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Bioaerosol samples are characterized by very low biomass, so culture-based detection remains a reliable
and acceptable technique to identify and quantify microbes present in these samples. The process
typically involves the generation of bacterial colonies by inoculating the sample on an agar plate,
followed by the identification of colonies through DNA sequencing of a PCR-amplified targeted gene.
The Sanger method is often the default choice for sequencing, but its application might be limited in
identifying multi-species microbial colonies that could potentially form from bacterial aggregates present
in bioaerosols. In this work, we compared Sanger and MinlON nanopore sequencing techniques in
identifying bioaerosol-derived bacterial colonies using 16S rRNA gene analysis. We found that for five out
of the seven colonies examined, both techniques indicated the presence of the same bacterial genus.
For one of the remaining colonies, a noisy Sanger electropherogram failed to generate a meaningful
sequence, but nanopore sequencing identified it to be a mix of two bacterial genera. For the other
remaining colony, the Sanger sequencing suggested a single genus with a high sequence alignment and
clean electropherogram; however, the nanopore sequencing suggested the presence of a second less

abundant genus. These findings were further corroborated using mock colonies, where nanopore
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Accepted 2nd May 2024 sequencing was found to be a superior method in accurately classifying individual bacterial components

_ in mock multispecies colonies. Our results show the advantage of using nanopore sequencing over the
DOI: 10.1039/d3ea00175; Sanger method for culture-based analysis of bioaerosol samples, where direct inoculation to a culture

rsc.li/esatmospheres plate could lead to the formation of multispecies colonies.

Environmental significance

Culture-based detection of microbes present in bioaerosols typically involves growing microorganisms into colonies and subsequent identification by targeted
gene sequencing. Sanger sequencing of the 16S rRNA gene is most commonly used for the identification of bacterial colonies formed after inoculation of
bioaerosol samples on agar media. In this study, the performance of Sanger sequencing was compared with MinION nanopore sequencing for the identification
of bioaerosol-derived bacterial colonies. Nanopore sequencing outperformed Sanger sequencing by detecting bacteria at higher taxonomic resolution and
identifying individual bacterial components in multispecies colonies. Our findings demonstrate the potential of nanopore sequencing for microbial identifi-
cation in culture-based analysis of bioaerosol and other complex environmental samples.

Introduction identification and often requires the use of culture-based
enrichment methods prior to other analyses.’” One key advan-
Monitoring the presence of pathogens in bioaerosols is crucial tage of the culture-based detection approach is that when
for assessing potential health risks associated with exposure to  successfully implemented, it is able to identify even a very small
air. Bioaerosols include a rich and diverse community of number of viable organisms in the sample and can help assess
microbes, only a small number of which may be pathogenic. The the health risk posed by the ambient air in an environment.® Due
low biomass of bioaerosol complicates their detection and  to this high sensitivity for detection, the culture-based technique
is not only employed for microbial analysis of air’® but also for
a wide variety of samples, including clinical specimens, food, and
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assumption that the colonies are homogeneous and are
generated by aggregated growth from a single microorganism.
However, for bioaerosol samples, the approach can encounter
certain challenges in achieving an accurate identification of the
colonies. Bioaerosols are distributed over a range of sizes with
up to 30% of the total number being =4.7 um in diameter,
suggesting potential aggregation of microbes in these larger
particles.” Indeed, microbes in the air are reported to exist as
aggregates of variable size, often tightly bound to particulate
matters, and thus, can potentially form multispecies colonies
when bioaerosol samples are inoculated on agar media.'***
Culture-based detection is commonly conducted by capturing
bioaerosol particles on an agar plate (e.g., by depositional
sampling and impaction), followed by growing viable
microbes.®> However, the particle-bound or aggregated micro-
organisms would remain in close physical proximity on the agar
plate and could potentially lead to growth without a distinct
colony boundary. Indeed, the existence of multispecies colonies
is reported, where distant bacterial species associate in a single
colony structure with specific interactions observed between
them.'*® Although information is lacking regarding the
formation of multispecies colonies from inoculation of bio-
aerosols, the fact that airborne microbes often exist as aggre-
gates raises such possibility and emphasizes the need for
accurate identification of microbial colonies.

The classical approach to identify microbial colonies involves
a battery of biochemical tests, but that is now mostly replaced by
sequencing-based techniques, which offer a rapid, accurate, and
sensitive method for bacterial identification. Targeted amplicon
analyses are commonly used for taxonomic classification and for
studying phylogenetic relationships due to the conserved nature
of essential genes.*>** The 16S ribosomal RNA gene (henceforth
abbreviated as 16S) contains nine variable regions and is present
universally in bacteria and archaea, providing a robust tool for
the classification of bacteria and archaea.”> 16S amplicon
analysis is widely used for the identification of bacteria and
archaea; however, the implementation of different sequencing
technologies can influence the resolution of the results and the
scope of application.

Sanger sequencing, first introduced more than four decades
ago, is still widely used and remains as one of the primary
sequencing tools for the identification of microbial colonies
through targeted gene amplification. Sanger sequencing is highly
accurate in sequencing reads up to ~1000 bases and is often held
as a reference or standard to compare the accuracy of other
sequencing techniques.*** One major limitation of Sanger
sequencing is that only one homogeneous DNA sequence can be
read by this technique, and the presence of additional sequences
in the sample will impact the output.”*® Thus, Sanger sequencing
is not suitable for sequencing 16S amplicons from a sample with
a mixed microbial composition. For such applications, next-
generation sequencing (NGS) such as Illumina, which employs
massively parallel short-read sequencing, is commonly used to
classify all bacterial taxa. However, the sequencing platform allows
only short-reads with a sequence length of <500 bp, restricting the
coverage of the 16S gene to a maximum of two variable regions and
limiting the taxonomic classification up to the genus level.?*°
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Third-generation sequencing, commonly referred to the
sequencing platforms offered by Oxford Nanopore Sequencing
(ONT) and Pacific Biosciences (PacBio), overcomes some of the
major limitations of NGS by enabling long-read sequencing.*'>
Among these techniques, MinION nanopore sequencing from
ONT utilizes a protein nanopore complex to guide a DNA strand
to translocate through the pore and determines the sequence
from the changes in ionic conductivities as different nucleotide
bases pass through the pore.** Nanopore sequencing has
significantly advanced in the last decade with improvements in
sequencing accuracy and capacity. Combined with packaging in
an extremely portable, inexpensive sequencing device, and
relatively simple library preparation procedures, applications of
nanopore sequencing have grown tremendously in recent
years.***” The long-read capability of nanopore sequencing
allows for full-length 16S gene amplicon sequencing with the
ability to discriminate up to the species level in a sample of
mixed bacterial composition.*® Furthermore, multiplexing the
samples by barcoding enables running multiple samples on
a single run, enhancing the throughput and reducing the cost.
Together, these features of nanopore sequencing make it
a potentially attractive procedure for the identification of
bacterial colonies through 16S amplicon analysis.

In this study, we compared Sanger and nanopore sequencing
for the identification of bacterial colonies derived from bio-
aerosol samples and explored any advantages afforded by
nanopore sequencing. Targeted amplification of full-length 16S
genes was conducted for individual colonies, and the amplicons
were sequenced using both techniques. We investigated the
accuracy of these two techniques in colony identification,
especially when there is potential for the existence of multi-
species colonies. The findings were further corroborated with
mock multispecies colony samples.

Methods

Bioaerosol sample collection

Bioaerosol samples were collected from the Clarkson University
campus using an in-house developed, portable bioaerosol
sampler called TracB (Trace Aerosol sensor and Collector for
Bio-particles).”® The sampler is a low-power and low-pressure
drop device that uses electrostatic precipitation to capture
airborne particles on a removable collection plate along with
real-time monitoring of air quality parameters. Unlike the
common high-pressure drop aerosol samplers (e.g., impactors
and impingers), the device operates without a pump and the
airflow is driven by a 12 V DC fan mounted on the device.
Operating at a sampling flow rate of 10 L min ", the device is
designed for particle collection over a wide size range of 0.01-10
um, and the collection efficiency for bacterial aerosols was
found to be over 50%.%* The design of the TracB device enables
it to run for an extended period, from days to several weeks,
capturing airborne particles throughout this time and being
able to provide a reflection of airborne microbes in the
sampling window. Our preliminary work suggested that the
bioaerosol sample collection of two weeks provides sufficient
biomass to run sequencing analysis. This has prompted us to
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set our sampling time window to two weeks for both sequencing
and culture-based analysis, which was followed in this study as
well. It is to be noted that any potential impact of the long
sampling period on the properties and fate of captured bacteria
has not been investigated in this study.

Bacterial culture

After two weeks of sample collection using the TracB device,
particles deposited on the collection plate were retrieved by
wiping with a sterile, wet (by PBS) cotton swab. The sample was
immediately inoculated on Tryptic Soy Agar (TSA, Difco) plates
by gently spreading the swab over the agar media. Following
sample inoculation, the TSA plates were incubated at 30 °C for
16-18 h to promote bacterial growth and colony formation
before further analysis.

DNA extraction from bacterial colonies

Once bacterial colonies were formed on the agar plates inoculated
with bioaerosol samples, seven visibly distinct colonies with no
overlap of margins with nearby colonies were randomly selected
for this study. Bacteria from a single colony were carefully picked
up by a sterile inoculation loop, and DNA extraction was per-
formed using a Fast DNA SPIN Kit for Soil (MP Biomedicals
#116560200) following the manufacturer's protocol. The extraction
process included a bead beating step using a MP Biomedicals
FastPrep-24™ bead beater, operating at 6.0 m s~ for 1 min. The
DNA was eluted in 50 pL volume. The quality (260/280 ratio) and
concentration of extracted DNA were measured using a Nanodrop
spectrophotometer (Thermo Fisher Scientific) and a Quantus
Fluorometer with Quantifluor ONE dsDNA dye (Promega #E4891).

Preparation of mock colony samples

The mock colony samples were prepared using pure genomic
DNA from two known control bacterial taxa, namely Acinetobacter
baumannii strain 2208 (ATCC 19606D-5) and Stenotrophomonas
maltophilia strain 810-2 (ATCC 13637D-5). A. baumannii and S.
maltophilia DNA (10 ng pL ™" in nuclease free water) were mixed at
predetermined volumetric ratios (9:1, 1:1, and 1:9) to prepare
mock multispecies colony samples with different proportional
abundances of these two DNA. For example, a sample with 90%
A. baumannii and 10% S. maltophilia was prepared by mixing 4.5
uL of A. baumannii DNA with 0.5 pL of S. maltophilia DNA. The
mixed DNA or pure bacterial DNA were further used for Sanger
and nanopore sequencing as mock colony samples.

Sanger sequencing

For Sanger sequencing, the full-length 16S gene was amplified
from genomic DNA samples through the PCR using 27F (5'-
GAGTTTGATCATGGCTCAG-3') and 1492R  (5'-ACGGC-
TACCTTGTTACGACTT-3') primers. The PCR reaction mixture
contained: 12.5 uL LUNA LongAmp Taq 2X Master Mix (NEB
#MO0287S), 5.5 uL Nuclease-Free Water (Thermo Fisher Scientific
#AM9937), 5 uL of bacterial DNA, and 1 pL of the 27F and 1492R
primers per reaction. The PCR cycling conditions used were as
follows: initial denaturation at 95 °C for 1 min, followed by 26
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cycles of denaturation at 95 °C for 20 s, annealing at 55 °C for
30 s, and extension at 65 °C for 2 min; this was followed by
a single 5 min extension at 65 °C. After the completion of the
PCR, the amplification products were run through 1.2% agarose
gel electrophoresis to confirm the presence of a single band at
~1.5 kb. 400-600 ng of the PCR amplification products were
sent to Eurofins Genomics for Sanger sequencing using the tube
sequencing format. The Sanger sequences returned by Eurofins
Genomics in a FASTA file format were aligned against the NCBI
16S reference database for classification using the BLASTn
algorithm. The electropherogram files were visualized using the
SangerSeqR package in R (https://bioconductor.org/packages/
release/bioc/html/sangerseqR.html).

Nanopore sequencing

16S amplification and barcoding for nanopore sequencing were
performed using a 16S Barcoding Kit SQK-165024 from ONT
following a protocol recommended by the manufacturer. The
kit contained barcoded full-length 16S primers (9/27F and
1492R) to be used for PCR amplification. The PCR reaction
mixture contained 25 pL LUNA LongAmp Taq 2X Master Mix
(NEB #M0287S), 5 pL Nuclease-Free Water (Thermo Fisher
Scientific #AM9937), 10 puL bacterial DNA, and 10 uL of bar-
coded 16S primers. The following PCR cycling conditions were
used: initial denaturation at 95 °C for 1 min; 26 cycles of
denaturation at 95 °C for 20 s, annealing at 55 °C for 30 s, and
extension at 65 °C for 2 min; a single 5 min extension at 65 °C.
The PCR product (barcoded 16S amplicon) was cleaned up from
the PCR reaction mixtures using AMPure XP Solid Phase
Reversible Immobilization (SPRI) paramagnetic beads (Beck-
man-Coulter #A63880). 50 pL of the PCR reaction mixture
containing the amplified product was mixed with an equal
volume of SPRI bead suspension and a magnetic separation
rack was used to separate DNA-bound beads from the rest of the
solution. After two washes with 70% ethanol, the cleaned PCR
product was eluted from the beads in 10 pL of buffer solution
containing 10 mM Tris-HCI pH 8.0 with 50 mM NacCl and the
DNA concentration was quantified on a Quantus Fluorometer
using Quantifluor ONE dsDNA dye (Promega #E4891).

The nanopore 16S sequencing was performed using either
a Flongle™ or a MinION™ flow cell (R.9.4.1) attached to
a MinION MK1B device. The MinION™ flow cell is capable of
generating greater sequencing output due to a larger number of
pores, while Flongle™ is more suitable for sequencing a smaller
number of samples in a single run. Flongle sequencing was
performed as follows: the flow cell was first primed with a mix of
117 pL of flush buffer and 3 pL of flush tether to wash out the
storage buffer solution. Once flushed, the flow cell was loaded
with a solution containing 5 pL of DNA amplicon library (pre-
mixed with 0.5 uL rapid adapter protein), 15 uL of sequencing
buffer, and 10 pL of library loading beads, after which the
sequencing run was started. To conduct sequencing on
a MinION flow cell, it was first primed by loading 800 nL of flush
buffer/flush tether mix through the priming port and incu-
bating for 5 min. Immediately before loading the DNA library
another 200 pL of flush buffer/flush tether mix was added to the

© 2024 The Author(s). Published by the Royal Society of Chemistry
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priming port with the Spot-On port open. Sequencing was
started after adding through the Spot-On port a solution mix
containing 11 pL of sample DNA library (previously mixed with
1 uL of the rapid adapter protein), 34 pL of sequencing buffer,
4.5 pL of nuclease-free water, and 25.5 pL of the loading beads
(added immediately before use).

Basecalling and sequence identification

Basecalling was performed using Guppy Basecalling Software
(version 5.0.7+2332e8d65) from ONT.* The more recently
released Bonito “super accuracy” basecaller model was used
along with the Fast basecaller model to compare the basecalling
performance on the accuracy of nanopore read sequences.
Nanopore read sequences were identified using the EPI2ZME
16S analysis pipeline (EPI2ME Fastq 16S v21.03.05), which
performs the Nucleotide Basic Local Alignment Search Tool
(BLASTn) on each individual read against the NCBI 16S refer-
ence database. For taxonomical classification, minimum iden-
tity thresholds for species and the genus level were set at 99%
and 95%, respectively.”® Additionally, only reads that returned
the lowest common ancestor (Ica) value of 0 during EPI2ME
alignment were considered successfully -classified, and
sequences with a lca value of —1 or 1 were considered unclas-
sified. For mock colony samples, the classified sequences were
further separated into correctly classified and misclassified
categories based on whether the -classification correctly
matched with known references.*’ The classification of Sanger
sequences was also performed by alignment against the NCBI
16S reference database using the BLASTn tool. The minimum
identity threshold criteria used for taxonomic classification
were the same as those used for nanopore sequences. Addi-
tionally, the top three alignment matches were examined for
agreement to assign to a specific taxon (e.g., the top three
alignment matches should be from the same genus for genus-
level assignment). If an agreement was not reached, then the
assignment was provided to the lowest common ancestor.

Construction of consensus sequences from nanopore reads

Consensus sequences from nanopore reads were constructed
using the NGSpeciesID program.*” NGSpeciesID utilized fastq
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files from guppy basecalling to create one or a few highly
accurate representative sequences from thousands of nanopore
reads by using a combination of selective clustering and pol-
ishing strategies. Bonito basecalled fastq files of 16S reads were
used as input and the intended target length parameter was set
as 1500 (approximate length of 16S gene) along with the
maximum deviation from the target parameter set as 500 to
cluster and generate consensus sequences of 16S amplicons for
all bacterial species present in the sample.

Results
16S sequencing and colony identification: Sanger method

Bioaerosol samples collected with a portable bioaerosol
sampler were plated on Tryptic Soy Agar for the generation of
colonies. From these colonies, seven distinct colonies with no
visible overlap with the nearby colonies were randomly chosen
for this study. Genomic DNA was extracted from each of these
colonies and Sanger sequencing was performed on full-length
16S PCR amplification products (Fig. 1). The results of Sanger
sequencing are summarized in Fig. 2. The sequencing gener-
ated a single consensus sequence for each colony. The
sequences were identified by aligning against the NCBI 16S
database using the nucleotide Basic Local Alignment Search
Tool (BLASTn). The top match from the search was used for
taxonomic classification and a genus-level identification was
assigned when there was at least 95% identity.”® Using this
criterion, six out of seven colonies (colony 2-7, Fig. 2) were
successfully identified at the genus level; however, no classifi-
cation was possible for colony 1. To understand why the
sequence from colony 1 failed to provide a taxonomic classifi-
cation, we looked at the electropherograms. The electrophero-
grams from Sanger sequencing were used to assess the quality
of the consensus sequence generated. A peak in an electro-
pherogram represents the signal from a nucleotide base and is
used to determine the base at a specific location of the
consensus sequence. An electropherogram with high quality
will consist of single, discrete peaks, while areas of poorer
quality contain multiple overlapping peaks. We found that the
electropherogram for colony 1 is considerably noisier than the
electropherograms for other colonies with many overlapping

/ Multi-step
,/ == sist:;?:lg;r;:y —> biochemical
i‘ testing Sequencing:
\ , ) PCR Sanger AIignment
§>\-i--/’fx/’" —> E)l;t;f:t — amplification of —» afgalnst
Plate sample on non-  Select single targeted gene Nanopore :ieagt?:::

selective media colony

(e.g., 16S)

Fig.1 Schema outlining the main approaches for the identification of bacterial colonies. Both Sanger and nanopore sequencing techniques can
be used for identification by targeted gene amplification and are focused on this work.
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Colony NCBI Lowest taxonomic | Percent
accession rank identity
1 No N/A N/A
classification
2 NR_134088.1 Micrococcus 97.2%
3 NR_152692.1 Bacillus 97.4%
4 NR_042072.1 Lysinibacillus 97.5%
5 NR_157731.1 Bacillus 97.9%
6 NR_157731.1 Bacillus 97.5%
7 NR_118439.1 Bacillus 97.2%
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CCNAAT TCTTCCGGAGGGNANAGNGGGGAANANTGCCC

CAGACTCCTACGGGAGGCAGCAGTAGGGAAT CTT CCGCAAT

N

CAGACTCCTACGGGAGGCAGCAGTAGGGAATCT TCCGCAAT

Fig.2 Classification of bacterial colonies by Sanger sequencing of 16S amplicons. The sequence obtained for each colony (designated 1-7) was
compared against the NCBI database and the top match was used for taxonomic classification. For each colony, subsections of electrophe-
rograms (corresponding to base pairs 256-297) are shown on the right. Colony 1 was not successfully classified. The electropherograms were

visualized using the R package SangerSegR.

peaks distributed throughout. Well-resolved electropherogram
peaks are an important prerequisite for the data processing
software to determine Sanger sequences with high read accu-
racy.** The noisy electropherogram of colony 1 explains why
a consensus sequence could not be obtained by the Sanger
method.

16S sequencing and colony identification: nanopore

Next, we conducted MinION nanopore sequencing of full-length
16S amplicons obtained from the same seven bacterial colonies.
First, we compared the performance between the standard Fast
basecalling model and the more recently introduced, highly
discriminatory Bonito (“super accuracy”) basecalling model in

758 | Environ. Sci.: Atmos., 2024, 4, 754-766

converting the flow cell-generated ionic current data into
sequences of nucleotide bases. Fast and Bonito basecalling of
ionic current data generated a total of 133 149 and 163 552 read
sequences, respectively. Table 1 summarizes the outcome for
genus-level classification of both basecalling methods,
including the number of reads, the percentage of total reads
that were successfully classified, and the mean percent identity
(1) of all sequences for each colony. We observed that switching
from Fast to Bonito basecalling while maintaining a constant
Quality Score (Q-score) of 13 leads to an increase in the number
of total reads and I, but the percentage of correct classification
remains comparable. However, implementing the Bonito
basecalling at a Q-score threshold of 13 and increasing the

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Table 1 Genus-level classification of 16S amplicons for bacterial colonies 1-7 after nanopore sequencing. The outcomes for Fast and Bonito

basecalling and assignment of different Q-scores are compared®

Fast basecalling Q = 7

Bonito basecalling Q = 7

Bonito basecalling Q = 13,1 = 95%

Colony Total Classified (%) I (%) Total Classified (%) I (%) Total Classified (%) I (%)
1 19270 89.5 86.2 24753 89.6 91.4 2271 99.4 95.9
2 14 037 90.7 86.9 18517 91.1 92.0 1894 99.7 96.2
3 12 063 96.0 87.5 15469 93.9 92.5 1961 99.6 96.6
4 24741 91.9 86.6 28734 92.7 92.1 3345 99.9 96.3
5 15598 96.0 87.4 19182 93.9 92.5 2543 99.7 96.6
6 18471 96.0 87.3 21534 93.7 92.4 2910 99.8 96.6
7 28969 94.3 87.0 35363 92.6 92.5 4022 99.8 96.6

“ The total number of reads, the percentage of reads successfully classified, and the mean percent identities are presented in the table. Q thresholds
of 7 and 13 correspond to an 85% and a 95% chance that each base is accurate, respectively. The classification was performed using the NCBI 16S
database for reference. Abbreviations: quality score (Q), percent identity (I), and mean percent identity (I).

identity threshold (I) to 95%, considered to be optimal for
taxonomic identification at the genus level,>® we noticed
a substantial improvement in the percentage of correct classi-
fication (=99.4% reads were correctly classified). It is to be
noted that this improvement in classification accuracy was
associated with a considerable drop in the total read number.>
The Bonito-basecalled sequences (Q = 13 and I = 95%) were
taxonomically identified using the EPI2ME 16S workflow, which
utilizes the NCBI 16S database as a reference database (Fig. 3).
The calculation of relative abundances from these classified
sequences showed a single bacterial genus for colonies 3-7
(relative abundance = 99.5%) and their identities matched well
with the findings from Sanger sequencing (Fig. 3). In the case of
colony 1, for which Sanger sequencing failed to assign a taxo-
nomic classification with an inferior quality electropherogram,
nanopore sequencing indicated the presence of two dominant
taxa, namely Alkalihalobacillus (87.1%) and Kocuria (10.9%). For
colony 2 also, nanopore sequencing showed the presence of two
bacteria, namely Micrococcus (68.4%) and Paraburkholderia
(27.7%). Interestingly, Sanger sequencing of the colony classi-
fied it as Micrococcus with a high 97.4% identity and had an
electropherogram with clean, distinct peaks. Thus, not only the
less abundant bacteria in colony 2 were not identified by Sanger

100+ R ———
H

Alkalihalobacillus
Kocuria
Micrococcus
Paraburkholderia
Bacillus
Lysinibacillus
Other

Relative abundance (%)
2
1
IEREEN

27.7

o
= 871
w —99.6
o1 —99.5

o —99.5
~ —99.6

4
Colony

Fig. 3 Relative abundances of bacterial genera in colonies 1-7, ob-
tained by nanopore sequencing of 16S rDNA amplicons (Bonito
basecalling; Q-score = 13 and percent identity = 95%).

© 2024 The Author(s). Published by the Royal Society of Chemistry

sequencing but also the potential presence of a second bacterial
species was not suggested by the electropherogram, or the
sequence obtained.

Evaluation on mock multispecies colonies constructed with
pure bacterial DNA

Bioaerosol-derived colonies, identified through sequencing,
indicated the potential existence of multispecies colonies.
Although Sanger sequencing of the 16S gene successfully
identified typical colonies formed by a single bacterial species,
we found inconsistent outcomes (percent identity and electro-
pherogram quality) for multispecies colonies identified by
nanopore sequencing. To further understand how 16S Sanger
sequences change when more than one bacterial genomic DNA
is present in the sample, we designed a setup of mock multi-
species colonies by mixing pure DNA samples of two bacterial
species at known proportions. Pure genomic DNAs of Acineto-
bacter baumannii (A. baumannii, ATCC 19606D-5) and Steno-
trophomonas maltophilia (S. maltophilia, ATCC 13637D-5) were
mixed at 3 different ratios (w/w) of 9:1, 1:1, and 1:9. These
proportions were selected to compare the performance of the
two sequencing techniques under scenarios where two bacterial
species within a colony exist at a similar level of abundance and
where the abundance of one species dominates over the other.
Sanger sequencing was conducted in these samples and the
results were compared against the pure DNA controls of A
baumannii and S. maltophilia (Fig. 4). The sequences from pure
DNA controls of A. baumannii (sample A) and S. maltophilia
(sample E) were classified correctly when aligned against the
NCBI 168 reference database, although identity matches were
95.5% and 97.4%, respectively, allowing for genus level identi-
fication. The Sanger sequence generated from the sample with
90% A. baumannii and 10% S. maltophilia (sample B, Fig. 4) was
classified as A. baumannii with 96.8% identity match, while the
sequence generated from the sample with 10% A. baumannii
and 90% S. maltophilia (sample D) had the closest alignment
with S. maltophilia with 81.3% identity. For the sample with
50% of both A. baumannii and S. maltophilia (control sample C),
the Sanger sequence was found to have the closest alignment
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Mock NCBI Lowest taxonomic | Percent
Colony | accession rank identity
A NR_117677.1 Acinetobacter 95.5%
(Genus)
B NR_117677.1 Acinetobacter 96.8%
(Genus)
C NR_117677 1 Proteobacteria 79.3%
(Phylum)
D NR_112030.1 Proteobacteria 81.3%
(Phylum)
E NR_112030.1 | Stenotrophomonas | 97.4%
(Genus)

Sample legend:

A - 100% A. baumannii

B - 90% A. baumannii 10% S. maltophilia
C - 50% A. baumannii 50% S. maltophilia
D - 10% A. baumannii 90% S. maltophilia
E - 100% S. maltophilia
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ACTGGCAGTATCCTTA

GTTCCCATCCGAAATGCT GGCA

GCGGTCTCCTTAGAGTTCCCACCATTACGTGCTGGCAACT

Ay

GCAGTATCCTT

A\AGTTCCCATCCGAAATGCTGGCAAGTA

TCCTTAAAGGTCCCCCCA TAA GG CTGGCAACTAA GGAAAAGG

GGACTCTTTAAGGITCCCTCC/

Fig. 4 Classification results of the mock colony samples A—E by Sanger sequencing of 16S amplicons. Electropherogram segments corre-
sponding to each sample are shown. Taxonomic classification was obtained by the best match of a sequence against the NCBI 16S database. The

electropherograms were obtained using the R package SangerSeqR.

with A. baumannii with a low 79.3% identity. Unlike samples A,
B, and E, the lower identity match for samples C and D would
allow the lowest taxonomic classification to the phylum level
only. The electropherograms also showed distinct changes to
different levels of DNA mixing (Fig. 4). The electropherogram of
pure A. baumannii DNA (sample A) had clear and separated
peaks, while pure S. maltophilia DNA (sample E) showed some
peak overlap even though the alignment of the Sanger sequence
showed a high percentage identity. In mixed samples, the
presence of 10% S. maltophilia DNA made only a minimal
change to the electropherogram signal of A. baumannii (sample
B); however, the presence of 10% A. baumannii caused
substantial degradation of the electropherogram signal of S.
maltophilia (sample D). Counterintuitively though, equal mixing
of each of these two DNA (sample C) resulted in a relatively
clean electropherogram, although the identity match of the
Sanger sequence obtained from the electropherogram was
lower than that of the other two mixed samples.

In parallel to Sanger sequencing, we performed nanopore
sequencing of the samples from mock colonies. The Bonito-
basecalled reads correctly classified >99% of reads at the
genus level (Q-score = 13 and I = 95%) and the performance
was comparable for all samples irrespective of different
proportions of DNA mixing. We found that the nanopore
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sequencing was able to successfully classify pure DNA samples
(samples A and E) as well as mixed DNA samples (samples B, C,
and D) with the relative abundances reflecting the proportion of
mixing (Fig. 5). It is to be noted that for samples C-E, where the
proportions of S. maltophilia were relatively higher, a small
fraction of total reads was identified as Xanthomonas. Although
S. maltophilia is phenotypically distinct from Xanthomonas
species, at the rRNA gene level a high degree of sequence
similarity exists between them;** indeed, due to such sequence
similarity, S. maltophilia was previously classified as Xantho-
monas maltophilia.*® Their closeness in the rRNA gene sequence
combined with the read accuracy limits for nanopore
sequencing potentially resulted in the observed appearance of
a small population of Xanthomonas in samples containing S.
maltophilia genomic DNA. Since the species-level information of
pure DNA samples was known for the control experiment, we
also attempted species-level identification for the sequences
raising the threshold of I to =99%.** The new threshold criteria
reduced the total number of passed reads to 5148 (Table 2). We
found that for the pure A. haumannii and S. maltophilia samples,
97.4% and 92.1% of the correctly classified sequence reads from
nanopore sequencing accurately matched to the species level. A
similar degree of accuracy was maintained in the species-level
identification of mixed samples.

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 5 Relative abundances of bacterial genera in mock colony
samples A—E, obtained by nanopore sequencing of 16S amplicons
(Bonito basecalling; Q-score = 13 and percent identity = 95%).

Generation of consensus amplicon sequences from nanopore
data

Although nanopore sequencing demonstrates an advantage
over the Sanger method in amplicon-based identification of
bacteria from multispecies colonies, one criticism of this tech-
nique is the relatively lower read accuracy of individual ampli-
cons. For a DNA sample from a single species, this limitation is
addressed through the generation of a consensus sequence
from the read sequences with read accuracy being comparable
to that obtained through the Sanger method.*”** Such an
approach has recently been expanded in the NGSpeciesID
workflow for mixed DNA samples through implementation of
appropriate clustering and polishing strategies.”” Implementing
this method on nanopore sequence data obtained from pure
DNA controls of A. baumannii and S. maltophilia generated
consensus sequences that accurately matched the NCBI data-
base sequence with >99.9% identity (Table 3). Furthermore, the
alignment to the source strain sequences (ATCC 19606D-5 and
ATCC 13637D-5 for A. baumannii and S. maltophilia, respec-
tively) matched by 99.93% for both samples, indicating a devi-
ation of only one nucleotide in the entire 16S region. For the
mock multispecies colony with 50% presence of each of these
two bacterial DNA (sample C), two consensus sequences were
generated with one having a 100% match with A. baumannii and
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the other having a 98.04% match with S. maltophilia. When
applied for mock colony samples with 90% DNA from A. bau-
mannii (sample B) or S. maltophilia (sample D), the technique
returned a single consensus sequence for A. baumannii and S.
maltophilia, respectively, with an identity match of >99.9%.
These results confirm that highly accurate consensus sequences
of 16S amplicons can be obtained from nanopore reads even in
mixed colony samples, except when the relative abundance of
a bacterial species is disproportionately lower than that of the
dominant species.

After successful construction of consensus sequences of 16S
amplicons from mock colonies, we aimed to implement the tool
on the data from bioaerosol-derived colonies. The consensus
sequences obtained for bioaerosol samples were found to have
>99% identity match with sequences in the NCBI 16S database,
enabling species-level identification (Table 3). For example, the
top three matches of the consensus sequences for colonies 3, 5,
and 6 were found to be strains of B. cereus, B. thuringiensis, and
B. thuringiensis, respectively with the percent identity ranging
from 100% to 99.73, which correspond to a mismatch of 0-4
bases for ~1.5 kb amplicon. Moreover, for colonies 1 and 2,
consensus sequences of both bacteria that contributed to each
of these mixed colonies could be generated maintaining
a similarly high identity match to the NCBI database. It is to be
noted that the total number of nanopore sequence reads for
bioaerosol-derived colonies was substantially lower than the
reads from the mock colonies (compare the Q = 13 and I = 95%
read numbers in Tables 1 and 2) but that didn't adversely
impact the quality of the consensus sequence. Taken together,
our results indicate that 16S reads from nanopore sequencing
could be utilized not only to identify individual bacteria from
mixed bacterial colonies and estimate their proportional
abundance but also to construct a full-length amplicon
sequence with high accuracy.

Discussion

Using full-length 16S amplicons, we found that both Sanger and
nanopore sequencing techniques are effective and corroborate
well with genus-level identification of bacteria when the

Table2 Summary classification of 16S amplicons for mock colony samples A—E sequenced using nanopore sequencing (Bonito basecalling; Q-
score = 13). For genus and species-level classification, the thresholds used for | were set at =95% and =99%, respectively. Mock colony
composition: A, 100% A. baumannii; B, 90% A. baumannii and 10% S. maltophilia; C, 50% A. baumannii and 50% S. maltophilia; D, 10% A.

baumannii and 90% S. maltophilia; E, 100% S. maltophilia.*

Bonito genus-level Q = 13 and I = 95%

Bonito species-level Q = 13 and I = 99%

Mock colony Total CC (%) MC (%) UC (%) I (%) Total CC (%) MC (%) UC (%) I (%)
A 41158 99.9 <0.1 0.1 97.3 573 94.1 2.5 3.4 99.2
B 79618 99.7 <0.1 0.3 97.2 1419 86.2 13.6 2.2 99.3
C 73 554 99.6 <0.1 0.4 97.3 1266 88.2 10.2 1.6 99.3
D 84019 99.9 <0.1 0.1 97.3 1233 91.3 4.0 4.7 99.2
E 40 366 99.6 <0.1 0.4 97.3 657 85.5 5.0 9.5 99.2

“ The table shows the total number of reads along with the percentage of reads Correctly Classified (CC), Misclassified (MC), and Unclassified (UC)
for both genus and species-level classification. The classification was performed using the NCBI 16S database for reference. Abbreviations: Q-score

(Q), percent identity (I), and mean percent identity (I).

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Table 3 Classification of consensus sequences generated from nanopore reads of samples from mock and bioaerosol-derived colonies (Bonito
basecalling; Q-score = 13), obtained by alignment against the NCBI 16S database using the BLASTn tool

NCBI accession no.

Taxonomic classification Percent identity (%)

Mock colony A NR_113237.1
B NR_113237.1

C NR_113237.1

NR_112 030.1

D NR_112 030.1

E NR_112 030.1

Bioaerosol-derived colony 1 NR_108311.1
NR_025 723.1

2 NR_116578.1

NR_025 058.1

3 NR_115526.1

4 NR_112628.1

5 NR_114581.1

6 NR_114581.1

7 NR_042 337.1

colonies have a homogeneous composition of a single taxon.
Additionally, consensus sequences constructed from the
nanopore reads yielded highly accurate sequence alignment
(=99%), enabling species-level identification. For the multi-
species colonies, nanopore sequencing was able to identify
individual bacterial components with an estimate of their
compositional representation; however, Sanger sequencing
either identified the dominant bacterial taxa or failed to identify
any taxa. Furthermore, we found that the sequence identity
match from Sanger sequencing and electropherogram quality
were less informative metrics to rule out the potential existence
of multiple bacterial species in a colony.

While several studies have compared nanopore sequencing
with NGS such as Illumina sequencing,’®*** relatively few
studies are directed toward the comparison of MinION
sequencing and Sanger sequencing.** The interest in using
nanopore sequencing as a potential alternative sequencing tool
to Sanger sequencing is primarily for amplicon-based assays,
commonly used in forensic genetics or tracking species in the
field.*>** Since Sanger and nanopore sequencing are based on
completely different technologies and generate a different form
of output, the comparison is not straightforward and done
through the generation of a consensus sequence from nanopore
read sequences.”” Among the few comparisons being made for
targeted amplicon analysis, Vasiljevic et al. reported using
nanopore sequencing to identify animal species via the species-
diagnostic region of the mitochondrial cytochrome b (mtDNA
cyt b) gene with an amplicon length of approximately 421 bp.*
Their results showed that the consensus sequences derived
from nanopore sequencing were remarkably close to Sanger
sequences with a deviation of not more than 1 bp. It is to be
noted that the performance of Sanger sequencing starts to
decrease for longer sequence lengths (>1000 bases), and there-
fore, could have less accuracy in sequencing the full-length 16S
gene (~1.5 kb).*® Not surprisingly, we found that Sanger
method-derived 16S sequences had <98% maximum identity
match against the NCBI database for both pure bacterial DNA
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Acinetobacter baumannii 100
Acinetobacter baumannii 100
Acinetobacter baumannii 100
Stenotrophomonas maltophilia 98.04
Stenotrophomonas maltophilia 99.93
Stenotrophomonas maltophilia 99.93
Alkalihalobacillus rhizosphaerae 99.1
Kocuria marina 99.86
Micrococcus yunnanensis 99.65
Paraburkholderia fungorum 99.73
Bacillus cereus 100
Lysinibacillus fusiformis 99.66
Bacillus thuringiensis 100
Bacillus thuringiensis 99.93
Bacillus altitudinis 99.87

and cultured colonies, preventing a species-level classification.
The nanopore sequencing technology, however, is not con-
strained by such limitations as the read accuracy is independent
of the length of DNA fragments sequenced. This is further
supported by our findings that 16S consensus sequences
generated from nanopore reads of pure DNA samples of A.
baumannii and S. maltophilia strains deviate by only one base
from the maximally aligned sequences in the NCBI 16S
database.

Sanger sequencing is still a default choice in many fields for
the identification and comparison of homogeneous genetic
material, particularly when amplicons of sub-thousand base
pairs are used for characterization.”® The technique can also be
applied to mixed microbial samples through colony culture and
isolation of individual taxa from distinct colonies. In this work,
we found that the Sanger sequence of 16S amplicons from
colony 1 has a low identity match and a noisy electropherogram
with overlapping peaks, raising the suspicion of the presence of
more than one bacterial species. Standard microbiological
practice can address this by subculturing the culture isolate,
followed by Sanger sequencing of the pure colonies generated.
Sanger sequencing for colonies 2-7 demonstrated a clean
electropherogram with distinct peaks and the sequences had an
identity match of =97% against the NCBI 16S database. For
colonies 3-7, the genus level identification from Sanger
sequencing matched accurately with the nanopore sequencing
result. However, for colony 2, which was identified as Micro-
coccus by Sanger sequencing, nanopore sequencing revealed
that almost one third of the amplicons are from taxonomically
distant Paraburkholderia. The mock colony experiment using
pure bacterial DNA further confirmed that the presence of
additional taxa in a sample has a variable impact on electro-
pherogram quality and percent identity match for the dominant
taxa, and such effects are taxa specific. We observed that the
presence of 10% S. maltophilia in A. baumannii genomic DNA
had minimum impact on the percent identity match for A.
baumannii; however, the presence of 10% A. baumannii in S.

© 2024 The Author(s). Published by the Royal Society of Chemistry
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maltophilia genomic DNA resulted in a drastic reduction in the
identity match for S. maltophilia (97.4% to 81.3%) along with
a conspicuous drop in the electropherogram quality. These
results together suggest that the Sanger method has a limited
ability to discriminate from 16S amplicons whether a bacterial
colony is a true homogeneous colony (as in colonies 3-7) or
a multispecies colony (as in colony 2). This uncertainty can pose
a serious limitation on the applicability of Sanger sequencing in
colony identification when there is potential for multispecies
colony formation.*

Nanopore sequencing technology is emerging fast in the
landscape of sequencing and is being applied for an increasing
range of applications, including whole genome sequencing,
microbiome analysis, and transcriptome analysis.?*3®37
Underlying the rapid growth and increased acceptance of this
technology is a continual advancement in the sequencing
platform and basecalling algorithm, increased availability of
protocols and bioinformatics tools for analysis, along with
benchmarking studies confirming the robustness and reli-
ability of performance.” Indeed, when comparing the preex-
isting Fast basecalling with the more recently introduced Bonito
basecalling, we observed a substantial improvement in the
quality of sequence reads (I increased by ~5%) along with
a larger number of reads passing a preset quality threshold.
Implementing an appropriate quality threshold (Q-score = 13,1
= 95%), we were able to achieve accurate genus-level classifi-
cation. However, the biggest advantage of nanopore sequencing
over the Sanger method in the context of colony identification
comes from its ability to identify all bacterial taxa present in the
colony as in the case of colonies 1 and 2. Additionally, a control
experiment with pure genomic DNA demonstrated that the
relative abundance of bacteria observed by the nanopore
sequencing reasonably reflects their proportion in a mixed
sample, although some deviation can result from the variability
in 16S gene copies present among bacterial species.”>**

The capability of long-read sequencing by the MinION
nanopore or PacBio sequencing platform offers a clear advan-
tage over short-read sequencing technologies for applications in
taxonomical identification or classification through targeted
gene amplification. For the 16S gene, sequences longer than
1300 bases are considered to be suitable for reliable results.*
However 16S taxonomical classification by Illumina-based
sequencing usually targets the hypervariable regions V4, V3-
V4, or V4-V5 of the 16S gene due to the limitation of this
technique to read only a short span of the 16S sequence.”**°
Such a restriction imposed on the amplicon length allows
identification only up to the genus level. While near full-length
16S sequencing on the Illumina platform has been achieved by
using unique, random sequences to tag individual 16S gene
templates, the long, complex procedure is not practical for
routine implementation.> The long-read sequencing enables
the analysis of full-length 16S gene amplicons and such
coverage has been shown to successfully identify microbiota to
species-level resolution.*® A recent study using the PacBio long-
read sequencing platform achieved a read accuracy to the single
nucleotide level through the construction of circular consensus
sequences (CCSs), followed by the implementation of an

© 2024 The Author(s). Published by the Royal Society of Chemistry
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advanced algorithm for analysis that enabled strain level iden-
tification.>® Although this result is highly accurate, the need for
expensive equipment, and a relatively complex sample prepa-
ration and analysis process along with the higher cost associ-
ated with sequencing make it less suitable for routine
identification of bacterial colonies.

In our work, we found that the implementation of Bonito
basecalling followed by selection of high-quality reads (Q-score
= 13 and I = 99%) enabled successful species-level classifica-
tion of 97.4% and 92.1% of the amplicon sequences derived
from pure DNA samples of A. baumannii and S. maltophilia,
respectively. It is to be noted that an identity threshold of ~99%
is recommended for species-level identification from the full-
length 16S sequence, and such a high threshold leads to the
rejection of a significant proportion of reads, and therefore,
requires a larger number of raw reads for analysis. Our results
show that the construction of consensus sequences would be an
attractive alternative strategy for species-level identification,
where a highly accurate (>99%) identity match was observed
even for mixed colony samples.** Interestingly, this high accu-
racy match with the NCBI 16S database (only 0-4 base
mismatch for top matches) enabled the species-level classifi-
cation of Bacillus colonies, which is otherwise known to be an
extremely challenging task to accomplish through the 16S
sequencing approach. Moreover, the quality of the consensus
sequence was maintained even with a smaller number of reads
per sample (as observed with bioaerosol-derived colonies),
which could be highly advantageous in reducing the sequencing
cost by enabling a larger number of samples to be sequenced
per flow cell or utilization of Flongle, a more affordable option
for nanopore sequencing. One limitation of this consensus
sequence-based identification approach would be potentially
missing a bacterial species having a very low abundance in
a multispecies culture, similar to what we observed for mock
mixed colonies B and D, where only A. baumannii and S. mal-
tophilia containing 90% of total DNA, respectively, were being
identified.

Emerging bodies of work suggest that airborne microbes can
pose multiple health risks that include transmission of infec-
tious diseases, triggering of chronic diseases, and the spread of
antimicrobial resistance genes.'®*® Microbes in the air exist
both as single organisms and as aggregates, often bound to
particulate matter. Due to their low numbers in the air, bio-
aerosol samples are usually plated directly on agar media for
culture-based assays to study viable microorganisms. Since
microbes can exist as aggregates in bioaerosols,"' such an
aggregated form can potentially lead to the formation of
multispecies colonies, and therefore, such possibilities should
be considered when analyzing single colonies. While adjusting
the culture conditions (e.g., temperature and incubation period)
and subculturing could help in the generation of pure isolates
and subsequent identification by the Sanger sequencing
method, our results show that nanopore sequencing could
enable fast and accurate identification of bacterial taxa in such
samples. It is to be noted that even though nanopore
sequencing costs can be substantially reduced by multiplexing
samples to run on a single flow cell, the classical
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microbiological approach of subculturing to generate pure
colonies of single bacterial species followed by Sanger
sequencing would remain a more cost-effective approach for
routine colony identification. However, with continued
advancements and innovations in nanopore sequencing tech-
nology, the cost might come down substantially in the near
future to be competitive with Sanger sequencing cost. Further-
more, the remarkable improvements in nanopore sequencing
accuracy in recent years, the availability of a streamlined
protocol for 16S analysis, and the ability to conduct sequencing
experiments in the lab could make this technology a powerful
tool for culture-based assays of bioaerosol or other complex
environmental samples.

Conclusions

Microbial colonies are routinely detected by targeted gene
sequencing utilizing the Sanger method. In this study, we
compared nanopore sequencing against the Sanger technique
for the identification of bioaerosol-derived microbial colonies.
Using full-length 16S sequence data, we found that Sanger
sequencing provides a consistent genus-level classification for
single-species colonies; for multispecies colonies, this
sequencing method is not only ineffective for identification but
also cannot reliably indicate such a possibility. Nanopore
sequencing successfully identified both single and multispecies
colonies along with providing an approximate relative abun-
dance of the bacterial taxa in the multispecies colonies.
Furthermore, species-level identification was accomplished by
the construction of highly accurate consensus sequences from
a small number of full-length 16S reads. Thus, our findings
suggest that nanopore sequencing could be an attractive alter-
native to accurate identification of bacterial colonies with
resolution up to the species level, especially for complex envi-
ronmental samples such as bioaerosols.
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