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Abstract: Fungal species composition and site of deposition within the airways affects whether
diseases develop and where they may arise. The aim of this study is to obtain knowledge regarding
the potential deposition of airborne culturable, viable, and non-viable fungi in the airways of pig
farm workers, and how this composition changes over multiple sampling days. Airborne fungi
were sampled using impactors and subsequently analyzed using amplicon sequencing and matrix
assisted laser desorption ionization time of flight mass spectrometry (MALDI-TOF MS) fingerprinting.
The geometric mean aerodynamic diameter (Dg) of airborne particles with culturable airborne
fungi were not affected by sampling days and ranged in size between 3.7 and 4.6 um. Amplicon
sequencing of the internal transcribed spacer region of the rRNA gene operon, in combination with
DNA interchelating agents, revealed a large presence of non-viable fungi, but several pathogenic and
toxic fungal species were detected in the viable portion. The diversity was found to be significantly
associated with the sampling day but did not change significantly over multiple sampling rounds
during the same day. The non-viable fraction contained genera typically associated with the pig
gastrointestinal tract, such as Kazachstania and Vishniacozyma. In conclusion, the Dg of culturable
fungi was between 3.7 and 4.6 um, and the Dy of the viable and total fungi was 1.5 and 2.1 pum,
respectively. The species composition changed over the multiple sampling days.

Keywords: allergenic fungi; aerodynamic diameter; viable fungi

1. Introduction

Pig farmers are exposed to high concentrations of bioaerosols, ammonia, and other noxious
compounds, all of which can contribute to the development or exacerbation of existing airway
problems [1,2]. Exposure to airborne fungi by pig farm workers has not been as well characterized even
though exposure to fungi is known to be linked to the development of asthma, allergic sensitization, or
other hypersensitivity disorders [3]. In particular for airborne fungi, the place of deposition of different
fungal species in the human airways has an impact on the health effects they may cause [4-6].

Size-fractioned aerosols, based on their aerodynamic diameter, are routinely used to understand
where in the airways aerosols may deposit. One of the most commonly used samplers is the six-stage
Andersen Cascade Impactor (ACI-6), which has been used in a variety of different occupational
exposure studies [7,8]. The ACI-6 size fractionates particles into six health relevant sizes, allowing
researchers to quickly detect the culturable microorganisms present. Although less used than the
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ACI-6, another ACl is the eight-stage non-viable cascade impactor (ACI-8), which has previously been
used for the analysis of airborne fungi in a range of health-relevant size fractions [9,10]. Regarding the
ACI-8, impaction can occur on glass fiber (GF) filters, from which DNA can be extracted and used for
downstream molecular analyses [10].

In metagenomic analyses DNA from both living and non-viable microorganisms is amplified
during the initial polymerase chain reaction (PCR). To obtain knowledge about both the non-viable
and living microorganisms, steps have been taken to remove DNA from non-viable cells. This can be
done through the use of different types of viability assays, applying DNA chelating agents such as
propidium monoazide (PMA) and ethidium monoazide (EMA), which intercalate upon photolysis
with free or exposed DNA from non-viable or degraded cells [11]. This allows for metagenomics
analysis and discrimination between total and viable fractions from complex samples [12].

Knowledge regarding viability is important as some fungal species, such as Aspergillus fumigatus,
are able to induce a higher immune response in test animals challenged with viable conidia compared
with non-viable conidia [13,14]. In contrast, non-viable spores from some fungal genera such as those
from the genera Alternaria and Cladosporium, cause a similar immune response to viable spores [15-17].

Analysis on the hetero- or homogeneity of airborne fungi is important in regard to sampling
strategy for characterizing the viability of airborne fungi. In addition, it is important to know how
representative a single sample is in regard to species composition. Previous research has shown a
large overlap in the fungal microbial diversity in settling dust amongst pig farms [18]. However, those
samples were taken over a period of several days and did not reveal whether the airborne microbial
diversity changes over time. Therefore, we are interested if the diversity of airborne fungi from a pig
farm stable is similar across multiple sampling days and between multiple sampling rounds in the
same day.

This study aimed to obtain knowledge about the culturable, viable, and non-viable airborne fungi,
which exhibit potential to deposit in lungs of workers exposed in a pig stable. In addition, we aimed
to improve our knowledge on the stability of the airborne fungal microbiome within and between
sampling days. To do this, a combination of different culture- and molecular-based methodologies has
been applied. Sampling with ACI-6 was combined with matrix assisted laser desorption ionization
time of flight mass spectrometry (MALDI-TOF MS) and sampling with the ACI-8 was combined with
use of metagenomics analysis of airborne fungi and a viability assay to discriminate between living
and non-viable/damaged cells.

2. Materials and Methods

2.1. Sampling Location

Airborne fungi were sampled from a newly built (2017) specific pathogen free (SPF) pig farm during
the winter (21st of February) and summer (19th of June, and 3rd and 17th of July) of 2019. The farm
itself is approximately 8300 m?. Sampling was performed at the same time of day (mid-morning),
at the same location in the middle of the stable (stable length 40 m) in the center of the walkway,
where pigs were kept in pens on either side (~7 pigs per pen). The pigs in this stable were all finishing
pigs (defined as >30 kg, but <100 kg) between 4-5 months old.

2.2. Temperature and Humidity and Gravimetric Measurements

The temperature and relative humidity (RH) were measured inside the stable during sampling
using a Tinytag Plus Data Logger (Gemini Data Loggers, United Kingdom). Measurements were taken
once every minute during the sampling period. The data are presented as the mean temperature and
RH with their standard deviation.

The concentration of airborne dust within the stable was determined by using gesamtstaubprobenahme
(GSP) samplers mounted with 37 mm 1 um pore Teflon filters (Merck Millipore, Ireland) pre-weighed in a
climate-controlled weighroom (n = 16). Airborne dust was collected at a flow rate of 3.5 L/min during
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sampling setup, during sampling collection, and after sampling. Collected dust was allowed to acclimatize
in the climate-controlled room and weighed the following day. Airborne dust measurements are presented
3

as mg of dust per m” air.

2.3. Sampling of Culturable Fungi

A 6-stage Andersen cascade impactor (ACI-6) (Thermo Fisher Scientific Inc, USA) with an air flow
rate of 28.3 L/min was used to size fractionate and deposit air samples onto dichloran glycerol (DG18)
agar plates supplemented with chloramphenicol (Oxoid, United Kingdom). Particles of the following
sizes were sampled: Stage 1: 7.0-12 pm, Stage 2: 4.7-7.0 um, Stage 3: 3.3—4.7 um, Stage 4: 2.1-3.3 um,
Stage 5: 1.1-2.2 um, and Stage 6: 0.65-1.1 um. Stages 3 through 6 represent the respirable fraction of
sampled aerosols while Stages 1 and 2 represent the aerosols which deposit in the upper airways [19].
The plates in the ACI-6 were replaced every 6 min, to prevent overloading of the DG18 plates. This
was repeated five times for each visit. Samples taken from the same day are henceforth referred to as
sampling rounds. In total, 120 DG18 plates were collected and analyzed, 30 from each sampling day,
corresponding to five consecutive sampling rounds per day.

2.4. Species Identification by MALDI-TOF MS

The DG18 plates were incubated aerobically at 25 °C for 7 days. During this time, individual
fungal colonies were transferred from DG18 media using a sterile toothpick to Sabouraud growth
media (Oxoid), to obtain sufficient mycelium with few to no spores which could affect the MS
spectra. The sample was washed twice with water to remove excess media before performing ethanol
extraction [20].

MALDI-TOF MS analysis was performed on a Microflex LT mass spectrometer (Bruker Daltonics,
Germany) using the Biotyper 3.1 software with the BDAL standard library. A bacterial test standard
(BTS) was used to calibrate the instrument.

2.5. Sampling of Airborne Fungi with ACI-8 and Treatment of Filters

The 8-stage non-viable Andersen cascade impactor (ACI-8) (Thermo-Fisher, USA) loaded with glass
fiber (GF) filters (Whatman, United Kingdom) sampled continuously for 30 min with an air flow rate of
28.3 L/min. Using the ACI-8, particles of the following aerodynamic sizes were sampled: Stage 1: >9.0 um,
Stage 2: 5.8-9.0 um, Stage 3: 4.7-5.8 um, Stage 4: 3.3-4.7 um, Stage 5: 2.1-3.3 um, Stage 6: 1.1-2.1 um,
Stage 7: 0.7-1.1 um, and Stage 8: 0.4-0.7 um. Upon returning to the lab, GF samples from the ACI-8
were aseptically divided into 8 pieces using a sterile scalpel, with 4 pieces being treated with 500 pL of
50 uM propidium monoazide (PMA) (Biotium, USA) in 1x phosphate buffer saline (PBS) (Sigma Aldrich,
Germany) and the other 4 filter pieces, acting as controls, were treated with 500 uL of 1x PBS.

Samples were inoculated in the dark for 10 min at room temperature under gentle agitation, before
being photolyzed using a PMA-lite photolysis device (Biotium) for 15 min [12,21]. All samples were
frozen at —20 °C until DNA extraction.

2.6. DNA Extraction and Next Generation Sequencing

For each stage of the ACI-8, two filter pieces, one treated with PMA and the other without,
were used for DNA extraction. DNA was extracted using the DNeasy PowerLyzer PowerSoil kit
(Qiagen, Germany) according to the manufacturer’s protocol.

Extracted DNA was amplified in a two-step PCR targeting the internal transcribed spacer
region (ITS). The primers used were ITS1F: CTTGGTCATTTAGAGGAAGTAA and ITSIR:
GCTGCGTTCTTCATCGATGC [22]. Amplicon library PCR was performed using 5 uL of extracted
DNA as template per 25 pL. PCR reaction (400 nM of each dNTP, 1.5 mM MgSOy, 2 mU Platinum
Taq DNA polymerase High Fidelity, and 1x Platinum High Fidelity buffer (Thermo Fisher, USA) and
400 nM of bar-coded library adapter pair (Illumina, USA).
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Thermocycler settings for the first amplicon PCR initial denaturation at 95 °C for 2 min followed
by 35 cycles of 95 °C for 20 s, 56 °C for 30 s, 72 °C for 60 s, and final elongation at 72 °C for 5 min.
PCR reactions were performed in duplicate and pooled. Amplicon libraries obtained were cleaned
using AMPure XP bead protocol (Beckman Coulter, USA) with the following modifications: the
sample/bead ratio was 5/4 and the purified DNA was eluted in 20 uL nuclease free water. The second
library PCR was run with 2 pL of cleaned amplicon PCR product as template with X5 PCRBIO reaction
buffer (1x) and PCRBIO HiFi polymerase (1 U). Thermocycler settings for the library PCR included
initial denaturation at 95 °C for 2 min, 8 cycles of 95 °C for 20 s, 55 °C for 30 s, 72 °C for 60 s, and final
elongation at 72 °C for 5 min. Library concentrations were measured with Quant-iT HS DNA Assay
(Thermo Fisher, USA) and quality was checked using D1000 ScreenTapes (Agilent, USA). Samples
were pooled in equimolar concentrations and the library pool was sequenced on the MiSeq platform
(Ilumina, USA) according to previous published procedure [23].

2.7. Bioinformatics

The ITS amplicon data sequenced on the MiSeq platform was quality controlled and processed
from raw data to operational taxonomic units (OTUs) using AmpProc version 5.1.beta2.1 (https:
//github.com/eyashiro/AmpProc) with USEARCH (version 11) [24]. UNITE (version 8.0) was used as
the reference database [25]. The obtained raw sequence data is available at the European Nucleotide
Archive under accession number PRJEB38776.

2.8. Statistical Analyses

All statistical analyses and visualizations were performed in RStudio version 1.1.463 [26],
with R version 3.5.3 [27], using the following R CRAN packages: ggplot2 [28], Ime4 [29], car [30],
and vegan [31]. Microbial community composition and structure on presence/absence data for culturing
and sequencing based methods were explored using bubble plots. Isolates that could not be identified
by MALDI-TOF MS were included in the calculation of the distribution of fungal species over the six
stages of the ACI-6 but were not included in the construction of bubble plots.

For culturing and sequencing data, comparisons were run between clusters (Day or Size Fraction)
using the analysis of similarity (ANOSIM) function, part of the vegan package, according to Jaccard
index values. For each cluster in the ANOSIM model a test statistic R value is given. A test statistic R
value close to 1.0 suggest high dissimilarity between groups, while a test statistic R value close to 0.0
suggests no systematic differences between groups.

To compare the particle data between the different sampling days and rounds, the geometrical
mean diameter (Dg) of the airborne fungal aerosols was calculated using the following formula:

Dg — (D1n1 . D2r12 e Dnrm)l/N
where

Dg is the geometrical mean diameter of fungal aerosols,

D; is the geometrical midpoint of the first interval,

nj is the measured number of particles in the interval, and

N is the total number of particles summed over each interval.

3. Results

3.1. Humidity, Temperature, and Concentration of Airborne Dust

The temperature and humidity within the pig stable was observed to vary from 12.3 °C to 24.2 °C
and 38.3% to 69.5% relative humidity (RH), respectively, with the coolest temperatures recorded during
the winter and the hottest during the summer (Table 1). On the 19th of June and 17th of July, the stables
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and pigs were misted several times during the study, which resulted in the relative humidity being
highest on those days.

Table 1. Samples for this study were taken over four separate sampling days, one in the winter and three
in the summer of 2019. The average and standard deviation of the relative humidity and temperature
are shown for each sampling day.

Date Season Relative Humidity Temperature

21st of February 2019 Winter 38.3% + 0.2 123°C +0.7
19th of June 2019 Summer 62.9% + 8.5* 242°C+0.8
3rd of July 2019 Summer 53.9% + 3.5 156°C+0.5
17th of July 2019 Summer 69.5% + 9.8 ** 199°C+14

* The pigs and stables were sprinkled several times during sampling. ** Pigs and stables were sprinkled several
times and near the end of sampling the pigs were fed and became very active.

The concentration of airborne dust within the pig stable had a geometric mean average of
1.16 mg dust/m® + 0.18.

3.2. Concentration of Culturable Fungi and Aerodynamic Diameter

The concentration of culturable airborne fungi over the four sampling days ranged from
377 CFU/m3 to 2172 CFU/m3, with an overall average of 1281 CFU/m3. Within each sampling
day, the concentration of airborne fungal CFUs varied from each sampling round to the next but the
differences were not significant (p = 0.18). However, the concentration of airborne fungi observed
between the different sampling days was significantly different (p < 0.0001), with samples taken on
the 19th of June and 17th of July having the highest concentrations of fungi (Figure 1). No significant
differences in the concentration of airborne fungal CFUs were observed between samples taken on the
19th of June and 17th of July (p = 0.38).

Sampling on different days did not affect the measured Dy of fungal aerosols as sampled with the
ACI-6. On the 21st of February, 19th of June, and 3rd of the July, the airborne fungal size distributions
had Dg’s corresponding to a size range between 2.7 um and 4.0 pm. On the 17th of July, the maximum
shifted to a larger particle size bin ranging 4.0 um and 5.85 um (Figure 1). However, the differences in
D, were not significantly different between the sampling days (p = 0.31). Overall, the mean percentage
of fungal CFUs classifiable as respirable was 69% + 7.

During the different sampling rounds, the calculated Dy of particles with fungi was observed to
significantly increase with the number of sampling rounds (p < 0.001). No significant differences in
the Dy of particles with fungi were found between days when the pigs were and were not sprinkled
(p = 0.37), and the Dy of particles with fungi did not significantly change between rounds where the
pigs and stables were sprinkled (p = 0.37).

3.3. Species Identified in Samples Tnken with ACI-6

The microbial diversity was low in all sampling points, with only 40 different fungal species
identified using MALDI-TOF MS amongst the six ACI-6 stages (Figure 2).

Species observed on all sampling days, included Botrytis cinerea, Candida paraguosa, Candida catenulata,
Cladosporium herbarum, and Wallemia sp. Some species were observed to be unique to each sampling day,
such as Aspergillus glaucus, which was found in every stage of the ACI-6 on the 17th of July (Figure 2).

In accordance with the German Technical Rules for Biological Agents (TRBA) 460, five species
were categorized as being biological risk group 2 microorganisms. These included: Aspergillus fumigatus,
Aspergillus niger, Aspergillus terreus, Trichosporon asahii, and Trichosporon cutaneum. A further 16 species were
noted to be allergenic, including Alternaria alternata, Aureobasidium pullulans, Cladosporium cladosporoides,
Cladosporium herbarum, and Schizophyllum commune, two were emerging pathogens, and three were
mycotoxin producers [32] as seen in Figure 2.
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Figure 1. Histograms of averaged CFU size distributions from each sampling day. Horizontal black lines

represent the mean CFU concentration within the size bin with the standard error (o) in red and blue for

the +o and —o, respectively. The overall calculated the geometric mean aerodynamic diameter (Dg) of

that sampling day is written at the top left corner of each plot.
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Figure 2. Bubble plots showing the total culturable microbial diversity amongst the four sampling days.
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3.4. Sequencing after Sampling with ACI-8

A total of 334,862 high quality fungal reads were generated with an average number of 5232 + 7357
reads per sample. Rarefaction curves of the fungal sequencing reads revealed that the near full
microbial diversity was captured (Supplementary Figure S2). Fungal genera identified across the eight
stages of the ACI included Cladosporium, Malassezia, and Kazachstania (Figure 3).
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Figure 3. Bubble plot showing the total microbial diversity of presence/absence data amongst the eight
stages of the ACI-8 (x-axis) during the four sampling days. The size of each circle represents the sum of
the total number of observations of that genus/phylum amongst the four sampling days. The larger the
circle, the more often that genus was observed in that size fraction. Samples that have and have not
been treated with PMA are represented in this graph.

3.5. Concordance between Cultured and Sequenced Fungi

Due to limitations in sequencing taxonomic identification, comparisons between the fungi
identified with sequencing and culturing were done at the genus level. Fungal genera found during
both sequencing and culturing are listed in Figure 4. These fungal genera were observed in 87.6% and
29.6% of the cultured and sequenced samples, respectively. Other common genera observed during
sequencing, but not culturing represented an extra 31.8% of the identifiable diversity.

3.6. Viable and Non-Viable Fungi

The airborne fungal biodiversity, based on presence/absence data, was characterized for each
filter piece treated with or without PMA. Comparisons between the fungal genera identified from filter
pieces treated with PMA or untreated revealed that 69% of the genera were observed in both groups,
27% were unique to untreated samples, and 4% were unique to the PMA-treated samples (Figure 5).
A full list of the shared and unique genera is shown in Supplementary Table S1.

The diversity of the airborne fungi (richness) extracted from the glass fiber filters after sampling
using the ACI-8 was highest in the first stage (corresponding to particles with an aerodynamic diameter
of >9 um) and lowest in stage six (corresponding to particles with an aerodynamic diameter between
1.1 and 2.1 pm). Samples treated with PMA were observed to have a much lower microbial diversity
compared with samples not treated with PMA (Figure 6A,C).
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represented 4% of the identified fungal genera (left), fungal genera unique to the untreated samples

represented 27% of the identified fungal genera (right), and 69% of the fungal genera were found in

both PMA-treated and untreated samples (center).
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Figure 6. Bar charts showing on the y-axis, the mean number of fungal reads (A,B) and mean operational
taxonomic units (OTU) richness (C,D) per stage of the ACI-8. Plots 6A and C are of the non-PMA
samples (total fungal diversity), and plots 6B and D are of the PMA-treated (viable fungi). The lines

within each histogram represent the standard error. The bar charts are colored based on their position

within the ACI-8, representing different particle sizes.

The Dy for the viable and total fungal reads over the four sampling days was found to be 1.5 and
2.1 um, respectively, but on the 3rd and 17th of July, the Dy for these two days was 4.5 and 2.2 pm for

the viable and total fungal reads, respectively.

3.7. Statistical Comparisons between Diversity Observed on Different Sampling Days and Amongst Stages

Statistical comparison regarding the microbial communities observed between different size
fractions and days was performed on Jaccard index values. Significant differences in microbial
communities after culturing were observed amongst the different size fractions and samples taken
across different days (Table 2). While differences between samples taken across different days in the
microbial communities were also found for sequenced fungi, no differences were observed amongst
the different size fractions after sequencing. It should be noted that the R statistics for the differences in
fungal communities observed in the different size fractions and days are low (R < 0.40), indicating that

these models do not fit the data very well.

Table 2. Analysis of similarity (ANOSIM) permutational analyses of the culturable airborne fungal
communities observed over different sampling days and size fractions using Jaccard distance measurements.

P-values which are significant (p < 0.05) are written in bold. R-statistic values close to 1.0 suggest high

dissimilarity between groups, while an R-statistic value close to 0.0 suggests no systematic differences

between groups.
Test p-Value R Statistic
Day ANOSIM 0.001 0.4005
Culturing Size Fraction ANOSIM 0.001 0.06021
Sampling Round ANOSIM 0.546 —-0.003511
Sequencin Day ANOSIM 0.001 0.2449
1 8 Size Fraction ANOSIM 0.953 —-0.03387
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4. Discussion

In this study, airborne fungi were analyzed based on their abundance, species composition, and the
aerodynamic diameter of the particle they were present as or associated with. Knowledge regarding the
aerodynamic diameter of a particle is vital to understanding where in the respiratory tract it may deposit.
Particles with smaller aerodynamic diameters can deposit deeper in the airways, and for fungal aerosols,
this may have an effect on the allergic or infectious disease(s) caused [4]. The Dg expresses the diameter of
an idealized sphere, and several of the genera which we observed, including Cladosporium herbarum and
Botrytis cinerea, have mostly spherical or cylindrical spores. From the results of this study, it was observed
that over 60% of the airborne fungi are classifiable as being respirable (aerodynamic diameter <4.7 pm)
similar to what has been observed in Polish pig farms [33]. From our samples we identified a variety of
different mold and yeast species which exhibit potential in entering the lungs.

In this study, the concentration of airborne fungi was lower than what has been previous found in
pig farms in Poland by a factor of 10 [33] and lower than what was found in Korea by a factor of 2 [34].
Additionally, the concentration of airborne dust was noted to be 1.16 + 0.18 mg dust/m>, which was lower
than what was found in another Danish pig farm in the winter of 2015 (average of 1.99 mg dust/m?) [35],
and considerably lower in what has been found in older studies (e.g., a geometric mean 4.01 + 1.73 mg
dust/m3) [36]. This could be attributed to the fact that the present study was conducted in a newly built
pig farm, which has updated ventilation equipment to reduce the amount of airborne dust.

Interestingly, higher concentrations of fungi were observed during sampling on the 19th of
June and 17th of July when the pigs and stables were sprinkled, as is required for finishing pigs in
Denmark [37], than during the two other days. This was seen in spite of a higher temperature during
the two days with high exposure—and warmer days are usually associated with high air change rate.
Sprinkling is required for animal production as a form of direct cooling, and sprinkling of water with or
without oil mixed in has been observed to reduce the amount of inhalable dust in a variety of different
work environments, including pig farms [38—40]. The nozzle heads of the sprinklers were located
above the center of each pen and no nozzles were located above the walkway of the stable, where the
air samples were taken. A reduction in the concentration of inhalable airborne fungi was expected,
but the fungal concentrations were even higher than the days where sprinkling did not occur. It is
therefore possible that the sprinkling, and the subsequent droplets created, caused the deposition of
fungal particles from the air column above the sampling position; thereby, increasing the concentration
of CFUs when sampling using the ACI-6. No changes in fungal species or OTU richness were observed
on days where the pigs and pens were sprinkled (Figure 6C,D, and Supplementary Figure S1). It could
also be that the culturability of the airborne fungi was enhanced by the increase in humidity caused by
the sprinkling. In addition, the increase could have also been caused by the change in physical activity
by the pigs moving while being sprinkled, as the concentration of dust within pig farms is known to
be dependent on the activity level of the pigs [40].

Despite significant differences in the concentration of culturable airborne fungi found over the
sampling days, the Dg of the airborne particles with culturable fungi remained similar. These particles
were associated with a geometric mean diameter of 2.1-4.7 pm and can deposit in the mid-lungs,
such as the bronchi. In contrast, the Dy of the airborne viable, and total fungi as sampled with the
ACI-8 were much smaller, associated with particle sizes of 1.5 and 2.1 um, respectively. The smaller
particle sizes measured were attributed to the higher number of fungal reads in the GF filters from
lower stages of the ACI-8 on the first two sampling days. For ACI-8 samples from the 3rd and
17th of July, the Dg was associated with larger particle sizes, of 4.5 and 2.2 um for the viable and
total airborne fungi. These results from sequencing support the results obtained from culturing in
regard to the geometric mean aerodynamic diameter of fungal particles, within this pig farm. Species,
which exhibit allergenic potential, were observed in all size ranges (0.65-12.0 pm). Additionally, human
pathogens, such as Aspergillus fumigatus and A. terreus, were associated with or were present as smaller
particles (1.1-3.3 pm). Although normally cleared by the immune system, aspergilli depositing so
deeply in the airways can cause invasive disease in susceptible population groups [41]. Supporting
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the culturing results, sequencing revealed multiple genera containing species known to be human
pathogens, allergenic, and toxin producers, such as Aspergillus, Alternaria, Trichosporon, and Malassezia.
Some of the pathogens were associated with both small and large particle sizes, such as Aspergillus,
which were found in particle size fractions larger than 2.1 um, while other genera, such as Alternaria
were only associated with larger particles.

In this study, both culturing and sequencing revealed a variety of different genera including
plant pathogens, such as Thanatephorus and Dioszegia, not known to be associated with human disease.
After sequencing however, in addition to the plant pathogens identified, a variety of gastrointestinal
associated fungal genera were observed in all stages of the ACI-8, including Saccharomyces, Kazachstania,
and Vishniacozyma [42]. Previous research regarding the fungal biodiversity in settling dust from five
pig farms has found these gastrointestinal associated fungal genera [18]. Therefore, it is possible that a
proportion of the airborne fungi may have originated from the fecal matter of the pigs, and that these
fungi exhibit potential to deposit in all regions of workers’ airways.

In addition, it should be noted that while the ACI-6 is commonly used due the ease and
standardization of sampling, its biggest disadvantage is the requirement to predetermine the sampling
time to prevent under- and oversampling. As the concentration of fungal bioaerosols can vary by a
factor of 10°, having a sampler not limited by sampling time, such as the ACI-8, can prove useful.
Nonetheless, the ACI-6 still proves invaluable for studying bioaerosol exposure, as researchers can go
down to the species level for identification using microscopy- or proteometric-approaches, such as
MALDI-TOF MS. This is in contrast to amplicon sequencing of marker regions such as ITS of the
rRNA operon, which are unable to obtain an identification down the species level [9], necessitating the
need for multiple sampling strategies for airborne fungal exposure studies that involve culturing and
sequencing based methods.

Culturing is well known to have limitations in regard to the growth and subsequent identification
of fastidious microorganisms (the great plate count anomaly). Despite this, we observed several
genera, including Epicoccum and Scopulariopsis, identified after culturing, which were not identified
by sequencing. This could be due to the type of DNA extraction kit and primer choice, and choice of
reference database [43]. On the other hand, although members of the genus Malassezia are generally
culturable, they were not detected by culturing in the present study, and this may be because they
require a much more complex medium than DG18 to grow [44]. Therefore, it is an advantage to use
sequencing-based methods to supplement culturing-based methods, to capture a better coverage of
the diversity of airborne fungi. However, one of the main disadvantages of sequencing is due to
sequencing data being based off relative abundances of sequencing reads and not based on the number
of cells or spores. Some fungal species can exhibit large ploidy variation [45] with multiple, or single
copies of their genome present. In addition, not all species fungi have the same number of rRNA
operons in their genome [46]. For these reasons, all comparisons between the fungal species identified
using culture-based methods and fungal genera identified after sequencing, as shown in Figure 5,
were done using presence—absence data.

Overall, a low diversity was observed for the samples taken using the ACI-8. Other studies which
have been done analyzing the airborne fungal diversity have found a greater diversity (>1000 OTUs)
of airborne fungi in outdoor air samples [47,48]. The cause for this lower diversity could have been
due to sampling location, number of samples taken, and sampling method. Previous research on using
the ACI-8 for sampling fungal diversity showed a difference in the genera observed in regards to their
potential deposition in the airways, but those samples were taken outdoors in a metropolitan area
for a substantially longer period of time (ca. four weeks) [9,10]. Sampling for longer periods of time
will help with obtaining higher amounts of biomass which can be used for sequencing. However,
with our study design, we found it more important to compare the airborne fungal diversity observed
in samples taken using the ACI-6 with the ACI-8. Such long-term sampling in a commercial pig farm
using the ACI-6 is simply not feasible, as it would require frequent exchange of the agar. In addition,
longer sampling times run the risk of drying the sampled material, a well-known issue when sampling
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bioaerosols, as not only do the microorganisms dry out, but also the area under impaction, such as agar
or a filter, will desiccate. For the ACI-6, desiccation of agar can result in microorganisms “bouncing” off
the sampled area, resulting in loss of biomass [49-51]. Although suggestions for reducing bioaerosol
particle bounce for the ACI-6 have been made [7], none have thus far been made for improving
sampling of bioaerosols using the ACI-8. Despite these technical issues, we were still able to obtain
relatively similar results to those observed when sampling using the ACI-6. For example, Cladosporium
was observed in every stage of both the ACI-6, and -8, and Aspergillus was the dominant genera on the
fourth sampling day when using the ACI-6 and -8.

A large overlap (69%) of fungal genera were observed in the samples treated with, and without
PMA. Some of these fungal genera included Cladosporium and Trichosporon, which contain allergenic and
pathogenic species, respectively. Due to these genera being observed in both samples treated with and
without PMA, we therefore assume that they were generally viable, as PMA did not interfere with the
amplification of DNA from these genera. An extra 27% of identified fungal genera were only observed
in the non-PMA treated samples. These included the enteric yeasts Kazachstania and Vishniacozyma,
which as previously mentioned, are associated with the gastrointestinal tracts of pigs [52,53]. As DNA
from these fungal genera were only amplified in the non-PMA treated samples, we therefore assume
that they were non-viable or membrane damaged at the time of sampling, as PMA treated DNA is
not amplifiable [54].

Overall, samples treated with PMA were observed to have a lower microbial diversity compared
with untreated samples. In addition, GF filters from the lower stages of the ACI-8 were noted to have a
higher proportion of non-viable genera, including Cladosporium and Trichosporon. This is likely due to
small fungal fragments being collected in the final stages, as the aerodynamic diameter cut-off ranges
of the final two stages (0.4-1.1 um) are smaller than most fungal spores. Unexpectedly, we detected ten
genera in low abundance (<4%) (Penicillium, Daedaleopsis, Mrakia, Schizophyllum, and six others) in
the samples treated with PMA, but they were not observed in the untreated samples. The cause of
this could be heterogeneous deposition of airborne fungi on the GFs, which could have caused other
fungal genera to deposit on one section of the filter, but not another.

However, two of the genera identified in the non-PMA treated samples, Alternaria and Botrytis,
were cultured in samples that were taken using the ACI-6. It is possible that if viable hyphal fragments
with a damaged cell wall were exposed to PMA, the dye could pass through the septa and bind
to the DNA in connected fungal cells. In addition, it is also possible that the filter pieces used for
sequencing did not contain cells from these genera due to heterogeneous deposition. At the time
of writing, no established protocol for the analysis of viable fungi using PMA has been made, with
researchers using a variation of different incubation and exposure times, and different light sources for
exposure [12,21], all of which are known to affect the effect of PMA based on the sample matrix [55].
For these reasons, it is also possible that the effect of PMA treatment on the GF filter pieces could have
affected the observed viable and “total” airborne fungi.

Fungal diversity in samples taken using the ACI-6 was explored using Jaccard dissimilarity
index values and revealed significant differences in the microbial communities observed amongst the
different stages of the ACI-6 and across sampling days. However, although the p-values obtained
were significant (p < 0.001), the corresponding R test statistic value for the microbial communities
amongst the different stages was extremely low (R < 0.01). Thus, the differences between the airborne
fungal microbial communities associated with different particle sizes in this particular pig farm may
be minimal.

5. Conclusions

We found a range of airborne fungal particles in pig stables between 377 and 2172 CFUs/m3,
which varied between sampling days and the diversity of airborne fungi was different between
sampling days. Thus, indicating that an air sample taken on a single day will not be representative
of a workers’ potential exposure. The culturable airborne fungal particles were of a size known to
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exhibit potential to deposit in the bronchi/bronchioles of humans (aerodynamic Dg between 3.7 and
4.6 um), and 69% of the culturable airborne fungi were considered respirable. Supporting the culturing
results, the Dy of sequenced fungal reads from the 3rd and 4th sampling days revealed that the Dg of
the airborne viable and total fungi was 4.5 and 2.2 um, respectively.

Furthermore, culturing of aerosol samples revealed several species of allergenic fungi, such
as Cladosporium herbarum, Aureobasidium pullulans, and Botrytis cinerea, and pathogens such as
Aspergillus fumigatus, Aspergillus nidulans, and Trichosporon cutaneum. All of which can cause short and
long-term respiratory illness. Not all detected airborne fungi were viable, including several gastrointestinal
associated fungal genera such as Kazachstania, Saccharomyces, and Vishniacozyma. On days where the pigs
and stables were sprinkled during sampling, a higher concentration of culturable fungal particles was
detected. In contrast, the aerodynamic diameter, number of fungal species, and OTU level richness were
not affected by the sprinkling.

Supplementary Materials: The following are available online at http://www.mdpi.com/2073-4433/11/6/639/s1.
Figure S1. Species level richness for each of the six stages of the ACI-6 over the four sampling days. Figure S2.
Rarefaction curve of the fungal reads per sample after sequencing of the glass fiber filter samples. Table S1. Genera
which are shared and specific to samples which have or have not been treated with PMA. Samples which fall under
the category “Untreated Samples” are those which are considered non-viable as their DNA was not amplified and
detected after sequencing.
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