J. Watkins, K. Redhead, and K. H. G. Mills. 1996.
Th1/Th2 cell dichotomy in acquired immunity to Bordetella pertussis: variables
in the in vivo priming and in vitro cytokine detection techniques affect the
classification of T cell subsets as Th1, Th2 or Th0. Immunology 87:372-380.

3. Blumberg, D. A., K. Lewis, C. M. Mink, P. D. Christenson, P. Chatfield, and
J. D. Cherry. 1993. Severe reactions associated with diphtheria-tetanus-pertussis
vaccine: detailed study of children with seizures, hypotonic-hyporesponsive ep-
isodes, high fevers, and persistent crying. Pediatrics 91:1158-1165.

4. Bousquet, J., and P. Burney. 1993. Evidence for an increase in atopic disease
and possible causes. Clin. Exp. Allergy 23:484-492.

5. Burr, M. L., B. K. Butland, S. King, and E. Vaughan-Williams. 1989.

10.

11.

12.

13.

14.

15.

16.

CLIN. DIAGN. LAB. IMMUNOL.

e ¥ .

Changes in asthma prevalence: two surveys 15 years apart. Arch. Dis. Child.
64:1452-1456.

. Donnelly, S., C. E. Loscher, M. A. Lynch, and K. H. Mills. 2001. Whole-cell

but not acellular pertussis vaccines induce convulsive activity in mice: evi-
dence of a role for toxin-induced interleukin-1B in a new murine model for
analysis of neuronal side effects of vaccination. Infect. Immun. 69:4217-4223.

. Ennis, D. P., J. P. Cassidy, and B. P. Mahon. 2004. Whole-cell pertussis

vaccine protects against Bordetella pertussis exacerbation of allergic asthma.
Immunol. Lett. 10.1016/j.imlet2004.10.011.

. Ennis, D. P., J. P. Cassidy, and B. P. Mahon. 2004. Prior Bordetella pertussis

infection modulates allergen priming and the severity of airway pathology in
a murine model of allergic asthma. Clin. Exp. Allergy 34:1488-1497.

. Erb, K. J. 1999. Atopic disorders: a default pathway in the absence of

infection? Immunol. Today 20:317-322.

Farooqi, L. S., and J. M. Hopkin. 1998. Early childhood infection and atopic
disorder. Thorax 53:927-932.

Greco, D. D., S. Salmaso, P. Mastrantonio, et al. 1996. A controlled trial of
two acellular vaccines and one whole cell vaccine against pertussis. N. Engl.
J. Med. 334:341-348.

Gruber, C., L. Susanne, W. Ulrich, et al. 2003. Transient suppression of
atopy in early childhood is associated with high vaccination coverage. Pedi-
atrics 111:282-287.

Grunstein, M. M., H. Hakonarson, J. Leiter, M. Chen, R. Whelan, J. S.
Grunstein, and S. Chuang. 2001. Autocrine signaling by IL-10 mediates
altered responsiveness of atopic sensitized airway smooth muscle. Am. J.
Physiol. Lung Cell. Mol. Physiol. 281:L1130-L1137.

Haahtela, T., H. Lindholm, F. Bjorksten, K. Koskenvuo, and L. A. Laitinen.
1990. Prevalence of asthma in Finnish young men. BMJ 301:266-268.
Haczku, A, K. Takeda, E. Hamelmann, A. Oshiba, J. Loader, A. Joetham, C.
Irvin, H. Kikutani, and E. W. Gelfand. 1997. CD23 deficient mice develop
allergic airway hyperresponsiveness following sensitization with ovalbumin.
Am. J. Respir. Crit. Care Med. 156:1945-1955.

Hamelmann, E., K. Takeda, J. Schwarze, A. T. Vella, C. G. Irvin, and E. W.
Gelfand. 1999. Development of eosinophilic airway inflammation and airway

1002 ‘s Ay uo S1y| 1e B1o°WiSe'IAd WoJy papeojumod


http://cvi.asm.org

VoL. 12, 2005

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

34,

35.

36.

37.

hyperresponsiveness requires interleukin-5 but not immunoglobulin E or B
lymphocytes. Am. J. Respir. Cell Mol. Biol. 21:480-489.

Hedenskog, S., B. Bjorksten, M. Blennow, G. Granstrom, and M. Gran-
strom. 1989. Immunoglobulin E response to pertussis toxin in whooping
cough and after immunization with a whole-cell and an acellular pertussis
vaccine. Int. Arch. Allergy Appl. Immunol. 89:156-161.

Henderson, J., K. North, J. Golding, et al. 1999. Pertussis vaccination and
wheezing illnesses in young children: prospective cohort study. BMJ 318:
1173-1176.

Higgins, S. C., E. C. Lavelle, C. McCann, B. Keogh, E. McNeela, P. Byrne,
B. O’Gorman, A. Jarnicki, P. McGuirk, and K. H. G. Mills. 2003. Toll-like
receptor 4-mediated innate IL-10 activates antigen-specific regulatory T cells
and confers resistance to Bordetella pertussis by inhibiting inflammatory pa-
thology. J. Immunol. 171:3119-3127.

Holgate, S. T., P. Lackie, S. Wilson, W. Roche, and D. Davies. 2000. Bron-
chial epithelium as a key regulator of airway allergen sensitization and
remodeling in asthma. Am. J. Respir. Crit. Care Med. 162:S113-S117.
Hurwitz, E. L., and H. Morgenstern. 2000. Effects of diphtheria-tetanus-
pertussis or tetanus vaccination on allergies and allergy-related respiratory
symptoms among children and adolescents in the United States. J. Manip-
ulative Physiol. Ther. 23:81-90.

Ingram, J. L., A. B. Rice, K. Geisenhoffer, D. K. Madtes, and J. C. Bonner.
2004. IL-13 and IL-1beta promote lung fibroblast growth through coordi-
nated up-regulation of PDGF-AA and PDGF-Ralpha. FASEB J. 18:1132-
1134.

Izuhara, K., K. Arima, and S. Yasunaga. 2002. IL-4 and IL-13: their patho-
logical roles in allergic diseases and their potential in developing new ther-
apies. Curr. Drug Targets Inflamm. Allergy 1:263-269.

Johnson, T. R., and B. S. Graham. 1999. Secreted respiratory syncytial virus
G glycoprotein induces interleukin-5 (IL-5), IL-13, and eosinophilia by an
IL-4-independent mechanism. J. Virol. 73:8485-8495.

Lee, C. G., R. J. Homer, J. A. Elias, et al. 2002. Transgenic overexpression of
interleukin (IL)-10 in the lung causes mucus metaplasia, tissue inflammation,
and airway remodelling via IL-13-dependent and -independent pathways.
J. Biol. Chem. 277:35466-35474.

Lindsay, D. S., R. Parton, and A. C. Wardlaw. 1994. Adjuvant effect of
pertussis toxin on the production of anti-ovalbumin IgE in mice and lack of
direct correlation between PCA and ELISA. Int. Arch. Allergy Immunol.
105:281-288.

Mahon, B. P.,, M. T. Brady, and K. H. Mills. 2000. Protection against
Bordetella pertussis in mice in the absence of detectable circulating anti-
body: implications for long-term immunity in children. J. Infect. Dis. 181:
2087-2091.

Mahon, B. P., M. Ryan, F. Griffin, P. McGuirk, and K. H. G. Mills. 1996.
IL-12 is produced by macrophages in response to live or killed Bordetella
pertussis and enhances the efficacy of an acellular pertussis vaccine by pro-
moting the induction of Thl cells. Infect. Immun. 64:5295-5301.

Mahon, B. P., B. J. Sheahan, F. Griffin, G. Murphy, and K. H. G. Mills. 1997.
Bordetella pertussis respiratory infection of mice with targeted disruptions of
the genes coding for the interferon-g receptor or immunoglobulin results in
atypical disease. J. Exp. Med. 186:1843-1851.

Matsuse, H., A. K. Behera, M. Kumar, H. Rabb, R. F. Lockey, and S. S.
Mohapatra. 2000. Recurrent respiratory syncytial virus infections in aller-
gen-sensitized mice lead to persistent airway inflammation and hyperrespon-
siveness. J. Immunol. 164:6583-6592.

McGuirk, P., C. McCann, and K. H. Mills. 2002. Pathogen-specific T regu-
latory 1 cells induced in the respiratory tract by a bacterial molecule that
stimulates interleukin 10 production by dendritic cells: a novel strategy for
evasion of protective T helper type 1 responses by Bordetella pertussis. J.
Exp. Med. 195:221-231.

McGuirk, P., and K. H. G. Mills. 2000. Direct anti-inflammatory effect of a
bacterial virulence factor: IL-10-dependent suppression of IL-12 production
by filamentous haemagglutinin from Bordetella pertussis. Eur. J. Immunol.
30:415-422.

McGuirk, P., and K. H. G. Mills. 2000. A regulatory role for interleukin 4 in
differential inflammatory responses in the lung following infection of mice
primed with Thl- or Th2-inducing pertussis vaccines. Infect. Immun. 68:
1383-1390.

Miller, E., M. Rush, L. A. Ashworth, T. J. Coleman, J. Rossini, O. A. Ahmed,
S. Lingam, and M. E. Ramsay. 1995. Antibody responses and reactions to
the whole cell pertussis component of a combined diphtheria/tetanus/per-
tussis vaccine given at school entry. Vaccine 13:1183-1186.

Mills, K. H. G., A. Barnard, J. Watkins, and K. Redhead. 1993. Cell-mediated
immunity to Bordetella pertussis: role of Thl cells in bacterial clearance in a
murine respiratory infection model. Infect. Immun. 61:399-410.

Mills, K. H. G., M. Brady, E. J. Ryan, and B. P. Mahon. 1998. A respiratory
challenge model for infection with Bordetella pertussis: application in the
assessment of pertussis vaccine potency and in the definition of the mecha-
nism of protective immunity. Dev. Biol. Stand. 95:31-41.

Mills, K. H. G., M. Ryan, E. Ryan, and B. P. Mahon. 1998. A murine model
in which protection correlates with pertussis vaccine efficacy in children

ACELLULAR PERTUSSIS VACCINE PROTECTS AGAINST ASTHMA

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.
48.
49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

417

reveals complementary roles for humoral and cell-mediated immunity in
protection against Bordetella pertussis. Infect. Immun. 66:594-602.

Moore, P. E., T. L. Church, D. D. Chism, R. A. Panettieri, Jr., and S. A.
Shore. 2002. IL-13 and IL-4 cause eotaxin release in human airway smooth
muscle cells: a role for ERK. Am. J. Physiol. Lung Cell. Mol. Physiol.
282:1.847-1.853.

Mu, H. H., and W. A. Sewell. 1994. Regulation of DTH and IgE responses by
IL-4 and IFN-gamma in immunized mice given pertussis toxin. Immunology
83:639-645.

Nilsson, L., C. Gruber, M. Granstrom, B. Bjorksten, and N. I. Kjellman.
1998. Pertussis IgE and atopic disease. Allergy 53:1195-1201.

Nilsson, L., N. I. Kjellman, and B. Bjorksten. 1998. A randomized controlled
trial of the effect of pertussis vaccines on atopic disease. Arch. Pediatr.
Adolesc. Med. 152:734-738.

Odelram, H., M. Granstrom, S. Hedenskog, K. Duchen, and B. Bjorksten.
1994. Immunoglobulin E and G responses to pertussis toxin after booster
immunization in relation to atopy, local reactions and aluminium content of
the vaccines. Pediatr. Allergy Immunol. 5:118-123.

Odent, M., and E. Culpin. 2003. Effect of immunisation status on asthma
prevalence. Lancet 361:434.

Olin, P., L. Gustafsson, L. Barreto, L. Hessel, T. C. Mast, A. V. Rie, H. Bogaerts,
and J. Storsaeter. 2003. Declining pertussis incidence in Sweden following the
introduction of acellular pertussis vaccine. Vaccine 21:2015-2021.

Pauwels, R., M. Van der Straeten, B. Platteau, and H. Bazin. 1983. The
non-specific enhancement of allergy. I. In vivo effects of Bordetella pertussis
vaccine on IgE synthesis. Allergy 38:239-246.

Peat, J. K. 1998. Can asthma be prevented? Evidence from epidemiological
studies of children in Australia and New Zealand in the last decade. Clin.
Exp. Allergy 28:261-265.

Peat, J. K. 1994. The rising trend in allergic illness: which environmental
factors are important? Clin. Exp. Allergy 24:797-800.

Rook, G., and A. Zumla. 1997. Gulf War syndrome: is it due to a systemic
shift in cytokine balance towards a Th2 profile? Lancet 349:1831-1833.
Rook, G. A., and J. L. Stanford. 1998. Give us this day our daily germs.
Immunol. Today 19:113-116.

Ryan, E. J., L. Nilsson, N. Kjellman, L. Gothefors, and K. H. Mills. 2000.
Booster immunization of children with an acellular pertussis vaccine en-
hances Th2 cytokine production and serum IgE responses against pertussis
toxin but not against common allergens. Clin. Exp. Immunol. 121:193-200.
Ryan, M., L. McCarthy, B. P. Mahon, R. Rappuoli, and K. H. G. Mills. 1998.
Pertussis toxin potentiates Th1l and Th2 responses to co-injected antigen:
adjuvant action is associated with enhanced regulatory cytokine production
and expression of the costimulatory molecules B7-1, B7-2 and CD28. Int.
Immunol. 10:651-662.

Ryan, M., G. Murphy, E. Ryan, L. Nilsson, F. Shackley, L. Gothefors, K.
Oymar, E. Miller, J. Storsaeter, and K. H. G. Mills. 1998. Distinct Th cell
subtypes induced with whole cell and acellular pertussis vaccines in children.
Immunology 93:1-10.

Ryan, M. S., F. Griffin, B. P. Mahon, and K. H. G. Mills. 1997. The role of
the S-1 and B-oligomer components of pertussis toxin in its adjuvant prop-
erties for Thl and Th2 cells. Biochem. Soc. Trans. 25:124.

Salmaso, S., P. Mastrantonio, S. G. Wassilak, M. Giuliano, A. Anemona, A.
Giammanco, A. E. Tozzi, M. L. Ciofi degli Atti, and D. Greco. 1998. Persis-
tence of protection through 33 months of age provided by immunization in
infancy with two three-component acellular pertussis vaccines. Vaccine 16:
1270-1275.

Shaheen, S. O. 1995. Changing patterns of childhood infection and the rise
in allergic disease. Clin. Exp. Allergy 25:1034-1037.

von Mutius, E. 2002. Environmental factors influencing the development
and progression of pediatric asthma. J. Allergy Clin. Immunol. 109:S525—
S532.

von Mutius, E., F. D. Martinez, C. Fritzsch, T. Nicolai, G. Roell, and H. H.
Thiemann. 1994. Prevalence of asthma and atopy in two areas of West and
East Germany. Am. J. Respir. Crit. Care Med. 149:358-364.

Wei, L. H., A. T. Jacobs, S. M. J. Morris, and L. J. Ignarro. 2000. IL-4 and
IL-13 upregulate arginase I expression by cAMP and JAK/STAT6 pathways
in vascular smooth muscle cells. Am. J. Physiol. 279:C248-C256.

Wilder, J. A., D. D. Collie, B. S. Wilson, D. E. Bice, C. R. Lyons, and M. F.
Lipscomb. 1999. Dissociation of airway hyperresponsiveness from immuno-
globulin E and airway eosinophilia in a murine model of allergic asthma.
Am. J. Respir. Cell Mol. Biol. 20:1326-1334.

Yazdanbakhsh, M., P. G. Kremsner, and R. van Ree. 2002. Allergy, parasites,
and the hygiene hypothesis. Science 296:490-494.

Ying, S., M. Humbert, J. Barkans, C. J. Corrigan, R. Pfister, G. Menz, M.
Larche, D. S. Robinson, S. R. Durham, and A. B. Kay. 1997. Expression of
IL-4 and IL-5 mRNA and protein product by CD4" and CD8"* T cells,
eosinophils, and mast cells in bronchial biopsies obtained from atopic and
nonatopic (intrinsic) asthmatics. J. Immunol. 158:3539-3544.
Zuany-Amorim, C., E. Sawicka, C. Manlius, A. Le Moine, L. R. Brunet,
D. M. Kemeny, G. Bowen, G. Rook, and C. Walker. 2002. Suppression of
airway eosinophilia by killed Mycobacterium vaccae-induced allergen-spe-
cific regulatory T-cells. Nat. Med. 8:625-629.

1002 ‘€ Ae uo S|Y| e Bio’'wise’ 1A wolj papeojumod


http://cvi.asm.org

