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Inhalation of common indoor filamentous fungi has been associated with the induc-
tion or exacerbation of allergic respiratory disease. The understanding of fungal inhala-
tion and allergic sensitization has significantly advanced with the use of small animal
models, especially mouse models. Numerous studies have employed different animal
exposure and sensitization techniques, each with inherent advantages and disadvantages
that are addressed in this review. In addition, most studies involve exposure of animals
to fungal spores or spore extracts while neglecting the influence of hyphal or subcellular
fragment exposures. Recent literature examining the potential for hyphae and fungal
fragments to induce or exacerbate allergy is discussed. Innate immune recognition of
fungal elements and their contribution to lung allergic inflammation in animal models
are also reviewed. Though physical properties of fungi play an important role following
exposure, host immune development is also critical in airway inflammation and allergy.
We discuss the importance of environmental factors that influence early immune devel-
opment and subsequent susceptibility to allergy. Murine studies that examine the role
of intestinal microflora and prenatal or early life environmental factors that promote
allergic sensitization are also evaluated. Future studies will require animal models that
accurately reflect natural fungal exposures and identify environmental factors that influ-
ence immune development and thus promote respiratory fungal allergy and disease.
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Introduction

wide variety of reproductive structures that include asexual
conidia, sexual spores, fragmented hyphae, and subcellular

Non-dimorphic filamentous fungi are ubiquitous sapro-
phytic, symbiotic, or parasitic heterotrophs that acquire
extracellular nutrients for metabolic and physiological pro-
cesses [1]. In the absence of critical nutrients and other
environmental factors, fungi differentiate to produce a
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particulates [2]. In the environment, the mycoaerosol fraction
contains various mycotoxins and allergens that represent a
large burden to public health [1,3].

Inhalation of fungal spores, often considered the
traditional route of exposure, has been associated with the
induction or exacerbation of respiratory diseases such
as asthma, allergic rhinitis, sinusitis, or hypersensitivity
pneumonitis [4—7]. Spores derived from Alternaria, Asper-
gillus, Penicillium, and Cladosporium species are environ-
mentally abundant, and predominantly correlated
with exacerbations of allergic rhinitis and asthma [8-13].
With the exception of several preliminary studies, the con-
tribution of other non-dimorphic filamentous fungi and
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fungal fragments has been widely ignored [2,14—17]. Some
of these fragments release allergens and are reported to
represent up to 56% of the total fungal particulate load [2].
Fungal fragmentation is particularly important in water
damaged indoor environments where concentrations of
fragments can be significantly higher than conidia [14,16].
Another important consideration is the role of fungal toxicity
in respiratory disease. Although fungal allergen and myco-
toxin exposure may pose a threat to immunocompetent
individuals, immunocompromised patients (undergoing
chemotherapy or infected with human immunodeficiency
virus) are at greater risk. Immunocompromised patients
exhibit decreased clearance of fungal spores from the lungs
that potentiates widespread systemic fungal infection that
may ultimately prove fatal [18].

Numerous studies have detailed the basic immune
responses to fungal deposition in the lung and other periph-
eral tissues. In the lungs, alveolar macrophages are among
the first cells to encounter inhaled fungi [19], and generally
promote tolerance over immune activation [20]. Maintain-
ing tolerance is an important function of surveillance in
tissues such as the lungs that regularly encounter substan-
tial amounts of innocuous antigens and microbes. Although
large numbers of inhaled fungal spores are removed from
the lungs prior to germination [21], conidia that escape
phagocytosis may begin to germinate, and thus release fun-
gal factors that initiate lung inflammation [22,23]. The
early innate response to fungal deposition in the respiratory
tract ultimately shapes the adaptive immune response.
Lung dendritic cells (DCs) take up and transport fungal
particles to bronchial lymph nodes where antigens are pre-
sented to naive T-cells. DCs also help to determine the
level, direction, and priming of antigen-specific T-helper
cells via co-stimulatory signals [24-26]. Dormant or non-
viable A. fumigatus conidia uptake is associated with IFN-y
production and Thl responses, while hyphae or swollen
(germinating) conidia induce IL-4 production and eosino-
phil recruitment, a hallmark of allergic inflammation and
Th2 responses [27]. Therefore, successful germination is
likely to contribute to the development of fungal allergy,
although the precise mechanism remains unclear and
requires further investigation.

Although specific fungal structures and secreted factors
play an important role in allergic sensitization, environmen-
tal factors are also critical. Results from epidemiological
studies suggest that factors that influence early life immune
development are critical for subsequent development of
tolerance or allergic sensitization [28,29]. Early infections
and non-invasive microbial exposures are generally protec-
tive against allergic sensitization. In contrast, decreased
microbial exposure as a result of antibiotic use, dietary
modification, or birth by caesarian section results in increased
incidence of allergy [30]. Although the association is widely

acknowledged, the mechanism by which early life microbial
exposures or infections confer protection from fungal allergy
remains poorly understood.

Studies of fungal inhalation, allergy, and infection have
benefitted greatly from the use of small animal models.
Mice, rats, rabbits, and guinea pigs are common species
that are used to evaluate fungal pathology and lung immu-
nity [1,31,32]. In addition to variability encountered
between animal species, the route and method of lung
exposure may also differ between individual studies. Some
groups provide fungal exposure via inhalation of fungal
spores or extracts in suspension through the nares, while
others use involuntary aspiration or intratracheal instilla-
tion. Studies of fungal allergy involve chronic lung expo-
sure to spores, extracts, or systemic sensitization to fungal
allergens prior to respiratory challenge. Each type of ani-
mal species and method employed in these studies possess
different strengths and weaknesses with regard to modeling
fungal exposure and allergic sensitization in humans. The
purpose of this review is to provide a summary and evalu-
ation of animal studies of fungal inhalation and allergy,
focusing on murine models of airway allergy to non-dimor-
phic filamentous fungi commonly found in indoor environ-
ments, the implications of the findings, as well as the
potential of these models to answer future questions in the
field of allergy and fungal disease.

Animal models of fungal inhalation

Animal models are used to examine immune mechanisms
associated with fungal clearance, infection, tolerance,
and allergy. Several different methods of exposure have
been employed in non-sensitized animals including rats,
mice, rabbits, and guinea pigs (Table 1) [1]. Aspergillus,
Penicillium, and Stachybotrys are examples of fungal
genera commonly used in exposure models, especially as
these fungi are associated with indoor fungal contamina-
tion arising from water-damaged building materials
[33,34]. The most common methods used to expose mice
to fungi include involuntary aspiration and intranasal
instillation.

Aspiration

Involuntary (pharyngeal) aspiration involves the delivery
of either an aliquot of fungal spores or an extract sus-
pended in saline, onto the vocal folds or base of the tongue
of an anesthetized animal [35-37]. Nasal breathing is then
blocked with a gloved finger tip, and mice are allowed to
inhale the suspension. Using this method, the fungal sus-
pension is delivered throughout the entire lung. In con-
trast, intranasal instillation delivers fungal suspensions
into the lung through the nares of anesthetized animals
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Table 1 Methods of fungal respiratory exposure.

Method of Brief Description Advantages Disadvantages References
Exposure
Intranasal Suspension of fungi or (a) Homogenous suspension, (a) Not representative of [35,58,64,78,79,83]
instillation extracts into the nares of an (b) Ability to do repeat natural exposure,
anesthetized animal exposures, (b) Suspension may dilute or
(c) Reproducible alter surface antigen
Involuntary Suspension of fungi or (a) Homogenous suspension, (a) Not representative of [35,37,54,59]
aspiration extracts into the pharyngeal (b) Ability to do repeat natural exposure,
folds of an anesthetized exposures, (b) Suspension may dilute or
animal (c) Reproducible alter surface antigen
Intratracheal Suspension of fungi or (a) Homogenous suspension, (a) Single exposure only [21,35,39,52]
instillation extracts into the surgically (b) Ag delivered directly to (b) Not representative of
exposed trachea of an lung, natural exposure,
anesthetized animal (c) Reproducible (c) Suspension may dilute or
alter surface antigen
Aerosol Whole body or nose only (a) Large number of animals (a) True lung exposure [35,39-41,53,56]
exposure apparatuses; Fungal aerosols exposed simultaneously, concentration unknown,
chamber are dispersed into chamber (b) Animal exposed by normal (b) Time consuming,

and voluntarily inhaled breathing

(c) Less reproducibility

[35,38]. Both involuntary aspiration and intranasal instil-
lation allow for a homogenous suspension of fungi to be
administered to the animal. However, these methods are
not reflective of natural fungal exposures (inhalation of
dry aerosols) since extracellular and intracellular antigens
may be directly released into the suspension. This may
not only alter the concentration of soluble antigens, but
may also alter the physical and metabolic properties of
fungal particles.

Aerosol chambers

Aerosol chambers are used to monitor the response of
an animal to prolonged fungal exposures [35,39,40].
Experimental aerosols can be generated by dry particle
aerosolization from growing fungal cultures or by
nebulization using a suspension of fungal particles.
During dry particle aerosolization, air flows across
growing fungal cultures and spores, hyphae, and subcel-
lular fragments are suspended and the aerosol is directed
into an air flow controlled exposure chamber [39].
For nebulization, fungal particles are collected into a
physiological buffer and then aerosolized into the cham-
ber using a nebulizer. Animals are exposed by either a
whole body or nose-only exposure system. Whole body
exposures with fungal aerosols introduce the possibility
that fungal antigens may be ingested by the animal
during grooming [41]. Although chamber exposures
allow for accurate monitoring and maintenance of
airborne particle concentrations inside the chamber,
the actual amount and distribution of fungal particles
deposited inside the respiratory tract of the animals cannot

© 2010 ISHAM, Medical Mycology, 48,217-228

be controlled. These attributes depend on the breathing
patterns of the animal and vary due to aggregate
formation, electrostatic interactions with the chamber
wall, and the degree of mucociliary clearance of fungal
particles from mucosal surfaces within the nares and
trachea of the animal [1,39].

Aspergillus fumigatus. A. fumigatus is the most widely
studied fungal species used in animal models. A. fumigatus
is a ubiquitous, saprophytic, thermotolerant fungus that
grows in moist environments, and may colonize the
respiratory tract or inhabit the gastrointestinal tract
of immunocompromised individuals [41-43]. It is
commonly associated with invasive aspergillosis or
allergic bronchopulmonary aspergillosis (ABPA) in
immunocompromised patients, and is associated with
allergic sensitization and exacerbations of asthma in
immunocompetent individuals [5,44]. Rabbits exposed to
a single dose of A. fumigatus spores using an exposure
chamber developed an inflammatory response characterized
by the recruitment of macrophages, lymphocytes, and a
mild thickening of the alveolar walls [41]. Elevated levels
of macrophages and lymphocytes were shown to persist for
up to 8 days, and were visible in granulomas. Macrophages
phagocytose approximately 19% of A. fumigatus spores
within 4 h of exposure [21]. However, spores surviving
beyond this interval may potentially germinate in the lungs.
This ability to persist and germinate within macrophages is
a unique characteristic of A. fumigatus [21]. A. fumigatus
produces virulence factors that contain cellular adhesive
properties [45] and inhibit epithelial cilia beat frequency [46],
macrophage phagocytosis [46—48], and production of
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reactive oxygen species [46,49]. These factors may promote
spore germination and further colonization within the
respiratory tract and bronchioles. Furthermore, germinated
A. fumigatus spores express greater amounts of allergen
compared to ungerminated spores [50,51]. These studies
lead to the hypothesis that viable fungal elements, after
germination in the human respiratory tract, may release
greater concentrations of allergen than previously thought.
It is unknown if the unique secretory products released
from this fungus are potentially interacting with cytokines
or chemokines to induce or hinder this observed effect, or
if some other fungal-specific mechanism is responsible.

Aspergillus terreus. An early line of respiratory defense
against fungal exposures involves the recruitment of
alveolar macrophages. Intratracheal instillation studies
using A. ferreus, a ubiquitous thermotolerant human
pathogen, showed that macrophages phagocytose 42% of
spores immediately following instillation. Within 30 min,
78% of intratracheally instilled A. ferreus spores were
removed [52]. Using a single dose, granulomas were observed
in some animals within 7 days of treatment. Despite the
presence of lesions, no serum antibody response to A. terreus
was detected [52]. In another study, using an exposure
chamber, rabbits also failed to produce an anti-fungal
antibody response to A. terreus [39].

Aspergillus versicolor. Aerosols of the non-thermotolerant
fungus A. versicolor; a common indoor contaminant and
aeroallergen, provoke respiratory irritation in mice after
aerosol chamber exposure [53]. In another study, a dose-
dependent inflammatory response was observed following
involuntary aspiration [54]. Exposure of mice to single
doses ranging from 1 x 10°to 1 x 10% spores resulted in
increased neutrophils in bronchoalveolar lavage fluid
(BALF) within 24 h. Furthermore, proinflammatory
cytokines such as TNFo and IL-6 were detected in the sera
within 6 h of exposure and remained elevated for 3 days
at the highest dose. Albumin, total protein, and lactate
dehydrogenase, indicating vascularleakage and cytotoxicity,
were significantly increased and remained elevated for
7 days. Within 3 days of exposure, alveolar macrophages
and neutrophils were the primary cells in the lung [54].

Penicillium  spinulosum. P.  spinulosum is commonly
associated with water damaged buildings. Studies have
demonstrated increases in TNFo and IL-6 levels within 6
h of exposure in the sera of mice aspirated with 5 x 10°
spores [55]. Lung inflammation was characterized by
elevated levels of neutrophils paired with a decrease in
alveolar macrophages in the BALF within 24 h post

exposure. Albumin, total protein, and LDH levels were not
significantly increased in the lungs compared to control
animals. Therefore, P. spinulosum can also induce
inflammation in the lungs of mice, although the magnitude
is decreased compared to inflammation induced by
A. versicolor [54,55].

Stachybotrys chartarum. S. chartarum is another fungus
associated with moisture damaged buildings [34]. Aspirated
S. chartarum extracts were capable of inducing an acute
systemic inflammatory response in mice as well as
increasing total IgE levels [37]. A single dose of this extract
was capable of inducing an influx of neutrophils and
lymphocytes to the lung. Furthermore, mice exposed to
S. chartarum extracts four times over a four week period
alsoshowedincreased macrophage, neutrophil, lymphocyte,
and eosinophil levels in the lung, as well as increased total
protein and LDH levels in the BALF [37]. IL-5, a cytokine
critical for eosinophil production and activation, was also
increased. The use of extracts or fragments instead of
whole spores in exposure studies of S. chartarum may have
increased relevance, since the large spore size makes
inhalation of intact airborne spores less likely, and
inhalation of smaller fungal fragments more likely [56,57].
Another study examined the response of mice exposed to
spores of S. chartarum twice a week over a 3 week time
period via intranasal instillation [58]. In this study, two
strains of S. chartarum were used, a non-toxic strain
producing low levels of mycotoxins and a highly toxic
strain. The toxic strain produced various mycotoxins such
as satratoxin G, satratoxin H, stachybotrylactone, and
stachybotrylactam. The results of this study showed that
spores of the toxic strain induced infiltration of neutrophils,
macrophages, and lymphocytes to the bronchioles and
alveoli of the lung. Exposures to non-toxic spores yielded
results similar to those in the control group. Thus,
mycotoxin producing strains of S. chartarum can induce
pulmonary hemorrhage as well as severe inflammation and
destruction of lung tissue, demonstrating the need for
studies to characterize the effects of long term exposure to
other toxin-producing fungi.

Factors dffecting fungal exposure

In addition to fungal species considerations, the strain of
animals used in exposure studies, as well as the frequency
and dose of exposure are also important factors. It is
well known that genetic factors contribute to the ability of
individuals to respond to potential pathogens, including
fungi. Genetic variation is also observable in animal
fungal exposure studies. Of three congenic mouse strains
(BALB/c, C3H/HeJ, C56BL/6), BALB/c mice exhibited
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the strongest inflammatory response to S. chartarum
[59]. Furthermore, exposed animals may be over-
whelmed by large doses, potentially leading to non-
specific lung immune responses. Human exposure to
fungal concentrations exceeding 1 x 10° spores m3 are
possible in environments that are known to harbor large
quantities of fungi (i.e., moist/water damaged buildings
and agricultural industries) [1], though it is rare that
humans routinely encounter doses commensurate with
those used in many animal studies. Therefore, models
noting that the degree of inflammation and immune
responses is dose-dependent may have limited biological
relevance to natural human fungal exposure.

These studies indicate that characteristics of respiratory
inflammation in response to fungal exposure are species-spe-
cific, and may be influenced by physical characteristics such
as optimal growth temperature and by mycotoxin production.
In the future, animal exposure models that will determine the
contribution of these factors to acute and chronic health effects
of fungal inhalation need to be developed. In addition, other
studies will need to examine dry aerosol fungal particles and
the relevance of fungal fragments on the severity of disease.

Models of fungal allergy

Allergies affect up to 30% of the population in industri-
alized nations, with up to 12% suffering from asthma
[5,6]. Many factors have been attributed to the rapid
increases in the incidence of allergy over the last
20 years including decreased exposure to environmental
microbes during prenatal and postnatal immune devel-
opment. Reduced exposure may lead to a loss of immune
tolerance mechanisms resulting in allergy or autoimmu-
nity in susceptible individuals [29]. Although genes
play an important role in susceptibility, the triggers for
development of sensitization are largely environmental.
Aeroallergens may be characterized as seasonal outdoor
allergens and include pollen produced by trees, herba-
ceous shrubs and grasses, or as perennial indoor
allergens including animal dander or cockroach aller-
gens [5]. However, fungi are found in both indoor and
outdoor environments. Respiratory symptoms are pres-
ent in up to 30% of atopic individuals who are sensitized
and produce specific IgE to fungal allergens [5].

The most common experimental allergen used in animal
models of allergic asthma is chicken ovalbumin (ova).
In a typical protocol, mice are sensitized by i.p. injection
with ova and the adjuvant, aluminum hydroxide (Alum)
[60]. In the weeks following the initial sensitization, mice
are boosted with an intranasal instillation or pharyngeal aspi-
ration of ova. Finally, a challenge of ova is given, and animals
are sacrificed at least 24 hours later. Blood is collected for
measurement of IgG and IgE antibody titers. Alternatively,
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sensitization may be achieved solely by airway challenge of
ovalbumin, but this method is less efficient and may require
the presence of lipopolysaccharide (LPS) in the ova prepara-
tion [60]. The most common mouse strain used in allergic
sensitization models is Balb/c, due to immune responses
which generally favor Th2 over Thl [61,62]. However,
C57BL/6 and other strains have also been used.

Fungal extract sensitization

Studies that examine the potential of fungi to induce or
exacerbate respiratory allergic responses have adapted
the ova model to study fungal allergy. A. fumigatus, the
etiologic agent of ABPA, is the most widely studied spe-
cies in evaluating fungal sensitization [44]. In many of
these studies, fungal extracts are instilled into the nares
or trachea of previously sensitized mice (Table 2). Sen-
sitization is induced by repeated intranasal exposures or
injection of extracts with or without adjuvant [63,64].
In sensitized mice, fungal extracts induce eosinophilic
airway inflammation, goblet cell hyperplasia, and
mucous accumulation in the lungs [44]. Severe allergic
inflammation in response to fungal extracts is character-
ized by pulmonary epithelial cell metaplasia, collagen
deposition, and fibrotic lesion formation. Studies using
this approach have demonstrated the requirement for
CD4 T-cells and the Th2 cytokines IL-4 and IL-5, but
not B-cells or IgE production, in the induction and
maintenance of allergic airway responses to crude
extracts of A. fumigatus [63,65—67]. The central compo-
nent of the complement pathway, C3, and the receptor
for the complement factor C3a (C3aR), are also impor-
tant for Th2 effector functions in this model, as deficient
mice displayed decreased airway hyperresponsiveness,
eosinophilia, and IL-4 producing cells [68,69]. These
studies demonstrate that Th2-effector cells and cytok-
ines are important for allergic airway responses to crude
extracts of A. fumigatus, with the complement pathway
also a contributing factor. Although repeated fungal
exposures of sensitized mice are generally administered
by intransal inoculation due to ease and consistency of
delivery, allergic airway responses may be induced by
other methods of exposure. For instance, sensitized mice
exposed to an aerosolized mycelial extract of S. chartarum
in an exposure chamber model exhibited airway inflam-
mation, increased IgE production, and airway hyper-
responsiveness when compared to mice exposed to
ovalbumin (Table 2) [56].

Whole spore exposure/sensitization

Airway responses to intact fungal spores have also been exam-
ined in fungal-sensitized mice (Table 2). Hogaboam et al.
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Table 2 Murine models of fungal allergy.

Fungal Species  Mouse strain  Immunization Boost/Challenge Pathology Ab response Reference
Aspergillus CBA/] i.p. & s.c. culture extract in Boost: i.n. extract (weeks 3-5), Eosinophilic Increased IgE  [70]
Sfumigatus IFA Challenge: i.t. 5 x 10° spores inflammation,
(week 6) goblet cell
hyperplasia,
collagen
deposition
Aspergillus Balb/c i.p. culture extract + Alum 2/w i.n. extract coupled to Eosinophilic Increased IgE  [64]
Sfumigatus for 4 weeks polystyrene beads 2/w for 4 inflammation
weeks
Aspergillus C57BL/6 none. mice ingested i.n. 107 spores 2x (d2,9) Eosinophilic Increased IgE  [110]
fumigatus cefoperazone (d-4-0) + C. inflammation
albicans (d0)
Stachybotrys Balb/c n/a i.a. extract 1/w for 4 weeks Increased BALF  Increased IgE, [37]
chartarum lymphocytes, IgA
eosinophils and
neutrophils
Stachybotrys Balb/c i.p. mycelial extract 3x on AEROSOL chamber extract 2/w  Mild Increased IgE, [56]
chartarum days 0, 14, 21 for 3 wks neutrophilic, IgG1
eosinophilic
inflammation
Penicillium C57BL/6 n/a in. 1 x 10* viable or Non-viable Non-viable [79]
chrysogenum non-viable spores 1/w for 6w spores: increased  spores: IgG,,
neutrophils, viable spores
viable spores: IgG,, IgE
increased
eosinophils
Penicillium Balb/c, 1 x 107 spores or protease in. 1 x 102 spores 1/w for 2w Eosinophilic & Increased IgE,  [83]
chrysogenum C57BL/6 extract in Alum 1/w for 6 (weeks 7-8) neutrophilic IgG,
weeks inflammation
Alternaria Balb/c i.p. 2 x 10° spores in Alum i.n. 2 x10° spores 1/d for 3d Increased Increased IgE, [78]
alternata (d13-15) lymphocytes, IeG,
eosinophilic &
neutrophilic
inflammation
Cladosporium Balb/c i.p. 2 x 10° spores in Alum i.n. 2 x10° spores 1/d for 3d Eosinophilic & Increased IgE, [78]
herbarum (d13-15) neutrophilic IeG,
inflammation

i.a., involuntary aspiration;

i.n., intranasal instillation;

i.t., intratracheal instillation;

s.c., subcutaneous injection;

i.p., intraperitoneal injection;

IFA, Incomplete Fruend’s Adjuvant.

used fungal extracts of A. fumigatus in Incomplete
Freund’s Adjuvant (IFA) to sensitize CBA/J mice, boosted
intranasally with the same extracts, followed by an intra-
tracheal challenge with conidia suspended in saline [70].
Mice exposed to spores under this protocol exhibited airway
hyperresponsiveness, lung eosinophilia, and increased IgE
production when compared to control animals. Further
studies using this model examined responses to fungal spores
in sensitized mice deficient in a wide array of chemokines and
chemokine receptors. Mice lacking leukocyte chemokine

receptor CCR1 exhibited decreased airway remodeling [71],
while the absence of CCR2, the receptor for the monocyte
chemokine CCL2, enhanced pulmonary allergy and eosino-
philia in sensitized mice exposed to A. fumigatus [72].
Furthermore, sensitized mice lacking the mast-cell chemo-
kine receptor CXCR2 [73], the T-cell/macrophage recep-
tors CCR4 [74] or CCRS [75], or the Th2 cell-expressing
receptor CCR8 [76], exhibited decreased chronic fungal
allergy/asthma in response to intranasal challenge of
conidia. Mice lacking the ability to produce the eosinophil
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and Th2-attracting chemokine CCLI11 (Eotaxin) [77]
exhibited decreased acute, but not chronic airway allergy
in response to A. fumigatus challenge. Therefore, the
expression of chemotactic factors and receptors expressed
by Th2-cells, neutrophils, eosinophils, mast cells, and
monocytes/macrophages may influence the induction
and maintenance of airway hyperreactivity and lung aller-
gic responses to challenge with A. fumigatus spores in
sensitized mice.

Spores of Alternaria alternata, Cladosporium herba-
rum, and Penicillium chrysogenum are other aeroallergen
sources [5] that induce allergic inflammation in the lungs
of mice (Table 2) [78,79]. In contrast to A. fumigatus
studies that sensitized mice by i.p. injections of spore
extracts prior to whole spore challenge, whole fungal
spores of A. alternata or C. herbarum emulsified in Alum
were used [78]. Sensitized mice exhibited airway inflam-
mation, hyperreactivity, and eosinophilia after intranasal
challenge with conidia. In a subsequent study, unsensi-
tized mice treated with spores required chronic exposure
to develop airway inflammation comparable to sensitized
mice [80]. Furthermore, repeated exposures of mice to
non-viable conidia of P. chrysogenum induced Thl
responses compared to Th2-type responses to viable
conidia [79]. The effect of fungal inhalation on allergic
sensitization to non-fungal allergens has also been exam-
ined. In a recent study, an extract of A. alternata demon-
strated potent Th2-adjuvant effects to the antigen
ovalbumin in the airways of exposed mice [81]. The Th2
adjuvant activity of A. alternata was significantly
more potent than that of A. versicolor, suggesting that
the effect on allergic sensitization by fungal exposure is
species-specific.

Induction of fungal allergy: tolerance
vs. sensitization

Fungal-specific host recognition

Another critical area of investigation has focused on the
physical characteristics of fungi and fungal proteins that
promote allergy and asthma in susceptible individuals.
Many fungal and non-fungal allergens exhibit protease
activity. Allergens derived from Aspergillus [82] and
Penicillium [83] species are among the fungal protease
allergens isolated [84,85]. Extracts of A. alternata contain
proteases that stimulate inflammatory cytokine produc-
tion in epithelial cells in vitro [86]. Sensitization with
protease extracts of P. chrysogenum significantly increased
allergic airway inflammation in mice exposed to viable
conidia [83]. The commonality of protease activity
in allergens suggests that proteases may function as
an adjuvant for the induction of sensitization to other
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allergens. This hypothesis was tested by Kheradmand
et al., who reported that fungal proteases were sufficient
for ova-induced airway hyperresponsiveness, eosino-
philia, and IgE production in C57BL/6 mice [87]. The
role for protease activity was further shown to be medi-
ated through the protease activated receptor 2 (PAR2)
[88], a surface receptor expressed on airway epithelium,
alveolar macrophages, and dendritic cells. Proteases act
on DCs to downregulate release of IL-12, an important
cytokine in induction of Thl responses [89]. Protease
activity also initiates epithelial detachment [90] and pro-
duction of the inflammatory cytokines IL-6 and IL-8
[91]. Proteases may enhance subsequent innate and
adaptive allergic immune responses by increasing air-
way infiltration by allergic immune cells. Although the
mechanism of protease-mediated allergic sensitization
is not completely clear, a recent animal study demon-
strated a requirement for basophils in the generation of
Th2-responses to the protease allergen papain [92].

In addition to PAR-mediated effects, other microbial
pattern receptors play a role in early immune recognition
of fungi. Among these are toll-like receptors (TLRs) 2 and
4 and the C-type lectin receptor Dectin-1. TLR2 and TLR4
recognize fungal mannan and [-glucan, respectively.
These TLRs are important for recognition of A. fumigatus
by murine macrophages, and concomitantly enhance mac-
rophage activation and cytokine production [93-95]. Dec-
tin-1 also acts as a receptor for 3-glucan, a ubiquitous
polysaccharide component of fungal spores and hyphae
[96]. Dectin-1 is highly expressed by cells of the myeloid
lineage [97]. Dectin-1-expressing macrophages and
neutrophils are activated by B-glucan on the surface of ger-
minating conidia to produce proinflammatory cytokines
[22,98]. Mice deficient in Dectin-1 lack the ability for in
vivo cytokine production in responses to and in subsequent
removal of fungi [99,100]. Although activation of these
pattern receptors by fungal ligands and subsequent activa-
tion of innate immune cells has been reported, much less
is known about the influence of these signals on the devel-
opment of adaptive allergic airway responses. In contrast
to the Th2 promoting protease activation, the TLR signal-
ing molecule MyD88 enhanced CD4* T cell priming and
Th1 cytokine production during respiratory infection with
A. fumigatus [101]. The role of Dectin-1 in CD4* T cell
priming and differentiation in response to fungal infection
remains unclear. However, recent evidence suggests a
role in activation of Th17 cells, a T-helper cell lineage dis-
tinctly separate from Th1/Th2 phenotypes [102]. IL-17
produced by Th17 cells contributes to lung inflammation
in a mouse model of pulmonary aspergillosis by stimulation
of neutrophil-mediated killing of conidia [103]. The role
of IL-17 in fungal allergic sensitization is not clear,
although ova sensitized mice lacking IL-17 activity
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exhibited decreased airway hyperreactivity and
decreased influx of neutrophils, but not eosinophils
[104,105]. Therefore, though PAR, Dectin-1, and TLRs
2 and 4 are involved in immune responses to fungi,
only PAR-mediated effects have been demonstrated to
promote allergic Th2 responses.

In addition to the variable immune responses to
fungal molecular patterns, viable fungal particles also
elicit contrasting responses when compared to non-
viable or dormant particles. Large numbers of resting
fungal spores introduced into the lungs of mice are
phagocytosed by alveolar macrophages and result in
little inflammation [1]. Swollen or germinating spores
may be more immunologically reactive, as they rapidly
release allergens during germination [50]. Therefore,
although resting spores may become airborne in fungi-
contaminated indoor environments, germinating spores
may pose a greater threat to exposed individuals.
Furthermore, common airborne fungal structures such
as hyphae and subcellular fragments [2] may release
greater quantities of fungal allergen than individual
spores [13]. However, these particles are not efficiently
removed by phagocytosis [106]. Exposure to fragments
may require greater interactions with other inflamma-
tory cells and thus exert greater influence on adaptive
immune responses. Liquid suspensions containing
A. fumigatus hyphae elicited Th2 responses in the drain-
ing lymph nodes of mice that received an intratracheal
inoculation of fungi, compared to the Thl responses
induced by resting conidia [27]. Thus, while resting
spores are taken up rapidly by alveolar macrophages and
cause little or no inflammation in the lungs of exposed
individuals, germinating spores and/or hyphae may play a
larger role in allergic airway responses due to higher
expression of allergens or other recognized fungal struc-
tures that skew airway immune responses toward an
allergic Th2 phenotype.

Host-susceptibility

Although the association between fungal exposure and
allergy/asthma is widely accepted, the mechanism by which
fungi induce allergy in some individuals but not in others
remains less clear. Genetic susceptibility is an important
component, although specific conditions of the environ-
ment during immune development are also critical [28].
Over the last two decades, the most popular explanation for
increased allergic sensitization by environmental factors
during development has been the ‘hygiene hypothesis’
[29,107]. The hygiene hypothesis suggests that infections
and non-invasive microbial exposures confer protection
from allergic disease. Subsequent epidemiological studies
have provided a wealth of supporting evidence. Numerous

studies have demonstrated decreased development of
asthma in children raised on farms compared to similar
children raised in non-agricultural households [29].
The timing of exposures appears critical in protection
from allergy; exposures during the first year of life and
even prenatal exposures may play a role [108].
Another interpretation of the hygiene hypothesis
proposes that changes in gut microflora due to diet, anti-
biotic use, and birth by caesarean section lead to an
increase in the incidence of airway allergic disease [30].
An absent intestinal microbiota alters immune develop-
ment, as completely germ-free mice exhibit poorly
formed secondary lymphoid tissue and antibody
responses [109]. In addition, immunocompetent mice
exposed to the antibiotic cefoperazone with subse-
quent oral inoculation of Candida albicans exhibited
altered intestinal microflora and increased allergic
airway responses to intranasal inoculation of A. fumiga-
tus compared to control mice that did not receive anti-
biotic treatment [110,111]. Therefore, these results
suggest that altered intestinal microflora may lead to
fungal airway allergy.

Respiratory tolerance can be induced by dendritic
cells through IL-10-mediated development of CD4*
regulatory T cells (Treg) [24]. In the lungs and draining
lymph nodes of mice exposed to an intranasal suspension
of A. fumigatus conidia, Treg cells acted early to suppress
neutrophilic inflammation and also limited subsequent
Th2 responses [112]. Treg suppression of airway allergy
was dependent on the activity of indoleamine 2,3
dioxygenase (IDO). IDO is a tryptophan catabolizing
enzyme highly expressed by DCs that, in addition to
IL-10, mediates T-cell tolerance by induction of Treg cell
development [113]. The two major subsets of regulatory
T-cells are identified as natural and inducible Treg cells.
Natural Treg cells develop in the thymus and are present
before pathogen exposure, and inducible Treg cells are
generated in the periphery and acquire regulatory func-
tion during immune responses [114]. Large numbers of
T, cells are found in gut-associated lymphoid tissue
(GALT) [115]. It is likely that commensal microorgan-
isms in the intestinal tract play an important role in the
suppressive activity of T, cells, as evidenced by
the amelioration of inflammatory bowel disease by pro-
biotic bacteria-mediated Treg induction [116]. In addi-
tion, Treg cells induced by intestinal helminth infection
suppressed airway allergy in ova-sensitized mice [117].
Thus, induction of Treg cells in the GALT suppresses not
only the local inflammation in the gut but also airway
allergy. The effect of intestinal colonization or infection
of mice with probiotic, parasitic, or pathogenic microor-
ganisms on inflammatory responses to fungal exposure
in the lungs remains unknown.

© 2010 ISHAM, Medical Mycology, 48,217-228
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Conclusion

Our understanding of the adverse health effects associated
with fungal exposures in the home, workplace, or outdoors
has been greatly enhanced through the use of animal
models. Animal studies have examined acute and chronic
exposures to spores and extracts, and have identified early
lung inflammation and long term allergic airway responses.
Although A. fumigatus serves as one model organism for
fungal exposure, allergy, and infection, the potential
for adverse respiratory effects to other species, including
other common fungal conidia and fragments requires more
detailed investigation. Future exposure assessment studies
will likely identify other clinically important fungal species
in indoor and outdoor environments. Small animal models
will be required to confirm their relevance. Continued
genome sequencing of medically important species will
provide powerful tools for understanding the importance
of fungal genetics in allergy, asthma, and infection using
small animal models. Animal studies have aided in the
characterization of the receptors involved in the immune
recognition of fungi such as TLRs 2 and 4, and Dectin-1.
These studies have characterized the role of multiple cytok-
ines and chemokines in lung inflammation and allergy
associated with fungal exposure. Future studies will be
required to determine the mechanisms by which fungal
allergens drive allergic airway responses, and the important
genetic and environmental properties of both fungi
and individuals exposed to fungi that increase the risk for
allergic sensitization and disease.

Acknowledgements

The findings and conclusions in this report are those of the
authors and do not necessarily represent the views of the
National Institute for Occupational Safety and Health.

Declaration of interest: The authors have no conflict of
interest.

References

1 Eduard W. The Nordic Expert Group for Criteria Documentation
of Health Risks from Chemicals 139. Fungal Spores. Report; 2006.
Arbete Och Halsa.

2 Green BJ, Tovey ER, Sercombe JK, et al. Airborne fungal fragments
and allergenicity. Med Mycol 2006; 44 (Suppl. 1): S245-255.

»3 Lacey J, Crook B. Fungal and actinomycete spores as pollutants of
the workplace and occupational allergens. Ann Occup Hyg 1988; 32:
515-533.

4 Crameri R, Weichel M, Fliickiger S, Glaser AG, Rhyner C. Fungal
allergies: a yet unsolved problem. Chem Immunol Allergy 2006; 91:
121-133.

Kurup VP, Shen HD, Banerjee B. Respiratory fungal allergy. Microb

Infect 2000; 2: 1101-1110.

W

© 2010 ISHAM, Medical Mycology, 48,217-228

6
7

8

9

10

>

—_

12

13

»14

18
19
20

»2

—_

22

»23

»24

25

»26

»27

Portnoy JM, Barnes CS, Kennedy K. Importance of mold allergy in
asthma. Curr Allergy Asthma Rep 2008; 8: 71-78.

Hogaboam CM, Carpenter KJ, Schuh JM, Buckland KF. Aspergillus
and asthma — any link? Med Mycol 2005; 43 (Suppl. 1): S197-202.
Andersson M, Downs S, Mitakakis T, Leuppi J, Marks G. Natu-
ral exposure to Alternaria spores induces allergic rhinitis symp-
toms in sensitized children. Pediatr Allergy Immunol 2003; 14:
100-105.

Black PN, Udy AA, Brodie SM. Sensitivity to fungal allergens
is a risk factor for life-threatening asthma. Allergy 2000; 55:
501-504.

Downs SH, Mitakakis TZ, Marks GB, et al. Clinical importance of
Alternaria exposure in children. Am J Respir Crit Care Med 2001
164: 455-459.

Licorish K, Novey HS, Kozak P, Fairshter RD, Wilson AF. Role
of Alternaria and Penicillium spores in the pathogenesis of asthma.
J Allergy Clin Immunol 1985; 76: 819-825.

O’Hollaren MT, Yunginger JW, Offord KP, et al. Exposure to an
aeroallergen as a possible precipitating factor in respiratory arrest in
young patients with asthma. New Engl J Med 1991; 324: 359-363.
Green BJ, Sercombe JK, Tovey ER. Fungal fragments and undocu-
mented conidia function as new aeroallergen sources. J Allergy Clin
Immunol 2005; 115: 1043-1048.

Gorny RL, Reponen T, Willeke K, et al. Fungal fragments as indoor
air biocontaminants. Appl Environ Microbiol 2002; 68: 3522-3531.
Halstensen AS, Nordby KC, Wouters IM, Eduard W. Determinants
of microbial exposure in grain farming. Ann Occup Hyg 2007; 51:
581-592.

Madsen AM, Wilkins K, Poulsen OM. Micro-particles from fungi.
In: Johanning E (ed.), Bioaerosols, Fungi, Bacteria, Mycotoxins
and Human Health: Patho-Physiology, Clinical Effects, Eexpo-
sure Assessment, Prevention and Control in Indoor Environments
and Work. Albany, New York: Fungal Research Group, Inc.; 2005:
276-291.

Pady SM, Kramer CL. Kansas Aeromycology VI: Hyphal fragments.
Mycologia 1960; 52: 681-687.

Romani L. Immunity to fungal infections. Nat Rev Immunol 2004;
4:1-23.

Kauffman HF. Innate immune responses to environmental allergens.
Clin Rev Allergy Immunol 2006; 30: 129-140.

Martin TR, Frevert CW. Innate immunity in the lungs. Proc Am Tho-
rac Soc 2005; 2: 403-411.

Kurup VP. Interaction of Aspergillus fumigatus spores and pulmonary
alveolar macrophages of rabbits. Immunobiology 1984; 166: 53—61.
Hohl TM, Van Epps HL, Rivera A, et al. Aspergillus fumigatus trig-
gers inflammatory responses by stage-specific beta-glucan display.
PLoS Pathogens 2005; 1: e30.

Pylkkdnen L, Gullstén H, Majuri M-L, et al. Exposure to Aspergil-
lus fumigatus spores induces chemokine expression in mouse mac-
rophages. Toxicology 2004; 200: 255-263.

Akbari O, DeKruyff RH, Umetsu DT. Pulmonary dendritic cells pro-
ducing IL-10 mediate tolerance induced by respiratory exposure to
antigen. Nat Immunol 2001; 2: 725-731.

Reis e Sousa C. Dendritic cells in a mature age. Nat Rev Immunol
2006; 6: 476-483.

Sporri R, Reis e Sousa C. Inflammatory mediators are insufficient
for full dendritic cell activation and promote expansion of CD4+
T cell populations lacking helper function. Nat Immunol 2005; 6:
163-170.

Bozza S, Gaziano R, Spreca A, et al. Dendritic cells transport conidia
and hyphae of Aspergillus fumigatus from the airways to the draining
lymph nodes and initiate disparate Th responses to the fungus. J Im-
munol 2002; 168: 1362—-1371.



Templeton et al.

28

29
30

>3

32
33

34

35

»36

»37

»38

39

» 40

>4

42
43
44

45

46
47

48

49

»50

Ober C, Thompson EE. Rethinking genetic models of asthma: the
role of environmental modifiers. Curr Opin Immunol 2005; 17:
670-678.

von Mutius E. Allergies, infections and the hygiene hypothesis — the
epidemiological evidence. Immunobiology 2007; 212: 433—439.
Noverr MC, Huftnagle GB. The ‘microflora hypothesis’ of allergic
diseases. Clin Exp Allergy 2005; 35: 1511-1520.

Capilla J, Clemons KV, Stevens DA. Animal models: an important
tool in mycology. Med Mycol 2007; 45: 657-684.

Kurup VP, Grunig G. Animal models of allergic bronchopulmonary
aspergillosis. Mycopathologia 2002; 153: 165-177.

Schwab CJ, Straus DC. The roles of Penicillium and Aspergillus in
sick building syndrome. Adv Appl Microbiol 2004; 55: 215-238.
Pestka JJ, Yike I, Dearborn DG, Ward MDW, Harkema JR.
Stachybotrys chartarum, trichothecene mycotoxins, and damp build-
ing-related illness: new insights into a public health enigma. Toxicol
Sci 2008; 104: 4-26.

Bakker-Woudenberg IA. Experimental models of pulmonary infec-
tion. J Microbiol Methods 2003; 54: 295-313.

Rao GV, Tinkle S, Weissman DN, et al. Efficacy of a technique
for exposing the mouse lung to particles aspirated from the pharynx.
J Toxicol Environ Health A 2003; 66: 1441-1452.

Viana ME, Coates NH, Gavett SH, ef al. An extract of Stachybotrys
chartarum causes allergic asthma-like responses in a BALB/c mouse
model. Toxicol Sci 2002; 70: 98-109.

Waldorf AR, Levitz SM, Diamond RD. In vivo bronchoalveolar
macrophage defense against Rhizopus oryzae and Aspergillus
Sfumigatus. J Infect Dis 1984; 150: 752-760.

Olenchock SA, Mentnech MS, Mull JC, et al. Complement,
polymorphonuclear leukocytes and platelets in acute experimental
respiratory reactions to Aspergillus. Comp Immunol Microbiol Infect
Dis 1979; 2: 113-124.

Schaffner A, Douglas H, Braude A. Selective protection against
conidia by mononuclear and against mycelia by polymorphonuclear
phagocytes in resistance to Aspergillus. Observations on these two
lines of defense in vivo and in vitro with human and mouse phago-
cytes. J Clin Invest 1982; 69: 617-631.

Thurston JR, Cysewski SJ, Richard JL. Exposure of rabbits to spores
of Aspergillus fumigatus or Penicillium sp: survival of fungi and mi-
croscopic changes in the respiratory and gastrointestinal tracts. Am J
Vet Res 1979; 40: 1443-1449.

Hohl TM, Feldmesser M. Aspergillus fumigatus: principles of patho-
genesis and host defense. Eukaryot Cell 2007; 6: 1953—-1963.

Latgé JP. Aspergillus fumigatus and aspergillosis. Clin Microbiol Rev
1999; 12: 310-350.

Grunig G, Kurup VP. Animal models of allergic bronchopulmonary
aspergillosis. Front Biosci 2003; 8: e157-171.

Yang Z, Jaeckisch SM, Mitchell CG. Enhanced binding of Aspergil-
lus fumigatus spores to A549 epithelial cells and extracellular matrix
proteins by a component from the spore surface and inhibition by rat
lung lavage fluid. Thorax 2000; 55: 579-584.

Tomee JF, Kauffman HF. Putative virulence factors of Aspergillus
fumigatus. Clin Exp Allergy 2000; 30: 476-484.

Cusumano V, Costa GB, Seminara S. Effect of aflatoxins on rat peri-
toneal macrophages. Appl Environ Microbiol 1990; 56: 3482-3484.
Mullbacher A, Waring P, Eichner RD. Identification of an agent in
cultures of Aspergillus fumigatus displaying anti-phagocytic and
immunomodulating activity in vitro. J Gen Microbiol 1985; 131:
1251-1258.

Robertson MD, Seaton A, Milne LJ, Raeburn JA. Suppression of
host defences by Aspergillus fumigatus. Thorax 1987; 42: 19-25.
Green BJ, Mitakakis TZ, Tovey ER. Allergen detection from 11
fungal species before and after germination. J Allergy Clin Immunol
2003; 111: 285-289.

5

—_

52

53

» 54

» 55

» 56

»57

» 58

59

60

6

—_

»63

64

65

66

»67

68

69

»70

Sporik RB, Arruda LK, Woodfolk J, Chapman MD, Platts-Mills TA.
Environmental exposure to Aspergillus fumigatus allergen (Asp f I).
Clin Exp Allergy 1993; 23: 326-331.

Olenchock SA, Green FH, Mentnech MS, Mull JC, Sorenson WG.
In vivo pulmonary response to Aspergillus terreus spores. Comp
Immunol Microbiol Infect Dis 1983; 6: 67-80.

Korpi A, Kasanen JP, Raunio P, Pasanen AL. Acute effects of Aspergillus
versicolor aerosols on murine airways. Indoor air 2003; 13: 260-266.
Jussila J, Komulainen H, Kosma V-M, et al. Spores of Aspergillus
versicolor isolated from indoor air of a moisture-damaged building
provoke acute inflammation in mouse lungs. Inhal Toxicol 2002; 14:
1261-1277.

Jussila J, Komulainen H, Kosma V-M, Pelkonen J, Hirvonen M-R.
Inflammatory potential of the spores of Penicillium spinulosum
isolated from indoor air of a moisture-damaged building in mouse
lungs. Environ Toxicol Pharmacol 2002; 12: 137-145.

Korpi A, Kasanen JP, Raunio P, et al. Effects of aerosols from non-
toxic Stachybotrys chartarum on murine airways. Inhal Toxicol
2002; 14: 521-540.

Menache MG, Miller FJ, Raabe OG. Particle inhalability curves for
humans and small laboratory animals. Ann Occup Hyg 1995; 39:
317-328.

Nikulin M, Reijula K, Jarvis BB, Veijalainen P, Hintikka EL.
Effects of intranasal exposure to spores of Stachybotrys atra in mice.
Fundam Appl Toxicol 1997, 35: 182—188.

Rosenblum Lichtenstein JH, Molina RM, Donaghey TC, Brain JD.
Strain differences influence murine pulmonary responses to Stachy-
botrys chartarum. Am J Respir Cell Mol Biol 2006; 35: 415-423.
Pichavant M, Goya S, Hamelmann E, Gelfand EW, Umetsu DT.
Animal models of airway sensitization. In Coligan JE, et al. (eds.),
Current Protocols in Immunology, Wiley and Sons New York, NY
2007; Ch. 15: Unit 15 18.

Fresno M, Kopf M, Rivas L. Cytokines and infectious diseases. Im-
munol Today 1997; 18: 56-58.

Okano M, Nishizaki K, Abe M, et al. Strain-dependent induction of
allergic rhinitis without adjuvant in mice. Allergy 1999; 54: 593-601.
Corry DB, Grunig G, Hadeiba H, et al. Requirements for allergen-
induced airway hyperreactivity in T and B cell-deficient mice. Mol
Med 1998; 4: 344-355.

Kurup VP, Mauze S, Choi H, Seymour BW, Coffman RL. A murine
model of allergic bronchopulmonary aspergillosis with elevated eo-
sinophils and IgE. J Immunol 1992; 148: 3783-3788.

Kurup VP, Guo J, Murali PS, Choi H, Fink JN. Immunopathologic
responses to Aspergillus antigen in interleukin-4 knockout mice.
J Lab Clin Med 1997; 130: 567-575.

Kurup VP, Murali PS, Guo J, et al. Anti-interleukin (IL)-4 and -IL-
5 antibodies downregulate IgE and eosinophilia in mice exposed to
Aspergillus antigens. Allergy 1997; 52: 1215-1221.

Mehlhop PD, van de Rijn M, Goldberg AB, et al. Allergen-induced
bronchial hyperreactivity and eosinophilic inflammation occur in the
absence of IgE in a mouse model of asthma. Proc Natl Acad Sci USA
1997; 94: 1344-1349.

Drouin SM, Corry DB, Hollman TJ, Kildsgaard J, Wetsel RA.
Absence of the complement anaphylatoxin C3a receptor suppress-
es Th2 effector functions in a murine model of pulmonary allergy.
J Immunol 2002; 169: 5926-5933.

Drouin SM, Corry DB, Kildsgaard J, Wetsel RA. Cutting edge: the
absence of C3 demonstrates a role for complement in Th2 effector
functions in a murine model of pulmonary allergy. J Immunol 2001;
167: 4141-4145.

Hogaboam CM, Blease K, Mehrad B, et al. Chronic airway hyperre-
activity, goblet cell hyperplasia, and peribronchial fibrosis during al-
lergic airway disease induced by Aspergillus fumigatus. Am J Pathol
2000; 156: 723-732.

© 2010 ISHAM, Medical Mycology, 48,217-228



Murine models of fungal exposure and allergic sensitization

»71

»72

73

»74

»75

76

77

78

»79

80

8

—_

82

>33

>34

»35

86

87

88

89

Blease K, Mehrad B, Standiford TJ, et al. Airway remodeling is
absent in CCR1-/- mice during chronic fungal allergic airway dis-
ease. J Immunol 2000; 165: 1564—1572.

Blease K, Mehrad B, Standiford TJ, et al. Enhanced pulmonary
allergic responses to Aspergillus in CCR2-/- mice. J Immunol 2000;
165: 2603-2611.

Schuh JM, Blease K, Hogaboam CM. CXCR?2 is necessary for the
development and persistence of chronic fungal asthma in mice. J Im-
munol 2002; 168: 1447-1456.

Schuh JM, Power CA, Proudfoot AE, er al. Airway hyperresponsive-
ness, but not airway remodeling, is attenuated during chronic pul-
monary allergic responses to Aspergillus in CCR4-/- mice. Faseb J
2002; 16: 1313-1315.

Schuh JM, Blease K, Hogaboam CM. The role of CC chemokine re-
ceptor 5 (CCRS) and RANTES/CCLS during chronic fungal asthma
in mice. Faseb J 2002; 16: 228-230.

Buckland KF, O’Connor EC, Coleman EM, et al. Remission of
chronic fungal asthma in the absence of CCRS. J Allergy Clin Im-
munol 2007; 119: 997-1004.

Schuh JM, Blease K, Kunkel SL, Hogaboam CM. Eotaxin/CCL11
is involved in acute, but not chronic, allergic airway responses to
Aspergillus fumigatus. Am J Physiol 2002; 283: L198-204.

Havaux X, Zeine A, Dits A, Denis O. A new mouse model of lung
allergy induced by the spores of Alternaria alternata and Cladospo-
rium herbarum molds. Clin Exp Allergy 2005; 139: 179-188.
Cooley JD, Wong WC, Jumper CA, et al. An animal model for
allergic penicilliosis induced by the intranasal instillation of viable
Penicillium chrysogenum conidia. Thorax 2000; 55: 489-496.

Denis O, van den Brile S, Heymans J, et al. Chronic intranasal ad-
ministration of mould spores or extracts to unsensitized mice leads
to lung allergic inflammation, hyper-reactivity and remodelling. Im-
munology 2007; 122: 268-278.

Kobayashi T, Iijima K, Radhakrishnan S, et al. Asthma-related envi-
ronmental fungus, Alternaria, activates dendritic cells and produces
potent Th2 adjuvant activity. J Immunol 2009; 182: 2502-2510.
Kurup VP. Aspergillus antigens: which are important? Med Mycol
2005; 43 (Suppl. 1): S189-196.

Schwab CJ, Cooley JD, Brasel T, et al. Characterization of exposure
to low levels of viable Penicillium chrysogenum conidia and aller-
gic sensitization induced by a protease allergen extract from viable
P. chrysogenum conidia in mice. Int Arch Allergy Immunol 2003;
130: 200-208.

Comoy EE, Pestel J, Duez C, et al. The house dust mite allergen,
Dermatophagoides pteronyssinus, promotes type 2 responses by
modulating the balance between IL-4 and IFN-gamma. J Immunol
1998; 160: 2456-2462.

Stewart GA, Holt PG. Immunogenicity and tolerogenicity of a major
house dust mite allergen, Der p I from Dermatophagoides pteronys-
sinus, in mice and rats. Int Arch Allergy Appl Immunol 1987; 83:
44-51.

Kauffman HF, Tomee JF, van de Riet MA, Timmerman AJ, Borger P.
Protease-dependent activation of epithelial cells by fungal allergens
leads to morphologic changes and cytokine production. J Allergy
Clin Immunol 2000; 105: 1185-1193.

Kheradmand F, Kiss A, Xu J, ef al. A protease-activated pathway
underlying Th cell type 2 activation and allergic lung disease. J im-
munol 2002; 169: 5904-5911.

Ebeling C, Lam T, Gordon JR, Hollenberg MD, Vliagoftis H.
Proteinase-activated receptor-2 promotes allergic sensitization to an
inhaled antigen through a TNF-mediated pathway. J Immunol 2007;
179: 2910-2917.

Lamhamedi-Cherradi S-E, Martin RE, Ito T, ef al. Fungal proteases
induce Th2 polarization through limited dendritic cell maturation and
reduced production of IL-12. J Immunol 2008; 180: 6000-6009.

© 2010 ISHAM, Medical Mycology, 48,217-228

90

»9

92

93

94

95

» 96

»97

98

99

100

10

—_

102

»103

104

105

106

107

» 108

» 109

110

Robinson BW, Venaille TJ, Mendis AH, McAleer R. Allergens as
proteases: an Aspergillus fumigatus proteinase directly induces hu-
man epithelial cell detachment. J Allergy Clin Immunol 1990; 86:
726-731.

Borger P, Koéter GH, Timmerman JA, et al. Proteases from Aspergil-
lus fumigatus induce interleukin (IL)-6 and IL-8 production in air-
way epithelial cell lines by transcriptional mechanisms. J Infect Dis
1999; 180: 1267-1274.

Sokol CL, Barton GM, Farr AG, Medzhitov R. A mechanism for the
initiation of allergen-induced T helper type 2 responses. Nat Immu-
nol 2008; 9: 310-318.

Mambula SS, Sau K, Henneke P, Golenbock DT, Levitz SM. Toll-
like receptor (TLR) signaling in response to Aspergillus fumigatus.
J Biol Chem 2002; 277: 39320-39326.

Meier A, Kirschning CJ, Nikolaus T, et al. Toll-like receptor (TLR) 2
and TLR4 are essential for Aspergillus-induced activation of murine
macrophages. Cell Microbiol 2003; 5: 561-570.

Netea MG, Warris A, Van der Meer JW, et al. Aspergillus fumigatus
evades immune recognition during germination through loss of toll-
like receptor-4-mediated signal transduction. J Infect Dis 2003; 188:
320-326.

Brown GD, Gordon S. Immune recognition. A new receptor for beta-
glucans. Nature 2001; 413: 36-37.

Taylor PR, Brown GD, Reid DM, er al. The beta-glucan receptor,
dectin-1, is predominantly expressed on the surface of cells of the
monocyte/macrophage and neutrophil lineages. J Immunol 2002;
169: 3876-3882.

Gersuk GM, Underhill DM, Zhu L, Marr KA. Dectin-1 and TLRs
permit macrophages to distinguish between different Aspergillus fu-
migatus cellular states. J immunol 2006; 176: 3717-3724.

Saijo S, Fujikado N, Furuta T, er al. Dectin-1 is required for host de-
fense against Pneumocystis carinii but not against Candida albicans.
Nat Immunol 2007; 8: 39-46.

Taylor PR, Tsoni SV, Willment JA, et al. Dectin-1 is required for
beta-glucan recognition and control of fungal infection. Nat Immu-
nol 2007; 8: 31-38.

Rivera A, Ro G, Van Epps HL, ef al. Innate immune activation and
CD4+ T cell priming during respiratory fungal infection. Immunity
2006; 25: 665-675.

Romani L. Cell mediated immunity to fungi: a reassessment. Med
Mycol 2008; 46: 515-529.

Romani L, Fallarino F, De Luca A, et al. Defective tryptophan
catabolism underlies inflammation in mouse chronic granulomatous
disease. Nature 2008; 451: 211-215.

Hellings PW, Kasran A, Liu Z, et al. Interleukin-17 orchestrates the
granulocyte influx into airways after allergen inhalation in a mouse
model of allergic asthma. Am J Respir Cell Mol Biol 2003; 28: 42-50.
Nakae S, Komiyama Y, Nambu A, et al. Antigen-specific T cell
sensitization is impaired in IL-17-deficient mice, causing suppres-
sion of allergic cellular and humoral responses. Immunity 2002; 17:
375-387.

Ebbens FA, Fokkens WJ. The mold conundrum in chronic rhinosi-
nusitis: where do we stand today? Curr Allergy Asthma Rep 2008;
8:93-101.

Strachan DP. Hay fever, hygiene, and household size. BMJ (Clinical
research ed 1989; 299: 1259-1260.

Riedler J, Braun-Fahrlander C, Eder W, et al. Exposure to farming in
early life and development of asthma and allergy: a cross-sectional
survey. Lancet 2001; 358: 1129-1133.

Macpherson AJ, Harris NL. Interactions between commensal intestinal
bacteria and the immune system. Nat Rev Immunol 2004; 4: 478-485.
Noverr MC, Noggle RM, Toews GB, Huffnagle GB. Role of antibi-
otics and fungal microbiota in driving pulmonary allergic responses.
Infect Immun 2004; 72: 4996-5003.



Templeton et al.

111 Noverr MC, Falkowski NR, McDonald RA, McKenzie AN, Huffnagle
GB. Development of allergic airway disease in mice following antibiotic
therapy and fungal microbiota increase: role of host genetics, antigen,
and interleukin-13. Infect Immun 2005; 73: 30-38.

>112 Montagnoli C, Fallarino F, Gaziano R, et al. Immunity and
tolerance to Aspergillus involve functionally distinct regula-
tory T cells and tryptophan catabolism. J Immunol 2006; 176:
1712-1723.

» 113 Mellor AL, Munn DH. IDO expression by dendritic cells:
tolerance and tryptophan catabolism. Nat Rev Immunol 2004; 4:
762-774.

This paper was first published online on Early Online on 01 February
2010.

114 Belkaid Y. Regulatory T cells and infection: a dangerous necessity.
Nat Rev Immunol 2007, 7: 875-888.

» 115 Mowat AM. Anatomical basis of tolerance and immunity to intesti-
nal antigens. Nat Rev Immunol 2003; 3: 331-341.

116 Di Giacinto C, Marinaro M, Sanchez M, Strober W, Boirivant M.
Probiotics ameliorate recurrent Thl-mediated murine colitis by
inducing IL-10 and IL-10-dependent TGF-beta-bearing regula-
tory cells. J Immunol 2005; 174: 3237-3246.

117 Wilson MS, Taylor MD, Balic A, et al. Suppression of allergic
airway inflammation by helminth-induced regulatory T cells.
J Exp Med 2005; 202: 1199-1212.

© 2010 ISHAM, Medical Mycology, 48,217-228




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice




