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Abstract: African swine fever virus (ASFV), classical swine fever virus (CSFV), and foot-and-mouth
disease virus (FMDV) cause important transboundary animal diseases (TADs) that have a significant
economic impact. The rapid and unequivocal identification of these pathogens and distinction from
other animal diseases based on clinical symptoms in the field is difficult. Nevertheless, early pathogen
detection is critical in limiting their spread and impact as is the availability of a reliable, rapid, and
cost-effective diagnostic test. The purpose of this study was to evaluate the feasibility to identify
ASFV, CSFV, and FMDV in field samples using next generation sequencing of short PCR products as
a point-of-care diagnostic. We isolated nucleic acids from tissue samples of animals in Mongolia that
were infected with ASFV (2019), CSFV (2015), or FMDV (2018), and performed conventional (RT-)
PCR using primers recommended by the Terrestrial Animal Health Code of the World Organization
for Animal Health (WOAH). The (RT-) PCR products were then sequenced in Mongolia using

check for the MinION nanopore portable sequencer. The resulting sequencing reads successfully identified
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Animals provide food and other essential resources to most of the world’s inhabitants.
Therefore, the World Organization for Animal Health (WOAH) and the Food and Agricul-
ture Organization of the United Nations (FAO) have cooperated in the Global Framework
for the Progressive Control of Transboundary Animal Diseases (GF-TADs) to mitigate the
threat of such diseases to the global food supply, safe trade, and livelihoods [1]. TADs are
highly infectious and transmissible animal diseases that have the potential to cross borders

EY and bring significantly negative socioeconomic and public health-associated consequences
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the Asfarviridae family, genus Asfivirus. This enveloped virus has a large double-stranded
DNA genome ranging in size from 170 to 190 kilobase pairs (kbp). ASFV is classified
into 24 genotypes according to the sequence diversity of its major capsid protein p72,
and into eight serotypes based on its CD2-like and C-type lectin proteins [7]. A highly
virulent genotype II ASFV has recently emerged in many parts of Europe, Asia, and the
Caribbean [8-10] since its introduction into Georgia in 2007 [4,11-16].

CSF is one of most critical viral TADs affecting swine, caused by the classical swine
fever virus (CSFV). CSFV is an enveloped, positive sense, single-stranded RNA virus with
a 12.5 kb genome; it is a member of the Pestivirus genus in the Flaviviridae family [17]. CSF
outbreaks have been reported around the world and recently in Colombia, Brazil, Russia,
South Korea, and Japan [18].

FMD [3] is a highly contagious viral disease affecting cloven-hoofed animals, caused
by the foot-and-mouth disease virus (FMDV). FMDV is a non-enveloped virus with a
positive-sense RNA genome that is a member of the Aphthovirus genus in the Picornaviridae
family. FMDV comes in seven genetically distinct serotypes (O, A, C, SAT-1, SAT-2, SAT-3,
and Asia-1) and multiple topotypes. Despite its discovery in 1897 as the first vertebrate-
infecting virus [19] and the availability of vaccines, FMDYV outbreaks are still occurring
worldwide. The virus is estimated to circulate in approximately three quarters of the global
livestock population, mainly in Africa, the Middle East, and Asia, as well as in a limited
area of South America [1]. Approximately 2.5 billion doses of FMD vaccine are globally
deployed each year in endemic countries, primarily in China and South America [20].

Standard TAD diagnostics are regulated by WOAH and multiple specific assays may
be available for a single disease depending on its purpose [21]. Currently, conventional
PCR and real-time quantitative PCR (qPCR) are recommended for ASFV molecular de-
tection, while serological tests such as ELISA, indirect immunoperoxidase test (IPT), and
immunoblotting test (IBT) are routinely used for ASF diagnosis [22]. The diagnosis of
FMD is mainly performed by conventional RT-PCR and RT-qPCR, and both methods are
officially recommended by WOAH. ELISA-based antigen and antibody detection tests are
used to survey exposure to the virus or recovery from viral infection, respectively. For
CSE, conventional RT-PCR or ELISA-based antigen and antibody detection tests are recom-
mended for diagnosis [22], even though a number of validated RT-qPCR-based diagnostics
are available [12,23-25].

In most cases, TAD outbreaks occur in rural areas of the respective countries, and
samples from suspected animals are collected by inspectors of local veterinary laboratories.
Testing is accomplished using basic diagnostic assays including (RT-) PCR, ELISA, and
point-of-care (POC) tests [26]. Accurate and rapid diagnosis of TADs is critical during
suspected outbreaks to allow for a fast and effective response, which can mitigate pathogen
spread [27]. Rapid diagnosis may be hindered in many cases by poor reliability of some
assays or the lack of laboratory infrastructure in rural veterinary laboratories, which
ultimately results in significant delays in pathogen identification [28]. Therefore, the
development of fast, sensitive, specific, and reliable POC diagnostics is pivotal for early
detection and mitigation of TAD outbreaks by the appropriate regulatory authorities.

Here, we used the MinION portable sequencer to identify ASFV, CSFV, and FMDV
isolates collected during previous outbreaks in Mongolia. Our data show that all three
pathogens can be quickly and reliably identified via amplicon sequencing with WOAH
validated methods. This methodology is capable of providing additional important infor-
mation such as genotype/serotype/strain differentiation in a relatively short turnaround
time that other molecular or serological diagnostic tests may not offer.

2. Materials and Methods
2.1. Samples and Extraction of Nucleic Acids

The ASFV [4], CSFV [5], and FMDV [3] samples were previously collected and iden-
tified at the State Central Veterinary Laboratory (SCVL) in Ulaanbaatar, Mongolia using
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OIE/WOAH-recommended methods; the results were confirmed by OIE/WOAH reference
laboratories in the UK and Japan (Table 1).

Table 1. Sample information.

Pathogen

Virus Geno/Serotype Tissue Collection Date Sample Origin Animal Species

ASFV

Genotype II Spleen January 2019 Bulgan province Domestic pig

CSFV

Genotype 2.1b Blood April 2015

Khan-Uul District

Ulaanbaatar Domestic pig

FMDV

Serotype O Tongue epithelium January 2019 Dornod province Domestic Cattle

2.2. Polymerase Chain Reaction (PCR) and Reverse-Transcription (RT-) PCR

PCR (ASFV) and RT-PCR (CSFV and FMDV) assays were performed at the SCVL in
Mongolia, following the Terrestrial Animal Health Code [22] of the World Organization
for Animal Health (WOAH; founded as OIE). Three primer sets (Table 2) were used to
amplify fragments of the ASFV gene encoding VP72, the CSFV IRES, or the FMDV 5 UTR,
respectively, and the amplicons were analyzed using gel electrophoresis (Figure 1) [22].
ASFV PCR reactions contained sample DNA (ASF samples) and DreamTaq Green PCR
Master Mix (ThermoFisher, #K1082, CA, USA), whereas RT-PCR reactions contained sample
RNA (either CSF or FMD samples) and SuperScript™ III One-Step RT-PCR System with
Platinum™ Taq High Fidelity DNA Polymerase (Invitrogen, #12574035, CA, USA). The
reactions were performed according to previously standardized conditions [22]. Amplicons
were purified with AMPure XP beads (Beckman Coulter, #A63881, IN, USA) according to
the manufacturer’s instructions prior to MinIlON library preparation.

Table 2. The World Organization of Animal Health (WOAH)-recommended (RT-) PCR primers for
the amplification of target genes of ASFV, CSFV, and FMDV.

Pathogen

Position

Forward Primer Reverse Primer Length

ASFV
CSFV
FMDV

p72
IRES
5 UTR

5-AGTTATGGGAAACCCGACCC-3' 5'-CCCTGAATCGGAGCATCCT-3 257 bp
5-ATGCCCACAGTAGGACTAGCA-3'  5-TCAACTCCATGTGCCATGTAC-3’ 284 bp
5'-GCCTGGTCTTTCCAGGTCT-3' 5'-CCAGTCCCCTTCTCAGATC-3' 328 bp

2.3. Oxford Nanopore MinlION Sequencing

Individual single-plex sequencing libraries were prepared with the Oxford Nanopore
ligation sequencing kit (SQK-LSK109) for each virus according to the manufacturer’s
instructions. Briefly, 200 uL of bead-purified amplicons were added to 16 pL of library mix
and incubated at 20 °C for 5 min and 65 °C for 5 min. Sequencing adapter ligation was
prepared with 60 pL of library mix, 25 pL of Ligation Buffer 25, 10 uL of NEBNext Quick T4
DNA Ligase, and 5 pL of Adapter Mix with a final volume of 100 pL. The sample was gently
mixed by flicking the tube, spun down, and then incubated for 10 min at room temperature.
Next, the MinION flow cell (model R9.4.1) was primed with the MinION Priming Kit prior
to loading the libraries following the manufacturer’s instructions. Afterwards, 75 pL of a
final mix (consisting of 37.5 pL of sequencing buffer (SOB), 25.5 uL of loading beads (LB),
and 12 pL of amplicon library) was loaded dropwise onto the flow cell via the SpotON
sample port for sequencing. Sequencing runs were controlled with the MinKNOW software
following the instructions provided in the MinKNOW protocol. ASFV and CSFV amplicon
libraries were sequenced individually using the same flow cell that was thoroughly washed
between samples. About 10% (17,395) of the reads that were generated during CSFV library
sequencing were assigned to ASFV likely due to carryover from one run to another, and,
therefore, were disregarded from the analysis. The FMDV amplicon library was sequenced
in a separate flow cell.
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Figure 1. Agarose gel electrophoresis (2% agarose) of (RT)-PCR amplified products using virus-
specific primer sets. The amplicons used for the MinION sequencing are in the respective red squares
for ASF (a), CSF (b), and FMD (c). Lane M, 100 bp DNA size marker.

2.4. Sequencing Data Processing and Analysis

Sequencing reads were parsed into multiple FASTQ files with the MinKNOW control
software. The data were initially analyzed using the cloud-based service EPI2ME (Met-
richor). This analysis was performed using FASTQ WIMP (What’s in My Pot) workflow,
which relies on a method called Centrifuge, a microbial classification engine (EPI2ME
workflow) [29]. The sequencing data was also analyzed with CLC Genomic Workbench
20.0 (Qiagen, Carlsbad, CA, USA). For this, MinION sequencing reads were filtered to
remove reads with a g-score < 7 and lengths < 200 bp and >400 bp. FASTQs were imported
into the CLC software and parsed into individual sample files. The filtered reads were
mapped to the respective reference genomes (ASFV: FR682468.2, CSFV: KY290453, FMDV:
LC438823) using the CLC Genomics Workbench Map to Reference Module with a 50%
length and 80% similarity mapping parameters. The obtained consensus sequences were ex-
tracted and compared to the NCBI nucleotide database using the blastn tool within the CLC
Genomic Workbench for taxonomic identification and the top 100 hits were downloaded
for phylogenetic analysis.
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2.5. Sequence Alignment and Phylogenetic Analysis

The consensuses sequences were aligned with other sequences of the respective
pathogen (ASFV, CSFV, or FMDV) using ClustalW and phylogenetic analyses were per-
formed with MEGA 11 (Molecular Evolutionary Genetic Analysis) [30-33]. Phylogenetic
trees were reconstructed with maximum likelihood and 1000 bootstrap replications.

3. Results

Using WOAH-recommended primer sets [22], we successfully amplified genomic
fragments from ASFV p72, CSFV IRES, and FMDV 5'UTR, and further generated Ox-
ford Nanopore MinlON amplicon libraries that were individually sequenced. MinION
sequencing generated approximately 1.4, 0.16, and 0.15 million reads for ASFV, CSFV, and
FMDV libraries, respectively. The amplification and sequencing procedures, performed
at the SCVL in Mongolia, were rapid and took as little as 1 h (CSFV and FMDV) and up
to 6h (ASFV). Approximately 100%, 93%, and 91% of the total reads from each library
were successfully mapped to their respective ASFV, CSFV, and FMDV genomic regions
(Figure 2a—c). A small proportion of reads from the CSFV and FMDYV libraries (1% and 9%,
respectively) matched those of other organisms, likely due to co-infections or environmental
contamination at the time of sample collection and/or processing.

Other
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100%
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Figure 2. Relative distribution of reads in sequence data generated by nanopore sequencing of DNA
from (RT-) PCR products of three pathogens, ASFV (a), CSFV (b), and FMDV (c). The pie-charts were
created using Microsoft Office Excel 2021.

A more detailed analysis of the sequenced fragments revealed that almost 100% of
ASFV- and FMDV-matching reads were assigned to a unique pathogen strain (Figure 2a,c).
On the other hand, CSFV-matching reads were assigned primarily to CSFV Alfort/187,
CSFV, and Pestivirus C (Figure 2b). About 6% of the reads from the CSFV library were as-
signed to other pestiviruses (Figure 2b). Considering the much lower taxonomic placement
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score of these reads compared to those classified as CSFV or Pestivirus C (Table 3), these
reads either represent false-positive taxonomic assignments or infection of swine with other
pestiviruses such as bovine viral diarrhea virus [34,35]. Further analysis of the sequencing
data with the CLC Genomics Workbench, where reads were mapped to their respective
reference genomes, validated the initial genomic identification of the three transboundary
pathogens. Using this pipeline, we obtained a 262 bp sequence with 1.3 x 10°-fold coverage
for ASFV, a 291 bp sequence with 1.11 x 10°-fold coverage for CSFV, and a 330 bp sequence
with 1.10 x 10°-fold coverage for FMDV. We were, however, unable to differentiate between
the three potential CSFV strains and other pestiviruses that were identified through the
MinION analysis workflow as described above. Nonetheless, either approach successfully
identified the targeted pathogens, demonstrating the suitability of this workflow for rapid
and detailed identification of ASFV, CSFV, and FMDV.

Table 3. The number of mapped reads with the CSFV sequence analysis.

Row Labels Count of Reads Average of Score
Pestivirus C 42,309 1010.36
Classical swine fever virus—Alfort/187 36,259 997.24
Classical swine fever virus 18,808 1087.15
Pestivirus 4612 312.34
Aydin-like pestivirus 518 241.08
Bovine viral diarrhea virus 1 242 430.90
Pestivirus giraffe-1 H138 77 336.71
Border disease virus 20 392.25
Bovine viral diarrhea virus 2 7 165.57
Bovine viral diarrhea virus 3 Th/04_KhonKaen 7 179.29
Pronghorn antelope pestivirus 1 169.00

TADs including ASF, CSE, and FMD have been frequently reported in Mongolia in
2019, 2007-2015, and 2000-2022, respectively. The most predominant TAD in Mongolia
is FMD, with serotypes O, A, and Asia-1 being present in livestock including camels [3].
ASFV and CSFV were also identified and were caused by genotype II and sub-genotype
2.1b, respectively [4,5]. In order to determine the genetic proximity of the ASFV, CSFV, and
FMDYV isolates to those that were previously identified elsewhere, we conducted maximum
likelihood (ML) phylogenetic analyses using the short genomic sequences obtained from
these pathogens (Figure 3). The phylogenetic trees revealed that ASFV, CSFV, and FMDV
are closely related with other viruses of the same genotype/serotype circulating in the
same geographic area where they were isolated (Figure 3). The ASFV sequence (Mongolia,
2019) is part of a major genotype II cluster that is populated mainly by isolates from Eastern
Asia, Eastern Europe, and Russia (Figure 3a). The CSFV isolate (Mongolia, 2015) is part
of a genotype 2.1 cluster mainly encompassing Eastern Asian CSFV isolates, and more
closely associated to those that were identified in South Korea (2011), Mongolia (2014), Sri
Lanka (2011, 2016), and China (2013) (Figure 3b). The FMDV sequence (Mongolia, 2018) is
part of a phylogenetically related serotype O cluster represented mainly by Southern and
Southeastern Asian, and Middle Eastern FMDV isolates (Figure 3c).
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Figure 3. Phylogenetic trees of ASFV (a), CSFV (b), and FMDYV (c) field isolates based on partial
P72 (a), domain II of IRES (internal ribosomal entry site; (b)) and 5" UTR (c), respectively. The Molec-
ular Evolutionary Genetics Analysis (MEGA) Version 11.0.13 was used to create the phylogenetic
trees. Genotype (GT) and serotype (ST) clusters are differentiated in each panel by color: (a) ASFV
GT-I (yellow) and GT-II (blue); (b) CSF GT-2.1 (blue), GT-2.2 (pink) and GT-2.3 (yellow); (¢) FMD
ST-O (blue), ST-A (yellow) and ST-Asia-1 (Asl; (pink).

4. Discussion

Next-generation sequencing (NGS) has become a valuable tool for the diagnosis of
TADs and for the spatiotemporal tracking of pathogens [33]; (RT-) PCR has been most
widely used for routine diagnosis in veterinary laboratories. The advantage of using NGS
together with (RT-) PCR for TAD diagnostics is that sequencing information may help to
promptly identify detailed pathogen features that are not provided by other diagnostic
tools. Hence, this work was performed as a proof-of-concept study to investigate the
suitability of portable MinlION sequencing for point-of-care (POC) diagnosis of ASFE, CSF,
and FMD in Mongolia, a low-resource country.

Using (RT-) PCR plus NGS on a portable sequencer such as the MinION for the rapid
identification of ASFV, CSFV, and FMDYV isolates from field samples can help improve POC
diagnostics for TADs and guide authorities in the implementation of mitigation strategies.
Currently available POC diagnostics typically rely on immunoassays for antigen and
antibody detection, which present a number of limitations including cross reactivity, lower
sensitivity and specificity [36]. Sequencing-based POC diagnostics have the advantage of
generating valuable information such as the rapid determination of pathogen classification
and the identification of genotype/serotype/strain in a short period of time.

Although only a limited number of samples were analyzed as a proof-of-concept,
our results demonstrate the suitability of short amplicon sequencing targeting critical
genes of important transboundary pathogens on the MinlON in a low-resource country
as a potential POC diagnostic tool. This methodology is capable of providing pathogen
genotype/serotype/strain identification in a fast turnaround time of approximately 8 h
(Figure 4). Although diagnostic tests based on (RT-) PCR are faster, the data that were
obtained from MinION sequencing can be used for assessing phylogeny and for improved
diagnostic confidence, which is critical for further decision-making, for example executing
rapid implementation of mitigation strategies during TAD outbreaks. The MinION in the
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current scenario provides almost real-time detection of specific viruses and their geno-
types/serotypes and can be applied in the field. It is quite possible to further optimize the
bioinformatic tools for real-time phylogenetic analysis in a field setting in the near future.

3h 4h 7h 8h

>

| | |
DNA or RNA Run PCR or Purify PCR MinlON g’ﬁjap‘i;?ﬁé{f;ﬁ
extraction RT-PCR product sequencing identification

Figure 4. Timeline for pathogen identification. Shown are the steps from tissue sample collection and
preparation to sequence data analysis. The tools in biorender.com were used to make the figure.

The limit of short amplicon sequencing is that it does not allow thorough molecular
characterization of a particular pathogen compared to whole genome sequencing protocols
that could also be employed on the MinION. However, the advantage here is that the short
amplicon sequencing provides relatively rapid and reliable information when targeting
critical genes/regions of pathogens that (RT-) PCR does not provide. Although the cost of
this methodology compared to other POC diagnostic tests is higher, in the face of a TAD
outbreak, the cost of the test becomes less of an issue since rapid (within 8 h) and accurate
testing are the most critical parameters.

Thus, our results show that sequencing short fragments of conventional (RT-) PCR
products is a reliable approach for rapid POC diagnostics for ASFV, CSFV, and FMDV in
low-resource countries.

Author Contributions: Conceptualization of project, and funding acquisition: J.A.R. and B.Z.; project
administration, and supervision: J.A.R., B.Z., ].A.S.-N. and N.N.G.; resources, D.A.M., D.G.-O. and
D.B.; methodology, D.A.M., ].A.S.-N., C.D.M. and D.B.; data acquisition, and data analysis: D.B.,
J.LAS-N., C.D.M., D.A.M. and D.G.-O.; bioinformatics, ].A.S.-N., D.G.-O. and C.D.M.; interpretation
and presentation of data: D.B., ].A.S.-N., N.N.G. and C.D.M.; preparation of original draft: D.B,;
writing, review, editing: ].LA.R.,, N.N.G,, ].A.S.-N.,, D.B.,, CD.M,, B.Z,, D.G.-O. and D.A. M. All authors
have read and agreed to the published version of the manuscript.

Funding: This work was supported by National Bio and Agro-Defense Facility (NBAF) transition
funds from the State of Kansas, and the MCB core of the National Institute of General Medical
Sciences (NIGMS) of the National Institutes of Health under award number P20GM130448.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: Data available upon request.

Acknowledgments: We thank Nikolaus Osterrieder for reviewing the manuscript. The authors
also thank Ulaankhuu Ankhanbaatar, Buyantogtokh Khanui, and Amartuvshin Tsolmon from the
State Central Veterinary Laboratory in Ulaanbaatar, Mongolia, who provided the virus samples and
prepared the short DNA fragments for sequencing.

Conflicts of Interest: The J.A.R. laboratory received support from Tonix Pharmaceuticals, Xing
Technologies, Genus plc, and Zoetis, outside of the reported work. J.A.R. is inventor on patents and
patent applications on the use of antivirals and vaccines for the treatment and prevention of virus
infections, owned by Kansas State University, KS. The remaining 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.



Pathogens 2023, 12, 533 90of 10

References

1.  WOAH. Foot and Mouth Disease; WOAH: France, 2022.

2. Clemmons, E.A ; Alfson, K.J.; Dutton, ].W.,3rd. Transboundary Animal Diseases, an Overview of 17 Diseases with Potential for
Global Spread and Serious Consequences. Animals 2021, 11, 2039. [CrossRef]

3. WRLFMD. FMD Reports of the World Reference Laboratory; WRLFMD: UK, 2022.

4. Ankhanbaatar, U.; Sainnokhoi, T.; Khanui, B.; Ulziibat, G.; Jargalsaikhan, T.; Purevtseren, D.; Settypalli, T.B.K.; Flannery, J.;
Dundon, W.G.; Basan, G.; et al. African swine fever virus genotype II in Mongolia, 2019. Transbound. Emerg. Dis. 2021, 68,
2787-2794. [CrossRef] [PubMed]

5. Enkhbold, B.; Shatar, M.; Wakamori, S.; Tamura, T.; Hiono, T.; Matsuno, K.; Okamatsu, M.; Umemura, T.; Damdinjav, B.; Sakoda,
Y. Genetic and virulence characterization of classical swine fever viruses isolated in Mongolia from 2007 to 2015. Virus Genes.
2017, 53, 418-425. [CrossRef]

6. Ulziibat, G.; Myagmarsuren, O.; Khisgee Basan, G.; Sandag, B.; Ruuragch, S.; Limon, G.; Wilsden, G.; Browning, C.; King, D.P.
Immunogenicity of imported foot-and-mouth vaccines in different species in Mongolia. Vaccine 2020, 38, 1708-1714. [CrossRef]

7. Gaudreault, N.N.; Madden, D.W,; Wilson, W.C.; Trujillo, ].D.; Richt, J.A. African Swine Fever Virus: An Emerging DNA Arbovirus.
Front. Vet. Sci. 2020, 7, 215. [CrossRef] [PubMed]

8.  Cwynar, P; Stojkov, ].; Wlazlak, K. African Swine Fever Status in Europe. Viruses 2019, 11, 310. [CrossRef] [PubMed]

9.  Mazur-Panasiuk, N.; Zmudzki, J.; Wozniakowski, G. African Swine Fever Virus—Persistence in Different Environmental
Conditions and the Possibility of its Indirect Transmission. . Vet. Res. 2019, 63, 303-310. [CrossRef] [PubMed]

10. USDA. APHIS Adds the Dominican Republic to the List of Regions Affected with African Swine Fever. 2021. Available online:
https:/ /www.aphis.usda.gov/aphis/newsroom/federal-register-posts/sa_by_date/sa_2021/asf-dominican-republic (accessed
on 1 February 2023).

11. Ito, S.; Bosch, J.; Martinez-Alives, M.; Sanchez-Vizcaino, ].M. The Evolution of African Swine Fever in China: A Global Threat?
Front. Vet. Sci. 2022, 9, 828498. [CrossRef]

12. Le, V.P; Jeong, D.G.; Yoon, S.W.; Kwon, H.M.; Trinh, T.B.N.; Nguyen, T.L.; Bui, T.T.N.; Oh, J.; Kim, J.B.; Cheong, K.M.; et al.
Outbreak of African Swine Fever, Vietnam, 2019. Emerg. Infect. Dis. 2019, 25, 1433-1435. [CrossRef]

13. Rowlands, RJ.; Michaud, V.; Heath, L.; Hutchings, G.; Oura, C.; Vosloo, W.; Dwarka, R.; Onashvili, T.; Albina, E.; Dixo, L.K.
African swine fever virus isolate, Georgia, 2007. Emerg. Infect. Dis. 2008, 14, 1870-1874. [CrossRef]

14. Shao, Q.; Li, R;; Han, Y;; Han, D.; Qiu, J. Temporal and Spatial Evolution of the African Swine Fever Epidemic in Vietnam. Int. |.
Environ. Res. Public. Health 2022, 19, 8001. [CrossRef] [PubMed]

15. Szymanska, E.J.; Dziwulaki, M. Development of African Swine Fever in Poland. Agriculture 2022, 12, 119. [CrossRef]

16. Vilem, A.; Nurmoja, I; Niine, T.; Riit, T.; Nieto, R.; Viltrop, A.; Gallardo, C. Molecular Characterization of African Swine Fever
Virus Isolates in Estonia in 2014-2019. Pathogens 2020, 9, 582. [CrossRef]

17.  Edwards, S.; Fukusho, A.; Lefevre, P.C.; Lipowski, A.; Pejsak, Z.; Roehe, P.; Westergaard, J. Classical swine fever: The global
situation. Vet. Microbiol. 2000, 73, 103-119. [CrossRef]

18.  Wei, Q,; Liu, Y.;; Zhang, G. Research Progress and Challenges in Vaccine Development against Classical Swine Fever Virus. Viruses
2021, 13, 445. [CrossRef] [PubMed]

19. Mahy, B.W. Introduction and history of foot-and-mouth disease virus. Curr. Top. Microbiol. Immunol. 2005, 288, 1-8.

20. Knight-Jones, T.]J.; Rushton, J. The economic impacts of foot and mouth disease—What are they, how big are they and where do
they occur? Prev. Vet. Med. 2013, 112, 161-173. [CrossRef]

21. Torres-Velez, F.,; Havas, K.A,; Spiegel, K.; Brown, C. Transboundary animal diseases as re-emerging threats—Impact on one health.
Semin. Diagn. Pathol. 2019, 36, 193-196. [CrossRef]

22. WOAH. Terrestrial Animal Health Code; WOAH: France, 2021.

23. Eberling, A.].; Bieker-Stefanelli, ].; Reising, M.M.; Siev, D.; Martin, B.M.; McIntosh, M.T.; Beckam, T.R. Development, optimization,
and validation of a Classical swine fever virus real-time reverse transcription polymerase chain reaction assay. J. Vet. Diagn.
Investig. 2011, 23, 994-998. [CrossRef]

24. Liu, HX,; Shi, K.C.; Zhao, J.; Yin, YW.; §5i, H.B.; Qu, S.J.; Lu, W].; Chen, Y.; Long, F. Development of a one-step multiplex qRT-PCR
assay for the detection of African swine fever virus, classical swine fever virus and atypical porcine pestivirus. Bmc Vet. Res. 2022,
18, 43. [CrossRef]

25. Risatti, G.R.; Callahan, J.D.; Nelson, W.M.; Borca, M.V. Rapid detection of classical swine fever virus by a portable real-time
reverse transcriptase PCR assay. J. Clin. Microbiol. 2003, 41, 500-505. [CrossRef] [PubMed]

26. Hobbs, E.C.; Colling, G.; Gurung, R.B.; Allen, J. Thepotential of diagnostic point-of-care tests (POCTs) for infectious and zoonotic
animal diseases in developing countries: Technical, regulatory and sociocultural considerations. Transbound. Emerg. Dis. 2021, 68,
1835-1849. [CrossRef] [PubMed]

27. Howson, E.L.A.; Armson, B.; Lyons, N.A.; Lyons, N.A.; Chepkwony, E.; Kasanga, C.J.; Kandusi, S.; Ndusilo, N.; Ymazaki, W.;
Gizaw, D.; et al. Direct detection and characterization of foot-and-mouth disease virus in East Africa using a field-ready real-time
PCR platform. Transbound. Em, erg. Dis. 2018, 65, 221-231. [CrossRef] [PubMed]

28. Knight-Jones, T.].; Robinson, L.; Charleston, B.; Rodriguez, L.L.; Gay, C.G.; Sumpton, K.J.; Vosloo, W. Global Foot-and-Mouth

Disease Research Update and Gap Analysis: 4—Diagnostics. Transbound. Emerg. Dis. 2016, 63 (Suppl. S1), 42—48. [CrossRef]
[PubMed]


http://doi.org/10.3390/ani11072039
http://doi.org/10.1111/tbed.14095
http://www.ncbi.nlm.nih.gov/pubmed/33818903
http://doi.org/10.1007/s11262-017-1442-2
http://doi.org/10.1016/j.vaccine.2019.12.053
http://doi.org/10.3389/fvets.2020.00215
http://www.ncbi.nlm.nih.gov/pubmed/32478103
http://doi.org/10.3390/v11040310
http://www.ncbi.nlm.nih.gov/pubmed/30935026
http://doi.org/10.2478/jvetres-2019-0058
http://www.ncbi.nlm.nih.gov/pubmed/31572808
https://www.aphis.usda.gov/aphis/newsroom/federal-register-posts/sa_by_date/sa_2021/asf-dominican-republic
http://doi.org/10.3389/fvets.2022.828498
http://doi.org/10.3201/eid2507.190303
http://doi.org/10.3201/eid1412.080591
http://doi.org/10.3390/ijerph19138001
http://www.ncbi.nlm.nih.gov/pubmed/35805660
http://doi.org/10.3390/agriculture12010119
http://doi.org/10.3390/pathogens9070582
http://doi.org/10.1016/S0378-1135(00)00138-3
http://doi.org/10.3390/v13030445
http://www.ncbi.nlm.nih.gov/pubmed/33801868
http://doi.org/10.1016/j.prevetmed.2013.07.013
http://doi.org/10.1053/j.semdp.2019.04.013
http://doi.org/10.1177/1040638711416970
http://doi.org/10.1186/s12917-022-03144-4
http://doi.org/10.1128/JCM.41.1.500-505.2003
http://www.ncbi.nlm.nih.gov/pubmed/12517907
http://doi.org/10.1111/tbed.13880
http://www.ncbi.nlm.nih.gov/pubmed/33058533
http://doi.org/10.1111/tbed.12684
http://www.ncbi.nlm.nih.gov/pubmed/28758346
http://doi.org/10.1111/tbed.12523
http://www.ncbi.nlm.nih.gov/pubmed/27320165

Pathogens 2023, 12, 533 10 of 10

29.

30.

31.

32.

33.

34.

35.

36.

Nanopore, O. What’s in my Pot? (WIMP), A Quantitative Analysis Tool for Real-Time Species Identification; Oxford Nanopore
Technologies: UK, 2017.

McDowell, C.D.; Bold, D.; Trujillo, J.D.; Meekins, D.A.; Keating, C.; Cool, K.; Kwon, T.; Madden, D.W.; Artiaga, B.L.; Balaraman,
V.; et al. Experimental Infection of Domestic Pigs with African Swine Fever Virus Isolated in 2019 in Mongolia. Viruses 2022, 14.
[CrossRef]

Tamura, K.; Nei, M. Estimation of the number of nucleotide substitutions in the control region of mitochondrial DNA in humans
and chimpanzees. Mol. Biol. Evol. 1993, 10, 512-526. [PubMed]

Tamura, K.; Stecher, G.; Kumar, S. MEGA11: Molecular Evolutionary Genetics Analysis Version 11. Mol. Biol. Evol. 2021, 38,
3022-3027. [CrossRef]

Van Borm, S.; Wang, J.; Granberg, F.; Colling, A. Next-generation sequencing workflows in veterinary infection biology: Towards
validation and quality assurance. Rev. Sci. Tech. 2016, 35, 67-81. [CrossRef]

de Oliveira, L.G.; Mechler-Dreibi, M.L.; Almeda, H.M.S.; Gatto, .R.H. Bovine Viral Diarrhea Virus: Recent Findings about Its
Occurrence in Pigs. Viruses 2020, 12, 600. [CrossRef]

Tao, ].; Liao, J.; Wang, Y.; Zhang, X.; Wang, J.; Zhu, G. Bovine viral diarrhea virus (BVDV) infections in pigs. Vet. Microbiol. 2013,
165, 185-189. [CrossRef]

Sammin, D.; Ryan, E.; Ferris, N.P.; King, D.P,; Zientara, S.; Haas, B.; Yadin, H.; Alexandersen, S.; Sumpton, K.; Paton, D.]J. Options
for decentralized testing of suspected secondary outbreaks of foot-and-mouth disease. Transbound. Emerg. Dis. 2010, 57, 237-243.
[CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


http://doi.org/10.3390/v14122698
http://www.ncbi.nlm.nih.gov/pubmed/8336541
http://doi.org/10.1093/molbev/msab120
http://doi.org/10.20506/rst.35.1.2418
http://doi.org/10.3390/v12060600
http://doi.org/10.1016/j.vetmic.2013.03.010
http://doi.org/10.1111/j.1865-1682.2010.01141.x
http://www.ncbi.nlm.nih.gov/pubmed/20545909

	Introduction 
	Materials and Methods 
	Samples and Extraction of Nucleic Acids 
	Polymerase Chain Reaction (PCR) and Reverse-Transcription (RT-) PCR 
	Oxford Nanopore MinION Sequencing 
	Sequencing Data Processing and Analysis 
	Sequence Alignment and Phylogenetic Analysis 

	Results 
	Discussion 
	References

