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Sirs: In Japan, the number of Japanese cedar (Cryptomeria
japonica) pollinosis patients has been increasing, with more
than 10% of the population now suffering from this seasonal
nasal allergy [4]. Many of these patients complain about itching
of the throat, persistent cough and feeling like there is a foreign
body in the larynx. Additionally, ambient air pollutants probably
promote sensitization of airway mucosa and exacerbate allergic
respiratory disorders and their symptoms [1, 3, 6, 7]. In an at-
tempt to determine both the existence of laryngeal alergy to
cedar pollen and the effect of air pollutants, we undertook aclin-
ical study and a series of animal experiments.

To demonstrate laryngeal manifestations in Japanese cedar pol-
linosis patients, two hospitals in the Aichi prefecture were cho-
sen. One hospital was situated in a planted cedar woodland region
without heavy industry (Shinshiro) and the other in an urban,
crowded, heavily industrial area (Nagoya). Between 1991 and
1995, clinical records of patients with Japanese cedar pollinosis
attending the two hospitals were examined. The patients were
diagnosed as suffering from Japanese cedar pollinosis by the pre-
sence of eosinophiliain nasal secresions and serum IgE antibody
specific to Japanese cedar pollen. In Shinshiro (woodland region)
atotal of 276 patients were available for review, while 165 were
seen in Nagoya (urban industrial area). No significant differen-
cesin age (unpaired t-test), sex (x2-test) and serum level of spe-
cific IgE antibody (unpaired t-test) were found between the two
groups in each year of the study. All patients were questioned as
to symptoms of nasal stuffiness, itching of the eyes, soreness of
the throat, cough, sputum, hoarseness and foreign body sensation
in the larynx. U-tests were employed for statistical significance.

Pollen counts in the woodland were 2-5 times higher than
those in the urban industrial area (Fig. 1). NO, concentrationsin
the urban industrial area during the same periods were twice as
high as those in the woodland (Fig. 2). Also, SO, and suspended
particulate matter (SPM) levels of the ambient air in the urban
area were 2—3 times higher.
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The severities of laryngeal symptoms varied directly with the
cedar pollen counts, as did nasal and ophthalmic symptoms
(Table 1). The large number of patients with Japanese cedar
pollinosis who complained of laryngeal symptoms was beyond
our expectation, with aforeign body sensation in the larynx be-
ing the most frequent complaint in the urban industrial area, and
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Fig.1 Counts of airborne Japanese cedar (Cryptomeria japonica)
and Japnese cypress (Chamaecyparia obtusa) pollen in Nagoya
and Shinshiro districts
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Fig.2 Variations of environmental NO, concentrations in Nagoya
and Shinshiro districts
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Table 1 Comparison of upper respiratory symptoms in patients
with Japanese cedar pollinosis

Symptoms Patients
Shinshiro area Nagoya
(woodlands, (industrial,
n=275) n = 165)
Itching eyes 236 136
Nasal obstruction 245 138
Sore throat 158 84
Sputum 150 97
Cough 153 97
Hoarseness 98 63
Foreign body sensation 172 104
in larynx

Table2 Tissue eosinophiliain rats sensitized with Japanese cedar
pollen in comparison with non-sensitized rats (NS not significant)

Nasal mucosa Grade of eosinophilia X2-test
— + ++

Control (n=5) 4 1 0 P<0.01

Sensitized (n = 8) 1 2 5

Laryngeal mucosa Grade of eosinophilia x3-test
— + ++

Control (n=5) 4 0 1 P <0.05

Sensitized (n = 8) 0 5 3

Tracheal mucosa Grade of eosinophilia X2-test
— + ++

Control (n=5) 5 0 0 NS

Senisitized (n = 8) 8 0 0

Fig.3 Histology of typical la-
ryngeal mucosal specimen in St
rats sensitized to Japanese
cedar pollen (x 40)

more severe than those in the woodland region, athough the
cedar pollen counts in the urban industrial area were 2-5 times
lower than those in the woodland region during the period of
study.

In order to determine whether an allergic reaction of the larynx
was actually due to Japanese cedar pollen, we then investigated
ratsimmunized with Cry j |, which is one of the major alergens
of Japanese cedar pollinosis [8]. Six-week-old male Brown Nor-
way rats were immunized twice on day 0 and day 13 with in-
traperitoneal injections of 10 pg Cry j | with 4.5 mg auminum
hydroxide gel. Seven days after the last immunization, serum lev-
els of anti-Cry j | IgE antibody were determined by the method
of reverse IgE-capture enzyme-linked immunosorbent assay
(ELISA). After determining the serum levels of IgE, hema
toxylin and eosin-stained laryngeal, nasal and tracheal mucosa
were examined microscopically. Each specimen was obtained
6 h after pernasal exposure to 10 pug Cry j |, and the extent of
any eosinophilia present was assessed. Five non-sensitized rats
were employed as controls. Additionally, two groups of four rats
each were immunized with nasal dripsof Cry j | (10 pg) solution
5 days per week for 6 weeks. During this period four animals
were exposed to 0.5 ppm NO, as a common air pollutant, while
a second group of four immunized rats was not exposed. An-
other five rats not exposed to either NO, or sensitized with Cry
j I were employed as controls. Serum levels of specific IgE anti-
body to Cry j | in the rats were measured at weeks 2, 4 and 7.
Laryngeal mucosa was sampled for microscopic detection of
eosinophilia 6 h after pernasal exposureto 10 ug Cry j I.

The mean value of serum levels of specific IgE in eight rats
immunized with Cry j | was 307.1 + 1.85.3FU (free units)/ml.
No significant IgE levels were found in the controls. The grades
of eosinophilia in the nasal mucosa of the sensitized rats were
higher than those in the non-sensitized rats (Table 2). In the la-
ryngeal mucosa, the grades of eosinophiliain the sensitized rats
were higher than those in the controls (Fig.3). Only small
eosinophil accumulations were observed in the tracheal mucosa
of both groups.

In the rats exposed to NO,, the mean serum values of specific
IgE to Cry j | were significantly higher than in unexposed rats at
week 4 (Table 3). The grades of eosinophilia in the laryngeal
mucosa of the rats immunized with Cry j | were greater than
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Table3 Mean levels (free
units/ml) of serum-specific IgE

antibody to Japanese cedar
pollen in rats sensitized with
cedar pollen and exposed to
NO,, rats sensitized with cedar
pollen but not exposed to NO,,
and untreated controls

*P <005 Exposure (n = 4)

Week 2 Week 4 Week 7
Control (n=5) 0 £0 0 £ 0 0 £+ O
Sensitized without NO, 1.7+ 33 17.0+ 209 229+ 365
Exposure (n = 4) ii *
Sensitized with NO, 39+45 70.2+ 36.1 105.2 + 100.8

Table 4 Local eosinophilia of the larynx in rats sensitized with
Japanese cedar pollen and exposed to NO,, rats sensitized with
cedar pollen but not exposed to NO,, and untreated controls (NS
not significant)

ity of the rats to produce specific IgE antibody to Japanese cedar
pollen, but the influence on allergic response of the larynx was
not clear.

Allergic reactions of the larynx might not occur as frequently
or severely as nasal alergy or bronchial asthma, but we have
clearly demonstrated its existence in our study. We suggest that
the increase in antigen exposure and environmental pollution in-

Grade of eosinophilia  x?-test
- =+
Control (n=5) 4 1—
Sensitized without NO, *
Exposure (n = 4) 0 4— I
Sensitized with NO, NS
Exposure (n = 4) 0 4—
*P <0.05

those of the controls, but the differences between sensitized rats
exposed to NO, and the unexposed rats were not significant
(Table 4).

The number of cedar pollinosis patients has been increasing
in Japan because of the increase in ambient cedar pollen counts
[5]. Many clinicians have noted associated laryngeal symptoms
in these patients, including foreign body sensation in the larynx
and persistent cough. In our present study, approximately 40—
70% of cedar pollinosis patients were found to suffer from sev-
eral kinds and severities of laryngeal symptoms that occurred in
parallel with seasonal changes of cedar pollen counts. In animal
studies we demonstrated the existence of an alergic reaction of
the larynx using rats sensitized to Cry j I, which is one of the
major alergens in Japanese cedar pollinosis. This finding sup-
ports the view that laryngeal manifestations in cedar pollinosis
patients might be generated by an alergic reaction of the larynx.

In recent studies, it has been shown that ambient air pollu-
tants such as NO,, SO,, diesel exhaust particulate (DEP) and
ozone probably promote sensitization of airway mucosa and ex-
acerbate symptoms [1, 3, 6, 7]. In Japanese cedar pollinosis, both
the increase in pollen count and environmental pollution have
been considered to be causes for the increased patient popul a-
tions [2]. We found that patients with Japanese cedar pollinosis
who were exposed to twice the concentration of NO,, SO, and
SPM in the ambient air complained of more severe laryngeal
symptoms with nasal and ophthal mic manifestations, even though
they were exposed to 2-5 times less airborne antigen. NO, was
employed as an air pollutant in our animal study because of its
ease of use and stability of concentration. We found that expo-
sure to a high concentration of NO, (0.5 ppm) enhanced the abil-

creases the incidence of allergic disorders and makes laryngeal
allergy conspicuous.

Acknowledgements We wish to express our thanks to Drs S.
Miyata, R. Baba (Department of Otolaryngology, Fujita Health
University, School of Medicine), K. Ibata, S. Y amakawa (Depart-
ment of Otolaryngology, Shinshiro City Hospital), Mr G. Ishii, Mr
T. Ogawa (Nagoya City Public Health Research Institute) and Prof
P. Cole (Department of Otolaryngology, Airflow Laboratory, Uni-
versity of Toronto) for their help in the preparation of this paper.

References

1. Fujimaki H, Shimizu F, Kubota K (1982) Effects of subacute ex-
posure to NO, on lymphocytes required for antibody responses.
Environ Res 29: 280286

2.1shii J, Ogawa T, Naito K, Yokoyama N, Ishihara M, Baba R,
Miyata S, Senoh Y, lwata S (1996) Serum level of Japanese
cedar (Cryptomeria japonica) pollen specific 19G, 1gG, anti-
bodies and total IgE antibody in lumbermen. Occup Environ Al-
lergy 4: 51-58

3.Matsumura Y (1970) The effects of ozone, nitrogen dioxide on
the experimentally induced alergic respiratory disordersin guinea
pigs. I. The effects on sensitization with abumin through the
airway. Am Rev Respir Dis 102: 430437

4. Naito K, Ishii G, Ogawa T, Yokoyama N, lwata S (1998) Spe-
cific IgE and 1gG, antibodies to Japanese cedar pollen and total
IgE antibody in lumbermen. Aerobiologia (in press)

5.Saito Y (1996) Airborne pollen survey of Cryptomeria japonica
and cupressaceae in Y ushima, Bunkyo-ku, Tokyo in 1996 and the
past 20 years (1977-1996). Jpn J Palynol 42: 149-153

6.Saxson A, Zhang K, Takenaka H, Cadllas A, Diaz-Sanches D
(1996) The role of diesel exhaust in the alergic antibody re-
sponse of the human airway. J Jon Immunol Allergol Otolaryn-
gol 14: 9-11

7.Vadel S, Schenker MB, Munoz A, Sant JM, Batterman S,
Speizer FE (1987) Daily air pollution effects on children’s respi-
ratory symptoms and peak expiratory flow. Am J Public Health
77: 694-698

8.YasuedaH, Yui Y, Shimizu T, Shida T (1983) Isolation and par-
tia characterization of the major alergen from Japanese cedar
(Cryptomeria japonica) pollen. J Clin Immunol 71: 77-86



