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Abstract

Japanese cedar pollinosis (JCP) is an important iliness caused by the inhalation of airborne
allergenic cedar pollens, which are dispersed in the early spring throughout the Japanese
islands. However, associations between pollen exposures and the prevalence or severity of
allergic symptoms are largely unknown, due to a lack of understanding regarding personal pol-
len exposures in relation to indoor and outdoor concentrations. This study aims to examine
the relationships among indoor, outdoor, and personal airborne Japanese cedar pollen
counts. We conducted a 4-year monitoring campaign to quantify indoor, outdoor, and personal
airborne cedar pollen counts, where the personal passive settling sampler that has been previ-
ously validated against a volumetric sampler was used to count airborne pollen grains. A total
of 256 sets of indoor, outdoor, and personal samples (768 samples) were collected from 9
subjects. Medians of the seasonally-integrated indoor-to-outdoor, personal-to-outdoor, and
personal-to-indoor ratios of airborne pollen counts measured for 9 subjects were 0.08, 0.10,
and 1.19, respectively. A greater correlation was observed between the personal and indoor
counts (r= 0.89) than between the personal and outdoor counts (r= 0.71), suggesting a poten-
tial inaccuracy in the use of outdoor counts as a basis for estimating personal exposures. The
personal pollen counts differed substantially among the human subjects (49% geometric coef-
ficient of variation), in part due to the variability in the indoor counts that have been found as
major determinants of the personal pollen counts. The findings of this study highlight the need
for pollen monitoring in proximity to human subjects to better understand the relationships
between pollen exposures and the prevalence or severity of pollen allergy.

Introduction

Japanese cedar pollinosis (JCP) is known to be a “national affliction” due to its high prevalence
among the population and the economic and social implications caused by the disease [1]. JCP
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is caused by the inhalation of allergenic Cryptomeria japonica (Thunb. ex L.f.) D.Don (Japanese
cedar) pollen grains, which are dispersed in the early spring throughout the Japanese islands

[2, 3]. In the 1950s to 1970s, cedar trees were extensively afforested throughout the Japanese
islands due to a policy initiated by the Japanese government [1]. After a few decades, the trees
started to release large quantities of pollens into the atmosphere, to which many individuals
within the population became sensitized. According to a survey conducted in 2006-2007, 56%
of the population was sensitized to C. japonica antigens, with a 37% prevalence of JCP symp-
toms [4]. JCP provokes IgE-mediated type I hypersensitivity and induces rhinitis-like symp-
toms, causing a decline in a patients’ quality of life and lowering their work productivity [5].
The consequent economic burden caused by the need for medications and prescription drugs
is thought to be enormous [1]. Therefore, the accurate monitoring of airborne pollens is crucial
from the perspective of allergen avoidance or exposure assessments.

The Durham sampler [6] has been traditionally used to quantify airborne cedar pollens in
Japan [7, 8]. This sampler uses gravitational settling as a particle collection mechanism, and is
suited for the sampling of airborne cedar pollens because of the large settling velocities owing to
their size, i.e., approximately 30 pm in aerodynamic diameter [9]. Airborne particles of this aero-
dynamic diameter can create 2.7 cm sec”' of terminal settling velocity. However, the size of the
Durham sampler prevents its use for indoor and personal air sampling. To overcome this draw-
back, the personal aeroallergen sampler (PAAS), which is a passive personal sampler for air-
borne coarse particles, has been developed [10]. The PAAS uses gravitational settling to collect
airborne coarse particles [10]. A previous study tested its accuracy for the measurement of air-
borne pollen concentrations by comparing its performance with the results obtained by the ref-
erence pump-driven IOM sampler [9]. Furthermore, the PAAS was used to examine the indoor-
outdoor relationships of airborne cedar pollens in a school setting [11]. However, no study has
yet been conducted to compare the relationships among indoor, outdoor, and personal concen-
trations of airborne cedar pollens. It is important to characterize personal pollen exposures since
the association between pollen exposures and the prevalence of allergic symptoms remains
unclear [12-15], in part due to lack of knowledge regarding personal pollen exposures.

The aim of this study was to characterize the relationships between indoor, outdoor, and
personal counts of airborne Japanese cedar pollens. Few studies have quantified personal pol-
len concentrations [9, 16-20]. We conducted a 4-year sampling campaign to measure the
indoor, outdoor, and personal counts of airborne allergenic pollens using the PAAS. Addi-
tionally, we compared our results with data obtained by the routine ambient pollen-monitor-
ing program of the Japanese government. An accurate assessment of personal pollen
exposures is crucial for improving the diagnosis and therapy of pollen allergies [21]. This
study provides important insights into how personal pollen counts are related to indoor and
outdoor counts, and the accuracy of routine ambient monitoring for the assessment of per-
sonal exposures to allergenic pollens.

Materials and Methods
Overview

A total of 9 subjects in Isehara city, Kanagawa prefecture, in the suburban Tokyo metropolitan
area (Fig 1) were recruited for the measurement of indoor, outdoor, and personal pollen counts
in the early spring of 2010-2013. The study area is located in the humid subtropical climate
zone, where mean monthly temperatures in Atsugi, a nearby city of Isehara, were 5.3, 8.8, and
13.4°C for February, March, and April, respectively, during the 4-year study period. The site
was selected as a bedroom suburb of the Tokyo metropolitan area, and surrounded by the
mountainous forests of Japanese cedar trees. Indoor and outdoor airborne pollen counts were
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Fig 1. Sampling and monitoring locations. Location of Isehara city, where the indoor, outdoor, and personal pollen sampling was undertaken for study
subjects (filled with grey), and the stationary monitoring stations of the Japanese government (circles).

doi:10.1371/journal.pone.0131710.g001

measured using the PAAS at representative indoor and outdoor locations in their residences.
The subjects were requested to carry the PAAS to measure the personal pollen counts, enabling
the relationships among indoor, outdoor, and personal airborne pollen counts to be deter-
mined. The outdoor pollen counts measured by the PAAS were further compared with data
obtained by the Japanese government from their routine ambient pollen-monitoring program.
The three monitoring stations in Kanagawa prefecture, i.e., Atsugi, Kawasaki, and Yokohama
(Fig 1), were used to assess the spatial variations in ambient pollen concentrations. The Atsugi
station is located near Isehara, whereas the Kawasaki and Yokohama stations are situated
about 42 and 30 km east of Isehara, respectively. The research was approved by the ethical
committee of Tokai University School of Health Sciences (No. 10-02). Written informed con-
sents were obtained from all participants.

Pollen sampling and analysis

The PAAS [9-11, 22] (Sibata Scientific Technology, Ltd., Tokyo, Japan) was used for the
indoor, outdoor, and personal airborne pollen measurements. A total of 256 sets of indoor, out-
door, and personal pollen samples (768 samples) were collected from a total of 9 subjects over
the 4-year monitoring campaign. A mixed cellulose ester membrane filter (25-mm diameter,
0.45-pm pore size; Toyo Roshi Kaisha, Ltd, Tokyo, Japan) immersed in mineral oil was loaded
into the sampler as a collection substrate. Airborne pollens were gravitationally collected on
the filter substrate, partly covered by a supporting Teflon ring, with an effective sampling area
of 3.8 cm”.

Five subjects (A, B, C, D, and E) in Isehara participated in 2010, and two different subjects
(F and G) participated in 2011. A further two subjects (H and I) participated in 2012-2013.
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Each subject was requested to conduct simultaneous indoor, outdoor, and personal samplings.
Each sampling period lasted for 1-14 days depending on the schedules of the subjects and field
technicians, mainly based on availability of human subjects at home and availability of field
technicians to visit subjects’ homes. Sampling was repeated consecutively throughout the pol-
len season, from February 1 to April 30 each year. Each sampling started and terminated on
the same date for all subjects. Subjects were recruited based on their availability during the
time of our visits to their houses to replace the old samplers with the new ones. All subjects
were female.

For the personal sampling, the subjects were requested to carry the PAAS around their neck,
when possible. During sleep, the sampler was placed in the participant’s bedroom. The indoor
sampling was conducted in a representative indoor location where the subjects spent most of
their time, typically in a living room. The outdoor sampling was conducted outside the residen-
tial buildings, typically on a balcony or in a yard. Windy locations were avoided to minimize a
bias caused by wind as aerosol sampling can be influenced by surrounding wind conditions [9-
11, 23]. The indoor and outdoor samplings were terminated around 9:00-9:30, and re-started
around 10:00-10:30 using new samplers, containing new collection substrates. Similarly, the
personal sampling was terminated around 11:00-11:30 and re-started around 12:00-12:30.

The sampled filter substrates were analyzed in accordance with methods reported else-
where [9]. Briefly, all pollens collected on the substrate were counted by optical microscopy
at x100 magnification. The entire area of the collection substrate (3.8 cm?®) was subject to
microscopic observation. Chamaecyparis obtusa (Siebold & Zucc.) Endl (Japanese cypress)
pollens were counted along with Japanese cedar pollens as they are known to be cross-reactive
[24]. The airborne pollen quantities measured by the PAAS were reported in units of pollens
cm™? day ™" or pollens cm ™ season™" as reported in numerous epidemiological studies on JCP
[2,3,12,13, 25, 26].

Stationary pollen monitoring data

The ambient pollen concentrations obtained by the routine ambient pollen monitoring under-
taken by the Japanese Ministry of Environment were retrieved at http://kafun.taiki.go.jp/
library.html (in Japanese). The outdoor pollen concentrations are measured using a fluores-
cence-based instrument (KH-3000; Yamato Corporation, Kanagawa, Japan) [27] at various
sites throughout the Japanese islands, with data made available on an hourly basis. The 2010-
2013 data from the three monitoring sites, i.e., Yokohama, Kawasaki, and Atsugi in Kanagawa
prefecture (Fig 1), were used in the analyses reported here.

Data processing and statistical analyses

To compare the hourly pollen data from the Japanese government with the pollen counts mea-
sured by the PAAS, the hourly pollen data were averaged over the corresponding measurement
periods (i.e., 1-17 days). The pollen counts measured for each sampling period by the PAAS
were averaged for all subjects in Isehara. Linear regression was performed to compare the two
different methodologies.

Mixed models were used to assess the inter-city and inter-subject variability in the measured
airborne pollen concentrations and counts. Pollen concentrations and counts were log-trans-
formed before mixed models. To assess the inter-city variability in the ambient pollen concen-
trations measured at the three monitoring stations of the Japanese government, the monitoring
stations were selected as random effects, whereas the measurement periods were chosen as
fixed effect. To assess the inter-subject variability in the indoor, outdoor, or personal counts,
the human subjects were chosen as random effects, whereas the sampling periods were selected
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as fixed effects. The interclass variances (0,,”) were obtained as the intercept variances by the
mixed models based the natural-log-transformed pollen concentrations or counts, and the geo-
metric coefficients of variation (CV) were calculated according to the following equation [28]:

Geometric CV = /exp(0?) — 1 (1)

The geometric CV was used as a measure of the inter-city or the inter-subject variability.

The indoor-to-outdoor (I/O), personal-to-indoor (P/I), and personal-to-outdoor (P/O)
relationships were analyzed by mixed models. Owing to the facts that Japanese cedar pollens
are exclusively of outdoor origin and indoor cedar pollens originate from outdoor sources, and
that the personal exposures occur both indoors and outdoors, we assumed that the indoor
counts were dependent on the outdoor counts, and the personal counts were dependent on the
indoor and outdoor counts. For each dependent variable, the inter-subject variances (0,2) as
well as the intra-subject variances (0,.>) were calculated by assuming human subjects as random
effects. To assess the relative importance of random inter-subject effects in determining each
dependent pollen count (i.e., indoor or personal counts), the intraclass correlation coefficients
(ICC) were calculated according to the following equation:

ICC = 62/(d + o?) @)

When the indoor counts are selected as a dependent variable and the outdoor counts as an
independent variable, the ICC value can represent the relative importance of random inter-
subject effects caused by between-subject variability in building-related factors. The building-
related factors include air tightness of building and frequency of opening windows/doors. The
factors also include type of flooring materials and frequency of floor cleaning. The former cate-
gory affects residential ventilations, whereas the latter affects indoor pollen emissions in build-
ings, and they all influence the between-subject variability in the indoor counts in relation to
the outdoor counts. When the personal counts are selected as a dependent variable and the
indoor and outdoor counts as independent variables, the ICC value can represent the relative
importance of random inter-subject effects caused by between-subject variability in non-build-
ing-related factors. The non-building-related factors include individual’s activity patterns such
as time spent indoors and outdoors.

Additionally, the I/O, P/I, and P/O ratios were calculated with the seasonally-integrated
indoor, outdoor, and personal counts for each subject. SPSS version 20 (IBM, Armonk, NY,
USA) was used for all statistical tests.

Results
Comparison between the PAAS and KH-3000

Fig 2 shows the relationship between the outdoor pollen counts measured by the PAAS in Ise-
hara and the ambient concentrations measured by the KH-3000 real-time pollen monitor at
the Atsugi station of the Japanese government. A strong correlation was found between the
two methods (r = 0.84, linear regression through the origin), suggesting that PAAS is compara-
ble with the KH-3000 to quantify airborne pollen counts with sufficient accuracy.

Airborne pollen counts

A total of 768 indoor, outdoor, and personal pollen samples were collected from 9 subjects
over the 4-year monitoring campaign. Fig 3 shows the time-course of the ambient concentra-
tions, and indoor, outdoor, and personal counts of airborne cedar pollens observed during the
4-year study period. The time-course tendencies in the pollen concentrations and counts
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Fig 2. Relationship between the PAAS and KH-3000. The outdoor pollen counts by the PAAS in Isehara
are compared with the ambient concentrations by the KH-3000 at the Atsugi station. The pollen counts by the
PAAS are averaged for all subjects. The hourly pollen concentrations by the KH-3000 are averaged for the
corresponding sampling durations by the PAAS. Linear regression through the origin is used as the intercept
is not significantly different from 0.

doi:10.1371/journal.pone.0131710.g002

differed in each year. At the Atsugi station, the highest outdoor concentration in 2010 was
observed on February 8, whereas the highest concentrations in 2012 and 2013 were found in
March (Fig 3a). In 2011, two distinct peaks were observed on February 24 and April 11. Similar
tendencies were observed for the indoor, outdoor, and personal counts measured by the PAAS
among the study subjects (Fig 3b—3d). We also observed the days with the peak indoor and per-
sonal pollen counts were preceded by the days with the peak outdoor pollen counts. This ten-
dency was distinct in 2013, with the peak outdoor count observed on March 7 followed by the
peak indoor and personal counts on March 11.

Variability in airborne pollen counts

Spatial variations were observed in the ambient pollen concentrations among the three moni-
toring stations (Fig 3a). The highest concentrations were found at the Atsugi station with sea-
sonal mean concentrations of 40, 280, 46, and 220 pollens m™ in 2010, 2011, 2012, and 2013,
respectively. The corresponding concentrations at Kawasaki were 18, 67, 26, and 57 pollens m’
>, and at Yokohama were 15, 48, 25, and 47 pollens m, i.e., the 4-year average concentrations
monitored at Kawasaki and Yokohama were 29% and 23% of those monitored at Isehara,
respectively. The inter-city variation in the ambient pollen concentrations among the three
monitoring sites was 64% in terms of geometric CV (Table 1), suggesting substantial inter-city
variations in the ambient concentrations. The intra-city variation was smaller, with a geometric
CV value being 11% of those for the outdoor counts measured by the PAAS among the subjects
in Isehara (Table 1). The inter-subject variations in the indoor and personal counts were
greater than that in the outdoor counts. The geometric CV values for the indoor and personal
counts among the different human subjects in Isehara were 43% and 49%, respectively

(Table 1).

PLOS ONE | DOI:10.1371/journal.pone.0131710 June 25,2015 6/14



@’PLOS ‘ ONE

Indoor, Outdoor, and Personal Airborne Japanese Cedar Pollen Counts

2500
20004

— Atsugi
— Kawasaki

15004
1000] — Yokohama | } ] ]

5001 1 1 1
0 FrrrmE————"”—

600

a. monitoring stn

4004 ] 1 1

200 ] ] ]

b. outdoor

c. indoor

59 3

d. personal

0 |
Feb3 Mar1 Apr 1 Feb3 Mar1 Mar 1 Apr 1

2010 2011 2013

Fig 3. Airborne pollen concentrations and counts during the study periods. Ambient pollen concentrations (pollens m™) were monitored at the three
stationary monitoring stations of the Japanese government (a). Outdoor (b), indoor (c), and personal (d) pollen counts (pollens cm day™) were measured for
each subject in Isehara. Each black line represents data for each subject.
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Relationships among ambient concentrations, and indoor, outdoor, and
personal pollen counts

Fig 4 shows the relationships among the ambient concentrations, and indoor, outdoor, and
personal counts of airborne cedar pollens. Among the indoor, outdoor, and personal counts,

the strongest correlation was found between the personal and indoor counts (r = 0.89), whereas
the weakest correlation was between the personal and outdoor counts (r = 0.71). No or weak

Table 1. Inter-city and inter-subject variability in the airborne pollen concentrations or counts due to random interclass effects.

Type Number of classes ® Interclass variance (0,%) © Geometric CV (%) ©
Monitoring station 3 0.34 64
Indoor 9 0.17 43
Outdoor 9 0.013 11
Personal 9 0.21 49

& Number of monitoring stations or human subjects.

b Intercept variances were calculated by the mixed models assuming the monitoring stations or the human subjects as random effects and the
measurement days as fixed effects. The natural-log-transformed pollen concentrations (pollens m™) or counts (pollens cm™ day™") were used for the
mixed models.

¢ Geometric coefficient of variation (CV) was calculated according to eq (1).

doi:10.1371/journal.pone.0131710.t001
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Fig 4. Relationships among the ambient concentrations, and indoor, outdoor, and personal airborne pollen counts. Ambient pollen concentrations
monitored at the Yokohama, Kawasaki, and Atsugi stations are reported in the base 10 logarithm of pollens m™. Outdoor, indoor, and personal pollen counts
measured for each subject in Isehara are reported in the base 10 logarithm of pollens cm™ day™. Each data point represents measurements for each
sampling period. Measurements for all subjects are included for the outdoor, indoor, and personal pollen count data. The values in the upper panels indicate
the Pearson product-moment correlation coefficients based on the log-transformed pollen concentrations or counts.
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correlations were found between the personal counts measured for the subjects in Isehara and
the ambient concentrations measured at the stationary monitoring sites, i.e., 7 = 0.40, 0.20, and
-0.07 at the Atsugi, Kawasaki, and Yokohama stations, respectively (Fig 4). The mixed model
showed an ICC value of 34% for the indoor counts by selecting the outdoor counts as an inde-
pendent variable (Table 2). An ICC value of 21% was observed for the personal counts by
selecting the indoor and outdoor counts as independent variables (Table 2). The I/O, P/O, and
P/I ratios were calculated based on the seasonally-integrated indoor, outdoor, and personal
counts for each study subject (Table 3). The seasonally-integrated I/O, P/O, and P/I ranged
from 0.02-0.19, 0.02-0.19, and 0.59-1.44, respectively, with the corresponding median values
0£0.08, 0.10, and 1.19.

PLOS ONE | DOI:10.1371/journal.pone.0131710 June 25,2015 8/14



el e
@ : PLOS ‘ ONE Indoor, Outdoor, and Personal Airborne Japanese Cedar Pollen Counts

Table 2. Mix model analyses of inter- and intra-subject variances of each dependent airborne pollen count .

Dependent Independent t-value Inter-subject variance (0,,2) Intra-subject variance (o.2) ICC (%) ®
Indoor Outdoor 21.77 0.25
Personal Outdoor 1.70 0.07

Indoor 17.67

2 The natural-log-transformed pollen counts (pollens cm™ day™') were used in the mixed models. The selected independent variables were chosen as

fixed effects.
® Intraclass correlation coefficients (ICC) were calculated according to eq (2).

doi:10.1371/journal.pone.0131710.t002

Discussion

We used the PAAS, a simple passive sampler, to conduct the 4-year sampling campaign to
examine the relationships between indoor, outdoor and personal counts of airborne cedar pol-
len. Several types of personal sampler are available to measure airborne pollens [9, 10, 16, 17,
21,29, 30]. Most of them use a portable pump, with which airborne pollens are actively col-
lected by drawing in air (active samplers) [16, 17, 21, 29]. Such volumetric samplers may be
generally preferred owing to the simplicity of conversion from collected amounts to concentra-
tions in air [31]. However, a major drawback of active samplers for personal sampling is the
noise generated by pumps. This is particularly problematic when subjects are sleeping or when
quiet conditions are required. Another difficulty of active samplers is their need for a power
source, resulting in practical difficulties that are impossible to resolve in many situations. The
use of the PAAS enabled us to perform a total of 768 indoor, outdoor, and personal pollen sam-
plings from a total of 9 subjects over the 4-year monitoring campaign, which provided detailed
information of how personal pollen exposures can be related to indoor and outdoor counts.
Gravitational sampling is possible for airborne cedar pollens owing to their size, i.e., approx-
imately 30 um in aerodynamic diameter [9]. Airborne particles of this aerodynamic diameter
can produce 2.7 cm sec™ of terminal settling velocity, as compared to 12 cm sec' of a filter face
velocity created by the IOM sampler, a commonly-used pump-driven personal inhalable sam-
pler [10]. The collection efficiency by the PAAS is further increased by inertial effects under

Table 3. Summary statistics of the seasonally-integrated indoor, outdoor, and personal airborne pollen counts measured for each subject.

Counts (pollens cm™ season™) Ratios
Year Subject Outdoor Indoor Personal /0 P/O P/
2010 A 750 83 118 0.11 0.16 1.43
B 645 95 116 0.15 0.18 1.22
C 674 116 129 0.17 0.19 1.12
D 857 126 82 0.15 0.10 0.65
E 895 167 99 0.19 0.11 0.59
2011 F 3500 227 302 0.06 0.09 1.33
G 3241 62 58 0.02 0.02 0.93
2012 H 785 40 57 0.05 0.07 1.44
| 890 73 95 0.08 0.11 1.31
2013 H 4002 175 143 0.04 0.04 0.81
| 4421 239 284 0.05 0.06 1.19

Abbreviations: 1/0, indoor-to-outdoor ratio; P/O, personal-to-outdoor ratio; P/I, personal-to-indoor ratio.

doi:10.1371/journal.pone.0131710.1003
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atmospheric turbulence [10], resulting in approximately 30% collection efficiency relative to
the IOM sampler when personal samplings performed [9]. In this study, we reconfirmed the
PAAS was useful to quantify airborne cedar pollens with a strong correlation being observed
between the PAAS and the KH-3000 pollen monitor (Fig 2). The use of the PAAS can also
ensure consistency with the settled pollen data traditionally used in numerous epidemiological
studies of JCP (2, 3, 12, 13, 25, 26].

Conversion from the settled pollen counts (pollens cm > day™) to the volumetric concentra-
tions (pollens m™) is possible using the information of a presumed deposition velocity of air-
borne pollens, sampling duration, sampling surface area, and collected number of pollens, as
detailed elsewhere [9, 10]. However, there are factors that can influence this conversion, which
include surrounding wind conditions [10] and, in in case of personal air samplings, human
thermal plume [32]. As is the case with all aerosol samplers, including active samplers [23], set-
tling methods are influenced by surrounding wind conditions [9-11]. This bias is unavoidable
for sampling inertia-dominant giant particles such as pollens [23]. For instance, varied aspira-
tion efficiencies by wind velocity were reported even for the pump-driven IOM sampler, i.e.,
75% at 0.5 m sec”' and 20% at 4.0 m sec”’ for particles with 30 um aerodynamic diameter [33].
In this study, although there were biases associated with wind conditions expected differently
across types of air samplings (indoor, outdoor, or personal), across sampled locations, and/or
across sampling days, we used the settled pollen counts (pollens cm™* day™) as a basis to exam-
ine the relationships between indoor, outdoor and personal airborne pollen concentrations,
since the unit is traditionally used in numerous JCP studies [2, 3, 12, 13, 25, 26].

Using the PAAS, the distinct temporal tendencies were observed (Fig 3). First, the two dis-
tinct outdoor peaks were observed on February 24 and April 11 in 2011 (Fig 3b), where the
second peak was thought to be due to cypress pollens [27]. Similar tendencies were confirmed
for the indoor and personal counts measured among the study subjects (Fig 3c and 3d). Sec-
ond, we found the days with the peak indoor and personal pollen counts were preceded by the
days with the peak outdoor pollen counts. This was consistent with previous observations [9,
11]. As cedar and cypress pollens are exclusively of outdoor origin, the observed lag times
were likely due to the time required for the airborne pollens to infiltrate into indoor environ-
ments [34] and then accumulate, or to be brought indoors by the human subjects via attach-
ment to their clothing [35], as well as the release of previously deposited pollen. The observed
lag times may implicate potential inaccuracy of use of the outdoor pollen counts as a basis of
personal exposures.

There is an increasing number of studies that have reported I/O ratios for airborne pollens
[11, 34, 36-39]. However, little is known about the relationship among indoor, outdoor, and
personal pollen concentrations such as P/O and P/I. We quantified the I/O, P/O and P/I ratios
based on the seasonally-integrated indoor, outdoor, and personal pollen counts. The median
/O, P/O, and P/I ratios were 0.08, 0.10, and 1.2 respectively (Table 3). The residential I/O
ratios found in this study appeared to be larger than those previously characterized by the
PAAS in a classroom, ranging from 0.04 to 0.06 [11]. A study reported the I/O ratios of Betula
pollen grains ranging from 0.01 to 0.22, which were characterized by pump-driven active sam-
plers [37]. Though types of pollens analyzed are unknown, a similar I/O (= 0.025) was
reported by researchers using button personal inhalable aerosol samplers [36]. Our findings
reconfirmed outdoor counts were substantially higher than indoor counts for pollens of exclu-
sively outdoor origin.

We observed the substantial inter-city variability in the ambient pollen concentrations (Fig
3a and Table 1), indicating the importance of the proximity of the stationary monitoring site to
the location of potentially affected populations when using outdoor concentrations to predict
their exposures. Indeed, no or weak correlations were found between the personal and ambient
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concentrations measured at the distant sites, i.e., r = -0.07 and 0.20 at the Yokohama and
Kawasaki stations, respectively, whereas a moderate correlation (r = 0.40) was found at the
nearest Atsugi station (Fig 4). Meanwhile, the intra-city variability in the outdoor counts was
smaller (11% geometric CV) than the inter-city variability in the ambient concentrations (64%
geometric CV) (Table 1), indicating distance as an important factor in determining outdoor
concentrations.

Personal pollen exposures can be influenced not only by outdoor concentrations but also by
indoor concentrations. Since people spend most of their time indoors [40-42], indoor concen-
trations are likely major determinants of personal pollen exposures. Indeed, the larger t-value
was observed for the indoor counts than for the outdoor counts by the mixed model (Table 2).
The stronger correlation was also found between the personal and indoor counts (r = 0.89),
than between the personal and outdoor counts (r = 0.71) (Fig 4). Owing to its significance, it is
important to characterize how indoor pollen counts vary across each residence.

We observed the greater inter-subject variability in the indoor counts (43% geometric CV)
than in the outdoor counts (11% geometric CV) for the subjects living in the same city (Table 1
and Fig 3). The observed variation was partly due to between-subject variability in air tightness
of residential building, frequency of opening windows/doors, type of flooring materials, fre-
quency of floor cleaning, and so on. Our mixed model analysis showed 34% of variability in the
indoor counts was due to such random inter-subject effects associated with the between-subject
variability in building-related factors (Table 2). Since the indoor counts are the most important
determinant of the personal pollen counts, the variability in the indoor counts likely propagates
the variability in the personal counts. Additionally, the between-subject variability in the non-
building-related factors (e.g., time spent indoors and outdoors) could also affect the personal
pollen counts, with 21% of variability in the personal counts attributable to such random inter-
subject effects (Table 2). These random inter-subject effects are thought to propagate between-
subject variations in the personal counts. Indeed, the largest inter-subject variability was
observed in the personal counts (49% geometric CV) (Table 1), highlighting the potential need
for personal pollen sampling to provide more accurate exposure assessments.

To date, most epidemiological studies of JCP have relied on ambient pollen counts as a basis
to estimate personal pollen exposures [12-15]. However, the association between pollen expo-
sures and the prevalence of allergic symptoms remains unclear [12-15], in part due to lack of
knowledge regarding personal pollen exposures. In the last decade, substantial efforts have
been made by the Japanese government to establish an ambient pollen-monitoring network to
determine the outdoor concentrations on a real-time basis [25, 27]. Such a system should be
complementary to more detailed personal monitoring when used in association with more
detailed personal monitoring, as our results indicate a potential inaccuracy in the use of ambi-
ent concentrations as a basis for estimating personal exposures. Our findings indicate personal
pollen exposures can be influenced more greatly by indoor counts than by outdoor counts. We
also observed the large between-subject variations in the indoor and personal pollen counts
due to random inter-subject effects. The findings of this study emphasize the potential need for
personal pollen monitoring, for instance by using the PAAS, in future epidemiological studies
of JCP to better understand the relationships between pollen exposures and the prevalence or
severity of pollen allergy symptoms.

Acknowledgments

The authors gratefully acknowledge the study participants for their willingness to provide their
time and for their interest in the study. The authors thank the Japanese Ministry of Environ-
ment for allowing us to use their real-time pollen data.

PLOS ONE | DOI:10.1371/journal.pone.0131710 June 25,2015 11/14



@’PLOS ‘ ONE

Indoor, Outdoor, and Personal Airborne Japanese Cedar Pollen Counts

Author Contributions

Conceived and designed the experiments: NY HM. Performed the experiments: YM HY. Ana-
lyzed the data: NY HM. Contributed reagents/materials/analysis tools: HM. Wrote the paper:
NY HM.

References

1.

10.

11.

12

13.

14.

15.

16.

17.

18.

Yamada T, Saito H, Fujieda S. Present state of Japanese cedar pollinosis: The national affliction. J
Allergy Clin Immunol. 2014; 133(3):632—9. doi: 10.1016/j.jaci.2013.11.002 PMID: 24361081.

Saito Y. Japanese cedar pollinosis: Discovery, nomenclature, and epidemiological trends. Proc Jpn
Acad Ser B Phys Biol Sci. 2014; 90(6):203—-10. doi: 10.2183/pjab.90.203 PMC4160535. PMID:
24919759

Okuda M. Epidemiology of Japanese cedar pollinosis throughout Japan. Ann Allergy Asthma Immunol.
2003; 91(3):288-96. doi: 10.1016/S1081-1206(10)63532-6 PMID: 14533662

Sakashita M, Hirota T, Harada M, Nakamichi R, Tsunoda T, Osawa Y, et al. Prevalence of allergic rhini-
tis and sensitization to common aeroallergens in a Japanese population. Int Arch Allergy Immunol.
2010; 151(3):255-61. doi: 10.1159/000242363 WOS:000274593700009. PMID: 19786806

Minami Y, Shiozaki Y, Kato C, lto M, Takeuchi N, Koyanagi M, et al. Japanese Cedar Pollinosis impact
on work productivity, quality of life, and symptoms 2008 vs. 2009. Jpn J Rhinol. 2010; 49 (4): 481-9

Durham OC. The volumetric incidence of atmospheric allergens; a proposed standard method of grav-
ity sampling, counting, and volumetric interpolation of results. J Allergy. 1946; 17:79-86. PMID:
21019999.

Kawashima S, Takahashi Y. Modelling and simulation of mesoscale dispersion processes for airborne
cedar pollen. Grana. 1995; 34(2):142-50. doi: 10.1080/00173139509430003

Okamoto Y, Horiguchi S, Yamamoto H, Yonekura S, Hanazawa T. Present situation of cedar pollinosis
in Japan and its immune responses. Allergol Int. 2009; 58(2):155-62. doi: 10.2332/allergolint.08-RAI-
0074 PMID: 19307773.

Yamamoto N, Matsuki H, Yanagisawa Y. Application of the personal aeroallergen sampler to assess
personal exposures to Japanese cedar and cypress pollens. J Expo Sci Environ Epidemiol. 2007; 17
(7):637-43. doi: 10.1038/s].jes.7500549 1S1:000250966400005. PMID: 17299529

Yamamoto N, Hikono M, Koyama H, Kumagai K, Fujii M, Yanagisawa Y. A passive sampler for airbome
coarse particles. J Aerosol Sci. 2006; 37(11):1442-54. doi: 10.1016/j.jaerosci.2006.05.002
IS1:000242487800003.

Yamamoto N, Nishikawa J, Sakamoto M, Shimizu T, Matsuki H. Indoor and outdoor concentrations of
Japanese cedar pollens and total suspended particulates: A case study at a kindergarten in Japan.
Build Environ. 2010; 45(3):792-7. doi: 10.1016/j.buildenv.2009.08.002 IS1:000272307700031.

Honda K, Saito H, Fukui N, Ito E, Ishikawa K. The relationship between pollen count levels and preva-
lence of Japanese cedar pollinosis in Northeast Japan. Allergol Int. 2013; 62(3):375-80. doi: 10.2332/
allergolint.12-OA-0526 WOS:000324453800014. PMID: 23974877

Yoshida K, Adachi Y, Akashi M, ltazawa T, Murakami Y, Odajima H, et al. Cedar and cypress pollen
counts are associated with the prevalence of allergic diseases in Japanese schoolchildren. Allergy.
2013; 68(6):757—63. doi: 10.1111/all.12164 PMID: 23621581

Charpin D, Hughes B, Mallea M, Sutra JP, Balansard G, Vervloet D. Seasonal allergic symptoms and
their relation to pollen exposure in south-east France. Clin Exp Allergy. 1993; 23(5):435-9. doi: 10.
1111/j.1365-2222.1993.tb00350.x WOS:A1993LF03700014. PMID: 8334541

Burr ML, Emberlin JC, Treu R, Cheng S, Pearce NE, the IPOSG. Pollen counts in relation to the preva-
lence of allergic rhinoconjunctivitis, asthma and atopic eczema in the International Study of Asthma
and Allergies in Childhood (ISAAC). Clin Exp Allergy. 2003; 33(12):1675-80. doi: 10.1111/j.1365-2222.
2003.01816.x PMID: 14656354

Riediker M, Keller S, Wuthrich B, Koller T, Monn C. Personal pollen exposure compared to stationary
measurements. J Investig Allergol Clin Immunol. 2000; 10(4):200-3. PMID: 11039835.

Mitakakis TZ, Tovey ER, Xuan W, Marks GB. Personal exposure to allergenic pollen and mould spores
in inland New South Wales, Australia. Clin Exp Allergy. 2000; 30(12):1733-9. doi: 10.1046/j.1365-
2222.2000.00966.x PMID: 11122211

Okuda M, Ohkubo K, Gotoh M, Hiroshima K, Ishida Y, Hori K. Dynamics of airborne pollen particles
from inhalation to allergic reaction in the nose. Rhinology. 2005; 43(1):29-33. PMID: 15844499.

PLOS ONE | DOI:10.1371/journal.pone.0131710 June 25,2015 12/14


http://dx.doi.org/10.1016/j.jaci.2013.11.002
http://www.ncbi.nlm.nih.gov/pubmed/24361081
http://dx.doi.org/10.2183/pjab.90.203
http://www.ncbi.nlm.nih.gov/pubmed/24919759
http://dx.doi.org/10.1016/S1081-1206(10)63532-6
http://www.ncbi.nlm.nih.gov/pubmed/14533662
http://dx.doi.org/10.1159/000242363
http://www.ncbi.nlm.nih.gov/pubmed/19786806
http://www.ncbi.nlm.nih.gov/pubmed/21019999
http://dx.doi.org/10.1080/00173139509430003
http://dx.doi.org/10.2332/allergolint.08-RAI-0074
http://dx.doi.org/10.2332/allergolint.08-RAI-0074
http://www.ncbi.nlm.nih.gov/pubmed/19307773
http://dx.doi.org/10.1038/sj.jes.7500549
http://www.ncbi.nlm.nih.gov/pubmed/17299529
http://dx.doi.org/10.1016/j.jaerosci.2006.05.002
http://dx.doi.org/10.1016/j.buildenv.2009.08.002
http://dx.doi.org/10.2332/allergolint.12-OA-0526
http://dx.doi.org/10.2332/allergolint.12-OA-0526
http://www.ncbi.nlm.nih.gov/pubmed/23974877
http://dx.doi.org/10.1111/all.12164
http://www.ncbi.nlm.nih.gov/pubmed/23621581
http://dx.doi.org/10.1111/j.1365-2222.1993.tb00350.x
http://dx.doi.org/10.1111/j.1365-2222.1993.tb00350.x
http://www.ncbi.nlm.nih.gov/pubmed/8334541
http://dx.doi.org/10.1111/j.1365-2222.2003.01816.x
http://dx.doi.org/10.1111/j.1365-2222.2003.01816.x
http://www.ncbi.nlm.nih.gov/pubmed/14656354
http://www.ncbi.nlm.nih.gov/pubmed/11039835
http://dx.doi.org/10.1046/j.1365-2222.2000.00966.x
http://dx.doi.org/10.1046/j.1365-2222.2000.00966.x
http://www.ncbi.nlm.nih.gov/pubmed/11122211
http://www.ncbi.nlm.nih.gov/pubmed/15844499

@’PLOS ‘ ONE

Indoor, Outdoor, and Personal Airborne Japanese Cedar Pollen Counts

19.

20.

21.

22,

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

Peel RG, Hertel O, Smith M, Kennedy R. Personal exposure to grass pollen: relating inhaled dose to
background concentration. Ann Allergy Asthma Immunol. 2013; 111(6):548-54. doi: 10.1016/j.anai.
20183.09.002 PMID: 24267367

Leuschner RM, Boehm G. Investigations with the 'Individual Pollen Collector' and the 'Burkard Trap'
with reference to hay-fever patients. Clin Allergy. 1979; 9(2):175-84. doi: 10.1111/1.1365-2222.1979.
tb01539.x WOS:A1979GS03700012. PMID: 376182

Berger U, Kmenta M, Bastl K. Individual pollen exposure measurements: Are they feasible? Curr Opin
Allergy Clin Immunol. 2014; 14(3):200-5. doi: 10.1097/ACI.0000000000000060 PMID: 24739226

Yamamoto N, Schmechel D, Chen BT, Lindsley WG, Peccia J. Comparison of quantitative airborne
fungi measurements by active and passive sampling methods. J Aerosol Sci. 2011; 42(8):499-507.
doi: 10.1016/j.jaerosci.2011.05.004 WOS:000293260000001.

Peel RG, Kennedy R, Smith M, Hertel O. Relative efficiencies of the Burkard 7-day, Rotorod and Bur-
kard personal samplers for Poaceae and Urticaceae pollen under field conditions. Ann Agric Environ
Med. 2014; 21(4):745-52. doi: 10.5604/12321966.1129927 PMID: 25528914

Schwietz LA, Goetz DW, Whisman BA, Reid MJ. Cross-reactivity among conifer pollens. Ann Allergy
Asthma Immunol. 2000; 84(1):87-93. doi: 10.1016/S1081-1206(10)62746-9 WOS:000085227000015.
PMID: 10674571

Nishihata S, Murata T, Inoue S, Okubo K, Sahashi N, Takahashi H, et al. Prevalence of Japanese
cedar pollinosis in Tokyo: A survey conducted by the Tokyo Metropolitan Government. Clin Exp Allergy
Rev. 2010; 10(1):8—11. doi: 10.1111/j.1472-9733.2010.01149.x

Ozasa K, Hama T, Dejima K, Watanabe Y, Hyo S, Terada T, et al. A 13-year study of Japanese cedar
pollinosis in Japanese schoolchildren. Allergol Int. 2008; 57(2):175-80. doi: 10.2332/allergolint.0-07-
513 PMID: 18427167.

Delaunay J- J, Sasajima H, Okamoto Y, Yokota M. Side-by-side comparison of automatic pollen coun-
ters for use in pollen information systems. Ann Allergy Asthma Immunol. 2007; 98(6):553-8. doi: 10.
1016/S1081-1206(10)60734-X PMID: 17601268

Limpert E, Stahel WA, Abbt M. Log-normal Distributions across the Sciences: Keys and Clues: On the
charms of statistics, and how mechanical models resembling gambling machines offer a link to a handy
way to characterize log-normal distributions, which can provide deeper insight into variability and prob-
ability—normal or log-normal: That is the question. Bioscience. 2001; 51(5):341-52. doi: 10.1641/
0006-3568(2001)051[0341:Indats]2.0.co;2

Fiorina A, Scordamaglia A, Mincarini M, Fregonese L, Canonica GW. Aerobiologic particle sampling by
a new personal collector (Partrap FA52) in comparison to the Hirst (Burkard) sampler. Allergy. 1997; 52
(10):1026-30. PMID: 9360757.

Graham JAH, Pavlicek PK, Sercombe JK, Xavier ML, Tovey ER. The nasal air sampler: A device for
sampling inhaled aeroallergens. Ann Allergy Asthma Immunol. 2000; 84(6):599—604. doi: 10.1016/
S1081-1206(10)62410-6 PMID: 10875488

Raulf M, Buters J, Chapman M, Cecchi L, de Blay F, Doekes G, et al. Monitoring of occupational and
environmental aeroallergens—EAACI Position Paper. Allergy. 2014; 69(10):1280-99. doi: 10.1111/all.
12456 PMID: 24894737

Craven BA, Settles GS. A computational and experimental investigation of the human thermal plume. J
Fluid Eng. 2006; 128(6):1251-8. doi: 10.1115/1.2353274 WOS:000241820900013.

Kenny LC, R. A, C. C, Fabriés JF, Gonzalez-Fernandez E, Kromhout H, et al. A collaborative European
study of personal inhalable aerosol sampler performance. Ann Occup Hyg. 1997; 41(2):135-53. doi:
10.1093/annhyg/41.2.135 PMID: 9155236

Jantunen J, Saarinen K. Intrusion of airborne pollen through open windows and doors. Aerobiologia.
2009; 25(3):193-201. doi: 10.1007/s10453-009-9124-8

McDonagh A, Byrne MA. A study of the size distribution of aerosol particles resuspended from clothing
surfaces. J Aerosol Sci. 2014; 75(0):94—103. doi: 10.1016/j.jaerosci.2014.05.007

Lee T, Grinshpun SA, Martuzevicius D, Adhikari A, Crawford CM, Luo J, et al. Relationship between
indoor and outdoor bioaerosols collected with a button inhalable aerosol sampler in urban homes.
Indoor Air. 2006; 16(1):37—47. doi: 10.1111/j.1600-0668.2005.00396.x WOS:000234648800007.
PMID: 16420496

Hugg T, Rantio-Lehtimaki A. Indoor and outdoor pollen concentrations in private and public spaces dur-
ing the Betula pollen season. Aerobiologia. 2007; 23(2):119-29. doi: 10.1007/s10453-007-9057-z

Sterling DA, Lewis RD. Pollen and fungal spores indoor and outdoor of mobile homes. Ann Allergy
Asthma Immunol. 1998; 80(3):279-85. doi: 10.1016/S1081-1206(10)62971-7 PMID: 9532979

PLOS ONE | DOI:10.1371/journal.pone.0131710 June 25,2015 13/14


http://dx.doi.org/10.1016/j.anai.2013.09.002
http://dx.doi.org/10.1016/j.anai.2013.09.002
http://www.ncbi.nlm.nih.gov/pubmed/24267367
http://dx.doi.org/10.1111/j.1365-2222.1979.tb01539.x
http://dx.doi.org/10.1111/j.1365-2222.1979.tb01539.x
http://www.ncbi.nlm.nih.gov/pubmed/376182
http://dx.doi.org/10.1097/ACI.0000000000000060
http://www.ncbi.nlm.nih.gov/pubmed/24739226
http://dx.doi.org/10.1016/j.jaerosci.2011.05.004
http://dx.doi.org/10.5604/12321966.1129927
http://www.ncbi.nlm.nih.gov/pubmed/25528914
http://dx.doi.org/10.1016/S1081-1206(10)62746-9
http://www.ncbi.nlm.nih.gov/pubmed/10674571
http://dx.doi.org/10.1111/j.1472-9733.2010.01149.x
http://dx.doi.org/10.2332/allergolint.O-07-513
http://dx.doi.org/10.2332/allergolint.O-07-513
http://www.ncbi.nlm.nih.gov/pubmed/18427167
http://dx.doi.org/10.1016/S1081-1206(10)60734-X
http://dx.doi.org/10.1016/S1081-1206(10)60734-X
http://www.ncbi.nlm.nih.gov/pubmed/17601268
http://dx.doi.org/10.1641/0006-3568(2001)051[0341:lndats]2.0.co;2
http://dx.doi.org/10.1641/0006-3568(2001)051[0341:lndats]2.0.co;2
http://www.ncbi.nlm.nih.gov/pubmed/9360757
http://dx.doi.org/10.1016/S1081-1206(10)62410-6
http://dx.doi.org/10.1016/S1081-1206(10)62410-6
http://www.ncbi.nlm.nih.gov/pubmed/10875488
http://dx.doi.org/10.1111/all.12456
http://dx.doi.org/10.1111/all.12456
http://www.ncbi.nlm.nih.gov/pubmed/24894737
http://dx.doi.org/10.1115/1.2353274
http://dx.doi.org/10.1093/annhyg/41.2.135
http://www.ncbi.nlm.nih.gov/pubmed/9155236
http://dx.doi.org/10.1007/s10453-009-9124-8
http://dx.doi.org/10.1016/j.jaerosci.2014.05.007
http://dx.doi.org/10.1111/j.1600-0668.2005.00396.x
http://www.ncbi.nlm.nih.gov/pubmed/16420496
http://dx.doi.org/10.1007/s10453-007-9057-z
http://dx.doi.org/10.1016/S1081-1206(10)62971-7
http://www.ncbi.nlm.nih.gov/pubmed/9532979

@’PLOS ‘ ONE

Indoor, Outdoor, and Personal Airborne Japanese Cedar Pollen Counts

39.

40.

41.

42,

Tormo-Molina R, Gonzalo-Garijo A, Silva-Palacios |, Fernandez-Rodriguez S. Seasonal and spatial
variations of indoor pollen in a hospital. Int J Environ Res Public Health. 2009; 6(12):3169-78. doi: 10.
3390/ijerph6123169 WOS:000273028400020. PMID: 20049254

Klepeis NE, Nelson WC, Ott WR, Robinson JP, Tsang AM, Switzer P, et al. The National Human Activ-
ity Pattern Survey (NHAPS): A resource for assessing exposure to environmental pollutants. J Expo
Anal Environ Epidemiol. 2001; 11(3):231-52. 1ISI:000170077100008. PMID: 11477521

Yang W, Lee K, Yoon C, Yu S, Park K, Choi W. Determinants of residential indoor and transportation
activity times in Korea. J Expo Sci Environ Epidemiol. 2011; 21(3):310-6. doi: 10.1038/Jes.2010.23
WOS:000289712500010. PMID: 20424647

Brasche S, Bischof W. Daily time spent indoors in German homes—Baseline data for the assessment
of indoor exposure of German occupants. Int J Hyg Environ Health. 2005; 208(4):247-53. doi: 10.1016/
j.ijheh.2005.03.003 PMID: 16078638.

PLOS ONE | DOI:10.1371/journal.pone.0131710 June 25,2015 14/14


http://dx.doi.org/10.3390/ijerph6123169
http://dx.doi.org/10.3390/ijerph6123169
http://www.ncbi.nlm.nih.gov/pubmed/20049254
http://www.ncbi.nlm.nih.gov/pubmed/11477521
http://dx.doi.org/10.1038/Jes.2010.23
http://www.ncbi.nlm.nih.gov/pubmed/20424647
http://dx.doi.org/10.1016/j.ijheh.2005.03.003
http://dx.doi.org/10.1016/j.ijheh.2005.03.003
http://www.ncbi.nlm.nih.gov/pubmed/16078638

