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Summary

Airborne fungi in the homes of patients with allergic rhinitis or asthma, from a
Toronto Allergy Clinic population, were isolated, quantified and identified to species.
Allergen extracts were prepared from sixteen of these isolated species and used for
skin-prick testing of twenty-six patients. Fourteen of the total patients reacted to one
or more of these extracts at 1: 10 (w/v) concentrations. The most common positive skin
responses (8/14 to 6/14) were found for Cladosporium cladosporioides, Alternaria
tenuis, C. sphaerospermum, and Fusarium sp. The two Cladosporium species were also
most commonly isolated in homes, but 4. tenuis and Fusarium sp. were found only in
4% and < 1% of the air samples, respectively. Epicoccum purpurascens and C.
herbarum, which were isolated on approximately 10% of the plates, showed fewer skin
reactions compared with the above. Positive skin-test response to the other ten study
extracts ranged from 5/14 for two species of Aspergillus and Phoma glomerata, to 1/14
for Penicillium viridicatum; of these species, Aspergillus fumigatus was isolated in 3% of
the home samples, the others were less than 1%. The findings suggest that fungal
antigens from species found in homes are commonly associated with skin sensitization
in an allergy clinic population with upper or lower respiratory allergy. No specific
relationships were found, however, between the prevalence of fungal species in the
home environment and their prevalence as skin-test allergens.

Introduction

Fungal spores have been recognized as important inhalant allergens since 1925[1] and
have been implicated as contributing to symptoms of both rhinitis and asthma [2-7].
Spores are common components of the air but high exposure to these allergens has
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been reported in agriculture [2], during frost-free seasons [8], and in domestic indoor
situations such as homes and offices [6,7,9-13]. The latter instances are of special
concern because we spend over 50% of our time in the home [14].

The literature on the mycoflora in the air of residential buildings has often
proposed that spore assessments, using air sampling techniques, can have direct
application for determining the exposure of occupants, and for the management of
atopic patients [8,11-13,15-17). However, very few of the aerobiological studies have
been supported by clinical data. Such information is essential for determining the
relationships between airborne concentrations of spores and/or spore types, and the
response of patients to these allergens.

The present study was undertaken to examine the mycoaeroflora in the homes of
patients with allergic rhinitis and/or asthma, and to compare the environmental
findings with the skin reaction of the patients to extracts of several of the species
isolated.

Subjects and methods

Subjects ’

Thirty patients with allergic rhinits or asthma from the Allergy Clinic of the Toronto
General Hospital agreed to take part in the study. Informed consent was given by all
patients for sampling of their homes, between July and September 1985, for fungal
spores [18]. Twenty-six of these patients then returned for skin testing with extracts
prepared from the fungt identified from the thirty homes. The other four patients had
moved or found it inconvenient to return for skin testing. The patients, eighteen female
and eight male, had a mean age of 41-2 years. Fifteen patients had both rhinitis and
asthma, eleven rhinitis alone and one asthma alone. Eighteen patients had perennial
symptoms with seasonal exacerbation. Four patients had only seasonal symptoms
attributed in part to fungal allergens, and four had perennial symptoms with no
seasonal variation. Twenty-three of the twenty-six patients were atopic on the basis of
skin testing to a group of sixteen common allergen extracts. Common fungal allergen
extracts used in skin tests, referred to subsequently as ‘commercial’ extracts, were
Alternaria tenuis wiv 1/20 Cladosporium herbarum w/v 1/20 and Aspergillus mix, (A.
amstelodami, A. niger, A. terreus) w/v 1/20 (Bencard Allergy Service, Mississauga,
Canada). Other common allergen extracts used were cat fur w/v 1/20, dog hair w/v 1/
20, horse dander w/v 1/125, house dust w/v 75%, Dermatophagoides farinae wiv 1%,
feathers w/v 1/20, mixed tree pollen (ash, beech, birch, elm, hazel, maple, oak, poplar,
sycamore, willow) 25000 PNU/ml, mixed grass pollen 25000 PNU/ml, Eastern
ragweed pollen 25 000 PNU/ml, egg white w/v 1/10, milk w/v 1/10, mixed nuts w/v 1/10
and salt water fish w/v 1/10 (Bencard Allergy Service, Canada). The three skin-test
negative patients gave a history of seasonal exacerbation of their perennial upper or
lower respiratory symptoms. Nine patients, including the four patients with seasonal
symptoms alone, had positive skin-test response to at least one of the three commercial
fungal extracts included in skin testing: four to C. herbarum, five to Aspergillus mix and
eight to Alt. tenuis. Eighteen patients had air conditioning in their homes, six with
central units and twelve with window units.
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Environmental studies

The homes and the immediate environment were inspected for sources of moulds, and
information regarding the conditions of each home was collected using a short
questionnaire. The respirable fraction of the airborne fungi was collected using a two-
stage Andersen impactor [18], trapping particles less than 8 ym in diameter in the first
stage. The air sampler was operated at 28:3 litres/min for 3—5 min in each location.
Rose Bengal agar supplemented with streptomycin was used as the collection medium
[19]. In all cases, samples were taken approximately 150 cm above the floor in two
locations inside the house, and in one ambient location near the home. After sampling,
the plates were covered and allowed to incubate at 23°C in the dark. The plates were
examined daily for fungal growth. Numbers of colony-forming units (c.f.u) were
recorded after up to 7 days’ incubation and colonies were identified either directly on
the collecting media or after they were sub-cultured on other types of media. The media
used included Czapek agar, Czapek-yeast-extract agar, and malt extract agar for
identification of species of Penicillium [20] and Aspergillus {21], Hagems agar for other
moulds [22] and Weitymans agar for induction of fruiting bodies production and
sporulation in isolates, which initially occurred as sterile mycelia only [22]. The fungi
were identified using various taxonomic manuals [20-23] according to proper
mycological procedures.

Skin tests

All subjects were asked to avoid antihistamines for at least 4 days prior to skin testing
(6 weeks if Astemizole was used). Skin testing was performed using the prick
(puncture) test method. The weal diameter at 15 min was recorded as negative if absent
or equal to the weal produced by diluent alone. Positive responses are taken as mean
weal diameters greater than those produced by diluent. Positive responses of 3 mm or
more weal diameter after subtracting the size of the control weal are recorded as a
subgroup of the total positive responses.

Allergen extracts of ‘home’ fungi used for skin tests

Allergen extracts were prepared by Omega Laboratories Ltd (Montreal, Canada) from
sixteen species of fungi isolated from air in homes. Their standard method of
preparation was used. Briefly, several isolates of each species were cultured in Czapek
broth for 3 weeks at 20°C with light. The mycelium mass was defatted with acetone,
evaporated, dried and weighed. The fungi were then extracted over 3 days in sterile
water (1/5 w/v). The liquid was prefiltered and filtered with a 0-22 um filter before
glycerine was added to obtain a 50% glycerine solution. The final concentration was
1/10 w/v.

The extracts used for skin testing were prepared from Alt. tenuis, A. fumigatus, A.
niger, A. flavus, C. cladosporioides, C. sphaerospermum, C. herbarum, Penicillium
chrysogenum, P. viridicatum, P. roqueforti, P. rubrum, Epicoccum purpurascens,
Fusarium sp., Phoma glomerata, Stigmina negundis and Stachybotrys chartorum. All
were used in a concentration of 1:10 (w/v).

Results
Results of the home survey of fungal spores have been previously reported [24]. Results
of skin tests are summarized in Table 1. Fourteen of the twenty-six patients (54%) had
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Table 1. Skin reactions of allergy patients to various allergens of home and commercial sources

No. patients with positive skin reactions*

Source Allergen extracts Per species Per genera Per source
Home Cladosporium cladosporioides 8 (Ht
Cladosporium sphaerospermum 7 (3) 10 (5)
Cladosporium herbarum 4 (2)
Home Aspergillus fumigatus S
Aspergillus niger 3 (0 8 (2)
Aspergillus flavus 5(D)
Home Penicillium chrysogenum 4 (0) 14 (9)
Penicillium viridicatum 1 (0)
Penicillium roqueforti 4 () 7 (1)
Penicillium rubrum 30
Home Alternaria tenuis 7 (5)
Epicoccum purpurascens 5@
Fusarium sp. 6 (2)
Phoma glomerata 5 (3)
Stigmina negundis 4 (1)
Stachybotris chartorum 4 (2)
Commercial  Cladosporium herbarum 4 (D)
Aspergillus mix S ) 9 (5)
Alternaria tenuis 8 (5
Common commercial allergens excluding fungi 23 21

* A reaction was recorded where weal was 1-2 mm greater than control.
+ Data in parentheses represent weals 3 mm or more greater than control.

positive skin tests to one or more of the extracts prepared from fungi identified in the
homes. The commonest responses were found to be Cladosporium species, with ten
patients (38%) responding to at least one of them. Of these, most had positive skin tests
to C. cladosporioides (8/10) and fewest had positive tests to C. herbarum (4/10). Half of
the observed skin-test responses to Cladosporium species were small (mean weal
diameter 1-2 mm greater than the control). Eight patients (31%) had positive skin-test
responses to Aspergillus species (three to five patients reacting to each one of the three
species). All but two test weals to Aspergillus species were 2-mm diameter or less. Seven
patients (27%) were skin-test positive to at least one Penicillium species, most
commonly P. chrysogenum and P. roqueforti (4/7 to each). However, only one skin-test
weal to Penicillium was greater than 2 mm. Of the remaining six fungal extracts,
positive skin-test responses were found in at least four patients with each extract, most
frequently to Alt. tenuis (seven patients) and Fusarium species (six patients).

The commercial fungal extracts are not directly comparable with the home
extracts. Nevertheless, it is of interest that the rate of positive skin-test response to the
commercial extracts of Cladosporium and Alternaria was similar to the rate obtained
with extracts of the same species isolated from the homes. Cladosporium herbarum
from both sources was positive in 15% of patients, and Alt. tenuis in 31% and 27%,
respectively. Commercial Aspergillus species were not tested individually at the same
time as the three species isolated from homes. Nevertheless, earlier skin tests with a
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Table 2. Frequencies of positive skin reactions of airborne fungal species

Frequency of isolation

(%)t
Positive skin
Fungal species reaction (%)* Indoor Outdoor
Cladosporium cladosporioides 57 34 37
Alternaria tenuis 50 4 9
Cladosporium sphaerospermum 50 19 18
Fusarium sp. 43 <l <1
Phoma glomerata 36 <1 <1
Epicoccum purpurascens 36 9 3
Aspergillus fumigatus 36 3 <l
Aspergillus flavus 36 <1 <1
Cladosporium herbarum 29 10 7
Stachybotrys chartorum 29 <1 <1
Penicillium roqueforti 29 <l <1
Stigmina negundis 29 <l <l
Penicillium chrysogenum 29 <1 <1
Aspergillus niger 21 <1 <1
Penicillium rubrum 21 <1 <1
Penicillium viridicatum 7 <1 <1

* Percentage of the population (fourteen individuals) reacting to house fungi
extracts, including responses 1-2 mm greater than control responses.
t Percentage of the total respirable colony forming units/m? air.

commercial A. fumigatus extract had been positive in 15% of these patients, while the
extract from homes in this study was positive in 19%. The commercial Aspergillus mix
was positive in only 19% of patients, while the three separate extracts from the homes
were positive in a total of 31% of patients. The same proportions of patients with
rhinitis and with asthma had positive skin tests to fungal isolates from the home (44%
of each). Three patients had taken short-acting antihistamines between 14 hr and 4
days before skin testing, but each had at least one positive skin-test response.

A comparison between frequencies of isolation and positive reactions to the
different species is shown in Table 2. Cladosporium cladosporioides and C. sphaerosper-
mum, which were isolated most frequently, were also associated with highest rate of
positive skin reaction (57% and 50%, respectively). Alternaria tenuis had a comparable
allergenic capacity (50% positive skin reaction rate) but was found in only 4% of the
indoor air samples. A similar positive skin-test reaction rate was found for Fusarium
sp., although these organisms were recovered at negligible concentrations from
sampled indoor air. There were relatively low rates of skin reaction to E. purpurascens
(36%) and C. herbarum (29%), both of which were found in approximately 10% of the
indoor samples examined. Most of the other species studied were isolated very
infrequently from home air, and showed moderate to low rates of skin responses.

Further analysis confirmed that there was no consistent relationship between
patients with positive skin tests and prevalence of specific fungi in the home.
Examination of the individual cases showed that eight patients had a positive skin-test
response to the extract of at least 1 fungus predominating in their home at the time of
sampling. However, twelve patients had positive responses to fungi that were more
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predominant in outdoor air than in their homes at the time of sampling. The eight

patients with positive skin tests to fungi predominant in their homes exhibited thirteen
such skin-test responses to; Cladosporium extracts (five patients); Alternaria and
Aspergillus (three patients to each); and Penicillium extracts (two patients). Nine
patients had a total of twelve positive skin tests to fungal species not isolated from their
home, one to C. herbarum, two to Alt. tenuis and three each to Aspergillus species,
Penicillium species and S. chartarum.

Discussion

Our findings have shown no clear correlation between fungal species found in a home
with specific sensitization of residents to that fungal extract. It is possible that exposure
of a high concentration of fungal spores outside the home or in the work environment
may have sensitized those patients with positive skin tests to fungi absent or present in
low levels in their own homes. Similar findings have been reported in relation to
Aspergillus sensitization, in which the indoor prevalence of Aspergillus was 3% in a
population, of whom 70% showed allergic sensitization to Aspergillus [15]. Similarly,
sensitization to Ganoderma extracts has been found to be less frequent than
sensitization with less prevalent fungi [25]. This study suggests that speciation of fungi
from homes of patients with positive skin tests to fungal extracts, and symptoms
compatible with sensitization, is unlikely to be helpful.

Nevertheless, inclusion of extracts of additional fungi in routine skin testing may be
of value. Although we were not comparing standardized, comparable extracts in our
study, five patients (19%) who were skin-test negative to the three ‘commercial’ fungal
extracts did react to one or more of the study extracts on skin testing. However, only
two patients (7%) had definite positive skin-test responses (3 mm or greater weal
diameter) to these extracts and negative responses to the three usual extracts.

The skin-test responses in the population selected for this study may not accurately
reflect those in the general allergic population, as our sample was biased towards those
with perennial symptoms and those with asthma. Nevertheless, such a population is
commonly found in an allergy clinic, and our results are relevant to this setting.

Use of three species of Aspergillus and three species of Cladosporium identified
more skin-test positive subjects than use of a single ‘commercial’ preparation of these
fungi. There were differences in response to each species of Aspergillus, Cladosporium
and Penicillium, so that omission of any one species would have resulted in failure to
detect some positive responses to that fungal genus. Therefore, the potential exists for
clinical sensitivity to an individual species of fungus without crossreactivity with other
species from the same genus, as has been suggested by previous studies [26,27].

Of the seventy-five positive skin-test responses to the home fungal extracts, fifty-
three (71%) were small responses, 1-2 mm weal diameter. This is comparable to the
skin-test response reported to Ganoderma fungal antigen [25] in which 79% of positive
skin-test responses were 1-2 mm weal diameter. In that study, also conducted in
Southern Ontario, positive prick tests with Alternaria, Cladosporium and Aspergillus
were weak in 44% of the Ganoderma-positive subjects, whereas they were weak in 59%
of our positive responses to ‘commercial’ extracts of these same three fungi.

The clinical significance of these weakly positive skin-test responses to fungal
extracts is not clear, but the work of Cockcroft e al. [28] suggests that in the presence of
marked bronchial hyperreactivity, even relatively weak allergic responses may produce
significant bronchoconstriction. It is unlikely that the small positive skin-test responses



Indoor fungi and allergic patients 51

were due to an irritant effect of the extracts as these 1-2 mm diameter responses
occurred in less than half the patients tested, with no uniformity of response to
different extracts in individual patients.

Our ‘home’ extracts were not ‘standardized’ by assay of protein nitrogen units or
skin-test titration. However, all patients who had a definite (3 mm weal, or greater)
skin-test positive response using the Alrernaria extract from the home (w/v 1:10) also
reacted to the ‘commercial’ extract (w/v 1:20) and vice versa, so that it would appear
likely that the extracts used were comparable in strength to usual fungal allergen
extracts used in clinical practice.

In summary, in some allergic patients with rhinitis or asthma who are skin-test
negative to fungal extracts normally used in skin testing, skin tests with further fungal
extracts such as individual species of common indoor or outdoor fungi, may identify
specific fungal sensitivity. However, in view of the poor relationship between skin-test
responses and the individual’s home fungal prevalence, it is not known whether home
environmental control measures will significantly alter allergic symptoms related to
these fungi. It could, however, be important in determining treatment for the patient,
such as hyposensitization therapy.

Acknowledgments

The authors wish to thank Ms Louise Demers, Omega Laboratories Ltd, Montreal for
preparation of extracts, and Dr I. Broder, for helpful criticism in preparation of this
manuscript.

References
1 Van Leeuwen WS. Allergic Diseases: Diagnosis and Treatment of Bronchial Asthma, Hay Fever and
Other Allergic Diseases. Philadelphia: J.B. Lippincott Co., 1925: 58.
2 Lacey J, Pepys J, Cross T. Actinomycete and fungus spores in air as respiratory allergens. In: Shapton
DA, Board RG, eds. Safety in Microbiology. New York: Academic Press Inc., 1973:151-84.
3 Collins-Williams C, Nizami RM, Lamenza C. Nasal provocation testing with moulds in the diagnosis of
perennial allergic rhinitis. Ann Allergy 1972; 30:557-61.
4 Nilsson D, Aas K. Immunological specificity and correlation of diagnostic tests for bronchial allergy to
Cladosporium herbarum. Acta Paediatr Scand 1976; 65:33-8.
5 Bryant DH, Burns MW, Lazarus L. The correlation between skin tests, bronchial provocation tests and
the serum level of IgE specific for common allergens in patients with asthma. Clin Allergy 1975; 5:145—
57.
6 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; 76:819-25.
Sherman H, Merksamer D. Skin test reactions in mold sensitive patients in relation to presence of molds
in their homes. NY State J Med 1964; 64:2533-5.
Solomon WR. Assessing fungus prevalence in domestic interiors. J Allergy Clin Immunol 1975; 56:
235-42.
9 Schaffer N, Seidman EE, Brushkin S. The clinical evaluation of airbone and house dust fungi in New
Jersey. J Allergy 1953; 24:348-54.
10 Salvaggio J, Aukrust L. Mold induced asthma. J Allergy Clin Immunol 1981; 68:327-46.
11 Gravesen S. Identification and prevalence of culturable mesophilic microfungi in house dust from 100
Danish homes. Allergy 1978; 33:268-72.
12 Gregory PH, Hirst JM, Last FT. Concentrations of basidiospores of the dry rot fungus (Merulius
lacrymans) in the air of buildings. Acta Allergol 1953; VI:168-74.
13 Kozak PP Jr, Gallup J, Cummins LH, Gillman SA. Currently available methods for home mold surveys.
II. Example of problem homes surveyed. Ann Allergy 1980; 45:167-76.
14 Moschandreas DJ. Exposure to pollutants and daily time budgets of people. Bull NY Acad Med 1981;
57:845-59.

~J

oo



52

20
21
22

23
24

25
26
27

28

S. M. Tarlo, A. Fradkin and R. S. Tobin

Beaumont F, Kauffman MF, Slutter MJ, Dovries K. A volumetric-aerobiologic study of seasonal fungus
prevalence inside and outside dwellings of asthmatic patients living in Northeast Netherlands. Ann
Allergy 1984; 53:486-92.

Fradkin A. Sampling of microbiological contaminants in indoor air. In: Sampling and Calibration for
Atmospheric Measurements. Philadelphia: American Society for Testing and Materials, in press.
Solomon WR, Burge HA. Allergens and pathogens. In: Walsh PJ, Dundey CS, Copenhaver ED, eds.
Indoor Air Quality. Boca Raton: CRC Press Inc. 1984:173-91.

Jones W, Morring K, Morey P, Sorenson W. Evaluation of the Andersen viable impactor for single stage
sampling. Am Ind Hyg Assoc J 1985; 46:294-8.

Morring KL, Sorenson, WG, Field AH. Sampling for airborne fungi: a statistical comparison of media.
Am Ind Hyg Assoc J 1983; 44:662-4.

Ramirez C. Manual and Atlas of the Penicillia. Amsterdam: Elsevier Biochemical Press, 1982.

Raper KB, Fennell DI. The Genus Aspergillus. Baltimore: The Williams and Wilkins Company, 1965.
Malloch D. Moulds, their Isolation, Cultivation and ldentification. Toronto: University of Toronto
Press, 1981.

Ellis MB. Dermatiaceous Hyphomycetes Kew: Commonwealth Mycological Institute, 1971.

Fradkin A, Tarlo SM, Tobin RS, Tucic-Porretta M, Malloch D. Species identification of airborne molds
and its significance for the detection of indoor pollutants. J Air Pollut Control Assoc 1987; 37:51-3.
Tarlo SM, Bell B, Srinivasan J, Dolovich J, Hargreave FE. Human sensitisation to Ganoderma antigen. J
Allergy Clin Immunol 1979; 64:43-9.

Ripe E. Mould allergy IV. A study of mould allergy in the respiratory tract. Acta Allergol 1966; 21:370-
413.

Samsoe-Jensen T. Mould allergy—sensitisation by special exposure illustrated by two cases of allergy to
Cladosporium fulvum. Acta Allergol 1955; ix:38-44.

Cockroft DW, Ruffin RE, Frith PA et al. Determinants of allergen-induced asthma: dose of allergen,
circulating IgE antibody concentration and bronchial responsiveness to inhaled histamine. Am Rev
Respir Dis 1979; 120:1053-8.



This document is a scanned copy of a printed document. No warranty is given about
the accuracy of the copy. Users should refer to the original published version of the
material.





