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Abstract: This study investigates airborne bacterial and fungal communities in south-eastern Italy
and Albania using advanced DNA-based techniques and compositional data analysis (CoDa). We
assess the significance of airborne microbial communities, detailing our methodologies for site selec-
tion, sample collection, DNA extraction, and data analysis. Our results reveal distinct differences in
microbial composition between the two regions, driven by local environmental factors. Specifically,
Albanian samples showed higher abundances of bacterial species such as Rubellimicrobium roseum
and Sphingomonas cynarae, while Italian samples were characterized by a prevalence of Truepera
radiovictrix and Rubrobacter radiotolerans. In terms of fungi, Albanian sites exhibited greater abundance
of Mycosphaerella tassiana, Aureobasidium pullulans, and Ascochyta herbicola. Aitchison distance-based
dendrograms and principal component analysis (PCA) biplots, utilizing singular value decompo-
sition, clearly delineated a geographical separation of microbial communities, underscoring the
impact of regional atmospheric conditions on microbial composition. In the discussion, we interpret
these findings in the context of regional environmental factors, highlighting their implications for
understanding regional differences in airborne microbial communities. The conclusion emphasizes
the effectiveness of advanced DNA techniques and CoDa in environmental microbiology, offering
insights into how local environmental conditions shape microbial communities and suggesting
directions for future research and public health considerations.

Keywords: airborne microbiome; bioaerosol; metagenomics; 165 rRNA sequencing; ITS rRNA
sequencing; compositional data analysis

1. Introduction

Airborne particles of biological origin, commonly referred to as bioaerosols, constitute
a diverse array of living and deceased microorganisms, comprising bacteria, fungi, viruses,
spores, microbial fragments, and pollen [1-3]. This ubiquitous component of the atmo-
sphere plays a fundamental role in global transport and dispersion processes across the
planet [4,5]. Especially, bacteria and fungi, with their small size range (generally 1-5 um),
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exhibit a prolonged atmospheric residence time, capable of traversing extensive distances,
sometimes spanning thousands of kilometers [6,7]. Several existing studies underscore the
dominance of bacteria and fungi among airborne microorganisms detected in particulate
matter samples, whether suspended individually or adhering to other particles such as soil,
often forming aggregates [8-12]. This prevalence and speciation of airborne bacteria and
fungi carry substantial significance, extending beyond their ecological roles to potential
impacts on human health, agricultural practices, ecosystem well-being, biogeochemical
cycles, and broader atmospheric processes [3,13-17]. The composition of airborne micro-
bial communities is closely linked to various environmental factors, such as temperature,
humidity, land use, and levels of air pollution, all of which influence the abundance and
diversity of these microorganisms. For instance, high pollution levels, particularly in urban
areas, have been shown to increase the concentration of particulate matter (PM), which can
act as carriers for microorganisms, facilitating their dispersal over long distances. Similarly,
environmental conditions such as humidity and temperature can either promote microbial
growth or suppress it, thus altering community composition. Bioaerosols’ composition
is also influenced by seasonal variations, land cover (e.g., urban, agricultural, forested
areas), and anthropogenic activities such as industrial emissions, which introduce distinct
microbial populations into the atmosphere.

In recent studies, advanced DNA-based techniques have significantly enhanced the
accuracy of analyzing the structure of particulate matter (PM)-associated airborne microbial
communities at various taxonomic levels [2,18-21]. Note that different sizes of PM can
affect the transportation and deposition of microorganisms in the atmosphere. Particulate
matter is typically classified into different size fractions, such as PM10, PM2.5, PM1, and
ultrafine particles. Studies suggest that smaller PM fractions, particularly those in the
range of PM2.5, are more effective in transporting bacteria and fungi over long distances,
primarily because smaller particles can remain airborne for longer periods and travel further
before settling out of the atmosphere [22,23]. Despite their importance, these DNA-based
methods pose challenges, especially when dealing with large microbiome datasets from
high-throughput sequencing (HTS) experiments. The selection of appropriate numerical
tools to summarize and explore HTS data is a key concern within the scientific community
(e.g., [24]). This is attributed to the compositional nature of such datasets, leading to
issues with standard techniques in analyzing them (e.g., [25]). By addressing this, the
innovative compositional data analysis (CoDa) approach developed by Gloor et al. [26]
proves valuable. The approach involves a centered log-ratio (CLR) transformation, the
Aitchison distance for clustering and ordination, and a compositional principal component
analysis (PCA) biplot via singular value decomposition (SVD). Therefore, by applying these
techniques, this study employs the CoDa approach to investigate both 165 and ITS rRNA
gene sequencing outputs at the species level, taking advantage of its benefits demonstrated
in the analysis of HTS data. Note that the same methodology has been recently used to
investigate the 16S rRNA gene sequencing outputs from 18 aerosol samples collected at
the Mathematics and Physics Department of the University of Salento in Lecce, Italy, in
different indoor and outdoor environments [27].

The current study represents the first attempt to compare the main characteristics
of airborne microbiome in south-eastern Italy and in Albania using the results from the
metagenomics analyses. In particular, the study area of south-eastern Italy was widely
investigated during the last years in relation to both its aerosol (e.g., [28-30]) and bioaerosol
characteristics (e.g., [27,31-33]). On the contrary, a limited number of studies were con-
ducted in Albania about aerosol measurements and properties (e.g., [34-38]). In more detail,
Mico et al. [34], Liti et al. [35], and Hysenaj and Duraj [36] examined the time evolution of
particulate matter mass concentration in the Albanian cities of Vlora, Durres, and Tirana,
respectively. Additionally, the work by Hajderi and Bozo [37] deals with environmental
pollution in urban intersections, focusing on vehicle emissions in Tirana. The authors
analyzed the health impacts of key pollutants like PM10 and PM2.5 concentration using
different indicators, revealing alarming premature deaths in Albania in 2020 and providing
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some strategies for reducing air pollution. Finally, Kacorri et al. [38] investigated residents’
perceptions of air pollution in Tirana, using survey data and statistical methods. They
identified significant factors influencing the health effects of air pollution in different areas
of the city. Regarding the biogenic components of atmospheric aerosol in Albania, a limited
number of studies have been published, to the best of our knowledge. Troja et al. [39]
described an experimental study based on several years of airborne microorganism moni-
toring in both outdoor and indoor environments in Tirana to create a microbiological air
pollution database and identify specific microbial pollutants. This study was also able
to reveal a significant reduction in outdoor microbial loads, with fluctuations observed
indoors, and to identify prominent environmental fungi and bacterial pollutants, show-
casing the dynamic changes in microbial concentrations over time. Additionally, Qarri
et al. [40] and Lazo et al. [41] used moss as a biomonitor for metal deposition in Albania,
revealing anthropogenic influences on toxic metals and providing insights into pollutant
origins in Albania. Considering the current evaluation of air quality in Albania, our study
provides valuable insights into the comparison of two distinct monitoring areas in the
Mediterranean region, each influenced by different sources of air pollution. Specifically, our
work demonstrates the applicability of compositional data analysis (CoDa) methods for
comparing bioaerosols, while also using advanced DNA-based techniques to reveal signifi-
cant differences in airborne bacterial and fungal communities between south-eastern Italy
and Albania. This highlights how local environmental and atmospheric factors influence
the abundance and diversity of airborne microorganisms in these regions. Understanding
these relationships is crucial for developing strategies to manage air quality and mitigate
potential health risks associated with bioaerosols.

2. Materials and Methods
2.1. Description of the Sites Selected for the Monitoring Campaign

This investigation includes a monitoring campaign conducted at seven distinct sites in
the Salento Peninsula, Italy, and seven sites in Albania, as shown in Figure 1. The selection
of these sites was based on their diverse geographical and environmental characteristics,
providing a broad representation of atmospheric conditions in the study areas.

The selected monitoring area in Salento, a slender and flat peninsula in southeastern
Italy, is situated approximately 40 and 70 km away from major industrial zones of the
Apulia region at Brindisi and Taranto, respectively. Moreover, it is within 100 km of the
Balkan and Greek coasts and approximately 700 km from the North African coast (Figure 1).
This location’s central position in the Mediterranean basin makes it ideal for studying
aerosol properties due to the mix of pollutants from various sources, including urban and
industrial zones in Northern and Eastern Europe, sea salt from the Mediterranean and
Atlantic Ocean, Sahara Desert dust, and biomass burning from forest fires. Local sources
like vehicular traffic and domestic heating also contribute to the aerosol composition
(e.g., [42]). Comprehensive insights into the mean aerosol optical and physical properties,
as well as meteorological conditions in the study area, are available in previous works
(e.g., [43,44]). To achieve a comprehensive understanding, seven monitoring sites were
chosen in Salento based on their distinct characteristics:

- Two urban sites: one at the Department of Mathematics and Physics of the University
of Salento in Lecce (~95,000 inhabitants, denoted as LE) and another in the city center
of Nardo (~31,500 inhabitants, denoted as NA). Both are significantly influenced by
vehicular traffic.

- Three small-town sites: in the Lecce province, these included Parabita (~9000 in-
habitants, PA), San Cesario di Lecce (~8000 inhabitants, SC1), and Muro Leccese
(~5000 inhabitants, ML). These sites were selected for their varied, yet relatively
lower, levels of pollution.

- Two rural sites: in the Lecce province, located in San Cesario di Lecce (~8000 inhabi-
tants, SC2) and Galatone (~15,500 inhabitants, GA). These sites were chosen to explore
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the biogenic component of atmospheric aerosols, given their minimal vehicular traffic
and limited sources of pollution.
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Figure 1. (a) Geographical location of the two study areas, i.e., south-eastern Italy and Albania, in the
Central Mediterranean basin. The exact locations of the seven monitoring sites in Italy are displayed
in (b) by blue dots (GA—Galatone, LE—Lecce, ML—Muro Leccese, NA—Nardo, PA—Parabita,
SC1—San Cesario 1, SC2—San Cesario 2). The seven monitoring sites in Albania are reported in (c)
by red dots, with a focus on the five sites in Tirana depicted in (d) (MA—Tirana Marashi, NO—Lezha
Nord, PU—Tirana Pusi, QI—Tirana Qiriazi, SH—Shkodér, TI—Tirana Center, TO—Tirana Tokat).

In addition, observe that these last five sites, characterized by minimal vehicular traffic
and limited potential sources of particulate pollution, were selected due to their potential
relevance in investigating the biogenic component of atmospheric aerosols, particularly
bacterial and fungal communities.

In Albania, the monitoring sites were mostly located in the capital city, Tirana (~925,000
inhabitants), which covers about 31 km? and is situated approximately 25 km from the
Adriatic Sea. To the east are the foothills of Dajti Mountain (height ~1612 m), and to the
west, the city is surrounded by modest hills (heights ~400 m). The northern area allows
maritime air to reach the city, particularly in sea breeze conditions. The climatic regime
prevailing in the area is Mediterranean, with typical dry and warm summers. More detailed
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information can be found in Banja et al. [45] and Kopali et al. [46]. In selecting the Albanian
sites, we aimed to capture a broad spectrum of urban, suburban, and rural atmospheric
conditions:

- Two urban sites: located in the city center of Tirana, the first one in the Rruga Myslym
Shyri Tirané area (denoted as TI), and the second one in the area of the University
College Qiriazi (denoted as QI).

- Three suburban sites: located in the suburban area of Tirana, in the zone of Kaméz,
and identified as MA (Marashi), PU (Pusi), and TO (Tokat).

- Two rural sites: in northern Albania, at Shkodér (~135,000 inhabitants, denoted as SH),
located between Lake Shkodér and the Albanian Alps, and in the Lezhé Municipality
(~65,000 inhabitants, denoted as NO), spanning from the Plain of Zadrima to the Adri-
atic Sea. Shkodér and Lezhé represent rural conditions with minimal anthropogenic
impact. More information on the climate characteristics of Northern Albania can be
found in Dervishi et al. [47].

These sites were specifically chosen to represent the diverse atmospheric conditions
across Albania, including urban pollution sources, suburban influences, and rural environ-
ments with minimal anthropogenic impact. Finally, it is worth observing that air quality in
Albania varies greatly depending on location: in rural and mountainous areas, the air is
generally clean, while in cities, air quality is far poorer. The main sources of air pollution
are oil extraction, mobile sources, domestic heating, as well as the production of cement,
while the main source of urban air pollution is transport (e.g., [40,48]).

2.2. Description of the Monitoring Campaign and the Methodology Used for Aerosol Detection

All the airborne aerosol samples analyzed in this study were collected by gravimetric
deposition, and each of them was used for a sampling interval of 14 days (from 29 October
to 12 November 2022, simultaneously, at all selected monitoring sites). The two weeks of
sampling were characterized by weather conditions on average for the period considered, as
reported in Table S1. Observe that the meteorological parameters measured at the selected
monitoring areas showed a similar trend during the studied period. More specifically, the
air temperature and atmospheric pressure did not show any significant differences among
the selected areas, while the wind speed measured at the Salento Peninsula presented
several values significantly higher than those reported for the two investigated Albanian
areas. Finally, note also that the precipitation levels at the study areas were quite similar,
considering that we reported only one day in this 14-day period with a large amount
of rain (5 November 2022). Regarding the monitoring activities during the sampling
interval of 14 days, we used sterile 52 mm diameter dry electret filters manufactured
by InnovaPrep LLC (Drexel, MO, USA) as the collection medium [49]. We selected this
type of filter because it exhibits high collection efficiency for bioaerosol particles such
as viruses, pollen, bacteria, mold, and fungal spores (e.g., [50]). The electret filters were
positioned approximately 50 cm above the ground, following the suggestions of King
etal. [51]. This placement minimizes potential contamination effects from the ground. After
the sampling period, the filter-holder system is removed and attached to a sample cup with
an elution adapter. To extract the particles, a Wet Foam Elution™ canister releases foam
through the filter, efficiently extracting captured particles. This process takes about 5 s and
produces 6 to 7 mL of liquid sample, which then collapses back into a liquid phase for
analysis [52,53]. Some of the authors of this paper successfully utilized the electret filters for
bioaerosol collection, reporting significant results in certain hospital departments [52,53]
and university locations [27]. Additional results from bioaerosol samplings based on
electret filters were reported in Jaing et al. [54] and in Ginn et al. [55,56]. More details on the
electret filters’ characteristics and the methodology used to extract the captured airborne
particles into a liquid sample for subsequent analyses can be found in Perrone et al. [52,53].
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2.3. Methodology for DNA Extraction and 165/ITS rRNA Gene Metabarcoding

Liquid samples collected from electret filters were stored at —30 °C and processed for
DNA extraction using the DNeasy PowerWater kit (Qiagen, Hamburg, Germany), follow-
ing the manufacturer’s instructions. Extracted DNA was stored at —30 °C until further
analysis. High-throughput sequencing and initial bioinformatics analyses were conducted
by Genomix4life S.R.L. (Baronissi, Salerno, Italy). DNA quality and quantity were assessed
with a NanoDropOne spectrophotometer (Thermo Scientific, Waltham MA, USA) and Qubit
Fluorometer 4.0 (Invitrogen, Carlsbad CA, USA). PCR amplification targeted the V3-V4
regions of the 165 rRNA gene using primers 50-CCTACGGGNGGCWGCAG-30 (forward)
and 50-GACTACHVGGGTATCTAATCC-30 (reverse) [57], and the ITS1-5.85-1TS2 region of
the fungal rRNA gene using primers ITS1 5-TCCGTAGGTGAACCTGCGG-3' (forward)
and ITS4 5'-TCCTCCGCTTATTGATATGC-3' (reverse) [58]. Dual-indexed libraries were
prepared using Nextera XT (Illumina, San Diego CA, USA) and sequenced on an Illumina
MiSeq platform (2 x 300 bp). Bioinformatic processing began with quality filtering of raw
reads, removing adapters and low-quality sequences, and trimming to a minimum of 50 bp
using Trimmomatic v0.36 [59]. Reads were analyzed with GAIA 2.0 (Sequentia Biotech,
Barcelona, Spain), aligned to custom databases from the NCBI nr nucleotide database,
and classified into taxonomic levels using the Lowest Common Ancestor algorithm [60].
Operational taxonomic units (OTUs) were defined at various taxonomic ranks based on
minimum identity thresholds, as outlined in Paytuvi et al. [60] and Pollegioni et al. [61]. In
more detail, with respect to 165-TRNA-gene high-throughput sequencing, a total amount of
1,413,552 reads (11,351-176,742 per sample) was assigned to 3040 bacterial species OTUs at
the threshold of 97% sequence similarity. In the case of ITS gene sequencing, 1,553,938 reads
(14,763-202,464 per sample) were overall retrieved and assigned to 2135 fungal species
OTUs at the same threshold of sequence similarity.

2.4. Description of the Methodology for Compositional Data Analysis

Data analysis in this study adhered to the compositional data (CoDa) workflow
outlined by Gloor et al. [26]. Bacterial and fungal species selection, based on read abun-
dance, followed criteria used in prior research on airborne microbiomes in hospital [52]
and university environments [27]. The CoDa approach began with a centered log-ratio
(CLR) transformation [62], which was preceded by a zero-count replacement using the
method described by Martin-Fernandez et al. [63]. Heatmaps of the CLR-transformed
data, post zero-count replacement, were generated using the R package heatmap function.
Subsequently, the Aitchison distance matrix—computed as Euclidean distance post-CLR
transformation—was used to construct unweighted pair-group average dendrograms.
Finally, principal component analysis (PCA) was performed on the CLR-transformed
dataset through singular value decomposition (SVD), utilizing the prcomp function in R
for exploratory analysis. This PCA allowed for the investigation of relationships between
bacterial /fungal species and samples. For additional details on these statistical procedures
and their application, refer to Bian et al. [64], Perrone et al. [52], and Fragola et al. [27].

3. Results
3.1. Analysis of the Bacterial Communities at the Species Level

The analyses presented in this section are based on a heatmap (Figure 2a) constructed
from centered log-ratio (CLR) values derived from the initial read dataset (Table S2), fo-
cusing on the 23 bacterial species with the highest abundances. The Aitchison distances
(Table S3) were employed to generate two dendrograms (Figure 2b,c), which elucidate the
relationships both among samples and among bacterial species. Figure 2a includes a color
plot that depicts the variability in CLR values for each species across different samples,
highlighting the impact of sampling location on the taxonomic composition. Notably, Rubel-
limicrobium roseum and Sphingomonas cynarae achieved the highest CLR values, particularly
prominent in Albanian sites, with elevated abundances observed exclusively in Nardo
(NA) and San Cesario (5C2) among the Italian monitoring sites (Table S2). Furthermore,
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Figure 2b identifies two primary sample clusters, predominantly representing the Albanian
and Italian clusters, respectively. Exceptions, such as the Albanian urban site QI resembling
the Italian cluster and the two Italian LE and SC2 sites exhibiting features analogous to
the Albanian cluster, highlight the differentiation facilitated by the dendrogram based on
bacterial species abundances. This analysis effectively delineates the distinct characteristics
of Italian and Albanian bacterial species communities based on geographical locations.

(© ,

2 I

= 3 2 S

S < ® oN o
2 ) @ S 2E (EB L pe Q
> oz & 2 Q23 £ 250
3 Sc3Spgl0® L o SgL2G 3
) TSP LLLY sexF25WL2
2 SSLOPLFTELR, =5a8g %%
£ 8883538 s So=S5Sac5Q
> 3ZSs3T8 S8 STTEPST
558830, 0000585088858
SOLSELRLTI<SFSS I SocETay
mE:Omwtomgvoag Sog3asxsl
Q:'mgtjgoo-gu- E2 Q0 m:aaagg
SIS STSEJYLRITSET 5828288
$S9S 25508398258 =S52588
QS Lo283sS0R To2s2aR
ENOoS259 238859 % SgESEXS
SEJJIJFgOTO=EVSST ST 3TS
ITESHNSQEQS20nEK=2 RSToI=x

I 7.74

w
w
o

g
[ |
1
T

Colour Key

I.sn (a) [ - - ‘n VA — ]

Figure 2. (a) Heatmap defined on the centered log-ratio (CLR) values of the initial dataset (reads)
based on the 23 bacterial species with the highest abundances. (b,c) show the Aitchison distance
dendrograms pointing out the relations among samples and among species, respectively.

In Figure 3, we present a detailed two-dimensional principal component analysis
(PCA) biplot generated through the application of singular value decomposition (SVD) to
the centered log-ratio (CLR) values extracted from the initial dataset, specifically focusing on
the 23 bacterial species with the highest abundances. This biplot serves as a comprehensive
illustration, visually mapping the complex relationships between individual samples (score
plot) and the selected bacterial species (loading plot). The score plot distinguishes samples
based on their geographical origin, with distinct colors representing different sampling
locations—red for Albania and blue for Italy. Furthermore, the loading plot, featuring
black arrows, reveals the magnitude and direction of each species’ contribution to the
overall variance, as described in Bian et al. [64] and in Fragola et al. [27]. The percentages
of total variance explained by the first two principal components are 28.33% and 23.01%,
respectively, reflecting the effectiveness of the applied procedure. Our exploratory analysis
utilizes CLR-based bacterial species data through singular value decomposition followed
by principal component analysis (SVD-PCA). This approach facilitates the identification
of relationships among samples and bacterial species. The SVD-PCA results, depicted in
Figure 3, are closely related to the bacterial species demonstrating the highest variation
within the dataset. The loading plot illustrates the standard deviation of CLR values for
each species and highlights compositional associations. This method is particularly useful
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when the number of species exceeds the number of samples, as in our dataset comprising
23 species and 14 samples.
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Figure 3. Two-dimensional principal component analysis biplot via a singular value decomposition
of the CLR values of the initial dataset based on the 23 selected bacterial species. The reported biplot
illustrates the relationships between samples (score plot, in different colors based on the sampling
location: samples collected in Albania are in red, while the ones from Italy are in blue) and species
(loading plot, black arrows). The percentages of the total variance explained by the first two principal
components are also reported.

Examining the score plot in Figure 3 reveals intriguing spatial relationships among
samples. Most Italian samples, alongside the QI Albanian site, align on the right side of
the first PCA axis. In contrast, the remaining Albanian samples predominantly occupy
the left side of the axis, associating solely with LE and SC2 Italian samples. In addition,
it is worth observing that the Italian samples GA and SC2 collected in two different rural
sites are positioned in a separate area of the SVD-PCA plot with respect to the other Italian
samples collected in urban/suburban zones. Regarding the Albanian samples, we can
observe a different location of the monitoring sites, with a differentiation of the urban sites
TI and QI with respect to the remaining suburban/rural sites. An exception is observed
in the rural site SH, which exhibits characteristics similar to those of the urban sites. The
loading plot, annotated with arrows, delineates the principal features of the bacterial
species distribution across the different sample groups. Notably, species with the highest
abundances, such as Rubellimicrobium roseum and Sphingomonas cynarae, are predominantly
associated with samples from Albania. Detailed analysis, as shown in Figure 2c, indicates a
strong intra-cluster correlation among these species. Additionally, the radiation-resistant
species Truepera radiovictrix and Rubrobacter radiotolerans show a significant association with
the Italian sample cluster, as highlighted in Figure 3.
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3.2. Analysis of the Fungal Communities at the Species Level

This section presents an analysis of a heatmap (Figure 4a) constructed from centered
log-ratio (CLR) values derived from the initial read dataset (Table S4). The focus is specif-
ically on the 17 fungal species with the highest abundances. To further explore the data,
Aitchison distance dendrograms (Figure 4b,c) are used to elucidate relationships among
samples and among fungal species, respectively. The Aitchison distance values are detailed
in Table S5. The color plot in Figure 4a illustrates the variability in CLR values for each
fungal species across samples, emphasizing the influence of sampling location on the taxo-
nomic composition, similarly to the color plot shown in Figure 2a (Section 3.1). Among the
17 fungal species with the largest abundances, Mycosphaerella tassiana, Aureobasidium pullu-
lans, and Ascochyta herbicola on average exhibit the highest CLR values, notably prevalent
in Albanian sites (Table S4). Among the seven selected Italian sites, Mycosphaerella tassiana
presented high CLR values in all the monitored locations, while Aureobasidium pullulans and
Ascochyta herbicola were observed with elevated abundances exclusively in Parabita (PA)
and in San Cesario (SC1 and SC2). Note that A. herbicola was identified as a potential human
pathogen in previous studies (e.g., [65]). Furthermore, Figure 4b identifies two principal
sample clusters, predominantly representing the Albanian and Italian clusters, respectively.
In detail, we found only one single anomaly in the Italian SC2 site that exhibited features
analogous to the Albanian cluster. Therefore, this last result underscores the differentiation
facilitated by the dendrogram based on the fungal species abundances. In addition, this
analysis effectively delineates the distinct characteristics of Italian and Albanian fungal
species communities based on geographical locations, as also observed for the bacterial
communities in Section 3.1.
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Figure 4. (a) Heatmap defined on the centered log-ratio (CLR) values of the initial dataset (reads)
based on the 17 fungal species with the highest abundances. (b,c) show the Aitchison distance
dendrograms pointing out the relations among samples and among species, respectively.

Figure 5 shows a two-dimensional PCA biplot generated through SVD analysis ap-
plied to CLR values extracted from the initial dataset of the 17 fungal species with the
highest abundances. The score plot separates the investigated samples based on their
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geographical origin, with distinct colors representing different sampling locations (red for
Albania and blue for Italy). The first two principal components account for 27.09% and
20.89% of the total variance, respectively, indicating effective performance of the adopted
procedure. This exploratory analysis utilizes singular value decomposition followed by
principal component analysis (SVD-PCA) to examine the CLR-based fungal species dataset,
facilitating the identification of relationships among samples and fungal species. The results
are consistent with the fungal species demonstrating the highest variability within the
dataset. The score plot in Figure 5 illustrates spatial relationships among samples, with
most Italian samples positioned on the left side of the first PCA axis and Albanian samples
predominantly on the right. The loading plot delineates key features of the fungal species
distribution across these sample groups, highlighting the association of species with the
highest abundances, such as Aureobasidium pullulans and Ascochyta herbicola, with samples
from Albania. This association is further detailed in Figure 4c, which shows their strong
intra-cluster correlation. Additionally, it can be observed in Figure 5 that the suburban
samples PU and TO collected in Tirana are in a separate area of the PCA plot with respect
to all the other samples proving their different characteristics in relation to the identified
airborne fungal communities. In more detail, this last result could be due to the high asso-
ciation of PU and TO samples with two fungal species that were recognized as potentially
human pathogenic, Cladosporium halotolerans (e.g., [66]) and C. sphaerospermum (e.g., [67]),
as can be observed in Figure 5.

V. carnescens
N
05
C. sphaerospermum
A
F. magnum
.Y |

C.adianticola A. herbicola

PCII (20.89 %)
o

V. viridula

Ustilaginaceae sp. Tl
-05 sC2 i
\ .
V. calcicola P.i [I;ir[_l_wphora sp.
Stemphylium sp.

-1 F |

1 1 Il \ i

-1 -05 0 05 1

PCI (27.09 %)

Figure 5. Two-dimensional principal component analysis biplot via a singular value decomposition
of the CLR values of the initial dataset based on the 17 selected fungal species. The reported biplot
illustrates the relationships between samples (score plot, in different colors based on the sampling
location: samples collected in Albania are in red, while the ones from Italy are in blue) and species
(loading plot, black arrows). The percentages of the total variance explained by the first two principal
components are also reported.
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4. Discussion

This comparative study provides significant insights into the abundance and diversity
of airborne bacterial and fungal communities across distinct geographical regions of Italy
and Albania. The application of advanced DNA-based methodologies, particularly the
compositional data analysis (CoDa) approach, enabled a comprehensive investigation of
microbial communities at the species level. The choice of CoDa is justified by its capacity to
appropriately manage compositional data, where the relative abundances of species are
critical for accurate interpretation. This approach is substantiated by Aitchison [68], who
demonstrated its utility in addressing the constrained nature of compositional datasets,
with further validation provided by recent studies [26,69], confirming its relevance in
microbial community analyses.

The comparison of bacterial and fungal compositions between the two regions reveals
notable distinctions, emphasizing the influence of local environmental factors on airborne
microbial dynamics. While meteorological parameters, such as temperature, precipitation,
and wind patterns, are known to influence microbial dispersion [70], our findings suggest
that these factors did not play a major role in the observed differences. Instead, in our study
variations in microbial compositions were more closely aligned with specific geographical
and environmental characteristics.

The identified bacterial species with higher abundances, such as Rubellimicrobium
roseum and Sphingomonas cynarae, exhibited higher prevalence in Albanian sites, while
radiation-resistant species, Truepera radiovictrix and Rubrobacter radiotolerans, were more
associated with Italian samples. These findings are consistent with previous studies that
have identified environmental factors such as soil type, vegetation, and anthropogenic
activities as significant determinants of microbial community structure [71,72].

Similarly, the fungal communities characterized by higher abundances, like My-
cosphaerella tassiana, Aureobasidium pullulans, and Ascochyta herbicola, demonstrated ge-
ographic specificity, particularly in Albanian sites. These results align with studies by
Frohlich-Nowoisky et al. [73] and Sousa et al. [74], which highlight the importance of local
environmental conditions in shaping fungal diversity and abundance.

The two-dimensional principal component analysis (PCA) biplots provided a clear
visualization of the separation of samples based on their geographical origin, reinforcing the
significance of regional environmental factors in shaping airborne microbial compositions.
This methodological choice is supported by Jolliffe and Cadima [75], who emphasize the
utility of PCA in identifying patterns and differences in complex datasets.

We recognize that microbial compositional variations are evident not only between
the two monitoring regions but also within each country. These variations emphasize the
necessity for site-specific atmospheric studies, as indicated by previous research [76,77].
While meteorological parameters may influence microbial dynamics, our findings suggest
that the primary determinants of microbial community composition in this study are
more likely to be localized environmental factors rather than overarching meteorological
conditions.

Our in-depth analysis of the factors contributing to these variations highlights the
influence of local environmental conditions on microbial communities, even at sites in close
geographical proximity. These results advance our understanding of microbial ecology
and underscore the importance of further research into the complex interactions between
environmental factors and microbial populations. Such insights are essential for addressing
the potential implications of airborne microorganisms on human health, agriculture, and
ecosystem stability [78,79].

Therefore, this study can establish a foundation for future research endeavors aimed
at unraveling the complexities of atmospheric microbiomes in diverse geographic settings.
Our findings emphasize the significance of atmospheric processes and regional environ-
mental conditions in determining the composition of airborne microbial communities. By
bridging microbiology and atmospheric science, our study underscores the importance of
integrating microbial analysis with atmospheric research to better understand the dynamics
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of airborne microorganisms. In addition, further research could benefit from exploring
additional environmental variables or conducting new studies to fully understand the
interplay between meteorological conditions and microbial communities.

5. Conclusions

In this work, we have reported and discussed the main results based on the analysis
of airborne bacterial and fungal communities at the species level identified in different
monitoring sites in south-eastern Italy and in Albania by using the compositional analysis of
16S and ITS rRNA gene sequencing datasets. In more detail, this study has provided some
insightful revelations about the taxonomic structures influenced by the different selected
monitoring locations. In fact, in the airborne bacterial community analysis, a heatmap
constructed on CLR values, along with Aitchison distance dendrograms, revealed distinct
clusters corresponding to the Albanian and Italian sampling sites. Rubellimicrobium roseum
and Sphingomonas cynarae presented the highest CLR values, notably in all the Albanian
sites and in the Italian sites of Nardo (NA) and San Cesario (SC2). The two-dimensional
principal component analysis (PCA) biplot confirmed the differentiation, with Italian and
Albanian samples distinctly clustered based on their geographical origin. Noteworthy
was the association of radiation-resistant species, Truepera radiovictrix and Rubrobacter
radiotolerans, with the Italian sample cluster. In the analysis of fungal communities, a
similar approach was applied, revealing Mycosphaerella tassiana, Aureobasidium pullulans,
and Ascochyta herbicola as the fungal species with the highest CLR values, predominantly
in Albanian sites. The dendrogram identified two principal sample clusters aligning with
geographical origins, reinforcing the observed differentiation in bacterial communities.
The two-dimensional PCA biplot corroborated these findings, with Italian and Albanian
samples separated based on their geographic origin. The loading plot emphasized the
contribution of specific fungal species, notably Aureobasidium pullulans and Ascochyta
herbicola, to the observed patterns.

In conclusion, this study had two primary objectives: to demonstrate the applicability
of compositional data analysis (CoDa) methods for comparing bioaerosols and to compare
the airborne bacterial and fungal communities between Albania and southeastern Italy. The
integrated analysis of bacterial and fungal communities provided a comprehensive under-
standing of airborne microbial dynamics in two distinct areas of the Mediterranean region.
The differences observed between these geographical locations highlight the influence of lo-
cal environmental factors on microbial compositions. The association of certain species with
specific regions, along with their interactions within clusters, suggests potential ecological
adaptations and relationships. This study not only establishes a foundation for further
investigations into the factors shaping airborne microbial communities but also contributes
valuable insights into microbial ecology, with implications for environmental and human
health. Additionally, it represents one of the first significant efforts to characterize the main
airborne bacterial and fungal communities in Albania, a region where limited research has
been conducted on this subject.

Supplementary Materials: The following supporting information can be downloaded at: https://www.
mdpi.com/article/10.3390/atmos15101155/s1, Table S1: Daily values of meteorological parameters
measured at the study areas during the selected sampling period; Table S2: Heatmap of the 23 selected
bacterial species as a function of the analyzed samples; Table S3: Aitchison distance matrix for the
23 selected bacterial species; Table S4: Heatmap of the 17 selected fungal species as a function of the
analyzed samples; Table S5: Aitchison distance matrix for the 17 selected fungal species.
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