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Abstract: Currently, the effect of exposure to indoor air contaminants and the presence of dampness at
home on respiratory/atopic health is of particular concern to physicians. The measurement of volatile
organic compounds (VOCs) in exhaled breath is a useful approach for monitoring environmental
exposures. A great advantage of this strategy is that it allows the study of the impact of pollutants
on the metabolism through a non-invasive method. In this paper, the levels of nine VOCs (acetone,
isoprene, toluene, p/m-xylene, o-xylene, styrene, benzaldehyde, naphthalene, and 2-ethyl-1-hexanol)
in the exhaled breath of subjects exposed and not exposed to home dampness were assessed. Exhaled
breath samples were collected from 337 mother—child pairs of a birth cohort and analysed by gas-
chromatography—mass-spectrometry. It was observed that the levels of 2-ethyl-1-hexanol in the
exhaled breath of the mothers were significantly influenced by exposure to household humidity. In
the case of the infants, differences in some of the VOC levels related to home dampness exposure;
however, they did not reach statistical significance. In addition, it was also found that the eosinophil
counts of the mothers exposed to home dampness were significantly elevated compared to those of
the non-exposed mothers. To our knowledge, these findings show, for the first time, that exposure to
home dampness may influence VOC patterns in exhaled breath.

Keywords: volatile organic compounds; breath analysis; dampness exposure; atopic diseases

1. Introduction

In recent years, a considerable increase in the number of people worldwide suffering
with asthma or atopic diseases, such as rhinitis and dermatitis, has been reported [1]. The
problem is critical in pediatric populations, where asthma is currently the most prevalent
chronic disease [2]. The appearance of atopic eczema and recurrent wheezing during the
first years of life is linked to asthma development in the future [3,4]. Atopic disorders
are complex diseases, and their development can be affected by certain environmental
factors through the mediation of epigenetic mechanisms [5,6]. Over the last decades, the
presence of dampness at home and the exposure to both indoor and outdoor environmental
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pollutants have been identified as possible risk factors for atopic disease development [7-9].
Currently, people spend long hours indoors (at home, workplaces, schools, etc.). Therefore,
the study of the impact of indoor pollutants and the presence of home dampness on the
development of asthma and other atopic diseases has been a priority objective of the
scientific community in the last few years [10,11].

Indoor contaminants can arise from environmental tobacco smoke (ETS) and house-
hold products or construction materials, among others. Several volatile organic compounds
(VOCs) can be emitted from these sources and enter human airways [12]. Moreover, it
has been observed that VOCs emission is most noticeable in newly constructed build-
ings [13,14]. Exposure to pollutant VOCs is often measured by indoor-air analysis. In
addition, personal exposure can be assessed by OVM (organic vapor monitor) samplers.
These devices are worn by subjects and allow the measurement of the VOCs to which
they are exposed [15,16]. Volatile organic compounds can be determined with multi-
ple types of analytical platform, but technologies based on mass spectrometry (e.g., gas-
chromatography—mass-spectrometry (GC/MS)) are the most widespread [17]. Furthermore,
VOCs can also be detected in human matrices, such as urine and exhaled breath [18-20]. In
fact, VOC analysis in exhaled breath provides relevant information about personal environ-
mental pollutant exposure (exposome). On the other hand, the endogenous VOCs derived
from human metabolism and intestinal flora can be also detected in exhaled breath [21].
Thus, the analysis of VOCs is a useful strategy for monitoring inflammation or changes
in human metabolism due to diseases or environmental contaminant exposure [13,22].
Indeed, the VOCs involved in oxidative stress can be detected in exhaled breath [23]. In
this regard, it has been reported that the metabolite profiles detected in exhaled breath or
exhaled breath condensate (EBC) can discriminate between asthmatics and healthy controls,
and between controlled asthmatics and asthmatics with exacerbations [24-27].

The effect of dampness exposure on the development of respiratory symptoms has
been widely studied. In addition, it has been suggested that prenatal and postnatal exposure
to home dampness may be involved in the occurrence of wheezing, rhinitis, and asthma in
children [28-30]. Furthermore, indoor dampness and indoor levels of VOCs such as toluene,
ethylbenzene, or 2-ethyl-1-hexanol are also associated with the sick-building syndrome
(SBS), which is marked by respiratory problems, as well as other symptoms related to the
built environment, and can lead to asthma [31-34]. In this sense, it has been reported that
mould microorganisms and VOCs released from high-humidity locations could be the
main causes of the role of exposure to indoor dampness in changes in health status [35,36].
The analysis of the influence of exposure to indoor dampness on health outcomes would
be helpful in establishing guidelines for reducing the risk of disease development [37]. To
date, the inflammation induced by exposure to residential dampness and its impact on
human metabolism has been measured by fractional exhaled nitric oxide (FeNO) analysis
and eosinophil counts in the nasal lavage and blood, respectively [38—41].

For all these reasons, this paper presents a study set in a country with a Mediterranean
climate whose goal was to assess the effects of dampness exposure at home on VOC patterns
in exhaled breath and on the appearance of atopic disorders. This is the first study, to our
knowledge, in which the levels of nine VOCs (acetone, isoprene, toluene, p/m-xylene,
o-xylene, styrene, benzaldehyde, naphthalene, and 2-ethyl-1-hexanol) in exhaled breath
have been analysed in women and their infants for this purpose. Acetone and isoprene
would originate in human metabolism (they are two of the most frequent VOCs in exhaled
breath), whereas the other seven VOCs are derived from air pollutants. Among them,
aromatic compounds (toluene, styrene, etc.) could derive from several sources, such as fuel
combustion, smoking, household renovations, etc. [18,33,42].

2. Results
2.1. Characteristics of the Study Population

The characteristics of the study population are shown in Tables 1 and 2 and Sup-
plementary Figure S1. More than 25% of the homes showed damp in the walls, 20% of
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the homes had one parent with asthma, 50% of the homes had one parent with allergic
rhinitis, and 17% of the households had one parent with atopic dermatitis. During their
first three months of life, 12% of the children evidenced atopic eczema and 3% suffered
some episode of respiratory infection. No significant association between the existence of
dampness at home and the demographic characteristics of the study population, such as
age, weight and height, social class, or level of education was shown (Tables 1 and 2). A
total of 674 exhaled breath samples from mothers and 3-month-old children were collected
and analysed. In addition, 337 ambient air samples (one per each mother-child pair) were
collected from the room in which the sampling was carried out, in order to confirm that the
differences observed in the human exhaled breath were caused by the exposure to humidity
in the home rather than by interference from the ambient air in the breath-sampling room.
The average minimum time of home-dampness exposure of the subjects was 7 months
(4 months of exposure during pregnancy and 3 months after childbirth).

Table 1. Demographic characteristics of mothers included in this study.

Without Dampness in the Dampness in the Home

Home (n = 251) (n = 86) p-Value
Age (years), mean (range) 33 (1843) 33 (2041) 0.896
BMI (Kg/m?), before pregnancy, mean (range) 23.8 (15.9-40.4) 24.3 (16.7-42.3) 0.251

Social class
(Managers-technicians/skilled /semiskilled 38.2/19.9/19.1/22.7 31.4/22.1/24.4/22.1 0.602
-unskilled /unemployed, no. %)
Educational level
(Incomplete secondary or less/complete 16.7/25.5/57.8 17.4/27.9/54.7 0.873
secondary /university, no. %)
Smoking during pregnancy, no. % 35 (13.9%) 13 (15.1%) 0.858
Table 2. Demographic characteristics of children included in this study.
Without Dampness in Dampness in the Value
the Home (1 = 250) Home (n = 87) r

Males/females n/n 119/131 39/48 0.709

Birth weight (Kg), mean (range) 3.239 (1.560-4.980) 3.183 (1.940-4.505) 0.366

Birth height (cm), mean (range) 51 (36-56) 50 (46-54) 0.153

2.2. Home Dampness and Atopic Disorders

Moisture stains or mould were present on the walls of the usual residence of 18% of
asthmatic parents, 19% of parents with allergic rhinitis, 29% of parents with atopic dermatitis, 24%
of parents with allergic conjunctivitis, and 13% of children who developed an atopic or respiratory
disease during their first three months of life (Supplementary Figure S2). Figure 1 shows the ORs
and their 95% confidence intervals that associate the risk of suffering from an atopic disease
with the presence of dampness in the home. As can be seen, indoor dampness significantly
increased the risk of one parent suffering from allergic rhinitis. On the other hand, although
the development of atopic or respiratory disease in the first months of infants’ lives was
not significantly associated with the exposure to home dampness, the risk was close to
significant (p = 0.095). In fact, the observed frequency of respiratory and atopic symptoms
was higher than the expected frequency in the children whose homes had damp stains.
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OR (95% ClI) p-value
Respiratory infections (child) 2.48 (0.70, 8.44) 0.142 -
Atopic dermatitis (father) 1.93 (0.69, 5.08) 0.188 &
Allergic conjunctivitis (father) 1.78 (0.81, 3.73) 0.136 —_—
Atopic or respiratory symptoms (child) 1.74 (0.89, 3.30) 0.095 ——
Allergic rhinitis (mother or father) 1.69 (1.03, 2.79) 0.038 ——
Allergic conjunctivitis (mother or father) 1.53 (0.90, 2.58) 0.113 ——
Atopic eczema (child) 1.53 (0.73, 3.09) 0.241 ——
Allergic rhinitis (mother) 1.48 (0.89, 2.45) 0.124 ——
Asthma (mother) 1.48 (0.71, 2.96) 0.283 e —
Atopic dermatitis (mother or father) 1.28 (0.67, 2.36) 0.449 ——
Allergic rhinitis (father) 1.21(0.69, 2.08) 0.507 _)
Allergic conjunctivitis (mother) 1.19 (0.65, 2.11) 0.565 ——
Asthma (mother or father) 1.10 (0.59, 1.99) 0.763 — R
Asthma (father) 1.01(0.43,2.18) 0.978 ——
Atopic dermatitis (mother) 0.89(0.39, 1.91) 0.783 ]

Figure 1. Dampness and atopic disorders. Odds ratios (ORs) and their 95% confidence intervals (CI)
that show the risk of suffering an atopic disease related to indoor dampness.

2.3. Home Dampness and Analysis of White-Blood-Cell (WBC) Counts

Table 3 shows the white-blood-cell counts of the mothers who lived in houses with
damp stains and mothers with no damp in walls. Statistically significant differences in the
eosinophil blood counts were observed. The eosinophil blood counts were higher in the
mothers exposed to dampness than in those with no dampness in their usual residence
(Supplementary Figure S3).

Table 3. Relationship between white-blood-cell count and indoor-dampness exposure.

Without Dampness in Dampness in the p-Value
the Home (n = 251) Home (1 = 86)

Leucocyte count, x103/puL 9.31 £2.13 9.05 +2.14 0.312
Lymphocyte count, x 103 /uL 2.02 £ 0.61 1.95 + 0.49 0.598
Monocyte count, x103/uL 0.61+0.18 0.60 = 0.16 0.879
Eosinophil count, x103/uL 0.14 £+ 0.09 0.17 £ 0.10 0.049
Neutrophil count, ><103/uL 6.51 +1.67 6.30 + 1.82 0.199
Basophil count, x103/uL 0.03 £ 0.02 0.03 4+ 0.01 0.117

2.4. Home Dampness and Exhaled Breath of Mothers

Figure 2 shows the impact of home dampness on the exhaled breath of the mothers.
The results indicate that the levels of 2-ethyl-1-hexanol and toluene were significantly
higher in the air exhaled by the women whose homes had damp in their walls. However,
the toluene levels were also significantly high in the ambient-air samples from the rooms in
which the human exhaled breath samples were collected (Figure 3). Therefore, only the
exhaled-breath levels of 2-ethyl-1-hexanol were significantly associated with the presence
of dampness in the houses.
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Figure 2. Assessment of indoor-dampness exposure influence on the levels of the features se-
lected in exhaled breath of mothers. (A) Impact of indoor-dampness exposure on levels of acetone
(m/z = 58); (B) impact of indoor-dampness exposure on levels of isoprene (m/z = 67); (C) impact of
indoor-dampness exposure on levels of toluene (11/z = 91); (D) impact of indoor-dampness exposure
on levels of p/m-xylene (m/z = 91); (E) impact of indoor-dampness exposure on levels of o-xylene
(m/z =91); (F) impact of indoor-dampness exposure on levels of styrene (1m/z = 104); (G) impact of
indoor-dampness exposure on levels of benzaldehyde (m/z = 106); (H) impact of indoor-dampness
exposure on levels of naphthalene (1m/z = 128); and (I) impact of indoor-dampness exposure on levels
of 2-ethyl-1-hexanol (m/z = 57) in exhaled breath of mothers.
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Figure 3. Assessment of influence of indoor-dampness exposure on the levels of the features selected
in ambient air from room collection. (A) Impact of indoor-dampness exposure on levels of acetone
(m/z = 58); (B) impact of indoor-dampness exposure on levels of isoprene (m/z = 67); (C) impact of
indoor-dampness exposure on levels of toluene (11/z = 91); (D) impact of indoor-dampness exposure
on levels of p/m-xylene (m/z = 91); (E) impact of indoor-dampness exposure on levels of o-xylene
(m/z = 91); (F) impact of indoor-dampness exposure on levels of styrene (1m/z = 104); (G) impact of
indoor-dampness exposure on levels of benzaldehyde (m/z = 106); (H) impact of indoor-dampness
exposure on levels of naphthalene (11/z = 128); and (I) Impact of indoor-dampness exposure on levels
of 2-ethyl-1-hexanol (m/z = 57) in room air-content samples.

2.5. Home Dampness and Exhaled Breath of Infants

Figure 4 shows the influence of home humidity on the exhaled breath of infants.
Although some differences were observed, none of the selected VOCs showed a statistically
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significant association with the presence of dampness in the households of the subjects.
The association of the VOC levels with the presence of dampness in the home was also
stratified by the children’s sex (Figures 5 and 6).
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Figure 4. Assessment of influence of indoor-dampness exposure on the levels of the features selected

in exhaled breath from children. (A) Impact of indoor-dampness exposure on levels of acetone

(m/z = 58); (B) Impact of indoor-dampness exposure on levels of isoprene (m/z = 67); (C) impact of

indoor-dampness exposure on levels of toluene (11/z = 91); (D) impact of indoor-dampness exposure

on levels of p/m-xylene (m/z = 91); (E) impact of indoor-dampness exposure on levels of o-xylene

(m/z = 91); (F) impact of indoor-dampness exposure on levels of styrene (1m/z = 104); (G) impact of

indoor-dampness exposure on levels of benzaldehyde (m/z = 106); (H) impact of indoor-dampness

exposure on levels of naphthalene (1m/z = 128); and (I) impact of indoor-dampness exposure on levels
of 2-ethyl-1-hexanol (m/z = 57) in exhaled breath of children.
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Figure 5. Assessment of influence of indoor-dampness exposure on the levels of the features se-
lected in exhaled breath from boys. (A) Impact of indoor-dampness exposure on levels of acetone
(m/z = 58); (B) impact of indoor-dampness exposure on levels of isoprene (1/z = 67); (C) impact of
indoor-dampness exposure on levels of toluene (11/z = 91); (D) impact of indoor-dampness exposure
on levels of p/m-xylene (m/z = 91); (E) impact of indoor-dampness exposure on levels of o-xylene
(m/z =91); (F) impact of indoor-dampness exposure on levels of styrene (m/z = 104); (G) impact of
indoor-dampness exposure on levels of benzaldehyde (m/z = 106); (H) impact of indoor-dampness
exposure on levels of naphthalene (m/z = 128); and (I) impact of indoor-dampness exposure on levels
of 2-ethyl-1-hexanol (m/z = 57) in exhaled breath of boys.
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Figure 6. Assessment of influence of indoor-dampness exposure on the levels of the features se-
lected in exhaled breath from girls. (A) Impact of indoor-dampness exposure on levels of acetone
(m/z = 58); (B) impact of indoor-dampness exposure on levels of isoprene (m/z = 67); (C) impact of
indoor-dampness exposure on levels of toluene (11/z = 91); (D) impact of indoor-dampness exposure
on levels of p/m-xylene (m/z = 91); (E) impact of indoor-dampness exposure on levels of o-xylene
(m/z = 91); (F) impact of indoor-dampness exposure on levels of styrene (1m/z = 104); (G) impact of
indoor-dampness exposure on levels of benzaldehyde (m/z = 106); (H) impact of indoor-dampness
exposure on levels of naphthalene (1m/z = 128); and (I) impact of indoor-dampness exposure on levels
of 2-ethyl-1-hexanol (m/z = 57) in exhaled breath of girls.

In the exhaled breath of the boys, there were no significant differences in the VOC
levels (Figure 5). However, in the case of the exhaled breath of the girls, significant
differences were observed in the levels of acetone and isoprene (Figure 6). In addition, the
levels of the selected compounds in the ambient air of the sample-collection room were
assessed (Supplementary Figures 54 and S5).
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3. Discussion

This is the first study, to our knowledge, that aims to identify changes in human
exhaled breath due to exposure to indoor dampness. The analysis of VOCs in exhaled
breath is an emerging strategy for monitoring human metabolism [43,44]. For this reason, it
has been proposed as a promising approach to assess the effects caused by environmental
contaminant exposure [21]. Our results clearly demonstrate that the exhaled breath from
mothers from the NELA cohort [45] was affected by the presence of damp stains in their
homes. Thus, the levels of 2-ethyl-1-hexanol in the exhaled breath were influenced by
the residential dampness. In this regard, it was previously reported that this compound
increases its concentration owing to the rise in relative humidity [46]. 2-Ethyl-1-hexanol is
an indoor-air contaminant derived from di-(2-ethylhexyl) phthalate (DEHP), which is the
most common plasticizer of poly(vinyl chloride) (PVC) [33] (Figure 7). Plasticizers provide
PVC with new properties, such as flexibility. However, plasticizer migration is frequent
when plastic products suffer from deterioration, since plasticizers are not strongly joined
to polymer chains [47]. 2-Ethyl-1-hexanol is emitted after the hydrolysis (KEGG reaction
number: R04202) of DEHP, and this reaction is increased in the presence of humidity [33]. In
this sense, it has been shown that several microorganisms, such as bacteria, fungi and yeasts
degrade the plasticizers, DEHP or di-2-ethylhexyl adipate (DEHA), producing 2-ethyl-1-
hexanol from the hydrolysis of their ester bonds [48]. Further, previous studies indicated
that the concentration of 2-ethyl-1-hexanol in indoor air was higher in the presence of
damp stains [14,40,49,50]. In this sense, our results show, for the first time, that levels of
2-ethyl-1-hexanol in human exhaled breath also fluctuate with the exposure to moisture
in the home. Furthermore, exposure to this compound has been determined as the main
cause of SBS. In addition, 2-Ethyl-1-hexanol is an endocrine disruptor associated with
the development of several respiratory diseases, such as asthma [46,49-53]. Indeed, high
levels of 2-ethyl-1-hexanol in exhaled breath have recently been linked to asthma with
coexisting atopic diseases in women [27]. By contrast, in the present study, a significant
relationship was not observed between dampness exposure and human-exhaled-breath
levels of aromatic compounds, which are traditionally reported to be linked with SBS
development [32].

o
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Figure 7. Production of 2-ethyl-1-hexanol detected in human exhaled breath in presence of
residential humidity.
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Additionally, the eosinophil blood counts of the mothers in this study who lived in
homes with humidity were higher than in those not exposed to -moisture. This result is
in line with previous research outcomes [40,41]. Indeed, eosinophil count in both blood
and nasal lavage is a usual strategy for inflammation detection and has been suggested
as a tool for the diagnosis of asthma and other respiratory diseases [22,54-56]. Hence,
the high eosinophil blood counts in mothers exposed to indoor dampness are evidence
that prolonged exposure could cause inflammation. In this sense, although no significant
association was found between humidity exposure and asthma in the adults, there was a
significant association between allergic rhinitis and the presence of home humidity. In fact,
a significant relationship between rhinitis in adults and the presence of humidity in houses
was also reported by Zhang et al. [57]. In addition, a relationship between home dampness
exposure and allergic rhinitis was also previously observed in a pediatric population [58].

Despite the fact that the association between the presence of humidity stains in houses
and the appearance of respiratory or atopic diseases in children was not significant, the
children who were exposed to them suffered more respiratory or atopic symptoms than the
others. Nevertheless, this relationship may not have been significant, because the children
were only a few months old. If risk assessments were to be conducted as the children
grew up, in future phases of our study, the association would likely be significant. This is
an ongoing project for our group. In this regard, the relevance of the exposure to indoor
dampness in the development of asthma in children was highlighted in a recent systematic
review [59]. With respect to the levels of compounds in exhaled breath, the differences
in the children due to exposure to residential humidity were less noticeable than in their
mothers. However, some compounds, such as 2-ethyl-1-hexanol, were found to be higher in
the children exposed to moisture than in the unexposed infants. Thus, the trends observed
could become as significant as those observed in the mothers if the exhaled breath of the
children were analysed within a few months or years (i.e., longer exposure period). In
addition, it is worth mentioning the fact that the differences in exposure to indoor humidity
in exhaled air for the girls were more noticeable than for the boys. Thus, the levels of
acetone and isoprene (two of the most typical endogenous compounds in human exhaled
breath [60]) were significantly elevated in the girls exposed to indoor dampness. This study
demonstrates the need to also perform statistical analyses separating data by sex, since
differences could be masked.

Therefore, in view of the close relationship between residential humidity and the
development of respiratory/atopic diseases, such as asthma or rhinitis, it is crucial to
implement strategies to keep homes free of dampness and ensure the best possible indoor-
air quality. In fact, some home-remediation projects have had encouraging respiratory
health outcomes [61,62].

Current Limitations

The main limitation of this study is that the home damp stains affecting the mother—
child pairs were not checked by a specialist. The qualitative indicator of dampness exposure
was the collection of responses from the mothers to the structured questionnaires about the
presence of visible dampness in the walls and the exposure time. Furthermore, the lack of
significant differences in VOC levels in the exhaled breath due to indoor-dampness expo-
sure could have been conditioned by the short lives of the children, who only experienced
a few months of exposure. However, several follow-up visits are planned as part of the
NELA birth-cohort study.

4. Materials and Methods
4.1. Study Design and Participants

This study included mother—child pairs from the NELA (Nutrition in Early Childhood
Asthma) study, a population-based prospective birth cohort. The main objective of NELA
is to unravel the developmental origins and mechanisms of asthma and allergies. The
study protocol, sample size, recruiting methods, and data collection processes have been
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described elsewhere [45]. The study was approved by Clinical Research Ethics Committee
(CEIC) of the University Hospital Virgen de la Arrixaca of Murcia (Spain) and written
informed consent was obtained from all the subjects. Mother—child pairs who completed
the three-month follow-up visit between May 2017 and October 2018 were included in the
present study [27].

4.2. Information on Indoor-Dampness Exposure, Health Outcomes and Other Variables

During the recruitment (20-24 weeks of gestation), trained interviewers conducted a
structured questionnaire. Subjects were divided into two groups (“dampness in the home”
and “without dampness in the home™) based on whether they answered yes or no to the
following statement: “presence of damp stains or mould on the walls of the usual residence”.
In addition, the following information about baseline data and parental health status were
obtained: age of mother; age of father; prepregnancy body-mass index (BMI) of mother;
social class of mother (defined as occupation during pregnancy based on the highest social
class by using a widely used Spanish adaptation of the international ISCO88 coding system:
I-1I, managers/technicians; III, skilled; IV-V, semiskilled /unskilled; and unemployed) [63];
social class of father; educational level of mother (incomplete secondary or less, complete
secondary, and university); educational level of father; maternal smoking during pregnancy
(yes/no); asthma in the mother (yes/no); asthma in the father (yes/no); allergic rhinitis of
mother (yes/no); allergic rhinitis of father (yes/no); atopic dermatitis in mother (yes/no);
atopic dermatitis in father (yes/no); allergic conjunctivitis in mother (yes/no); allergic
conjunctivitis in father (yes/no). Subjects were considered to have an atopic disease if
they answered on the structured questionnaire that they had been previously diagnosed
by a physician. Moreover, white-blood-cell counts (WBC) were obtained from blood
samples of the pregnant women by a Sysmex® XN9000 (Sysmex Corporation, Kobe, Japan)
hematology analyser [27]. After childbirth, the following information on the children was
also collected: sex, birth weight and birth height. During the three-month follow-up visit
of the children, another structured questionnaire was administered to the mothers, which
included questions related to the atopic and respiratory health of the children: atopic
eczema in infants (yes/no); respiratory infections in infants (yes/no). In addition, the
minimum time of exposure to humidity in the home was defined as the period between the
date of the follow-up visit at 20-24 weeks of pregnancy and the date of the three-month
follow-up visit.

4.3. Collection and Analysis of Exhaled Breath

The protocols used for collection and analysis of exhaled breath are described above [64]. The
mixed-expiratory-breath portion of 3-month-old infants and their mothers was collected
in 1-litre Tedlar® gas sampling bags. However, a previous step was included in breath
sampling of infants, since they are passive subjects and Tedlar® bags showed too much
resistance to be filled by them. Therefore, the exhaled breath of infants was previously
collected by a facemask connected to Quintron® 400-millilitre gas sampling bags. Next,
air content of Quintron® bags was transferred to a Tedlar® bag. In addition, ambient
samples were actively pumped onto sorbent tube using an Easy-VOC syringe (Markes
International, Bridgend, UK) to check the influence of the air in the room where the breath
samples were collected. In this study, analysis of exhaled breath was conducted by a
thermal desorption system coupled with gas-chromatography-single-quadrupole-mass-
spectrometry (TD-GC/q-MS). For this purpose, both exhaled breath and room-air-content
samples were stored in thermal desorption tubes (Tenax TA/carbograph 5td, Markes
International) prior to analysis. In addition, two chemical standards (C7-C30 Saturated
Alkanes Standard and VOC Calibration Standard, Sigma-Aldrich, Taufkirchen, Germany)
were analysed for computation of VOC retention indexes.
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4.4. Data Preprocessing

A workflow based on open sources was implemented for data preprocessing [64].
Firstly, it was necessary to transform raw data into an easy-to-use format, such as mzXML,
by means of conversion from Proteowizard [65,66]. This workflow integrates the functions
of three R packages (xcms, cligueMS, and eRah) [67-69] and brings together the two most
important strategies for GC/MS data preprocessing (ion-fragment/feature determination
and compound determination). Through this workflow, a matrix with intensities of features
or ion peaks detected in exhaled-air samples was generated and compounds to which
they corresponded were determined and identified. The compound identification was
carried out by matching with the NIST (National Institute of Standard and Technology)
spectral library based on mass spectra and retention indexes. For the present study, nine
compounds were selected and theses levels were assessed using their most character-
istic features: acetone (m/z = 58), isoprene (m/z = 67), toluene (m/z = 91), p/m-xylene
(m/z=91), o-xylene (m/z = 91), styrene (m/z = 104), benzaldehyde (/z = 106), naphthalene
(m/z =128), and 2-ethyl-1-hexanol (m/z = 57).

4.5. Statistical Analysis

The statistical analysis was carried out by version R 4.0.5. Chi-square test or Fisher’s
exact test were performed to check the relationship between dampness indoor exposure
and categorical variables. Associations between presence of dampness in usual residence
of mother—child pairs and continuous variables, levels of selected features from exhaled
breath of mothers and children, or results of white-blood-cell count (WBC) analysis of
mothers during pregnancy, were assessed by Student’s ¢-tests or Mann-Whitney U tests
(normal distribution was evaluated by Lilliefors tests using nortest package). Differences
between both groups (“dampness in the home” and “without dampness in the home”)
were considered significant when p-value < 0.05. In addition, the levels of selected features
in both groups were also checked in the ambient air of the collection room to differentiate
between fluctuations in human exhaled breath influenced by exposure to dampness in the
home and those due to exhaled breath samples” contamination by room air. In addition,
logistic regression models were constructed to estimate odds ratio (OR) values between
atopic disorders in parents and children with damp in the walls of houses.

5. Conclusions

The results of this study show, for the first time, to our knowledge, that exposure to
dampness in the home may influence the VOC levels in the exhaled breath of mothers and
infants. A significant association was found between home-indoor-dampness exposure
and allergic rhinitis in adults. However, a follow-up of infants from the NELA birth cohort
is required to confirm that indoor-dampness exposure causes atopic disease development
in children. Moreover, it is essential to determine the effects that this exposure may have
on human metabolism and health. Furthermore, in order to design home remediation
strategies, a search for the sources of volatile organic compounds with elevated levels
associated with residential dampness should be mandatory.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/10
.3390/app12146864/s1. Figure S1: Distribution of atopic disorders in study population. Figure S52:
Distribution of indoor-dampness -exposure atopic disorders in study population. Figure S3: Indoor-
dampness exposure influence on eosinophil blood count in mothers in NELA cohort. Figure S4:
Assessment of indoor-dampness-exposure influence on the levels of the features selected in ambient
air from room collection (only samples collected when infants were boys). Figure S5: Assessment of
indoor-dampness-exposure influence on the levels of the features selected in ambient air from room
collection (samples only collected when infants were girls).
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