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Identification and quantification of giant bioaerosol particles
over the Amazon rainforest
Cybelli G. G. Barbosa1,2,3✉, Philip E. Taylor4, Marta O. Sá5, Paulo R. Teixeira5, Rodrigo A. F. Souza 6, Rachel I. Albrecht 7,
Henrique M. J. Barbosa 8,9, Bruna Sebben 2, Antônio O. Manzi10, Alessandro C. Araújo11, Maria Prass1, Christopher Pöhlker1,
Bettina Weber1,3, Meinrat O. Andreae 1,12 and Ricardo H. M. Godoi2✉

Eukarya dominate the coarse primary biological aerosol (PBA) above the Amazon rainforest canopy, but their vertical profile and
seasonality is currently unknown. In this study, the stratification of coarse and giant PBA >5 µm were analyzed from the canopy to
300m height at the Amazon Tall Tower Observatory in Brazil during the wet and dry seasons. We show that >2/3 of the coarse PBA
were canopy debris, fungal spores commonly found on decaying matter were second most abundant (ranging from 15 to 41%),
followed by pollens (up to 5%). The atmospheric roughness layer right above the canopy had the greatest giant PBA abundance.
Measurements over 5 years showed an increased abundance of PBA during a low-rainfall period. Giant particles, such as pollen, are
reduced at 300 m, suggesting their limited dispersal. These results give insights into the giant PBA emissions of this tropical
rainforest, and present a major step in understanding the type of emitted particles and their vertical distribution.
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INTRODUCTION
Primary biological aerosols (PBA) including bacteria, fungi, fern
and bryophyte spores, viruses, fragments of insects and leaves are
abundant in the atmosphere and are agents for the spread of
microorganisms and reproductive material, ranging in size from a
few nanometers up to several millimeters1–4. In the Amazon, air
sampling above and below the canopy has shown that fungal
spores dominate the coarse size range of suspended particles3,5.
About 90% of atmospheric particles <10 µm are composed of
organic material, irrespective of the season5–8.
In a recent wet-season study using fluorescence insitu

hydridization, coarse PBA were dominated by bacteria and
Eukaryotes, and the largest of these were greatly reduced at
300 m height. Also, up to 30% of coarse PBA were attributed to
biological debris9.
The smallest of the suspended particles are mostly secondary

organic aerosols, known to scatter and absorb radiation and
initiate the formation of clouds and precipitation by acting as
cloud condensation and ice nuclei6,10–13. It also was suggested
that a significant part of smaller particles originated from
primary emission, i.e., fungal discharge liquids and fragmented
spores14,15. In tropical regions, the regional circulation pattern
and evapotranspiration, together with bioaerosols, are impor-
tant factors shaping hydrological processes16–19.
The potential for vertical transport of coarse PBA and the role

they might play in cloud formation has been frequently
discussed. Some authors point out that PBA can act as giant
(usually >10 µm2) CCN in the atmosphere, whereby water
condenses on a large particle, producing a tail of large droplets
with high collection efficiency, enhancing collision and

coalescence processes, and influencing warm rain forma-
tion20–22. Thus, it is important to identify the sources and
measure the abundance of coarse PBA that are carried above
the rainforest canopy in order to estimate the PBA contribution
to CCN above the Amazon forest.
Vertical atmospheric lifting is a prerequisite for long-range

transport of aerosols and is related to and controlled by
pressure systems, convection and inversion layers23. Coarse PBA
have been reported to travel across countries and the ocean,
but these are believed to be rare events24. Daily regional
forecast models for atmospheric pollen abundance still assume
an even distribution from near ground level to the top of the
atmospheric boundary layer, i.e., to a height of ~1 km above
ground level25–27. However, many studies on the distribution of
pollen grains up to 100 m above ground showed that their
abundance was well-correlated with specific meteorological
conditions.25,26,28–31. Using aircraft measurements, high con-
centrations of aerosol particles were reported to be transported
across the boundary layer by strong convection30. However,
there is a paucity of long-term studies on PBA particles at fixed
heights and especially in tropical regions. In the central Amazon
rainforest, there are strong updrafts and downdrafts from
frequent deep convection events that could influence vertical
PBA transport.
In the current study, we conducted long-term tower-based

measurements at 5 height levels up to 300 m above ground to
identify coarse and giant PBA >5 µm in the Amazon rainforest
atmosphere. This profile was linked to meteorological data to infer
the seasonality effects on PBA vertical gradients.
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RESULTS AND DISCUSSION
Identification and classification of coarse aerosol
All coarse aerosol particles >5 µm collected in air samples at 5
different heights above ground level (26, 40, 60, 80, 300m) were
classified as either PBA (pollen grains, fungal spores, yeast-like
spores, fern spores, bryophyte spores, canopy debris) or other
particles (smoke, mineral fractions). Above the rainforest canopy,
coarse particles numbers were dominated by diverse non-
reproductive biological parts (leaf/wood pieces, plant waxes, leaf
glands, leaf trichomes, insect fragments), classified as canopy
debris (Fig. 1, Supplementary Fig. 1). These debris particles
covered the widest range of sizes and shapes and represented
>2/3 of all sampled particles at the different heights above the

canopy (Supplementary Fig. 1), representing 40% of the sampled
particles at 26 m, 48% at 40 m, 51% at 60m, 46% at 80 m and 50%
at 300m. At the canopy level (26 m), spores played a similarly
large role, representing 41% of the particles, decreasing with
height to 24, 15, 23 and 21% at 40, 60, 80 and 300 m respectively.
The abundance of pollen grains represented about 2% of coarse

PBA at all levels, with the highest fraction of 5% reached at 60 m
height. Fern spores represented <1% of particles identified (0.1,
0.2, 0.5, 0.3 and 0.2% at 26, 40, 60, 80 and 300m, respectively) and
only a few spore types were present (Fig. 1).
Bryophyte spores were rarely observed (<0.1% at all heights),

and these were mainly located within the canopy (26 m height).
Small hyaline, thin-walled spores similar to the blastoconidia of
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Fig. 1 Vertical distribution and composition of giant PBA. Particles ranging from 5 to 500 µm at 5 different heights above the Amazon
rainforest: 26 m, 40m, 60m, 80m, and 300m. Data at each height are confined to the sampling periods at the respective level (see Table 1).
a Seasonal PBA quantification and general profile. Boxplots with the representation of the box for the 1st and 3rd quartiles, vertical line inside
the box shows the median value, while the dot indicates the average value, 5 and 95 percentiles as whiskers. Dry season displayed in red and
wet season in blue; b Detailed particle classification per height with relative contribution of each category as displayed in the legend;
c General PBA composition with the following categories merged as spores: fungal spores, fern spores, bryophyte spores, yeasts; d Size
distribution of PBA particles from 5 to <10 µm, 10 to <30 µm, 30 to <100 µm, and 100 to 500 µm.
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yeasts <10 µm were classified as yeast-like, and these were found
across all heights and seasons, but represented <1% of the total
particle number (0.8, 0.7, 0.4, 0.6 and 0.7% at 26, 40, 60, 80 and
300m, respectively). They were sampled mostly prior to rain
events. All the PBA subcategories were present at all sampled
heights and seasons.
The general composition indicates an atmospheric dominance

of fungi (around ¼), and many of the identified spores (Fig. 2)
belong to the saprophytes, associated with decaying organic
material. Overall, the most common fungal spore identified was
Ganoderma, a bracket fungus. Sexual spore release in these
basidiomycetes is associated with the formation of the so-called
Buller’s Drop32, which causes the emission of a similar mass of
propulsion liquid that is also aerosolized. This liquid likely causes
the formation of salt-enriched aerosol particles of smaller size
(mainly belonging to the accumulation mode)3,33.
Fungi showed the highest abundance among the spore

producing organisms, from 15 to 41% depending on the height
(Fig. 2b) as well as the greatest diversity of spore types, as showed
in the Atlas34. Around 70% of the collected spores belonged to the
Ascomycota or Basidiomycota, the remaining percentage belong
to other fungal phyla, yeast, fern, or bryophyte organisms. The
most common ascospores identified were from the Xylariaceae,
Venturiaceae, Cladosporiaceae, Pleosporaceae and Trichocoma-
ceae families (Fig. 2). For basidiospores, the Polyporaceae,
followed by Agaricaceae and Bolbitiaceae families were most
abundant across all heights (a unique result of this work is
presented as an Image atlas34 displaying the microscopic pictures
of the biological particles collected above the canopy, available
online (https://doi.org/10.6084/m9.figshare.15142419.v1).

Fungal spores and other spore particles were distributed across
all sampling heights (Fig. 1c), but molecular or other techniques
would be required for identification to species level. In a previous
study in the Amazon, where measurements were conducted near
the ground level, a similar relative composition was observed with
fungal spores accounting for a major fraction, 45%, of the coarse
particulate matter3.
Size measurement can be challenging for non-spherical

particles. Minor and major axes were measured for each particle,
these values were averaged and the standard deviation (sd)
among minimum, maximum and mean values were analyzed. For
pollen grains, where the sd was <10%, the average value was
considered as the mean diameter, or just diameter along the text.
For the remaining categories, the sd reached around 50%, and
even higher values for fungal spores due to their diverse
morphology. Here, the major axis was used to refer to the
particle size.
Across all heights, the size of the sampled large PBA mainly

ranged between 5 and 30 µm (Fig. 1d, Supplementary Fig. 2). A
few large particles from the canopy measured up to 500 µm and
were identified as insect and leaf parts.
Airborne pollen dominated the particle size fraction below

30 µm diameter (Supplementary Fig. 2, Supplementary Table 1),
across all heights. Giant pollen grains, with sizes from 30 to
100 µm ranged among the largest known PBA particles35.
Across all heights, 80 different types of pollen were observed,

and 25 families identified (Supplementary Table 1). The most
abundant pollen were small grains from the Moraceae (Fig. 3e)
family (measuring in the range from 8 to 20 µm, with an average
diameter of 10 µm). Many species of Moraceae are wind-

Fig. 2 Images of common fungal spores sampled at the different heights over the rainforest and identified up to family level.
a Agaricaceae, b Poliporaceae, c Pleosporaceae, d Xylariaceae, e Venturiaceae, f Pleosporaceae, g Agaricaceae, h Trichocomaceae,
i Cladosporiaceae. Scale bar: 10 µm.
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pollinated, discharging their pollen forcibly in response to a drop
in relative humidity (RH)36. Among the largest in size were pollen
grains of a wind-pollinated tree in the Podocarpaceae family (Fig.
3i), present at 26, 60 and 80m height. The remaining identified
pollens (Supplementary Table 1) were from families more known
for animal and insect pollination than wind pollination.
Some pollen grains are known to be capable of rupture,

releasing their content into the atmosphere37. For temperate
regions, up to 50% of pollen grains have been observed to be
ruptured37–41. These pollen shells have been regularly observed in
temperate cities during and after convective storms39,42. Their
dispersed nanoparticle content has the potential for cloud
nucleation, affecting warm precipitation, and secondary particle
formation in the atmosphere40,41. Over the Amazon, in our study,
only about 3% of pollen collected during a major storm showed
obvious wall collapse and an absence of cytoplasmic contents
(Supplementary Fig. 3). We triggered grass pollen rupture in the
laboratory (Supplementary Fig. 3) and used microscopic imaging
of these pollen shells as a reference material. Outside of storm
events, ruptured pollen shells were rarely observed in our samples.
The pollen rupture events, across all heights and seasons, were

analyzed by means of air mass back trajectories, and tested for
potential correlations with the presence and number of lightning
strikes and meteorological parameters up to 72 h prior to
sampling. However, no pattern or tendency was found, which
could explain these few rupture events.

Although time-consuming, the optical microscopy technique
used for particle classification provides relevant information on
shape, size and morphological34 characterization, allowing a more
detailed assessment of the relative composition, both time-
resolved and along the vertical profile.

PBA quantification and vertical distribution
The main focus was to identify the relative similarities/differences
along the vertical gradient and explore the general upward trend
from the canopy. Starting within the canopy, at 26m height above
ground level, relative humidity had a weak to moderate
correlation with biological particles (Supplementary Fig. 4), despite
remaining above 80% for at least 70% of the sampling period
during the wet and dry seasons (Supplementary Fig. 5). Also,
horizontal wind speeds were much lower than above canopy,
generally not exceeding 5m s−1 (Supplementary Fig. 1), and not
directly influencing particle dispersal (Spearman: −0.25 < ρ < 0.1,
p < 0.001). At this level the main difference was the reduction of
the canopy debris during the wet season (Fig. 4a), a common
trend due to the washout effect, and an increased concentration
of spores (mostly from fungal organisms, but also fern and
bryophytes) expected due to the proximity of the source, heavily
influenced the PBA relative composition (ρ= 0.94, p < 0.001).
This was the only level that showed statistical day/night

differences for spores and PBA distribution (p < 0.001) (Supple-
mentary Table 2). Daylight and nighttime have nearly similar

Fig. 3 Images of common pollen grains sampled at the different heights over the rainforest and identified up to family level. a Oleaceae,
b Fabaceae, c Euphorbiaceae, d Asteraceae, e Moraceae, f Meliaceae, g Sapindaceae, h Poaceae, and i Podocarpaceae. Scale bar: 20 µm.
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length period at the region along the year. The almost
homogeneous day/night distribution for biological particles above
canopy level is consistent with results obtained in 2001 in a forest
clearing43.
At 40m, the general pattern followed the level immediately below

(Supplementary Fig. 6). Spores still contributed to PBA composition,
especially during the wet season (Fig. 4a), with a moderate
correlation (ρ= 0.6, p< 0.001) between spores and total PBA
concentrations (Supplementary Fig. 4). But canopy debris contribute
a larger amount (Fig. 1c), similar to the levels above. Particles of
pollen, ferns and many fungi require a drop in RH to trigger emission
(considering a previously condensed atmosphere), as well as a
minimum threshold of wind disturbance for dispersion, therefore
these categories presented a significant distribution difference
between wet and dry seasons (p < 0.001) (Supplementary Table 2),
with higher values during the dry season. Also, pollen grains rapidly
condense moisture above 90% RH.
The 60m level showed the highest PBA concentrations (Fig. 1a,

Supplementary Fig. 7). Overall, the elevated values, compared to
the other heights has to be considered in the context of the
extreme dry climatic conditions during this sampling period: few
rain events with low precipitation levels and high temperatures for
longer periods. The sampling height of 60 m above ground level
was just above the roughness layer, where the turbulent flows
above the canopy are not yet well established44,45, and none of

the monitored meteorological parameters presented a strong
correlation with the sampled biological particles at this level
(Supplementary Fig. 4).
High variability in relative humidity (Supplementary Fig. 7), reduced

precipitation and occurrence of gusts (Supplementary Fig. 1) might
influence particle resuspension and increased PBA availability.
At the level of 80 m, there was higher abundance of spores

during the dry season (Fig. 4a, Supplementary Table 2). The
washout effect could have prevailed during the wet season, and
thunderstorms were present that entrain a diversity of particles
due to atmospheric turbulence (Supplementary Fig. 8).
The same pattern of relative spore abundance also occurred at

300m (Fig. 1b), indicating that the local contribution from the
canopy predominates at this level. Only a PBA peak at 300 m that
occurred during the wet season could be associated with long-
range transport (Supplementary Fig. 9). Organic particles usually
have ornamented external walls, lower density, and shapes that
favor dispersion. After being entrained from the canopy, coarse
and giant PBA can accumulate in the roughness layer, but this is
highly dependent on the settling time of each particle.

Seasonality and long-range transport
Despite persistent high relative humidity in the Amazon
(Supplementary Fig. 1), PBA were entrained above the rainforest
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Fig. 4 General seasonal distribution and particle quantification per height and season (wet season: top, dry season: bottom). a Relative
composition of all sampled particles per height and season presenting the main categories: pollen, all spores, canopy debris and other
particles in gray, red, green and blue respectively; b PBA (5 to 500 µm) concentration (# m−3) as boxplots for each height and season with the
box for 1st and 3rd quartiles, median as a blue line and mean as the red dot, 5 and 95 percentiles as whiskers, outliers marked as gray dots;
c total suspended particle concentration in the range from (5 to 10 µm) (# m−3) also shown for each height and level, with the presence of
more outliers during the wet season for the highest levels.
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canopy throughout both the wet and dry seasons. Precipitation
reached a minimum in August and peaked in March across all
years sampled, consistent with previous records in the same
area46. Detailed PBA data for each season and at each of the
sampled heights were compared with meteorological data. Higher
T values were observed at the end of 2015 and the beginning of
2016 (Supplementary Figs. 1 and 8), consistent with reduced
precipitation9. Mean wind speed values were almost constant
across the years, around 3m s−1 at all levels, with gusts above
11m s−1 (Supplementary Fig. 1), promoting mixture and particle
resuspension.
Thunderstorms have an effect on coarse PBA drag above tree

level. Peaks in large PBA (30 to 100 µm) abundance above the
canopy coincident with wind gusts (Supplementary Fig. 3) from
the outflow of convective storms are common during the
transition between wet and dry seasons. Two storms were
monitored24 and associated strong winds entrained the largest
of pollen grains and other bioaerosols above the canopy, enabling
their potential transport over larger distances. At 80 and 300m
height, wind speed was positively correlated with PBA concentra-
tion (p < 0.01) only during storm events, while for the general
period there was no significant correlation (Supplementary
Table 2). This implies that storm-like disturbances are key for
enhanced transport of coarse and giant PBA. Convective storms
resulted in short discrete plumes of PBA. Subsequent precipitation
and increased relative humidity had a strong negative influence
on the vertical distribution of bioaerosols, with a reduction in the
number of PBA.

The atypical peak (Fig. 5a) during the wet season, in a pristine
area, might be a result of multiple influences during a period
when reduced emissions are usually registered. The event
coincided with a peak in the coarse mode particles from 5 to
10 µm (Fig. 5b). Only local emissions do not explain the high
number of particles recorded, and the equivalent black carbon
mass concentration (Fig. 5c) shows an increase at this time during
the wet season in the Amazon, when the local fire contribution is
not significant. This pattern was previously described for small
particles as resulting from long-range transport of Saharan dust
aerosol mixed with pyrogenic aerosols from West Africa47. The
peak observed across all size ranges during this specific period
could be influenced by a resuspension component combined with
local emission and intercontinental input.
A few pollen grains were identified above canopy from species

that grow near ground level. Pollen of Poaceae (Fig. 3) was
occasionally observed at 80 m. This was subsequently identified as
bamboo (Pariana sp.). This genus is common on the forest floor
and was thought to have fully adapted to insect pollination. There
appears to be insufficient disturbance for these pollen types to
escape an intact canopy. However, several observations of
Cyperaceae pollen above the canopy provide support to the
likelihood of small emission contributions from clearings or
riverbanks.
Consistently high levels of PBA observed during the dry season

might be driven by a combination of variable dispersal, connected
to environmental and meteorological variables47. The smallest
particles (5–10 µm) were the most abundant across the coarse and
giant particle number size distribution. Above the canopy, the
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Fig. 6 Equipment and method of sampling. a Drawing scheme of the Burkard Volumetric Spore Sampler describing the parts attached to the
main body, with the internal view in detail showing the rotating drum; b Picture of the sampler attached to the tower by a metallic support
allowing free rotation according to the wind direction; c Scheme of the steps followed during sampling: (1) sampling tape preparation with
adhesive along the entire surface and fixation on the side of the rotating drum, (2) removal of the tape after sampling and separation into
pieces, (3) mounting of each piece onto a glass slide, (4) application of coverslip on top, (5) longitudinal scanning under an optical microscope
allowing time discrimination (1-h resolution); d example of sampled slide with all the categories: PBA (pollen grain, fungal spore, fern spore,
bryophyte spore, yeast, canopy debris) and Other particles. Scale bar: 50 µm.
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seasonality and mixing layer can influence the concentration,
increasing or diluting local emissions48.
In a tropical lowland forest in Costa Rica, seasonal influences

had a strong effect on the canopy habitat49. The dry season
correlated with a build-up of tree leaf litter and increased canopy
soil. During other seasons, rainfall and associated winds regularly
scrubbed the canopy. High abundance of coarse PBA above the
Amazon canopy observed during the dry season could be due to
decreased rainfall leading to increased retention of dead organic
matter within the canopy. This would cause an increased
availability of amorphous particles and saprophytic fungal spores
to be released into the atmosphere.
Canopy particles were quantified as the major contributor of

coarse PBA in the size range of 5 to 500 µm above the canopy,
followed by fungal spores across all heights and seasons. Air
sampling of the pristine atmosphere of the Amazon rainforest
suggests that the canopy habitat is the source of emission of most
coarse PBA, mostly emitted as amorphous canopy particles and
fungal spores, with minor abundance of pollen grains.
Besides the quantitative limitation of the optical microscopy

technique, our dataset allows an enhanced qualitative dis-
crimination and classification of PBA particles within and over
the canopy. The vertical composition from the canopy up to
300 m height highlights the most abundant categories that are
representative for both seasons.
As PBA dispersion, despite the climatic effect, might be important

for forest conservation, more studies would be required to connect
the consequences of the production, emission and viability of large
biological particles, and the role of canopy particles on the balance of
the Amazon ecosystem. A continuous vertical large-PBA measure-
ment could provide important parameters to better understand the
natural processes driven by seasonality and also improve numeric
models of the tropical region.

METHODS
Sampling
Sampling was conducted at the Amazon Tall Tower Observatory
(ATTO) in the Uatumã Sustainable Development Reserve (RDS
Uatumã), located in the Amazonas state, Brazil8. Two towers were
used to run air samplers at different heights: the INSTANT tower (S
2° 8.647' W 58° 59.992') with sampling at the canopy level (26 m),
and above canopy (40, 60 and 80m), and the ATTO tower (S 2°
8.752' W 59° 0.335') with sampling at 300 m height above ground
level. The sampling of coarse airborne particles was performed
using two Hirst-type volumetric samplers50,51 (Burkard 7-Day
Recording Volumetric Spore Samplers, Burkard Scientific Ltd.,
Uxbridge, UK). The sampler cut-point allowed the collection of
particles from 3 to 2000 µm in size, and only the particles from 5
to 500 µm were considered for this study. Samplers were installed
with a metallic arm support allowing the main body to be placed
outside the tower and freely rotate according to the wind
direction (Fig. 6). Sampling was performed during both the wet
and dry seasons of several subsequent years (Jan, Sep, Oct and

Nov of 2015; Sep, Oct, Nov and Dec 2016; Mar and Apr 2017; Aug
2018 and Mar 2019) and at different sampling heights (Table 1),
with a total of 4737 h of sampling distributed as follows: 192 h at
26m, 621 h at 40m, 1316 h at 60m, 1394 h at 80m and 1214 h at
300m.
The Amazon region presents characteristic dry and rainy (wet)

seasons, interspersed by transition periods. For this study the
entire sampling period was separated only into dry and wet
seasons (Table 1) according to the monthly precipitation levels52.
Additionally, data from an Optical Particle Sizer (OPS, model

3330, TSI Inc. Shoreview, MN, USA), from 5 to 10 µm in size at 60m
height, and from a Multi-Angle Absorption Photometer (MAAP,
model 5012, Thermo Electron Group, Waltham, USA) were used for
coarse particle number concentration and equivalent black carbon
concentration, respectively.

Meteorological data
Meteorological data for 26, 40, 60 and 80m (sampling periods of
2015, 2016, 2018 and 2019) were obtained from the closest
sensors installed along an 81m-height tower, i.e, 26, 40, 55 and
81m, respectively. Air Temperature and relative humidity (CS215,
Rotronic Measurement Solutions, UK), wind speed and direction
(2D/3D sonic anemometers (WindSonic, Gill Instruments Ltd., UK))
for the mentioned levels, while rainfall (TB4, Hydrological Services
Pty. Ltd., Australia) just at 81 m height. The 1-min data for the
above-mentioned parameters were averaged to be comparable
with the 1-h PBA concentration resolution. Meteorological data for
300m height was estimated based on radiosonde data measure-
ments (for the years of 2016 and 2017, launched daily from S 3°
2.316' W 60° 2.982'), as there were still no meteorological
instruments installed at that level during this sampling period.
The National Oceanic and Atmospheric Administration (NOAA) Air
Resources Laboratory (ARL) HYSPLIT Trajectory Model (HYbrid
Single-Particle Lagrangian Integrated Trajectory) was used for
computing air parcel 24, 48, and 72 h back trajectories (http://
www.ready.noaa.gov), driven by meteorological data from NCEP
Global Data Assimilation System (GDAS) model at 0.5° resolution53.

Analysis and statistics
Optical identification of bioaerosols was performed using the
morphological characters, as referenced in the literature54–58. For
sampling, a sticky clear tape was used to continuously collect
particles from 5 to 500 µm in size in a steady flow of 10 LPM (liters
per minute). This type of sampler collects the large particles within
the air flow that attach to the surface of the adhesive tape59,
which might not correspond to 100% of the particles present in
the air flow in the specified size range. Each 48mm of the tapes
were mounted onto glass slides with a coverslip (corresponding to
24 h of sampling) and longitudinal analyzed by optical microscopy
using an Olympus BX50 light microscope (Fig. 6). The brightfield
optics equipment utilized an Olympus UPlanApo lens (40x)
allowing a 400x image magnification, with images taken by a
Canon EOS 1100D camera coupled to the microscope.
Particles were identified in 240 fields of view for each glass slide,

i.e., 10 sequential fields of view each 2mm, corresponding to 1-h
sample, following the guidelines from the International Associa-
tion for Aerobiology3,35. Identification and counting were per-
formed both manually (to distinguish between the different
particle types), and by the open source software Image J (NIH—
USA, version 1.51j8), which was also used for size measurements.
The results were processed using 1-h resolution, and particle
concentrations were calculated using the number of particles
according to the respective volume of sampled air.
A total of 495,906 particles with the size range of 5 to 500 µm

were counted, measured and categorized. The PBA particles2 were
separated into the following categories: (a) pollens grains, (b)
fungal spores, (c) yeasts-like conidia, (d) fern spores, (e) bryophyte

Table 1. Sampling calendar, describing the period (month and year),
height (meters above ground level: 26, 40, 60, 80, 300m) and season
(dry or wet) of each sampling campaign.

Year 2015 2015 2016 2016 2017 2018 2019

Months JAN
MAR
APR

SEP
OCT
NOV

SEP
OCT

NOV
DEC

MAR
APR

AUG MAR

Season WET DRY DRY WET WET DRY WET

Height 80 60 40
80

40
300

300 26 26
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spores, and (f) canopy debris (including leaf/wood pieces, plant
waxes, leaf glands, leaf trichomes, insect fragments). Another
category defined as other particles includes all the remaining
material not identified as biological, such as framework silicates
and amorphous particles (Fig. 6).
Each sampling and analysis is susceptible to random and

systematic errors related to equipment functioning and human
operation. In this context, the uncertainty for the sampling
(sampler efficiency, flow deviation) and analysis (particle counts)
of 19.5% was calculated at the 95% level of confidence60. This
uncertainty was considered for the values presented in the results.
The distribution of particle concentrations did not fit a Gaussian
curve; therefore, all valid measured data were statistically analyzed
using non-parametric tests of the R software (The R Project—
Austria, version 3.3.3). The R packages ggplot2, openair and
RColorBrewer were used for figures. Hourly PBA concentrations
were related to meteorological data using Spearman Rank
analysis, GLM and GAM tests. The Mann–Whitney test was
performed for both seasons among the heights and applied to
test day/night differences. Data were considered statistically
significant at p < 0.01 and a 99% level of confidence.
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