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Aeolian prokaryotic communities (APC) are important components of bioaerosols that
are transported freely or attached to dust particles suspended in the atmosphere.
Terrestrial and marine ecosystems are known to release and receive significant
prokaryote loads into and from the surrounded atmospheric air. However, compared
to terrestrial systems, there is a lack of microbial characterization of atmospheric dust
over marine systems, such as the Red Sea, which receives significant terrestrial dust
loads and is centrally located within the Global Dust Belt. Prokaryotic communities
are likely to be particularly important in the Global Dust Belt, the area between the
west coast of North Africa and Central Asia that supports the highest dust fluxes
on the planet. Here we characterize the diversity and richness of the APC over the
Red Sea ecosystem, the only sea fully contained within the Global Dust Belt. MiSeq
sequencing was used to target 16S ribosomal DNA of two hundred and forty aeolian
dust samples. These samples were collected at ∼7.5 m high above the sea level at
coastal and offshore sampling sites over a 2-year period (2015–2017). The sequencing
outcomes revealed that the APC in the atmospheric dust is dominated by Proteobacteria
(42.69%), Firmicutes (41.11%), Actinobacteria, (7.69%), and Bacteroidetes (3.49%). The
dust-associated prokaryotes were transported from different geographical sources and
found to be more diverse than prokaryotic communities of the Red Sea surface water.
Marine and soil originated prokaryotes were detected in APC. Hence, depending on
the season, these groups may have traveled from other distant sources during storm
events in the Red Sea region, where the APC structure is influenced by the origin and
the concentration of aeolian dust particles. Accordingly, further studies of the impact of
atmospheric organic aerosols on the recipient environments are required.
Keywords: Red Sea atmosphere, airborne prokaryotes, bioaerosols, global dust belt, aeromicrobiology

INTRODUCTION
Atmospheric transport plays a major role in the dispersal of microorganisms (Foroutan et al., 2017;
Mayol et al., 2017), including the Aeolian Prokaryotic Community (APC). The APC is a complex
community that may include pathogens and organisms containing toxins harmful to plants and
animals, including humans (Yamaguchi et al., 2012b). Due to their small size (around 1 µm), APC
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2 years on the coastal and offshore regions of the Red Sea.
Specifically, we use these data sets to address the following
four questions: (1) Do Red Sea surface waters and the
overlaying atmosphere share similar prokaryotic communities?
(2) Based on the atmospheric transport history of sampled air,
what is the influence of prokaryotes long-range transport on
communities’ diversity? (3) Does the APC community structure
change seasonally? and (4) Is APC diversity related to the
concentration of dust and the dust-associated trace element
concentrations?
Accordingly, we hypothesize that Red Sea atmospheric
conditions may have some effects on the structure of APC during
winter when sand storms are more frequent, which may have an
impact on the surface water prokaryotic communities.

remains in the atmospheric aerosols for long periods crossing
long distance (Després et al., 2012; Mayol et al., 2017), particularly
when the organisms are inherently adapted for long-range
transport by having, for instance, repair mechanisms that protect
them against UV-induced DNA damage, or the capacity to
remain airborne (Aalismail et al., 2019).
Wind-blown dust is one of the main components of
atmospheric aerosols (Chen et al., 2017), particularly in the socalled “global dust belt,” which extends from the west coast of
North Africa, over the Middle East, Central and South Asia, to
China (Prospero et al., 2002). The “global dust belt” contributes
up to 70% of the current global annual dust emission flux (Jickells
et al., 2005). The Red Sea, the only body of seawater fully
contained within the global dust belt region, receives an estimated
6 Mt of dust annually (Prakash et al., 2015) as a consequence
of its location between North Africa and the Arabian Peninsula.
The intense and periodic dust cover originating in the drylands
(Schroeder, 1985) implies that the Red Sea is a major sink
for dust and associated aeolian biota suspended within the
global dust belt (Prakash et al., 2015). However, it remains
unclear what influence – if any – the APC has on the pelagic
microbiome of the Red Sea.
Dust storm formation has intensified due to global warming
effects, as a result of the increasing energy transferred from
a warmer ocean to the atmosphere (Middleton et al., 2019).
The Red Sea is also warming three-times faster than the
global ocean warming rate (Chaidez et al., 2017), which
could play an important role in the activity of dust storm
events. The Red Sea is extremely nutrient deficient, particularly
in the central region (Raitsos et al., 2013). Thus, dust
deposition has been suggested to play a significant role in
delivering nutrients, possibly enhancing biological productivity
in the Red Sea (Osipov and Stenchikov, 2018). On the
other hand, the global dust belt over the Red Sea carries
significant loads of microbes (Yahya et al., 2019), suggested
to include communities with an aeolian lifestyle (Aalismail
et al., 2019). Hence, there is a need to better understand
the community structure and possible sources of the APC
over the Red Sea relative to pelagic planktonic prokaryotic
communities in Red Sea waters. While several studies have
employed a variety of sampling methods to chemically and
physically characterize aeolian dust over the Red Sea, APC
over the Red Sea has received limited attention. Relevant
studies include the quantification of the total loads and
deposition rates of virus and bacterial cells (Yahya et al.,
2019), the diazotrophic community in the APC (Foster et al.,
2009; Rahav et al., 2018), the impacts of bioaerosols on
the microbial diversity, and primary and bacterial production
rates of surface Red Sea water (Mescioglu et al., 2019b)
in the northern part of the Gulf of Aqaba. Therefore,
the diversity of APC over much of the Red Sea remains
insufficiently characterized.
Here we report the community structure of the APC over
the Red Sea and compare it to the prokaryotic community
in surface waters. To this end, we carried out metabarcoding
sequencing of 16S rRNA gene Illumin, MiSeq sequencer. Dust
samples and additional surface seawater samples, collected for
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MATERIALS AND METHODS
Samples Collection
As described in our previous study (Aalismail et al., 2019),
regular sampling of Total Suspended Particulates (TSP) was
performed using automatic sequential high-volume samplers
(MCV-CAV), equipped with TSP cut off inlets at a flow rate of
20 m3 hr−1 over periods of 24 h to 1 week. Air was sampled
through the inlet utilizing an in-built pump. The ambient air
was filtered to collect the suspended particles on quartz fiber
filters (WhatmanTM 1810-150 Acid Treated TCLP Filter for
EPA Method 1311 with Low Metals, diameter: 15 cm, pore
size: 0.6–0.8 µm) until the filter was clogged, which involved
sampling periods ranging from 24 h, during dust storms, to
1 week, when dust loads were lowest. The high-volume sampler
on board the research vessel was mounted on the top deck at
an elevation of ∼7.5 m above sea level and equipped with a
weather vane, which would switch off the pump and thus cease
sampling immediately whenever the sampler was downwind
of the ship’s exhaust. The mass concentration of TSP was
determined by weighing the filters before and after sampling and
expressed as µg m−1 . Aeolian dust samples were collected from
different backward air trajectories (Supplementary Figure S1) at
two locations, the coastal and offshore regions of the Red Sea
(Supplementary Figure S2) from September 2015 to December
2017 (Supplementary Table S1).
Surface water samples were collected every 2 weeks from
June 2016 to November 2016 at the coastal site of the Red Sea
(KAUST). Water samples were collected in 100 mL quartz bottles
and filtered through 0.22 µm membrane filters (Millipore).
Individual filters were stored in 15 mL tubes. All sample filters
were immediately frozen at −20◦ C. We used different filters
for air and water samples because the airborne dust particles,
where the cells are attached, are large enough [∼ > 2.1 µm (Li
et al., 2011)] to be collected on filters with a pore size (0.6–
0.8 µm) since the aim was to collect dust-associated cells but
sampling of the microorganisms from water requires smaller
pore size filters (0.22 µm) as most planktonic cells are free and
not attached to large particles, such as dust. The ambient air
was filtered to collect the suspended particles on quartz fiber
filters (WhatmanTM 1810-150 Acid Treated TCLP Filter for EPA
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Method 1311 with Low Metals, diameter: 15 cm, pore size: 0.6–
0.8 µm) until the filter was clogged, which involved sampling
periods ranging from 24 h, during dust storms, to 1 week,
when dust loads were lowest. Hence, the sampling strategy was
standardized for dust loads, rather than time. However, we
also test whether sampling time affected microbial diversity and
richness in the dust samples.
In detail, aeolian dust time-series sampling was done over
2 years. Due to environmental reasons, dust samples were
collected until the filter was clogged, which involved sampling
periods ranging from 24 h, during dust storms, to 1 week,
when dust loads were lowest. Two-hundreds forty dust filters
were collected from two high-volume dust collectors at two
sites (onshore and offshore). All dust samples with ten surface
water samples were sequenced. However, after subsampling to
5127 sequences per sample, one hundred and three dust samples
were excluded because of having less than 5127 sequences, since
some samples have strong inhibition. Besides the subsampling
and keeping the sampling with 5,127 sequences per sample,
the inclusion of randomly sampled sweater samples was aimed
at giving a qualitative picture of the community assembly and
composition relative to the dust samples. To clarify, surface
water samples were used for location sampling comparison only,
therefore, it was not required to have a seasonal sampling.
Already we know that the ensemble of pelagic communities in
the sampled region is consistently dominated by the same taxa –
that is, SAR11 and Cyanobacteria (Rodriguez-Valera et al., 2012;
Pearman et al., 2017). The offshore dust samples were collected
during research cruises, which require a research vessel and
cannot, therefore, be sustained in parallel over 2 years, thereby
resulting in the uneven distribution of sample sizes.

16S rRNA Gene Amplicon Library
Preparation and Sequencing
Two hundred and fifty 16S rRNA gene amplicons were amplified
by PCR using the universal primers fused with Illumina adapter
overhang nucleotide sequences.
Primer sequences for the 16S rRNA gene were:
Forward primer:
50 TCGTCGGCAGCGTCAGATGTGTATAAGAGACAGC
CTACGGGNGGCWGCAG 30
Reverse primer:
50 GTCTCGTGGGCTCGGAGATGTGTATAAGAGACAG
GACTACHVGGGTATCTAATCC 30 ,
as reported by Klindworth et al. (2013). The primer pair
(0.3 µl, 10 µM) targets a 467-bp region within the hypervariable
region V3–V4. Qiagen Taq PCR Master Mix Kit was used, and
no-template control was included. A duplicate of each sample
was amplified with an initial activation step at 95◦ C for 5 min,
followed by 40 3-steps cycles consisting of 95◦ C for 30 s, 55◦ C
for 30 s, and 72◦ C for 30 s; and a final 5 min extension at
72◦ C. AMPure XP beads (LABPLAN; Naas, Ireland) was used to
purify the libraries according to the Illumina 16S metagenomic
sequencing library protocol. Amplicons of 16S were targeted to
add indexes and Illumina sequencing adapters in the second
stage of PCR using Illumina Nextera XT index kits and Qiagen
Taq PCR Master Mix Kit. Cycle conditions were 95◦ C for
3 min, followed by eight cycles of 95◦ C for 30 s, 55◦ C for
30 s, and 72◦ C for 30 s; then a final extent ion of 72◦ C for
5 min. Libraries were purified according to the Illumina 16S
metagenomic sequencing library protocol using AMPure XP
beads (LABPLAN; Naas, Ireland).
Libraries were quantified using a Qubit fluorometer, and
the purity was checked by gel electrophoresis. The targeted
amplicon libraries were mixed in equal concentrations into
a pool according to their quantification measurements. The
library pool was quantified using Applied Biosystems Power
SYBR Green PCR Master Mix and Agilent DNA 1000 Kit
(Agilent Technologies) was used to assess the size and purity on
Agilent 2100 Bioanalyzer (Agilent Technologies). Six pM of the
denatured library pool was spiked with 25% of PhiX Illumina
library control. The sequencing run was conducted on the
Illumina MiSeq in the Bioscience Core Lab facilities at KAUST.

Backward Trajectory Calculation
The trajectories of air masses arriving at the sampling
location above the Red Sea were calculated by Hybrid SingleParticle Lagrangian Integrated Trajectory HYSPLIT model from
NOAA (available online at https://ready.arl.noaa.gov/) (Cohen
et al., 2015). Global Data Assimilation System (GDAS1) was
used to obtain the metrological data through the Real-time
Environmental Applications and Display System, which offer an
archive of meteorological data output graphics. The HYSPLIT
backward trajectories at different altitudes of 200 m, 300 m, and
800 m were counted as individual paths in the present study.
Backward air mass trajectories were calculated for 120 h counted
since the end of sampling with an average sampling time was
3.3 days including 2 days prior to the onset of sampling.

Bioinformatics Analysis of Amplicon
Library Sequences
A total of 14,680,540 raw sequence reads for all samples
in this study were demultiplexed by MiSeq Reporter (v.
2.4.60.8; Illumina, San Diego, CA, United States). Quality was
trimmed and filtered using Trimmomatic (Bolger et al., 2014).
Enterobacteria phage phiX174 sensu lato reads were aligned
to the corresponding reference sequences and removed by
BBMap (BBMap – Bushnell B)1 . For error correction, SPAdes
(Bankevich et al., 2012) (v3.90) was used. Then, cutadapt v1.13

DNA Extraction
Total DNA was isolated from 250 dust and water filters samples
for 16S rRNA amplicon sequencing using the phenol-chloroform
extraction protocol, following the same steps reported in
Aalismail et al. (2019). A new clean filter was used as the
negative control. However, dust loads on control filters were
below the detection limit (by weight) and had, accordingly, too
little materials to support sequencing [Supplementary Figure S2
from Aalismail et al. (2019)].
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of 16S rRNA genes that were retrieved from onshore air
mostly belonged to the following phyla: Firmicutes (50%),
Proteobacteria (33%), Actinobacteria (9%), Bacteroidetes (5%),
Cyanobacteria (1.1%), Planctomycetes (0.6%), Verrucomicrobia
(0.3%), Chloroflexi (0.24%), Deinococcus-Thermus (0.21%),
and Gemmatimonadetes (0.12%). Reads of 16S rRNA genes that
were retrieved from surface waters (1 m) mostly belonged to
the following phyla: Proteobacteria (46%), Cyanobacteria (35%),
Actinobacteria (13%), Bacteroidetes (3%), Euryarchaeota (1%),
Planctomycetes (0.8%), Verrucomicrobia (0.2%), Deferribacteres
(0.1%), Chloroflexi (0.64%), and Tenericutes (0.02%). Hence,
OTUs belonging to Firmicutes were highly represented in both
offshore and onshore APCs, while Firmicutes were present
in very low abundance in the water samples (Figure 1A).
Species richness (OTUs at 97% identity threshold) in individual
APC samples ranged from 7 to 730, with an average (±SE)
of 190 ± 14.3 OTUs per sample based on the Chao1 index
(Figure 1D and Supplementary Table S2).
The diversity of prokaryotic OTUs differed significantly
among sampling locations (ANOVA, P = 0.001), which were
higher in the aeolian samples collected offshore and onshore
than in the Red Sea surface seawater samples, where sampling
locations explain 14% of the variability. Moreover, there was
higher prokaryotic diversity in the air than in the surface
water samples (Figure 1D). The number of OTUs shared
by the three sampling locations (onshore air, offshore air,
and surface water) was only 127 OTUs, whereas 1,136 OTUs
were shared between onshore air and offshore air samples
(Figure 1B). These results confirm that the airborne and
seawater prokaryote communities are fundamentally different.
Unexpectedly, the 2,772 OTUs were unique to onshore air
samples, meaning they did not match samples from the other
sampling locations, whereas 711 and 160 OTUs were unique
to offshore air and surface water samples, respectively. We
also observed significant clustering (ANOVA, P < 0.001) of
APCs between onshore and offshore air samples, exclusive of
surface water prokaryotic communities (Figure 1C) based on
NMDS of Bray–Curtis distances among samples. By performing
ANOVA with Bray–Curtis distance, principal coordinates
analysis (PCoA) showing the community structure of aeolian
prokaryotes differed significantly between onshore and offshore
air (P < 0.001) (Figure 1E).
Most of the dust samples (74%) originated from air masses
from the northwest (NW, Supplementary Figure S1), the
prevailing wind direction in the Red Sea. The contribution
of different phyla to APCs suspended in air masses sampled
from different trajectories was relatively conserved among air
masses, with a dominance of Proteobacteria, Firmicutes, and
Actinobacteria (Figure 2A). Though no significant differences
in the community composition between APCs were apparent
(Figure 2C, ANOVA, P = 0.21), the average alpha diversity,
however, differed depending on the air mass source, which
accounted for 14% of the variability in alpha diversity
(P = 0.001). The richest and most diverse samples originated from
northwestern geographical sources (Figure 2B).
The contribution of different phyla to APCs sampled in
different seasons showed contrasting community structure, with

(Davis et al., 2013) was used to remove adapter sequences from
sequencing reads. The PANDAseq (Masella et al., 2012) tool
was used to assemble the paired ends of reads, followed by
the standard operational procedure for determining operational
taxonomic units (OTUs) with MOTHUR (Schloss et al., 2009)
pipeline (version 395), including alignment of sequences against
the SILVA database (Pruesse et al., 2012; Quast et al., 2013;
Yilmaz et al., 2014) and removal of other unwanted sequences
(i.e., sequences assigned to chloroplasts, mitochondria, and
eukaryotes), as well as chimeras (1,360,272) using VSEARCH
(Rognes et al., 2016), and filtering singletons following clustering
of OTUs at 97% identity cutoff. From the resulting 7,416,514
sequences (average length of 293 bp), further subsampling of
5,127 sequences per sample was done to facilitate the comparison
of community diversity metrics. 103 dust samples were excluded
from further analysis because they had less than 5,127 sequences.

Accession Numbers
All sequence data generated by this study have been submitted
to the ENA (European Nucleotide Archive) under the accession
number PRJEB36850.

Statistical Analyses
Differences between environmental variables and factors were
tested using analysis of variance (Younossi et al., 2018) and t-test.
A p-value of 0.05 was used to determine significance unless noted
otherwise. Alpha-diversity calculations and subsequent diversity
analyses were performed in R version 1.1.463. The analysis
of structural differences between prokaryotic communities
(β-diversity) was performed using Bray–Curtis metrics. All
statistical analysis and graphs were produced with JMP 14
(SAS Institute Inc., Cary, NC, United States), GraphPad Prism
7.0b (GraphPad Software Inc., San Diego, CA, United States),
MicrobiomeAnalyst (Dhariwal et al., 2017), and R software,
primarily using the statistical package vegan and the graph
package ggplot22 (Wickham, 2016). The numbers of unique and
OTUs by sampling locations were visualized using a three-way
Venn diagram plot constructed using the online resource of
Bioinformatics and Evolutionary Genomics3 (Figure 1B).

RESULTS
We identified a total pool of 5,357 OTUs, distributed among
349 unique prokaryotic phyla in the APC over the Red Sea,
where Bacteria dominated the communities, accounting, on
average, for 99.82% of the amplicon reads and 98.74% of
the OTUs found throughout the study. Reads of 16S rRNA
genes that were retrieved from offshore air mostly belonged to
the following phyla: Proteobacteria (60%), Firmicutes (28%),
Actinobacteria (6%), Bacteroidetes (2.5%), Planctomycetes
(0.6%), Cyanobacteria (0.58%), Euryarchaeota (0.33%),
Verrucomicrobia (0.18%), and Chloroflexi (0.10%), and
Deinococcus-Thermus (0.09%) (Figure 1A). In contrast, reads
2
3

http://www.R-project.org/
http://bioinformatics.psb.ugent.be/webtools/Venn/
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FIGURE 1 | Comparison of Aeolian and Surface-water Prokaryotic Communities in the Red Sea area. (A) The relative abundance of APC in onshore air samples,
offshore air samples, and surface water samples. (B) Venn diagram of unique and common bacterial phyla by sampling locations. (C) NMDS on Bray–Curtis distance
of prokaryotic for air and water composition. Each data point represents an individual sample, and different colors represent different sampling locations. The
distance between points represents the level of difference. Stress lower than 0.2 indicates that the NMDS analysis is reliable. The closer the samples are in the
graph, the higher their similarity. (D) Alpha diversity measures Chao1 and Shannon for APC in onshore air samples, offshore air samples, and surface water samples.
(E) Principal coordinate analysis (PCoA) based on the overall structure of APC in onshore and offshore air samples. Each data point represents an individual sample.
PCoA was calculated using Bray–Curtis distances with a multivariate t-distribution.
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FIGURE 2 | Aeolian Prokaryotic Communities over the Red Sea per air backward trajectories. (A) The relative abundance of prokaryotes in the nine sources.
(B) Alpha diversity measures Chao1 and Shannon for APC in eight air backward trajectories. (C) Principal coordinate analysis (PCoA) based on the overall structure
of APC in eight air backward trajectories. Each data point represents an individual sample. PCoA was calculated using Bray–Curtis distances with a multivariate
t-distribution.
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of the biplot indicates that most of the phyla abundances
are not correlated with the trace elements contained in the
onshore atmosphere, except the Proteobacteria and Firmicutes.
The APC alpha diversity depicted a positive correlation
only with the molybdenum. For the offshore sampling site
(Supplementary Figure S4B), the first PC explained 44.8%
and the second axis explained 18.2% of the total variance. In
this PCA biplot, Proteobacteria and Verrucomicrobia are the
only two phyla showing a positive correlation with the trace
element concentrations.

those sampled in fall and summer dominated by Proteobacteria
and Actinobacteria. In contrast, those sampled in spring
and winter were dominated by Firmicutes (Figure 3A). The
average alpha diversity of the APCs differed among seasons,
which explained 33% of the variance in community structure
(Figures 3B,C, ANOVA, P = 0.001). The richest and most diverse
samples were those sampled in 2016, with diversity being lowest
in summer and highest during spring and winter (Figures 3D, 4).
Richness and diversity were significantly different in the sampling
seasons (Figure 4).
We used Analysis of Variance, with Bonferroni multiple
comparison test correction, to assess the influence of
environmental factors on the differences of the dominated phyla
relative abundances. The results revealed that relative abundances
of
Actinobacteria,
Bacteria_unclassified,
Bacteroidetes,
Candidate_division_TM7,
Cyanobacteria,
Euryarchaeota,
Firmicutes, and Proteobacteria differed significantly between
sampling locations as shown in (Supplementary Figure S3A).
There are strong significant differences (ANOVA, P ≤ 0.001)
in the relative abundance of Cyanobacteria in (offshore
air vs. water and onshore air vs. water), Firmicutes in
(offshore air vs. onshore air and onshore air vs. water), and
Proteobacteria in (offshore air vs. onshore air). Supplementary
Figure S3B indicates that seasonal factors show a strong
significant (ANOVA, P ≤ 0.001) impact on the differences
between relative abundances of Firmicutes in (Fall vs.
Winter, Spring vs. Winter, and Summer vs. Winter) and
Proteobacteria in (Fall vs. Winter). However, only variances
in the relative abundance of unclassified bacteria have been
highly significantly influenced by the backward air trajectories
(ANOVA, P ≤ 0.001) in (NE vs. W, NW vs. W, and S vs. W)
(Supplementary Figure S3C).
Using ANOVA, we analyzed the linear regression model
between dust concentrations and diversity indices (Figure 5).
The correlations between dust loads and the APC’s diversity
and richness were significant using Shannon and Chao1 indices
(P = 0.0007 and 0.0056, respectively), but with very low
correlation (R2 = 0.076 and 0.052, respectively). Kruskal–
Wallis test showed no significant effect of sampling duration
on the microbial diversity and richness of dust samples
(P > 0.10).
Airborne dust particles also typically have a complex
chemical composition, which is known to impact the airborne
prokaryotic structure (Innocente et al., 2017). To understand
the potential influence of trace element concentrations on the
bacterial communities in the Red Sea atmosphere, we undertook
principal component analysis (PCA). Measurements of trace
elements were obtained from (Cusack et al., unpublished),
which uses the same airborne dust filters as those in this
study. Supplementary Figure S4A represents the results of
PCA at the phylum level of the correlation between trace
elements and the variation of APC alpha diversity and relative
abundances of the top to abundant phyla in the two air
masses sampling sites (onshore and offshore). The horizontal
axis in (Supplementary Figure S4A) (PC1) explains 44.2%
of the total variance in the data and the vertical axis (PC2)
represents an additional 12.5% of the variance. The analysis
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DISCUSSION
In-depth analysis of dust-associated prokaryotes in this study
provides an insight into the APCs over the Red Sea and reveals
a high degree of diversity of the analyzed aeolian dust, consistent
with reports of APCs over the Mediterranean Sea (Federici
et al., 2018; Mescioglu et al., 2019a) and elsewhere (Hua et al.,
2007; Jeon et al., 2011; Davis et al., 2013; Cáliz et al., 2018;
Mescioglu et al., 2019b). The APC composition varied over time
but was dominated by phylotypes belonging to Proteobacteria,
Firmicutes, Actinobacteria, and Bacteroidetes, which are known
to include several pathogenic species (Yamaguchi et al., 2012a;
Morimoto et al., 2017). These bacterial members are typically
generated from soil environments (Kenzaka et al., 2010).
Remarkably, a high number of unclassified sequences were
present in APCs compared to water samples, which indicates the
presence of unknown bacteria in the APC that may be derived
from soils and specific to this community.
Unique phylotypes were detected in air above the Red
Sea. The presence of 53 euryarchaeal sequences belonging
to Euryarchaeota in APCs, especially in fall and summer,
may be related to the seasonal dynamics of methanogenic
Euryarchaeota. Anthropogenic activities such as fertilization
of agricultural fields with biogas substrates or manure
may be a source of Euryarchaeota, which are emitted to
the atmosphere and subsequently transported to the air
(Fröhlich-Nowoisky et al., 2014).
Suspension of silt and sand particles in arid soil leads to high
loads of aeolian dust in the arid and semi-arid region, which can
then be transported over long distances. A significant number
of prokaryotes and other biological particles are entrained
into the atmosphere during dust resuspension (Jaenicke, 2005;
Griffin et al., 2007), where those microbial cells attach to
the surface of airborne dust particles (Li et al., 2011), and
transport to long distances (Mayol et al., 2017). We found that
members of Firmicutes and Bacteroidetes, which are known
to form endospores (Bueche et al., 2013) and attach onto
coarse particles (Zhang et al., 2007), respectively, and favor
the aeolian lifestyle, increased their relative abundances in the
air samples but not in the surface water samples (Figure 1A).
We determined that the collected dust particles during winter
and spring originated from the Global Dust Belt, primarily the
Saharan desert and the Arabian Peninsula. These areas provide
the Red Sea atmosphere with populations of Firmicutes and
Bacteroidetes, which are known to be maintained suspended

7
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FIGURE 3 | Aeolian Prokaryotic Communities over the Red Sea per sampling season. (A) The relative abundance of APC during 2 years of sampling. (B) NMDS on
Bray–Curtis distance of prokaryotic for air composition during 2 years of sampling. Each data point represents an individual sample. (C) Principal coordinate analysis
(PCoA) based on the overall structure of APC in the four seasons regardless of the sampling years. Each data point represents an individual sample. PCoA was
calculated using Bray–Curtis distances with a multivariate t-distribution. (D) Alpha diversity measures Chao1 and Shannon for APC in seasonality.
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FIGURE 5 | The relationships between alpha diversity measures (A) Shannon
and (B) Chao1 and dust concentrations in onshore and offshore atmospheric
air sampling locations above the Red Sea. Each data point represents an
individual sample. The red line represents the regression line and the red band
around it represents the 95% confidence for the regression line. The blue line
represents the mean values and the blue shaded area is the associated 95%
confidence interval.
FIGURE 4 | Time series of alpha diversity measures (A) Shannon and (B)
Chao1 of the onshore and offshore atmospheric air above the Red Sea. Each
data point represents an individual sample. The Red line represents the
regression line and the red band around it represents the 95% confidence for
the regression line. The blue line represents the mean values and the blue
shaded area is the associated 95% confidence interval.

and dust loads show dust storm events in the Red Sea region
tend to lead to diverse APC. Dust concentrations in summer
were higher than in other seasons, which is consistent with
the higher APC diversity in the summer season found here.
Surprisingly, the APCs were less diverse in 2017 compared
to 2015 and 2016, possibly because storm events tend to be
accompanied by rain4 , compared to dry dust storms in 2015 and
2016 (Figure 3D).
The comparison of prokaryote communities in Red Sea
surface waters and dust showed these communities to be very
distinct, with different dominant taxa and a very small fraction
of OTUs that were found both in water and air. This is consistent

in the atmosphere for an extended duration (Rosselli et al.,
2015). Moreover, dust storms over the coastal regions adjacent
to the Red Sea may resuspend terrestrial particles to the
atmosphere, further contributing to the high diversity of aeolian
microbial communities. After such dust storms, prokaryotic
species that are resistant to harsh atmospheric conditions may
remain as the dominant members of the aeolian microbiome.
The positive, albeit weak, relationship between APC diversity
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with the finding that the dominant communities present in dust
suspended over the Red Sea are characteristic of soils and are
unable to grow when deposited in seawater. While only about 5%
of OTUs found in the aeolian prokaryote communities sampled
here were also found in Red Sea seawater, about half of the OTUs
found in Red Sea waters, which had much fewer OTUs than
APCs, were also found in the atmosphere. These results suggest
that the vast majority of OTUs present in APCs are unable to grow
in seawater and are most likely soil bacteria. In contrast, half of
the OTUs present in seawater can be resuspended and become
transient members of the APCs. Indeed, the APC included
cyanobacteria, which are the dominant primary producers in the
Red Sea, and were likely resuspended from seawater before the air
mass reached the onshore or offshore sampling points.
Sampling location was the main source of differences in
relative abundances between dominated airborne prokaryotes,
followed by sampling seasons and atmospheric transportation
history, respectively. This indicates differences in the sources
for airborne prokaryote in onshore air, possibly more influence
by local sources, and offshore air, as well as between the
atmospheric air and the Red Sea water habitats. Whereas,
only unclassified bacterial phyla show differences in relative
abundances influenced by their origins and transportation
history. Accordingly, the Red Sea atmosphere receives
unidentified bacterial taxa.
Many studies have confirmed the influence of atmospheric
dust-associated trace elements on the airborne prokaryotic
community (Yan et al., 2018; Zhai et al., 2018; Romano et al.,
2020). However, there was no clear correlation between APC
structure and the trace elements contained in the onshore
and offshore atmosphere over the Red Sea as shown in
the PCA biplots.
In summary, our results show that a diverse array of APCs are
present in the atmospheric air over the Red Sea, where multiple
factors influenced the APC composition. We observed high
percentages of marine and soil prokaryotes in the air, indicating
that there is a significant exchange of microbes between the sea
surface, terrestrial environments, and the air, even during nondust storm conditions. Our results also show, for the first time,
the presence of Archaea in the air over the Red Sea (0.18%
of reads). Although our results suggest that APCs are unlikely
to have a significant influence on Red Sea communities, APCs
nevertheless can affect communities in terrestrial ecosystems,
including animal and human health (Després et al., 2012). Our
results reveal that the APC over the Global Dust Belt is a highly

diverse community that provides connectivity across terrestrial
ecosystems, but with an inferred small role in affecting marine
prokaryote communities.

REFERENCES

Bueche, M., Wunderlin, T., Roussel-Delif, L., Junier, T., Sauvain, L.,
Jeanneret, N., et al. (2013). Quantification of endospore-forming
firmicutes by quantitative PCR with the functional gene spo0A.
Appl. Environ. Microbiol. 79, 5302–5312.
doi: 10.1128/aem.013
76-13
Cáliz, J., Triadó-Margarit, X., Camarero, L., and Casamayor, E. O. (2018).
A long-term survey unveils strong seasonal patterns in the airborne
microbiome coupled to general and regional atmospheric circulations.
Proc. Natl. Acad. Sci. 115, 12229–12234.
doi: 10.1073/pnas.18128
26115
Chaidez, V., Dreano, D., Agusti, S., Duarte, C. M., and Hoteit, I. (2017). Decadal
trends in Red Sea maximum surface temperature. Sci. Rep. 7:8144.

DATA AVAILABILITY STATEMENT
Publicly available datasets were analyzed in this study. This data
can be found here: All sequence data generated by this study
have been submitted to the ENA (European Nucleotide Archive)
under the accession number PRJEB36850.

AUTHOR CONTRIBUTIONS
CD and NA initiated this study and wrote the manuscript. NA
and RD-R designed and tested the extraction approach and
extracted and prepared the samples for sequencing. MC collected
the samples. NA and DN performed the data analyses. All authors
contributed to improving the manuscript, read and approved the
final manuscript.

FUNDING
This research was supported by funding supplied by the King
Abdullah University of Science and Technology through baseline funding to CD.

ACKNOWLEDGMENTS
We thank Ms. Razan Yahya, Dr. Jesus Arrieta, the technicians
of CMOR, and the crew of R/V Thuwal for help during
sampling. We also thank Ms. Wajitha J. Raja Mohamed Sait
for her assistance in DNA extraction and Dr. Intikhab Alam
and Dr. Chakkiath Antony for their help with technical
bioinformatics work.

SUPPLEMENTARY MATERIAL
The Supplementary Material for this article can be found
online at: https://www.frontiersin.org/articles/10.3389/fmicb.
2020.538476/full#supplementary-material

Aalismail, N. A., Ngugi, D. K., Diaz-Rua, R., Alam, I., Cusack, M., and Duarte, C. M.
(2019). Functional metagenomic analysis of dust-associated microbiomes above
the Red Sea. Sci. Rep. 9:13741.
Bankevich, A., Nurk, S., Antipov, D., Gurevich, A. A., Dvorkin, M., Kulikov, A. S.,
et al. (2012). SPAdes: a new genome assembly algorithm and its applications
to single-cell sequencing. J. Comput. Biol. 19, 455–477. doi: 10.1089/cmb.2012.
0021
Bolger, A. M., Lohse, M., and Usadel, B. (2014). Trimmomatic: a flexible trimmer
for Illumina sequence data. Bioinformatics 30, 2114–2120. doi: 10.1093/
bioinformatics/btu170

Frontiers in Microbiology | www.frontiersin.org

10

November 2020 | Volume 11 | Article 538476

Aalismail et al.

The Red Sea’s Airborne Prokaryotes

Chen, L., Zhao, H., Wang, W., Bai, Z., Wang, Z., Sun, F., et al. (2017). Effect of
windblown dust from local and regional sources on the air quality of the central
district in Jinan. China. Atmospheric Res. 185, 44–52. doi: 10.1016/j.atmosres.
2016.10.026
Cohen, M. D., Stunder, B. J. B., Rolph, G. D., Draxler, R. R., Stein, A. F., and Ngan,
F. (2015). NOAA’s HYSPLIT Atmospheric Transport and Dispersion Modeling
System. Bull. Am. Meteorolog. Soc. 96, 2059–2077. doi: 10.1175/bams-d-1400110.1
Davis, M. P., Van Dongen, S., Abreu-Goodger, C., Bartonicek, N., and Enright, A. J.
(2013). Kraken: a set of tools for quality control and analysis of high-throughput
sequence data. Methods 63, 41–49. doi: 10.1016/j.ymeth.2013.06.027
Després, V., Huffman, J. A., Burrows, S. M., Hoose, C., Safatov, A., Buryak, G., et al.
(2012). Primary biological aerosol particles in the atmosphere: a review. Tellus
B. Chem. Phy. Meteorol. 64:15598.
Dhariwal, A., Chong, J., Habib, S., King, I. L., Agellon, L. B., and Xia, J. (2017).
MicrobiomeAnalyst: a web-based tool for comprehensive statistical, visual and
meta-analysis of microbiome data. Nucleic Acids Res. 45, W180–W188.
Federici, E., Petroselli, C., Montalbani, E., Casagrande, C., Ceci, E.,
Moroni, B., et al. (2018). Airborne bacteria and persistent organic
pollutants associated with an intense Saharan dust event in the Central
Mediterranean. Sci. Total Environ. 645, 401–410. doi: 10.1016/j.scitotenv.2018.
07.128
Foroutan, H., Young, J., Napelenok, S., Ran, L., Appel, K. W., Gilliam,
R. C., et al. (2017). Development and evaluation of a physics-based
windblown dust emission scheme implemented in the CMAQ modeling
system. J. Adv. Model Earth Syst. 9, 585–608. doi: 10.1002/2016ms0
00823
Foster, R. A., Paytan, A., and Zehr, J. P. (2009). Seasonality of N-2 fixation and nifH
gene diversity in the Gulf of Aqaba (Red Sea). Limnol. Oceanogr. 54, 219–233.
doi: 10.4319/lo.2009.54.1.0219
Fröhlich-Nowoisky, J., Ruzene Nespoli, C., Pickersgill, D. A., Galand, P. E.,
Müller-Germann, I., Nunes, T., et al. (2014). Diversity and seasonal dynamics
of airborne archaea. Biogeosciences 11, 6067–6079. doi: 10.5194/bg-11-60672014
Griffin, D. W., Kubilay, N., Koc˛ak, M., Gray, M. A., Borden, T. C., and
Shinn, E. A. (2007). Airborne desert dust and aeromicrobiology over the
Turkish Mediterranean coastline. Atmos. Environ. 41, 4050–4062. doi: 10.1016/
j.atmosenv.2007.01.023
Hua, N.-P., Kobayashi, F., Iwasaka, Y., Shi, G.-Y., and Naganuma, T. (2007).
Detailed identification of desert-originated bacteria carried by Asian dust
storms to Japan. Aerobiologia 23, 291–298. doi: 10.1007/s10453-0079076-9
Innocente, E., Squizzato, S., Visin, F., Facca, C., Rampazzo, G., Bertolini, V.,
et al. (2017). Influence of seasonality, air mass origin and particulate matter
chemical composition on airborne bacterial community structure in the Po
Valley. Italy. Sci. Total Environ. 59, 677–687. doi: 10.1016/j.scitotenv.2017.
03.199
Jaenicke, R. (2005). Abundance of cellular material and proteins in the atmosphere.
Science 308:73. doi: 10.1126/science.1106335
Jeon, E. M., Kim, H. J., Jung, K., Kim, J. H., Kim, M. Y., Kim, Y. P., et al.
(2011). Impact of Asian dust events on airborne bacterial community assessed
by molecular analyses. Atmospheric Environ. 45, 4313–4321. doi: 10.1016/j.
atmosenv.2010.11.054
Jickells, T. D., An, Z. S., Andersen, K. K., Baker, A. R., Bergametti, G.,
Brooks, N., et al. (2005). Global iron connections between desert dust, ocean
biogeochemistry, and climate. Science 308, 67–71. doi: 10.1126/science.110
5959
Kenzaka, T., Sueyoshi, A., Baba, T., Li, P., Tani, K., Yamaguchi, N., et al. (2010). Soil
microbial community structure in an Asian dust source region (Loess plateau).
Microbes. Environ. 25, 53–57. doi: 10.1264/jsme2.me09164
Klindworth, A., Pruesse, E., Schweer, T., Peplies, J., Quast, C., Horn, M., et al.
(2013). Evaluation of general 16S ribosomal RNA gene PCR primers for classical
and next-generation sequencing-based diversity studies. Nucleic Acids Res.
41:e1. doi: 10.1093/nar/gks808
Li, M., Qi, J., Zhang, H., Huang, S., Li, L., and Gao, D. (2011). Concentration
and size distribution of bioaerosols in an outdoor environment in the Qingdao
coastal region. Sci. Total Environ. 409, 3812–3819. doi: 10.1016/j.scitotenv.2011.
06.001

Frontiers in Microbiology | www.frontiersin.org

Masella, A. P., Bartram, A. K., Truszkowski, J. M., Brown, D. G., and Neufeld,
J. D. (2012). PANDAseq: paired-end assembler for illumina sequences. BMC
Bioinformatics 13:31. doi: 10.1186/1471-2105-13-31
Mayol, E., Arrieta, J. M., Jimenez, M. A., Martinez-Asensio, A., Garcias-Bonet, N.,
Dachs, J., et al. (2017). Long-range transport of airborne microbes over the
global tropical and subtropical ocean. Nat. Commun. 8:201.
Mescioglu, E., Rahav, E., Belkin, N., Xian, P., Eizenga, J., Vichik, A., et al. (2019a).
Aerosol Microbiome over the Mediterranean Sea Diversity and Abundance.
Atmosphere 10:10080440.
Mescioglu, E., Rahav, E., Frada, M. J., Rosenfeld, S., Raveh, O., Galletti, Y., et al.
(2019b). Dust-Associated Airborne Microbes Affect Primary and Bacterial
Production Rates, and Eukaryotes Diversity, in the Northern Red Sea: A
Mesocosm Approach. Atmosphere 10:440.
Middleton, N., Tozer, P., and Tozer, B. (2019). Sand and dust storms: underrated
natural hazards. Disasters 43, 390–409. doi: 10.1111/disa.12320
Morimoto, K., Hasegawa, N., Izumi, K., Namkoong, H., Uchimura, K., Yoshiyama,
T., et al. (2017). A Laboratory-based Analysis of Nontuberculous Mycobacterial
Lung Disease in Japan from 2012 to 2013. Ann. Am. Thorac. Soc. 14, 49–56.
doi: 10.1513/annalsats.201607-573oc
Osipov, S., and Stenchikov, G. (2018). Simulating the Regional Impact of Dust on
the Middle East Climate and the Red Sea. J. Geophy. Res.Oceans 123, 1032–1047.
doi: 10.1002/2017jc013335
Pearman, J. K., Ellis, J., Irigoien, X., Sarma, Y. V. B., Jones, B. H., and Carvalho, S.
(2017). Microbial planktonic communities in the Red Sea: high levels of spatial
and temporal variability shaped by nutrient availability and turbulence. Sci. Rep.
7:6611
Prakash, P. J., Stenchikov, G., Kalenderski, S., Osipov, S., and Bangalath, H.
(2015). The impact of dust storms on the Arabian Peninsula and the
Red Sea. Atmospheric Chem. Phy. 15, 199–222. doi: 10.5194/acp-15-1992015
Prospero, J. M., Ginoux, P., Torres, O., Nicholson, S. E., and Gill, T. E. (2002).
Environmental characterization of global sources of atmospheric soil dust
identified with the Nimbus 7 Total Ozone Mapping Spectrometer (TOMS)
absorbing aerosol product. Rev. Geophy. 40, 2.1–2.31.
Pruesse, E., Peplies, J., and Glockner, F. O. (2012). SINA: accurate high-throughput
multiple sequence alignment of ribosomal RNA genes. Bioinformatics 28, 1823–
1829. doi: 10.1093/bioinformatics/bts252
Quast, C., Pruesse, E., Yilmaz, P., Gerken, J., Schweer, T., Yarza, P., et al. (2013).
The SILVA ribosomal RNA gene database project: improved data processing
and web-based tools. Nucleic Acids Res. 41, D590–D596.
Rahav, E., Paytan, A., Mescioglu, E., Galletti, Y., Rosenfeld, S., Raveh, O., et al.
(2018). Airborne Microbes Contribute to N2 Fixation in Surface Water of the
Northern Red Sea. Geophy. Res. Lett. 45, 6186–6194.
Raitsos, D. E., Pradhan, Y., Brewin, R. J., Stenchikov, G., and Hoteit, I. (2013).
Remote sensing the phytoplankton seasonal succession of the Red Sea. PLoS
One 8:e64909. doi: 10.1371/journal.pone.0064909
Rodriguez-Valera, F., Ngugi, D. K., and Stingl, U. (2012). Combined Analyses of
the ITS Loci and the Corresponding 16S rRNA Genes Reveal High Microand Macrodiversity of SAR11 Populations in the Red Sea. PLoS One 7:e50274.
doi: 10.1371/journal.pone.0050274
Rognes, T., Flouri, T., Nichols, B., Quince, C., and Mahe, F. (2016). VSEARCH: a
versatile open source tool for metagenomics. PeerJ. 4:e2584. doi: 10.7717/peerj.
2584
Romano, S., Becagli, S., Lucarelli, F., Rispoli, G., and Perrone, M. R. (2020).
Airborne bacteria structure and chemical composition relationships in winter
and spring PM10 samples over southeastern Italy. Sci. Total Environ.
730:138899. doi: 10.1016/j.scitotenv.2020.138899
Rosselli, R., Fiamma, M., Deligios, M., Pintus, G., Pellizzaro, G., Canu, A., et al.
(2015). Microbial immigration across the Mediterranean via airborne dust. Sci.
Rep. 5:16306.
Schloss, P. D., Westcott, S. L., Ryabin, T., Hall, J. R., Hartmann, M., Hollister,
E. B., et al. (2009). Introducing mothur: open-source, platform-independent,
community-supported software for describing and comparing microbial
communities. Appl. Environ. Microbiol. 75, 7537–7541. doi: 10.1128/aem.
01541-09
Schroeder, J. H. (1985). Eolian dust in the coastal desert of the Sudan: aggregates
cemented by evaporites. J. Afr. Earth Sci. 3, 371–380. doi: 10.1016/08995362(85)90011-9

11

November 2020 | Volume 11 | Article 538476

Aalismail et al.

The Red Sea’s Airborne Prokaryotes

Wickham, H. (2016). ggplot2: Elegant graphics for data analysis. Berlin:
Springer.
Yahya, R. Z., Arrieta, J. M., Cusack, M., and Duarte, C. M. (2019). Airborne
Prokaryote and Virus Abundance Over the Red Sea. Front. Microbiol. 10:1113.
doi: 10.3389/fmicb.2019.01112
Yamaguchi, N., Ichijo, T., Sakotani, A., Baba, T., and Nasu, M. (2012a). Global
dispersion of bacterial cells on Asian dust. Sci. Rep. 2:525.
Yamaguchi, N., Sakotani, A., Ichijo, T., Kenzaka, T., Tani, K., Baba, T., et al. (2012b).
Break Down of Asian Dust Particle on Wet Surface and Their Possibilities
of Cause of Respiratory Health Effects. Biolog. Pharm. Bull. 35, 1187–1190.
doi: 10.1248/bpb.b12-00085
Yan, D., Zhang, T., Su, J., Zhao, L.-L., Wang, H., Fang, X.-M., et al.
(2018). Structural variation in the bacterial community associated with
airborne particulate matter in Beijing, China, during Hazy and Nonhazy
Days. Appl. Environ. Microbiol. 84:e00004-18. doi: 10.1128/AEM.00
004-18
Yilmaz, P., Parfrey, L. W., Yarza, P., Gerken, J., Pruesse, E., Quast, C., et al. (2014).
The SILVA and "All-species Living Tree Project (LTP)" taxonomic frameworks.
Nucleic Acids Res. 42, D643–D648.
Younossi, Z. M., Stepanova, M., Henry, L., Han, K. H., Ahn, S. H., Lim, Y. S.,
et al. (2018). Sofosbuvir and ledipasvir are associated with high sustained
virologic response and improvement of health-related quality of life in East

Frontiers in Microbiology | www.frontiersin.org

Asian patients with hepatitis C virus infection. J. Viral. Hepat.hf 25, 1429–1437.
doi: 10.1111/jvh.12965
Zhai, Y., Li, X., Wang, T., Wang, B., Li, C., and Zeng, G. (2018). A review on
airborne microorganisms in particulate matters: composition, characteristics
and influence factors. Environ. Int. 113, 74–90. doi: 10.1016/j.envint.2018.01.
007
Zhang, R., Liu, B., Lau, S. C., Ki, J. S., and Qian, P. Y. (2007). Particle-attached and
free-living bacterial communities in a contrasting marine environment: Victoria
Harbor. Hong Kong. FEMS Microbiol. Ecol. 61, 496–508. doi: 10.1111/j.15746941.2007.00353.x
Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.
Copyright © 2020 Aalismail, Díaz-Rúa, Ngugi, Cusack and Duarte. This is an openaccess article distributed under the terms of the Creative Commons Attribution
License (CC BY). The use, distribution or reproduction in other forums is permitted,
provided the original author(s) and the copyright owner(s) are credited and that the
original publication in this journal is cited, in accordance with accepted academic
practice. No use, distribution or reproduction is permitted which does not comply
with these terms.

12

November 2020 | Volume 11 | Article 538476

