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Abstract: Emerging infectious diseases (EIDs) pose an increasingly significant global burden, driven
by urbanization, population explosion, global travel, changes in human behavior, and inadequate
public health systems. The recent SARS-CoV-2 pandemic highlights the urgent need for innovative
and robust technologies to effectively monitor newly emerging pathogens. Rapid identification,
epidemiological surveillance, and transmission mitigation are crucial challenges for ensuring public
health safety. Genomics has emerged as a pivotal tool in public health during pandemics, enabling
the diagnosis, management, and prediction of infections, as well as the analysis and identification
of cross-species interactions and the categorization of infectious agents. Recent advancements in
high-throughput DNA sequencing tools have facilitated rapid and precise identification and char-
acterization of emerging pathogens. This review article provides insights into the latest advances
in various genomic techniques for pathogen detection and tracking and their applications in global
outbreak surveillance. We assess methods that leverage pathogen sequences and explore the role
of genomic analysis in understanding the epidemiology of newly emerged infectious diseases. Ad-
ditionally, we address technical challenges and limitations, ethical and legal considerations, and
highlight opportunities for integrating genomics with other surveillance approaches. By delving
into the prospects and obstacles of genomics, we can gain valuable insights into its role in miti-
gating the threats posed by emerging pathogens and improving global preparedness in the face of
future outbreaks.

Keywords: pathogen surveillance; emerging infectious diseases; genomics; high-throughput DNA
sequencing; emergent pathogen

1. Introduction

In recent years, emerging infectious diseases (EID), originating from animals or
through the increased prevalence of existing human diseases, have posed significant chal-
lenges to public health and global security [1]. Zoonotic viruses, transmitted from animals
to humans, have been responsible for a significant percentage of these EID, including
well-known cases like SARS, MERS, Ebola, HIV/AIDS, and Lyme disease [2,3]. The rise
in these outbreaks can be attributed to various factors, including cross-species transmis-
sion and anthropogenic and environmental factors such as expanded agriculture, global
travel, international trade, population growth, changing diets, and climate change [4–6].
The likelihood of inter-species transmission of pathogens has escalated remarkably due
to interactions between humans and animals, encompassing activities such as hunting,
animal husbandry, trade involving animal-derived edibles, wet markets, and the trade of
exotic pets [7]. The dynamics of climate alterations also wield a considerable impact on the
transmission patterns of pathogens, exemplified by diseases like Dengue, Chikungunya,
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Zika, Japanese encephalitis, West Nile viruses, and Borrelia burgdorferi [8]. This is attributed
to the expansion of suitable habitats for various prevalent vectors responsible for transmit-
ting these zoonotic diseases, notably exemplified by the Aedes albopictus mosquitoes and
ticks. The intrusion of vector-borne pathogens into regions where they were not initially
endemic often culminates in explosive epidemic outbreaks. Alterations in land use driven
by increasing human interference similarly influence the geographical dispersion of these
vector-borne pathogens [9]. Moreover, the proliferation of numerous infectious diseases,
such as tuberculosis, malaria, and cholera, across extended geographical boundaries has
given rise to significant health apprehensions among substantial population segments [10].
These diseases exhibit an expanded range attributed to the acquisition of drug resistance,
developing mosquito vectors’ resistance to insecticides, suboptimal sanitation practices,
climate fluctuations, and augmented human travel activities [11]. Additionally, cholera
outbreaks in regions struck by natural catastrophes, like earthquakes and floods, have been
well-documented [12].

Despite their efficacy, conventional pathogen identification and monitoring methods
are frequently slow, labor intensive, and resource demanding. For instance, the established
approach to characterize influenza strains commences with multiple culture passages,
potentially leading to virus adaptations [13]. Genomics has revolutionized our ability to
rapidly detect and characterize emerging pathogens, offering promising prospects for early
identification and efficient monitoring of these novel pathogens. Since the 1990s, genomic
approaches such as multiple DNA fingerprinting technologies have proven invaluable for
characterizing different subtypes of Mycobacterium tuberculosis [14]. These technologies aid
health department experts in identifying clusters of closely related strains, enabling the
detection of cases potentially connected to recent transmission.

The advent of high-throughput DNA sequencing tools has markedly expedited iden-
tifying and characterizing emerging pathogens, making it faster, more cost effective, and
more accurate [15,16]. The role of genomics and bioinformatics has been irreplaceable dur-
ing the most recent COVID-19 pandemic, supplying invaluable insights into the architecture
and functionality of genetic sequences and contributing to the diagnosis, management, and
prediction of infections [17,18]. Nevertheless, challenges and limitations linked to genomic
methods in pathogen detection and tracing remain to be addressed. A critical hurdle
involves the development of robust and efficient sequencing technologies. Optimizing
the cost and time associated with genome sequencing is imperative to enable widespread
adoption, particularly in resource-constrained environments.

Moreover, the analysis and interpretation of extensive genomic datasets necessitate
sophisticated bioinformatics tools and specialized expertise, which may not be universally
accessible. Sharing genomic data also raises ethical and legal concerns centered on privacy
and data protection. Striking a balance between the open sharing of data for global collab-
oration and protecting individual privacy is pivotal for effectively harnessing genomics
for pathogen surveillance. Integrating genomics with other surveillance and diagnostic
methodologies presents an opportunity for comprehensive pathogen detection and track-
ing. Continuous innovation and enhancement of genomics-based techniques harbor the
potential to amplify our capability to detect and trace emerging pathogens [3,16] effectively.

This comprehensive review article offers an encompassing exploration of recent break-
throughs in genomic methodologies geared toward detecting and tracking emerging
pathogens. It highlights the manifold applications of virus genomics in the realm of
emerging pathogen detection, delving into technical impediments and limitations, address-
ing ethical and legal considerations, and illuminating avenues for synergizing genomics
with other surveillance and diagnostic modalities.

2. Genomic Techniques for Pathogen Detection and Tracking

Genomic pathogen detection and tracking techniques involve the analysis of pathogens’
genetic material to identify and trace the spread of diseases. These techniques rely on
high-throughput DNA sequencing technologies to quickly sequence and analyze pathogen



BioMedInformatics 2023, 3 1147

genomes. By comparing the genetic profiles of different strains, researchers can determine
the source of an outbreak, track its transmission patterns, and monitor the pathogen’s
evolution over time. Figure 1 shows the methodology of different genomic techniques used
for pathogen detection.
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pertinent bioinformatics pipelines.

2.1. Whole Genome Sequencing

Whole-genome sequencing (WGS) has emerged as a powerful tool in viral epidemiol-
ogy research, particularly for analyzing pathogen outbreaks, by leveraging next-generation
sequencing (NGS) technology. The comparison of different sequencing techniques for
pathogen identification is given in Table 1. WGS can also be applied to cultural isolates
of bacteria and fungi, enabling rapid pathogen identification, susceptibility testing to
antimicrobials, outbreak investigation, and surveillance [17,18]. By tracking resistance
mechanisms, including motifs on mobile genetic elements such as plasmids, and elucidat-
ing gene transfer mechanisms, WGS can provide insights into the spread of infection [19,20].
With the advent of NGS technologies, WGS has become an increasingly accessible and
affordable tool for public health officials and researchers to investigate and control the
spread of infectious diseases.

WGS has been used successfully in a wide range of public health investigations, from
tracking the spread of the Ebola virus during the 2014–2016 outbreak in West Africa [21]
to identifying the source of a food-borne illness outbreak caused by E. coli O157:H7 in
England [22]. Faria et al. (2016) [23] used WGS to investigate the early spread of the
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Zika virus in Brazil and identify a mutation associated with increased virulence and
transmissibility in the Americas. WGS can provide valuable insights into pathogens’
diversity, habitats, physiological traits, and virulence. One example is a study conducted
by Forsythe et al. (2014) [24], which aimed to formally recognize the Cronobacter genus, a
group of seven species known to cause neonatal infections. Through WGS, they discovered
that only the C. Sakazakii clonal complex 4 (CC4) was predominantly associated with
neonatal meningitis, highlighting the importance of genomics in identifying virulence
factors and providing accurate pathogen classification. Koser et al. (2012) [25] used rapid
WGS to investigate a hospital’s neonatal methicillin-resistant Staphylococcus aureus (MRSA)
outbreak. They found a close genetic connection between MRSA isolates in the neonatal
and adult units, indicating cross-transmission. By sequencing environmental samples,
they identified genetically identical MRSA, confirming the hospital environment as the
outbreak source. The study demonstrated the power of WGS in tracing transmission and
guiding control strategies for hospital-acquired MRSA infections. In a similar study, the
researchers sequenced the genomes of 45 isolates of Legionella pneumophila from patients,
the hospital water system, and the local environment. They found that all the patient
isolates were closely related, indicating that they had a common source of infection [26].
The WGS analysis also revealed that the outbreak strain of L. pneumophila was most closely
related to strains isolated from the hospital water system in previous years, suggesting
that a persistent environmental source of the bacteria caused the outbreak. Grad et al.’s
(2012) [27] study exemplifies the importance of multiple genome sequences in outbreak
investigations. Using multiplatform WGS, they analyzed Escherichia coli O104:H4 isolates
from outbreaks in Germany and France in 2011. Interestingly, the German isolates showed
little diversity, whereas the French isolates showed greater diversity and formed a clade
with the German isolates. The findings suggest possible factors influencing the observed
diversity, such as a bottleneck effect, mutation rate variation, or differences in the initial
seed populations leading to each outbreak.

WGS also plays a crucial role in understanding and responding to EIDs, including
identifying and surveilling novel variants to understand their transmissibility, resistance to
treatments and vaccines, and potential impact on clinical outcomes. A study by Frampton
et al. (2021) utilized WGS during the emergence and spread of the B.1.1.7 variant of SARS-
CoV-2 in the south of England, providing valuable insights into its impact on hospitalized
patients. The findings indicate that B.1.1.7 is associated with higher viral loads than non-
B.1.1.7 infections, as evidenced by PCR Ct values and genomic read depths. However, no
evidence suggests that the B.1.1.7 variant is associated with increased disease severity or
mortality. The study emphasizes the importance of rapid genomic surveillance and clinical
data analysis to monitor and comprehend the impact of emerging variants on COVID-19
outcomes [28].

WGS has also been used to track the evolution and epidemiology of significant in-
fections, including those with multidrug-resistant organisms [20]. In a study by Sharma
et al., 2016, WGS confirms the clonal nature of Candidia auris strains in Indian settings,
suggesting a common origin or recent differentiation. The strains analyzed showed low
genetic diversity despite being isolated from different patients and hospitals. Furthermore,
the WGS analysis revealed that C. auris has a divergent relationship with other Candida
species but may be closely related to C. haemulonii. The presence of the MATα mating locus
and the presence of ABC and MFS transporters may contribute to multidrug resistance
in C. auris, suggesting that the emergence of C. auris as a successful multidrug-resistant
pathogen may be linked to the indiscriminate use of antifungals [29]. In another example,
Researchers used WGS and mycobacteriophage (Φ2GFP10) in vitro to detect low-frequency
Mycobacterium tuberculosis drug resistance and successfully detected resistant M. tuberculosis
isolates at a low frequency of 1:100,000. Notably, they identified emergent drug resistance
in one patient at three weeks, which conventional testing failed to detect [30].

Also, in 2021, WGS was used to track and analyze the Omicron variant’s genetic
makeup diligently, applied to over 90% of SARS-CoV-2 isolates, allowing for early detection
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and comprehensive monitoring of Omicron’s spread within the population [31]. Denmark’s
proactive use of WGS has proven instrumental in shaping effective public health responses
to the Omicron variant. A study by Fonager et al., 2022, shed light on the utility of WGS
for the prevalence and characteristics of two sublineages of the Omicron variant, BA.1
and BA.2, among SARS-CoV-2-positive cases. WGS played a pivotal role in this endeavor,
enabling the precise differentiation and genetic analysis of these sublineages, uncovering
lineage-specific mutations, especially in the spike protein, revealing their distinct features
and the relatively comparable risk of hospitalization between the two sublineages [32].

One of the critical advantages of WGS over traditional sequencing methods is its
ability to provide high-resolution genomic data that can be used for molecular epidemi-
ology studies. By analyzing the entire genome of a pathogen, WGS can identify even
subtle differences between isolates, allowing for accurate strain typing and tracking of
outbreaks [8]. Whaley et al. (2018) [33] examined 15 Neisseria meningitidis outbreaks in the
United States (2009–2015) and sporadic cases. WGS effectively identified genetically linked
outbreak isolates when conventional methods failed. Ten outbreaks were caused by a single
strain, whereas five involved multiple strains. Two sporadic isolates were also linked to
outbreaks. By analyzing outbreak timing, researchers estimated the origin and emergence
time of the most recent common ancestor. The findings suggest that U.S. meningococcal
outbreaks were primarily caused by a single clonal strain in organizational settings or
divergent strains in community outbreaks.

WGS has certain limitations, including the need for high-quality sequencing data, pre-
cise genome assembly, and specialized bioinformatics expertise, and barriers to adoption,
especially in low- and middle-income countries, due to resource and human capital re-
quirements [5]. Although WGS provides detailed genomic information, it does not directly
translate to gene expression and transcription knowledge, necessitating RNA sequencing to
detect gene expression patterns and enzyme activity [34]. One of the significant limitations
of WGS in clinical laboratories is the lack of validation and utility comparisons, highlight-
ing the need for standardized evaluation of WGS pipelines. While the analytical validity
of WGS approaches is notably high and continuously improving, the clinical validity of
the resultant data is considerably more intricate than commonly perceived. Moreover,
its utility has often been evaluated in relatively small cohorts. Notably, a significant por-
tion of genomic variations remains challenging to interpret; some are likely benign, and
others may only be pathogenic under specific circumstances, potentially influenced by
as-yet-undiscovered epistatic factors.

To address these complexities, there has been a growing inclination toward using gene
panels or analyzing selected genetic segments. This may appear somewhat unconventional
in the progression of whole-genome approaches. However, if we intend to utilize WGS
for clinical inquiries, some form of filtering or focus on the sequence output becomes
imperative. While targeted approaches have traditionally involved investigations, in WGS,
the targeting occurs during the analysis phase. The pivotal challenge lies in translating
genomic sequences into medically actionable information. Standardized protocols for
sample acquisition and comprehensive epidemiological information are essential challenges
to address [35]. Initiatives like the Global Biosurveillance Technology Initiative which is
a part of the WHO Global Influenza Surveillance and Response System (GISRS) seek to
establish standard NGS protocols worldwide [36]. The challenge of evaluating sequence
quality and bioinformatic methods for variant identification can be overcome by developing
standard metrics and using artificial DNA samples for result calibration across different
sequencing platforms. Lastly, improving data analysis procedures, including accurate
base calling and enhanced analytical techniques, is crucial to effectively handle the large
volumes of data generated by various NGS platforms [34].

To strengthen and expand genomic surveillance for future, WHO developed a compre-
hensive strategy focusing on five key objectives: improving geographical representation,
strengthening the workforce, enhancing data sharing, maximizing connectivity, and main-
taining readiness. Multisectoral partnerships are crucial for successful implementation,
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as exemplified by networks formed during the pandemic. The strategy, emphasizing the
importance of resilient laboratory and surveillance systems, aims to detect pandemic and
epidemic potential pathogens earlier, thus mitigating outbreaks and saving lives, and it
underscores the significance of access to WGS for effective public health action [37].

Table 1. Comparison of different sequencing techniques for pathogen identification.

Sequencing Technique Advantage Disadvantage Pathogen [Reference]

454 pyrosequencing
First developed HTS method—preferred
sequencing method for metabarcoding

projects for a while but now discontinued.

Lower throughput and subsequently
higher sequencing cost per base

Ebola
[38]

Illumina

A more popular choice for both
metabarcoding and shotgun metagenomics

studies. Best bases/cost ratio—Short
(150–300 bps) but high-quality (99.9%

accuracy) paired-end (P.E.) sequences—Very
high level of accuracy

Does not perform well with low-quality
material

SARS-CoV-2
[39]

Mycobacterium tuberculosis
[40]

Candida auris [41]

IonTorrent Bidirectional amplification and greater read
length (400–450 bp) Robust species inference Zika [42]

PacBio

Produces long reads of 30–100 kb—Better
average contig length and a higher number
of large contigs in shotgun metagenomics
studies. Allows for sequencing of longer

PCR fragments such as the full
ITS1-5.8S-ITS2 in metabarcoding studies.

Does not perform well with low-quality
material. Higher rates of sequencing

errors.
Higher cost.

Influenza A (H1N1)
[43]

Oxford Nanopore
Technologies

Faster than Illumina or PacBio—Enables
users to detect pathogens within minutes of

the start of sequencing—small size and
ability to be operated from a simple laptop.

Less accuracy (around 95%
consensus)—Requires more

DNA—More susceptib
le to library construction or sequencing

inhibitors.

Zika Virus in Brazil
and America

[44]

Ebola Virus
[45]

2.2. Metagenomics

Metagenomics is a rapidly evolving field that has become increasingly important in
the context of pathogen surveillance. The COVID-19 pandemic highlights the need for
improved global microbial surveillance through metagenomics. Metagenomics involves se-
quencing and analysis of genetic material from microbial communities, providing a compre-
hensive understanding without the need for culture or targeted assays [46]. Metagenomic
workflows are tailored to specific surveillance objectives, resource availability, feasibility,
and technical compatibility. The vast amount of sequencing data generated can be subse-
quently utilized to discover virulence genes, predict antibiotic resistance phenotypes, and
notify enhanced outbreak investigation [47]. Many pathogens are challenging to culture in
labs, leading to delays in diagnosis and treatment. Metagenomics overcomes this limitation
by detecting all genetic material in a sample, including non-culturable microorganisms, by
detecting pathogens that traditional culturing methods fail to identify. This is particularly
valuable for emergent pathogens, which may be novel or possess unique characteristics
that evade traditional detection methods. Metagenomic studies can now be performed
from a single cell, expanding research possibilities. Notably, genomes can be assembled
from organisms with low nucleic acid abundances, as low as 0.1%, enabling the detection
of pathogens present in small quantities. Moreover, multiplex testing allows for the simul-
taneous detection of multiple pathogens, enabling the inference of interactions and a better
understanding of microbial dynamics [46,47].

Public health metagenomics encompasses two approaches: deep amplicon sequencing
and shotgun metagenomics. Deep amplicon sequencing focuses on specific taxonomic
markers and amplifies them before sequencing, targeting a highly conserved region of
the 16S rRNA gene to identify and classify bacterial and archaeal species in a sample.
Kingrey et al. (2020) [48] highlighted the effectiveness of a high-throughput 16S V1-V2
metagenomics approach in detecting tick-borne bacterial pathogens in clinical specimens.
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The method showed comparable accuracy to real-time PCR and successfully identified tick-
borne pathogens at both genus and species levels. The study detected known tick-borne
pathogens, such as Anaplasma, Borrelia, Ehrlichia, Francisella, and Rickettsia, and previously
unrecognized tick-borne bacterial species. The results demonstrate the potential of this
approach as a comprehensive diagnostic test for tick-borne infections, simplifying the
diagnostic process and improving patient care. Shotgun metagenomics involves randomly
fragmenting all DNA in a sample, sequencing the fragments, and then assembling them to
reconstruct the genomes of the microorganisms in the sample. In shotgun metagenomics,
the sequencing can be performed immediately or after an enrichment step, such as capture-
based methods or subtraction, to enhance the detection of relevant sequences [46]. In
a study by Balière et al., 2023 [49], the whole-genome sequences of a monkeypox virus
(MPXV) from a French patient were obtained by shotgun metagenomics using Oxford
Nanopore Technologies sequencing. The genomic sequences of the clinical sample and the
isolate were successfully obtained even with a low-viral load sample. These techniques
offer comprehensive insights into microbial communities, enabling the identification of
emerging pathogens and providing valuable information for risk assessment and disease
association studies [47]. Some of the examples of metagenomics for various emerging
pathogen detection and surveillance in recent years are given in Table 2.

Metagenomic NGS (mNGS) analysis proves valuable in swiftly identifying and un-
derstanding novel viral strains, aiding in effective monitoring and response strategies
during current and future pandemics. Gauthier et al. (2021) [50] used nanopore-based
sequence-independent single primer amplification (SISPA) as a rapid and comprehensive
diagnostic strategy for detecting and characterizing SARS-CoV-2 and its variants. The
assay demonstrated high specificity (100%) and sensitivity (95.2%) for samples with a low
RT-PCR cycle threshold value. The assay successfully distinguished between different
variants, such as the alpha and gamma, which was impossible with the standard PCR
method. Kugelman et al., 2015 [51], demonstrated the potential of this technology for rapid
and accurate diagnosis of infectious diseases by detecting the presence of the Ebola virus in
patient samples within hours of collection during the 2014 Ebola outbreak in West Africa.

Similarly, a study of the 2016 Zika virus outbreak in Brazil used metagenomic se-
quencing to identify viral sequences in patient samples, providing a more comprehensive
view of the viral diversity present in the outbreak [23]. Claro et al., 2022 [52], used shot-
gun metagenomics to detect the monkeypox virus in Brazil. Greninger et al., 2010 [53],
used metagenomics to detect and characterize the 2009 H1N1 flu virus, demonstrating
its potential to replace multiple conventional diagnostic tests in investigating outbreaks.
By combining virochip and deep sequencing, the researchers successfully identified the
virus, analyzed its genetic information, and gained insights into host responses and other
microorganisms present in the respiratory system.

In addition to identifying emergent pathogens, metagenomics can also be used to
monitor the spread and evolution of these pathogens. For example, a study of the 2013–2014
MERS outbreak in Saudi Arabia used metagenomics to track the evolution of the virus,
providing insight into its origins and spread [54]. Metagenomics can also provide a more
comprehensive view of the microbial populations present in a given environment, allowing
for the identification of potential sources of infection or transmission. For example, a study
of the gut microbiome in patients with Clostridium difficile infection identified a specific
bacterial species associated with increased susceptibility to the infection, highlighting
the potential of metagenomics for identifying microbial risk factors [55]. Sheahan et al.,
2019 [56], used rapid metagenomics for monitoring pathogen load from EMS (emergency
medical service) vehicles. More than 68 species in ambulances were identified using the
nanopore DNA sequencing technology, and some of these were linked to illnesses common
in healthcare settings, including Clostridium spp. and Staphylococcus spp.



BioMedInformatics 2023, 3 1152

Table 2. Metagenomics for emerging pathogen detection and surveillance.

Pathogen Metagenomics Implications Platform Used References

Zika virus
Detected in Aedes mosquitoes during the epidemic.

Arbovirus detection can be a useful tool for identifying
epidemic-causing arboviruses.

Illumina MiSeq,
Illumina HiSeq [57]

Ebola virus Broad-based pathogen detection and outbreak
surveillance Ion Torrent PGM [58]

MERS-CoV

Rapid sequencing for genotype information and
co-infections enables identification of genotype changes,

including insertions, deletions, and minor variants,
while also providing insights into the background

microbiome.

Amplicon-based approach
coupled to Oxford

Nanopore long read
length sequencing

[59]

SARS-CoV-2

It successfully assembled complete or near-complete
genomes and accurately classified phylogenetic lineages,
including the identification of Variant of Concern (VOC)

strains. The assay’s capability to distinguish between
different SARS-CoV-2 variants, such as Alpha and

Gamma, surpassed the standard VOC PCR method.

Nanopore-based
Sequence-Independent

Single Primer
Amplification (SISPA)

[50]

Chikungunya
Dengue, Zika virus

Viral metagenomics was found to be a potent method
for the identification of emerging arboviruses. Illumina NextSeq 2000 [60]

Avian influenza virus
(H7N9) Viral infection surveillance in poultry farms. Ion Torrent PGM [61]

Influenza virus Diagnostic test, insights on transmission, evolution, and
drug resistance. Oxford Nanopore [62]

Shiga-toxigenic
Escherichia coli (STEC)

O104:H4

Identification and characterization of bacterial strains
during diarrheal disease outbreaks, including the STEC
outbreak strain, as well as detection of other pathogens.

Illumina HiSeq 2500
Illumina MiSeq2500 [63]

Metagenomic surveillance for pathogen detection faces challenges in analyzing large
datasets, distinguishing between pathogens and non-pathogens, and a lack of standardiza-
tion in data analysis. Optimization, standardization, and automation efforts can improve
assay reproducibility and facilitate adoption. Advancements in sequencing and bioinfor-
matics enhance the feasibility of metagenomic surveillance, but further research and data
standardization are needed for comprehensive pathogen risk assessment [15,47]. By creat-
ing a unified One Health network and using high-resolution transmission mapping, we can
identify sources of concern and develop targeted mitigation strategies. This data-driven
approach can boost infectious disease research and inform evidence-backed public policies,
helping us prevent future pandemics [15].

2.3. Comparative Genomics

Comparative genomics is a valuable field that investigates the genetic makeup of
diverse organisms, aiming to comprehend their similarities and differences. This approach
enables the exploration of evolutionary relationships, the identification of disease-related
genetic variations, and a deeper understanding of gene functions and other genomic ele-
ments [64]. In the context of emergent pathogens, comparative genomics plays a crucial
role in their detection and characterization. Sequencing the genomes of various pathogen
isolates and comparing them to each other and known pathogens can identify specific
genetic markers associated with virulence or pathogenicity [65,66]. Comparative genomics
is the foundation for epidemiological research and the molecular evolution of related
pathogens. These insights contribute to developing effective public health strategies, in-
cluding nationwide surveillance programs and the creation of vaccines, to combat potential
outbreaks [64–66].
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In 2017, Zhang et al. [67] performed a comparative genomic analysis of human ade-
novirus type 14 (HAdV-B14) strains associated with outbreaks in the USA, Canada, UK,
Ireland, and China. They observed that the three Chinese strains were similar to the
original prototype but different from the U.S. strain. There were also slight differences
between the strains found in southern and northern China. These findings suggest the
possibility of multiple lineages of HAdV-B14 and either independent introductions from
abroad or subsequent divergence from a single lineage. Understanding these emerging
strains is essential for developing vaccines and public health strategies to control future
outbreaks with potentially high fatality rates. Faria et al., 2017 [44], used comparative
genomics to analyze the genetic diversity of the Zika virus during the 2015–2016 outbreak
in the Americas. The researchers found that the virus had been introduced to Brazil from
multiple sources, and different strains had circulated in different regions. During the
hemolytic-uremic syndrome outbreak caused by the rare Shiga-toxin-producing E. coli
O104:H4 strain, the genomes of the German outbreak strain and related strains from Africa
were analyzed. They were found to belong to the enteroaggregative pathotype and had
distinct genetic characteristics compared to other O104:H4 strains. The German strain
carried a prophage encoding Shiga toxin 2 and exhibited unique virulence factors and
antibiotic resistance genes. Horizontal genetic exchange played a role in the emergence
of this highly virulent strain, emphasizing the adaptability of bacterial genomes in the
development of new and potentially harmful pathogens [68]. Comparative genomics can
also study emergent pathogens’ mutations, transmission, and spread. Ahammad et al.,
2021, analyzed the comparative genomic data of SARS-CoV-2 during the first and second
waves of the COVID-19 pandemic in Bangladesh [69]. The second wave showed a higher
mutation rate, particularly in the deletion and transversion events, linked to altered anti-
genicity and antibody escape mechanisms. The predominant clade also shifted from G.R.
to G.H., and the most common variants changed from B.1.1.25 to B.1.351.3. Asrani et al.,
2020, analyzed the genetic modifications of SARS-CoV-2 and other CoV strains using com-
parative genomics [70]. They found variations in the number of nsp and accessory proteins
between different CoV strains, which could lead to differences in their pathogenicity. For
instance, MERS-CoV had a higher fatality rate than SARS-CoV and SARS-CoV-2, while
SARS-CoV-2 has a higher transmission rate than the other CoVs, possibly due to differences
in their genetic structures. Khan et al. (2020) analyzed the complete genome sequences of
13 SARS-CoV-2 isolates from different countries and compared them with SARS-CoV [71].
They found that the SARS-CoV-2 isolates showed high identity with each other (>99%),
but only 82% identity with SARS-CoV. The researchers focused on three major proteins
of the virus—Mpro, RdRp, and spike proteins—which play important roles in the virus’s
life cycle and interaction with host cells. They found only one point mutation (R60C) in
the Mpro of the Vietnam strain of SARS-CoV-2 (Figure S1a) and one mutation (A406V) in
the RdRp of the Indian SARS-CoV-2 isolate (Figure S1b). The spike proteins showed five
amino acid mutations at various positions within the investigated SARS-CoV-2 isolates,
including India, Finland, Australia, South Korea, and Sweden. Additionally, one amino
acid change occurred in each envelope protein of the South Korea SARS-CoV-2 isolate
and the nucleocapsid protein of the Japan SARS-CoV-2 isolate (Figure S1c). Finally, the
researchers found that all 13 SARS-CoV-2 isolates had a deletion of glycine and serine
at positions 70 and 8 in the envelope and nucleocapsid proteins compared to SARS-CoV
(Figure S1d,e).

Comparative genomics can be used to develop effective vaccines against emergent
pathogens. Cheng et al., 2018 conducted comparative genomics to study the HAdV-B55
strain and its genetic changes over time [72]. The study found a high degree of genome
identity between the 2011 and 2016 strains, with only a few substitutions and indels. Non-
synonymous substitutions in protein pVI were associated with the population distribution
of HAdV-B55, but no changes were observed in the major capsid proteins responsible for
type-specific neutralizing antibodies. These findings will be helpful for the development of
highly effective vaccines that specifically target the re-emergent HAdV-B55 strains linked



BioMedInformatics 2023, 3 1154

to severe CAP in adults. Comparative genomics can also identify the genetic changes that
enable pathogens to adapt to new hosts or environments. For example, Jun et al., 2015,
used comparative genomics to analyze the evolution of the Ebola virus during the 2014
outbreak in West Africa [73]. The researchers found that the virus had acquired several
genetic mutations that enabled it to infect human cells more efficiently and evade the
human immune system. By understanding the genetic changes that allowed the virus to
adapt to human hosts, researchers may be able to develop more effective treatments and
vaccines and predict and prevent future outbreaks.

While comparative genomics has many potential applications in emergent pathogen
surveillance, its use has several challenges and limitations. One of the main challenges
is the need for high-quality genome sequences from a diverse range of pathogens and
their host organisms and vectors. Obtaining and analyzing these sequences can be time-
consuming and expensive, particularly for newly emergent pathogens or complex genomes.
In addition, comparative genomics can be limited because genetic changes may have
different effects in different host species or environments, making it difficult to predict
the behavior of emergent pathogens in the real world [64,66]. Despite these challenges,
comparative genomics has proven to be a valuable tool for identifying and characterizing
emergent pathogens. It will likely be increasingly important in future infectious disease
surveillance and control.

2.4. Phylogenetic Analysis

Phylogenetic analysis uses molecular data to track the transmission of pathogens and
prevent future epidemics by identifying and monitoring the emergence and spread of new
and existing pathogens. The relationships are inferred or estimated using phylogenetic
analysis, which produces treelike diagrams representing the evolutionary history or pedi-
gree of the inherited relationships among these entities. These diagrams are sometimes
called “gene trees” or “phylogenetic trees”. These trees are built based on shared ancestry,
with closely related organisms sharing a more recent common ancestor and having more
similar genetic or morphological characteristics. Key methods in phylogenetics include
molecular techniques like DNA sequencing and computational algorithms like Maximum
Likelihood or Bayesian inference. The phylogenetic study can help analyze the evolution
and the similarities among diseases and viruses and further help prescribe vaccines against
them [74]. Phylodynamic analysis has proven valuable in recent pandemic events such as
SARS, avian influenza H5N1, Ebola, and Zika [74,75]. Figure 2 illustrates the interconnected
pathways of evolution, highlighting the identification and isolation of genomic sequences
that may contribute to future pandemics. Additionally, it outlines technical approaches to
enhance the analysis of emerging viral diseases [75]. The use of phylogenetic analysis in
emergent pathogen surveillance offers numerous advantages. The phylogenetic analysis
enables researchers to identify the pathogen’s origin and its transmission pathways by
comparing the genetic sequences of pathogens from different individuals or populations.
Hodcraft et al., 2020 [76], used phylogenetic analysis to track a SARS-CoV-2 variant, 20E
(EU1), spread across Europe in the summer of 2020. Based on phylogenetic analysis, it was
suggested that Spain likely originated most introductions of this variant into other coun-
tries. The variant initially spread among agricultural workers in Spain and then moved into
the local population, eventually reaching other regions of the country. The phylogenetic
tree shows that the variant has diverse genotypes observed in multiple European countries,
indicating that it was introduced into different countries multiple times. The variant spread
was primarily driven by travel between countries, especially during the summer when
travel restrictions were eased. The large number of introductions can explain the rise
in the variant frequency through travel rather than intrinsic differences in transmission
advantage.
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Zhou et al. conducted a comprehensive phylogenetic analysis of RdRp gene sequences
of a bat coronavirus (BatCoV RaTG13) and spike (S) protein, which revealed that RaTG13
is the closest known relative to 2019-nCoV, and they together form a distinct lineage that is
distinct from other SARS-CoVs [77]. The close phylogenetic affinity with RaTG13 strongly
supports the hypothesis that 2019-nCoV originated from bats. Forster et al., 2020, analyzed
160 SARS-CoV-2 genomes and found three central variants (A, B, and C) distinguished
by amino acid changes, with A being the ancestral type. A and C types are common in
Europeans and Americans, whereas B is most common in East Asia [78]. Dudas et al.,
2017, conducted phylodynamic analysis on existing MERS-CoV sequences to investigate
its two main hosts: humans and camels. Using coalescent models, they demonstrated
that long-term MERS-CoV evolution occurs exclusively in camels, whereas humans act as
transient and ultimately terminal hosts. By analyzing the distribution of human outbreak
cluster sizes and zoonotic introduction times, the researchers also revealed that human
outbreaks in the Arabian Peninsula are driven by the seasonally varying zoonotic transfer
of viruses from camels [79]. Phylogenetic analysis can also provide insights into the
transmission dynamics of pathogens. By analyzing the genetic sequences of pathogens
from different individuals or populations, researchers can determine how the pathogen
is spreading and identify factors that may be contributing to its spread. For example,
phylodynamic and phylogeographic analyses Bayesian Evolutionary Analysis Sampling
Trees (BEAST) was used to study the transmission of HIV in a high-prevalence population
in Uganda and the subsequent spread in Kampala and its extensive interconnection with
adjacent countries. By analyzing the genetic sequences of HIV from different individuals,
researchers could identify transmission patterns and suggest that a significant proportion
of new infections were occurring within stable partnerships [80]. Benvenuto et al., 2019,
used Bayesian phylogenetics and phylodynamic analysis to study the genetic diversity and
transmission dynamics of the Madariaga virus (MADV), a member of the eastern equine
encephalitis virus (EEEV) complex, which is being watched as an emerging pathogen
threat in South America. Two main clusters were identified in the phylogenetic trees, with
Lineage II showing an epizootic infection in monkeys and Lineage III showing an epizootic
infection in humans in Haiti and Venezuela. The tree’s root was estimated to date back
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to year 346, with probable origin in Brazil. Gene flow analysis revealed viral exchanges
between different South American countries. The virus shows high conservation, possibly
remaining concealed under the Dengue umbrella. The findings underscore the need for
improved molecular epidemiological surveillance to prevent potential outbreaks and better
to understand the transmission patterns of emerging pathogens like MADV [81].

Chen et al. (2018) conducted a study investigating the phylogenetic analysis of
Vittaforma cornea, a microsporidian parasite found in aquatic environments that can cause
ocular infection. Phylogenetic analysis revealed 12 clusters of clade IV microsporidia in the
samples, with Cluster A1 representing a diverse group of Vittaforma-like fungi associated
with symptomatic diarrhea. Cluster B was identified as ocular microsporidia, and Cluster
C showed potential for zoonotic transfer. A novel microsporidia group (Cluster F) was
also found in aquatic environments. The close phylogenetic relation between taxa infecting
humans and animals suggests the potential for zoonotic transmission [82]. Bowers et al.,
2018, attempted to clarify the strain nomenclature of CC8, classifying the major strain
types based on WGS phylogenetics using both methicillin-resistant S. aureus (MRSA) and
methicillin-susceptible S. aureus (MSSA) genomes. The study found that isolates of the
Archaic and Iberian clones from decades ago make up the most basal clade of the main
CC8 lineages and that at least one successful lineage of CC8, made up mostly of MSSA,
diverged before the other well-known strain types USA500 and USA300. They also showed
the significant benefit of using more stable genomic markers based on evolutionary lin-
eages over traditional S. aureus typing techniques. This more accurate and accessible S.
aureus typing system may improve surveillance and better inform the epidemiology of this
significant pathogen [83].

Phylogenetic analysis, while valuable for understanding virus evolution, has several
limitations. It often requires a large amount of genetic data, which may not be available in
low-resource settings, and the data’s quality can impact the analysis’s accuracy. Care must
be taken in interpreting phylogenetic clusters since they are based on partially sampled
transmission chains, potentially leading to erroneous conclusions. Bias can be introduced
through genetic markers, sample selection, and analysis methods. Recombination or hori-
zontal transfer events in the pathogen’s evolutionary history can compromise accuracy [84].
Uneven geographic coverage and limited understanding of genetic determinants and
virulence factors pose challenges for surveillance. The complexity of viral quasi-species
and limitations in detecting minor genetic variants also present obstacles. Nevertheless,
phylogenetic analysis offers valuable insights into virus evolution that can inform public
health measures, vaccine design, and control strategies [85].

3. Other Genomic Techniques

CRISPR-based genomic and PCR-based techniques are commonly used for pathogen
detection and tracking due to their high sensitivity and specificity. These techniques involve
amplifying and targeting specific genetic sequences to identify and characterize pathogens.

3.1. CRISPR (Clustered Regularly Interspaced Short Palindromic Repeats) Based Methods

CRISPR-based diagnostic technologies, such as DETECTR (DNA Endonuclease Tar-
geted CRISPR Trans Reporter) and SHERLOCK (Specific High-sensitivity Enzymatic Re-
porter un-LOCKing), have shown great promise in revolutionizing molecular diagnostics.
The main component of a surveillance CRISPR/Cas system is a ribonucleoprotein formed
by combining a Cas effector complex with a single guide RNA (sgRNA). The sgRNA
consists of a non-coding CRISPR RNA (crRNA) and a trans-activating crRNA (tracrRNA).
This complex acts as a molecular scissor for targeted surveillance [86]. These technologies
offer portable, highly sensitive tools for rapidly diagnosing infectious and noninfectious
diseases. They can potentially improve population screening, control infectious outbreaks,
and provide affordable diagnostics in resource-limited settings [87]. CRISPR demonstrated
versatility in detecting various infectious agents (Table 3).
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Chen et al., 2018, reported a breakthrough in nucleic acid detection by developing
DETECTER. By combining Cas12a’s non-specific ssDNA cleavage activity (which is the
ability of the enzyme to cut or break single-stranded DNA molecules into smaller pieces)
with isothermal amplification (i.e., under constant temperature conditions unlike PCR), they
achieved highly sensitive detection of DNA, specifically demonstrating its ability to detect
human papillomavirus (HPV) in patient samples. The primary advantage of DETECTR is
its high sensitivity, as it can detect a single molecule of viral particle within a microliter of
sample. This study reveals a new aspect of Cas12a proteins, highlighting their ability to
unleash non-specific ssDNA cleavage when bound to a guide RNA and complementary
ssDNA. This discovery has implications for understanding bacterial immune systems
and developing improved molecular diagnostic tools [88]. A lateral flow assay based on
OR-DETECTR was also developed for convenient COVID-19 detection. Sun et al., 2021 [89],
developed OR-DETECTR, a one-tube detection platform for rapid and accurate detection
of SARS-CoV-2. It combines RT-RPA and DETECTR technologies, providing results in
approximately 50 min. The platform showed high specificity and sensitivity, detecting
SARS-CoV-2 from samples of human coronaviruses and Influenza A (H1N1). Broughton
et al., 2020, developed CRISPR–Cas12-based assay for the rapid detection (40 min) of SARS-
CoV-2 from respiratory swab RNA extracts with 95% positive and 100% negative predictive
agreement [90]. In the SHERLOCK approach, RNA detection is achieved through the
CRISPR-Cas13a system, which targets specific RNA sequences via complementary CRISPR
RNAs (crRNAs). Patchsung et al., 2020, clinically validated the SHERLOCK assay for
detecting SARS-CoV-2. The Cas13a enzyme from Leptotrichia wadei was found to be 100%
specific and 100% sensitive with a fluorescence readout and 100% specific and 97% sensitive
with a lateral-flow readout within a detection limit of 42 RNA copies per reaction [91].
Gootenberg et al., 2017 [92], conducted experiments using lentiviruses containing genome
fragments of Zika virus (ZIKV) or the related flavivirus Dengue virus (DENV). SHERLOCK
successfully detected viral particles at concentrations as low as 2 attomolar (2 aM) and
demonstrated the ability to distinguish between ZIKV and DENV.

Agarwal et al., 2021, developed a microfluidic platform called DISCoVER (Diagnos-
tics with Coronavirus Enzymatic Reporting), which combines CRISPR-based molecular
diagnostics with optimized DNA and RNA amplification mechanisms, along with Cas13
detection for specificity. The test demonstrated high sensitivity, detecting SARS-CoV-
2 in unextracted saliva samples with as few as 40 copies/µL within 35 min [93]. In a
study by Wang et al. (2020), the CRISPR/Cas system was integrated into a lateral flow
assay to create the CRISPR/Cas9-mediated lateral flow nucleic acid assay (CASLFA). The
study demonstrated the effectiveness of CASLFA in detecting Listeria monocytogenes,
genetically modified organisms (GMOs), and African swine fever virus (ASFV) with 100%
accuracy compared to real-time PCR (RT-PCR) assay [94]. Pardee et al., 2016, used novel
CRISPR/Cas9 to discriminate Zika viral strains with single-base resolution [95]. Nguyen
et al., 2020, developed CRISPR-ENHANCE (ENHanced Analysis of Nucleic acids with
CrRNA Extensions). This technology combines CRISPR-Cas12a with engineered crRNAs
and DNA extensions for highly sensitive and specific detection of nucleic acids. They
optimized existing CRISPR-based assays and utilized ENHANCE to detect clinically rele-
vant targets such as PCA3, HIV, HCV, and SARS-CoV-2. By incorporating an isothermal
amplification step, the ENHANCE system exhibited improved detection of SARS-CoV-
2 genomic RNA, surpassing the performance of the wild-type CRISPR-Cas12a system
in both fluorescence-based and paper-based lateral flow assays. The findings highlight
the potential of ENHANCE in enhancing nucleic acid detection and its applicability for
sensitive diagnostics [96]. Miao et al., 2023, highlighted the effectiveness of a one-pot RPA-
CRISPR/Cas13a assay for rapid NiV (Nipah Virus) detection, offering cost-efficiency, quick
results, and minimal contamination risks. While it may have a higher limit of detection than
qRT-PCR, it complements existing diagnostic methods, aiding early NiV infection detection,
especially in resource-limited regions. This assay signifies a significant advancement in NiV
diagnostics for healthcare systems with limited infrastructure. These breakthroughs show-
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case the potential of CRISPR-based approaches to transform disease diagnosis, offering
sensitive and rapid nucleic acid screening for viral infections [97].

There are limitations of CRISPR-based approaches, such as the need for specialized
expertise in protein purification and RNA biology, the lack of commercially available assays,
limitations in precise target quantification, dependence on known DNA sequences, and
challenges in achieving high sensitivity levels. The extraction method varies depending on
the sample origin, adding complexity to the process. Eliminating the need for nucleic acid
extraction while maintaining accuracy remains a challenge. Furthermore, the availability
and manufacturing of CRISPR proteins, such as Cas13 and Cas14, present obstacles in
developing CRISPR-based testing. Currently, labs express and purify these proteins, leading
to variations between laboratories. Widespread manufacturing of CRISPR proteins using
good manufacturing practice (GMP) standards would accelerate the development and
availability of CRISPR-based detection assays [98].

Table 3. CRISPR-Cas diagnostics for emergent pathogen.

Pathogen Sample Type Detection
Technique Sensitivity Specificity References

Helicobacter
pylori Stool CRISPR-Cas12, a system-based method [99]

Zika Plasma of a viremic
macaque. NSBA CRISPR-Cas9 [91]

SARS-CoV-2 Nasopharyngeal swab
samples

Isotachophoresis (ITP)-enhanced
CRISPR-Cas12a [100]

Pneumocystis
jirovecii

Bronchial
alveolar lavage fluid

Transcription-mediated amplification/
CRISPR-Cas13a/

(Fluorescence plate reader)
78.9% 97.7% [101]

SARS-CoV-2 Nasopharyngeal swabs
Loop-mediated Isothermal

Amplification
(LAMP)/SHERLOCK/(lateral flow)

- 100% [102]

Zika and
Dengue

Human
Serum/Saliva/Urine

RT-RPA–HUDSON/
Cas13-based SHERLOCK/

(Fluorescence/calorimetric)
- 100% [103]

Mycobacterium
tuberculosis Clinical sputum samples

LACD (loop-mediated isothermal
amplification)/CRISPR-Cas12a/

(Later flow/real-time fluorescence)

~10 copies/
test 100% [104]

Mycobacterium
tuberculosis Sputum RPA/CRISPR-Cas12a/(Fluorescent

detection) 79% 98% [105]

Hepatitis B
virus Plasma

RT-LAMP/CRISPR–Cas12a/
(Lateral flow strips or fluorescence

detector)
96% 100% [106]

Monkey pox

Synthetically produced
Congo Basin clade D14L
and West African clade
ATI and cloned into the

pUC57 vector

Loop-mediated isothermal
amplification

(LAMP)/CRISPR-Cas12b/
real-time fluorescence and a gold
nanoparticle-based lateral flow

biosensor (AuNP-LFB)

10 copies/
reaction - [107]

Ebola virus Urine,
Saliva

HUDSON/CRISPR-Cas13a-based
(SHERLOCK)/

(Fluorescent and lateral flow readouts)
91% 100% [108]

Influenza
(H1N1) Synthetic DNA strands

CRISPR/Cas13a/hybridization chain
reaction (HCR)/

Colorimetric biosensor
0.152 pM - [109]
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3.2. PCR-Based Methods

PCR-based methods have been crucial for emergent pathogen surveillance, providing
fast and accurate diagnosis of viral infections. It offers several advantages in detecting,
quantifying, and typing DNA or RNA sequences in various matrices. Its key advantages
include fast and high-throughput analysis, simultaneous amplification and visualization
of amplicons, avoidance of cross-contamination, wide dynamic range for quantification,
and the ability to multiplex amplification of multiple targets in a single reaction [110,111].
During the 2009 H1N1 influenza pandemic, real-time PCR was used to detect and quantify
viral RNA in clinical samples, enabling timely diagnosis and outbreak monitoring [112].
Similarly, in response to the current COVID-19 pandemic caused by the novel coronavirus
SARS-CoV-2, PCR-based assays have been developed and widely used for diagnosis and
surveillance. These assays target specific viral genome regions, such as the N and E
gene variants, which allow for sensitive and specific virus detection [113,114]. PCR-based
surveillance methods have also been used for other emergent viral pathogens Ebola, Zika
Dengue, and HIV. For example, in the 2014–2016 Ebola outbreak in West Africa, real-time
PCR was used to diagnose and track the virus rapidly [115].

Similarly, during the 2015–2016 Zika virus outbreak, real-time PCR was used to
detect the virus in clinical samples, aiding in the timely diagnosis and control of the
outbreak [116]. In the 2003 Ebola outbreak (Zaïre ebolavirus) in Mbomo, the Ministry of
Health of the Republic of Congo, in collaboration with partners, established a small field
laboratory under the leadership of the WHO. This laboratory used antigen capture and
qRT-PCR techniques to diagnose acute cases of Ebola [117] accurately. Seki et al., 2015,
conducted active screening using PCR for surveillance of methicillin-resistant Staphylococcus
aureus (MRSA) and compared the backgrounds of PCR and/or culture method-positive
patients [118]. Kim and Hwang, 2020 [119] established a real-time RT-PCR method for
simultaneously detecting and typing all four serotypes of Dengue virus (DENV). The
method demonstrated high sensitivity, with 5–10 copies/reaction detection limits for
each serotype. The developed method holds enormous potential for accurately assessing
the circulating DENV serotypes, predicting disease severity, and efficiently analyzing
seroprevalence, all of which contribute to a better understanding of DENV epidemiology
and effective disease management.

PCR-based surveillance methods have been utilized for tick-borne bacterial pathogens
like Borrelia burgdorferi (causing Lyme disease) and other bacterial pathogens such as
Escherichia coli, Salmonella, and Staphylococcus aureus, aiding in detection and monitoring of
outbreaks and antimicrobial resistance. Tokarz et al. (2017) [120] developed a multiplex one-
step RT-PCR assay to detect major pathogens transmitted by Ixodes scapularis ticks. The
assay successfully identified Anaplasma phagocytophilum, Babesia microti, Borrelia miyamotoi,
Borrelia burgdorferi, and Powassan virus in ticks from the northeastern U.S. B. burgdorferi was
the most frequently detected agent in ticks. The study emphasized the need for monitoring
co-infections and their impact on public health. Li et al., 2017 [121], developed a multiplex
real-time PCR assay to detect E. coli O157:H7 and screen for non-O157 STEC strains. The
assay targeted the Z3276 gene and Shiga toxin genes (stx1 and stx2). It exhibited high
sensitivity and specificity, detecting all E. coli O157:H7 and STEC strains tested without
cross-reactivity with other pathogens. The assay’s limit of detection was 200 femtograms
of bacterial DNA. Simultaneous detection of E. coli O157:H7, Staphylococcus aureus, and
Salmonella was developed by practical multiplex PCR technique, making it valuable for
microbial epidemiology and food safety investigations [122].

Yadav et al. (2022) employed real-time RT-PCR and ELISA to confirm Nipah virus
(NiV) infection, identifying the NiV genotype and its close relation to Indian sequences.
They discovered NiV presence in local bat populations, with 21% of Pteropus medius and
37.73% of Rousettus leschenaultia testing positive for NiV antibodies, underscoring the need
for stringent surveillance and awareness campaigns to mitigate human–bat interactions and
reduce the risk of NiV outbreaks. There was a successful containment of a NiV outbreak in
Kerala, India, through prompt diagnosis, contact tracing, and a better understanding of
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the virus’s presence in local bat populations. This study highlights the need for ongoing
vigilance and preventive measures to reduce the risk of future outbreaks [123].

These results suggest that PCR-based active surveillance is more rapid and sensitive
than conventional culture methods and will continue to play a critical role in global health
security. Some recent examples of PCR-based methods for rapid diagnosis and tracking of
viral outbreaks are given in Table 4.

Table 4. PCR-based methods for various emergent pathogens detection.

Pathogen Sample Type Method Sensitivity Specificity References

SARS-CoV-2 Sputum as well as nose
and throat swabs

Real-time
RT-PCR 95% - [124]

Zika Serum RealStar ZIKV
rRT-PCR test kit 91% 97% [125]

Zaire Ebolavirus
(ZEBOV) Cell lines TaqMan RT-PCR 109 copies to 103

copies/reaction - [117]

Monkeypox Lesion swabs
Non-variola

orthopoxvirus
PCR test

100 copies/mL and
100% agreement. 100% [126]

Candida auris Axilla-groin composite
surveillance swabs

SYBR green
qPCR 0.93 0.96 [127]

Influenza C virus
(FLUCV)

Nasopharyngeal
samples (nasal and

oropharyngeal swabs)

Multiplex
RT-PCR - - [128]

Noroviruses (NoV) Stool specimens TaqMan RT-PCR
assay

<10 copies of viral
genome per reaction. - [129]

African swine fever
virus (ASFV)

EDTA blood and serum
samples from pig

Real-time
PCR/UPL PCR 4–8 DNA copies

10-fold high for the different
ASFV isolates tested,

representing p72 genotypes I (the
one mostly distributed

in Sardinia and West Africa), VIII
(the most divergent

p72 genotype) and IX
(representative of East Africa), in

comparison with the OIE
reference TaqMan PCR

[130]

MERS CoV Environmental samples
(air and surface swab) RT-PCR - - [131]

PCR-based methods have limitations, including specific temperatures, time-consuming
procedures, sophisticated equipment, and a lack of standardized protocols, and they de-
pend on well-equipped laboratories and skilled technicians. The complexity and infras-
tructure requirements make conducting PCR testing in remote or resource-limited areas
challenging, often necessitating samples being sent to centralized facilities [101]. While
syndromic PCR panels exist for respiratory pathogens, they have limitations in addressing
emerging threats and require regular updates and validation. Moreover, the COVID-19
pandemic has highlighted the challenges of redesigning PCR-based assays, especially con-
sidering the virus’s continued mutagenesis [132]. However, advancements in diagnostic
methods have paved the way for overcoming these limitations. Anderson and Malder-
lii, 2018 [133], presented a method for quantifying total HIV DNA using (ddPCR). The
data obtained from this protocol helped determine the viral DNA burden and enabled
examining changes in different proviruses over time. The ddPCR (droplet digital PCR)
platform allows for absolute quantification, making it possible to observe small changes ac-
curately. Overall, this research suggests that ddPCR holds promise as an alternative to bulk
qPCR, especially in scenarios requiring quantification of low viral loads without extensive
sample processing. However, challenges related to scalability and instrumentation need
to be addressed for wider clinical adoption. Fowler et al., 2021, introduced a rapid and
versatile reverse-transcription loop-mediated isothermal amplification (RT-LAMP) assay,
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effective in detecting high SARS-CoV-2 viral loads directly from swabs, bypassing RNA
extraction bottlenecks. It underscored the importance of considering viral load for result
interpretation and highlighted the potential for near-patient testing in diverse healthcare
settings [134].

3.3. Microarray Analysis

In addition to DNA sequencing and polymerase chain reaction (PCR), oligonucleotide
microarray technology is one of the most robust techniques for detecting and exploring
microorganisms utilizing nucleic acid samples [135]. While DNA sequencing offers unpar-
alleled comprehensive insights and unbiased information, enabling the identification of
entirely novel organisms as previously elucidated, its implementation can be economically
and temporally demanding for specific applications, particularly when factoring in the
resources essential for data processing and analysis. Conversely, PCR assays at the opposite
end of the cost spectrum demonstrate rapidity and sensitivity, albeit with restricted capacity
for multiplexing (simultaneous detection of multiple targets). In instances necessitating
the concurrent assessment of numerous organisms, the requirement for numerous PCR
reactions can nullify the anticipated cost advantages.

Oligonucleotide microarrays occupy an intermediary position concerning cost, pro-
cessing duration, sensitivity, specificity, and the capability to detect emerging organisms.
Notably, most microarray designs derive their probes from fully sequenced genomes
housed within databases [136]. Despite this, the phenomenon of cross-hybridization be-
tween probes and closely related yet non-identical sequences enables the detection of novel
species, provided their genetic makeup bears proximity to those organisms employed for
probe development.

Commencing a pivotal opportunity in pathogen detection, the ViroChip emerged as
the foremost microarray tailored to discern a comprehensive spectrum of pathogens [137].
The inaugural version of ViroChip encompassed 1600 probes, extrapolated from 140 intact
viral genomes cataloged in GenBank at the array’s inception. Subsequent versions of
the platform were ingeniously devised to encompass an expanding panorama of viruses,
synchronously with the proliferation of published genomes [138]. Fabricated through the
precision of mechanized spotting, ViroChip materialized as an ensemble of synthesized
oligonucleotides intricately arrayed upon a glass substrate. Constituting 70-mer oligomers,
these elements were carefully curated to align with sequences against a specific taxonomic
family, demarcating their distinctiveness from other lineages. By its design predicated
upon conserved motifs, ViroChip emerged as a potent instrument in identifying nascent
viruses within lineages, coextensive with known and sequenced viral counterparts. Notably,
this application was utilized in the characterization of the 2003 SARS outbreak-inciting
SARS-CoV variant [139].

Another novel methodology for pathogen detection involving microarray, termed
resequencing microarrays, was employed in various studies [140,141]. These microarrays
featured concise 25- or 29-mer probes strategically positioned along specific genes within
the target pathogenic species. For each genomic locus in the target gene, four probes were
meticulously designed: one exhibiting a perfectly matched base at the probe’s central
position, and three others corresponding to each of the alternative bases. Subsequent hy-
bridization and analysis of these microarrays culminated in the determination of sequences
corresponding to each homologous target gene present within the specimen. Through
sequence comparison utilizing a basic alignment search tool (BLAST) [142] against a com-
prehensive database, the ascertained sequences were correlated with distinct species and
strains. The first edition of this approach, the Respiratory Pathogen Microarray (RPM v1.1),
was expertly crafted as a tailored Affymetrix array [140]. It encompassed probes targeting
an array of prevalent human respiratory viruses and bacteria, encompassing influenza,
adenovirus, coronavirus, rhinoviruses, as well as bacterial species such as Bordetella pertussis
and Streptococcus pneumoniae. Further evolutionary iterations of this strategy encompassed
the integration of virulent genes from tropical infectious agents, alongside its application
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for the high-throughput molecular diagnosis of diverse pathogens linked to central nervous
system infections [143].

Furthermore, a similar technology, called GreeneChip arrays, emerged as a more
expansive and versatile approach in pathogen detection [144,145]. The high-density arrays
utilized cutting-edge Agilent inketsystem for the genome profiling. The initial version of
GreeneChip encompassed a total of 9477 probes to target viral targets. The latest versions
now incorporate a plethora of probes meticulously curated to identify myriad pathogenic
bacteria, fungi, and protozoa, culminating in a staggering compilation, totaling 29,495
60-mer oligonucleotides. As technology advances and databases expand, these microarray-
based approaches continue to evolve, enhancing our capacity to tackle infectious disease
challenges efficiently and with increasing precision.

3.4. Bioinformatics Tools

The use of bioinformatics tools to analyze the growing data from fields like molecular
biology, genomics, transcriptomics, and proteomics is getting has achieved significant
success [146]. In combination with bioinformatics, the utilization of NGS technology has
evolved into a formidable instrument for characterizing and scrutinizing human pathogens.
This amalgamation presents a potent approach for enhancing the precision of screening
for resistance mutations/genes, identifying vaccine-evading variants, probing virulence
and pathogenicity attributes [147–149]. Some of the currently available bioinformatics tools
offering comprehensive sequence assembly and analysis are Lasergene, Geneious, Mauve,
DECIPHER, ChimeraSlayer, and mothur etc. [150–155].

The proliferation of genomic data, arising from numerous advanced technologies, has
brought about a need for sophisticated solutions in data storage, along with the utilization
of bioinformatics tools, pipelines, and analyses, owing to the intricate nature of these
datasets. Several prominent entities are available within the realm of microbial pathogen
genomics resources. First, the NCBI pathogens database commands significance due to
its affiliation with the NCBI pathogen detection initiative [156]. This repository database
encompasses genomic sequence data from pathogenic bacteria and fungi, sourced from
clinical-, environmental-, and food-related contexts. A staggering compilation of over a
million isolates spanning 49 bacterial groups, comprising 33 genera, is housed within this
repository. Impressively, 1.18% (12,573) of these isolates are meticulously annotated as com-
plete genomes. A second notable resource is the Pathosystems Resource Integration Centre
(PATRIC) [157]. This repository comprises 548,000 bacterial genomes, largely drawn from
the NCBI GenBank and RefSeq databases. Nearly 7% (around 36,000) of this total represents
complete genomes. Of particular interest are roughly 5800 genomes that are designated as
“High Quality”, presenting associated disease information. This subset includes notable
infections such as MRSA-positive infections (methicillin-resistant S. aureus) with approxi-
mately 780 genomes, shigellosis with around 580 genomes, and typhoid fever with roughly
530 genomes. A third important resource in this domain is the Pathogenwatch initiative
at the Wellcome Trust Sanger Institute “https://www.sanger.ac.uk/tool/pathogenwatch/
(accessed on 15 August 2023)”. This platform boasts the capability to rapidly process
genomes, enabling the execution of tasks like multi-locus sequence typing (MLST), the
identification of genes and single-nucleotide polymorphisms (SNPs) implicated in antimi-
crobial resistance, and the inference of susceptibility to antibiotics. Notably, Pathogenwatch
also furnishes information about the closest phylogenetic neighbors and their geographic
origins when such data are available. Several other comprehensive reference databases
have also been developed to facilitate accurate microbial pathogen identification. The
Greengenes database contains 1,049,116.

In addition to established reference tools, various programs have emerged to unveil
the underlying pathogenic nature of a given test pathogen. One prominent bioinformatics
solution for evaluating the pathogenic potential of newly identified bacterial pathogens
is the PathogenFinder 1.1 [158]. This web-based tool serves as a predictive resource for
bacterial pathogenicity assessment, leveraging proteomic, genomic, or raw sequencing data.

https://www.sanger.ac.uk/tool/pathogenwatch/
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The pathogenicity of bacterial strains hinges on specific clusters of proteins recognized
for their involvement in pathogenic processes. PathogenFinder employs a diverse set of
proteins deliberately selected due to their lack of annotated functionality or established
pathogenic roles. Remarkably, the tool demonstrates an impressive 88.6% accuracy in
predicting pathogenicity across the spectrum of bacterial taxonomic groups. The program
holds promise in uncovering novel factors contributing to pathogenicity.

A more recent advancement in pathogenicity prediction comes in the form of PaPrBaG
(Pathogenicity Prediction for Bacterial Genomes), accessible through its GitHub reposi-
tory [159]. Built upon machine learning principles, PaPrBaG is encapsulated within an R
package. The methodology behind PaPrBaG centers on extensive training using a substan-
tial collection of confirmed pathogenic species juxtaposed with nonpathogenic counterparts.
PaPrBaG is particularly well-suited for handling Next-Generation Sequencing (NGS) data
characterized by limited genomic coverage.

New sequencing technologies and computer methods have helped pathogen genomics
progress quickly. These tools handle the challenges of lots of genomic data, making
research in microbial pathogen genomics effective. But, like any fast-growing area, there
are problems and chances to deal with them. How quickly bacterial pathogen genomics
transforms forensics, food safety, and clinical microbiology in different countries depends
on new technology breakthroughs.

4. Advances in Genomic Epidemiology and Pathogen Surveillance

As previously addressed, genomics emerges as a potent tool not only for the detection
of pathogens but also for the progression of our comprehension regarding epidemiol-
ogy. Throughout recent decades, the sequencing of pathogens has held a pivotal role in
comprehending the patterns of transmission during viral outbreaks. Nevertheless, most
investigations with a focus on transmission have been retrospective in nature, with only
a fraction occurring in real time, coinciding with the diagnosis of cases [160–163]. In
transmission-oriented studies, genetic variations come into play to identify instances of
person-to-person transmission like happened during the recent COVID outbreak (WHO
GLOBL SURVEILLANCE REFERENCE). This identification process can involve either a
manual analysis of shared variants among cases within an outbreak [14], or the adoption of
model-based methodologies [164], culminating in the formation of a transmission network.
Contrarily, when it comes to epidemic investigations, only a subset of cases within the
epidemic undergo sequencing. As such, the advancement of pathogen surveillance aims to
utilize the population structure of the pathogen as a means to grasp the overall dynamics
of the epidemic.

Moreover, when considering the deployment of genomics for the purposes of surveil-
lance, diagnostics, and epidemiological inquiries, a pivotal query emerges: where should
these efforts be concentrated? This question is especially significant given that numerous
regions lack the necessary diagnostic laboratory capacity to conduct even fundamental
surveillance activities. Maintaining continuous genomic surveillance across all these di-
verse settings is an impractical endeavor. Various initiatives have endeavored to outline
the reservoirs of geographical focal points and potential pathogenic sources that could give
rise to future epidemics or pandemics. Woolhouse et al. meticulously documented a total
of 1399 human pathogens, among which 87—primarily of viral origin—have emerged since
the year 1980 [165]. Extending this perspective, Jones et al. have broadened the scope to
encompass 335 new instances of EIDs since the year 1940 [1]. Their analysis reveals a pro-
gressive increase in the frequency of such events over successive decades, predominantly
clustered in geographic hot spots characterized by specific environmental, ecological, and
socio-economic attributes. The identification of these crucial elements plays a central role
in forecasting and averting spillover incidents. A notable observation is the zoonotic origin
of the majority of these EIDs, with regions harboring high biodiversity and undergoing
recent demographic shifts and/or increased agricultural activity presenting the highest
risk of spillover [1]. Supporting this notion, a global biogeographic assessment of human
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infectious diseases reinforces the utility of biodiversity as an indicator for identifying EID
hot spots [166].

To address these challenges, one of the approaches being utilized on a higher level
is the One Health approach, adopted by the United States, which is a comprehensive
strategy that has been put into practice through initiatives like the PREDICT project [167].
This project is an integral component of the Emerging Pandemic Threats (EPT) program
established by the U.S. Agency for International Development (USAID). The core focus of
PREDICT revolves around investigating the potential transmission of select viral zoonoses
originating from specific wildlife taxa. Early endeavors have concentrated on devising
non-invasive sampling methodologies for wildlife [168], estimating the extent of viral
diversity within nine viral families and a minimum of 320,000 previously undiscovered
species within the mammalian realm [169], and demonstrating that the diversity of viral
communities is influenced, at least in part, by deterministic factors. This observation implies
that predicting alterations in community dynamics—potentially signaling an impending
spillover event—is within the realm of possibility [170].

Nevertheless, despite notable progress in the previous decades, recommendations
from various expert collectives have consistently underscored the imperative for enhanc-
ing surveillance capabilities [171]. This encompasses the implementation of syndromic
surveillance—an approach less focused on specific pathogens and more centered on the
prompt identification of emerging diseases [172,173]. Syndromic surveillance systems
have the potential to harness distinct data sources, such as instances of student or worker
absenteeism, purchases of certain items at grocery stores or medications from pharmacies,
and calls to clinic/hospital hotlines. These indicators can serve as markers of illness within
a population. This novel surveillance paradigm recognized as digital epidemiology is
also termed digital disease detection [174]. In the realm of digital epidemiology, data
are initially aggregated from diverse origins, including digital media, news sources, of-
ficial releases, and crowd-sourced inputs. Subsequently, this information is translated,
processed—encompassing the extraction of disease-related events and the elimination of
duplicated reports—analyzed for trends, and finally disseminated to the public through
various media channels such as websites, email distributions, and mobile alerts [175–177].
Presently, there are over 50 operational digital epidemiology platforms [178]. Their adapt-
able characteristics and cost-efficient, real-time reporting render them potent tools for
acquiring epidemic intelligence, especially in regions lacking conventional disease surveil-
lance systems.

The integration of this digital pathogen surveillance system with initiatives like PRE-
DICT holds immense potential in the field of epidemiology. This system could bring about
significant changes, especially in regions where laboratory and surveillance capabilities are
traditionally limited. Regular surveillance would involve the pooling of samples, achieved
through targeted diagnostic methods or potentially metagenomics, provided that the chal-
lenge of analytical sensitivity can be addressed. A potential pathogenic signal arises, and
individual samples would undergo comprehensive genomic analysis. Simultaneously,
pre-existing online platforms like HealthMap [179] and emerging local participatory epi-
demiology endeavors would gather data to identify potential hotspot regions and detect
EID events. This collective data accumulation would enable proactive and swift deploy-
ment of supplementary sequencers. The resultant genomic sequencing data, accompanied
by comprehensive metadata, would be instantly shared on web-based platforms such
as Virological “http://www.virological.org (accessed on 17 August 2023)”, fostering col-
laborative analysis. Additionally, platforms like Nextstrain [180], successfully utilized in
responses to Ebola and Zika outbreaks, would facilitate analysis and visualization.

Furthermore, Artificial Intelligence (AI), often associated with machine learning, rests
on the fundamental premise that human thought and reasoning can be mechanized. Re-
markably, the COVID-19 pandemic showcased the pivotal role of AI in various aspects, such
as genome sequencing, drug and vaccine development, disease outbreak detection, disease
spread monitoring, and the tracking of viral variants [181]. In 2022, Sundermann and a

http://www.virological.org
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team of researchers introduced an innovative solution known as the Enhanced Detection
System for Healthcare-Associated Transmission (EDS-HAT) [182]. EDS-HAT seamlessly
combines the power of infection surveillance through WGS with the intelligent analysis
of patient electronic health records (EHR) data. This synergy enables the identification of
disease outbreaks and transmission pathways that might otherwise elude detection.

Over two years spanning from November 2016 to November 2018, this novel AI-
driven approach was applied at nine hospitals affiliated with the University of Pittsburgh.
The outcome was the identification of healthcare-associated bacterial pathogens, thereby
preventing multiple outbreaks and tracing the transmission routes. Notably, this AI-assisted
learning underscores the utilization of electronic medical records to steer clinical algorithms
that effectively link infections [182,183].

These platforms would act as the central hub for a global network of stakeholders
keen on contributing to real-time phylodynamic and epidemiological investigations. The
collective effort would focus on identifying signals of pathogen spillover, expansion of
pathogen populations, and sustained human-to-human transmission. Outcomes from these
analyses would be promptly disseminated to the forefront of projects like One Health,
comprising epidemiologists, veterinarians, and community health workers. Armed with
evidence-based insights, these professionals would then implement interventions to curtail
the further spread of the diseases effectively.

5. Challenges and Future Directions

As genomics becomes integrated into clinical and public health practices, the accessi-
bility of genomic surveillance data faces several obstacles. Such issues include fragmented
metadata across multiple databases, limited interoperability, insufficient workforce exper-
tise, privacy concerns, variable data quality in resource-limited settings, third-party data
reuse concerns, and the absence of standardized frameworks to capture multisite data [184].
Addressing these issues, such as establishing data-sharing networks and promoting re-
search transparency, is crucial for effective pandemic preparedness. This section explores
these challenges and provides insights into future perspectives.

5.1. Lack of Trained Workforce and Networking Infrastructure

The lack of a trained workforce hinders the effective utilization of cutting-edge research
and technologies. Additionally, inadequate networking infrastructure impedes data sharing
and collaboration critical for advancements in these fields.

5.1.1. Shortage of Skilled Genomic Experts

The successful implementation of genomics in pandemic situations requires a profi-
cient workforce with expertise in genomic technologies, bioinformatics, and data analysis.
Unfortunately, there is a global shortage of trained professionals in these fields [185]. The
scarcity of skilled personnel hampers the timely and accurate analysis of genomic data,
hindering the rapid identification and characterization of emerging pathogens.

5.1.2. Training Gaps

The dynamic nature of genomics necessitates continuous training and skill devel-
opment. However, the existing educational curricula often lack comprehensive genomic
training programs tailored to infectious disease surveillance and outbreak response [186].
As a result, many healthcare professionals and researchers may not possess the necessary
competencies to utilize genomic technologies in pandemic situations effectively.

5.1.3. Data Sharing Challenges

The success of genomics-based approaches heavily relies on seamless data sharing
among researchers, public health agencies, and international collaborators. However,
challenges such as data privacy concerns, regulatory hurdles, and lack of standardized
protocols hinder the effective sharing of genomic data across borders [187]. The absence
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of a robust networking infrastructure limits the timely exchange of critical information,
hindering global surveillance and response efforts during a pandemic.

5.1.4. Limited Collaboration Platforms

Genomics research often involves interdisciplinary collaboration, necessitating effi-
cient networking platforms for knowledge exchange and resource sharing. Unfortunately,
the lack of centralized platforms and coordination mechanisms hinders effective collabora-
tion among researchers, clinicians, and policymakers [188]. This fragmentation of efforts
limits the real-time application of genomics in pandemic response.

5.2. Technical Considerations of Genomics in Pathogen Detection and Tracking

The application of genomics to pathogen detection and tracking faces several technical
challenges and limitations. Some of these include:

• Time-consuming and resource-intensive sequencing procedures, particularly for com-
plex microbial communities, such as those found in the gut or soil [148,189].

• Low sensitivity of sequencing techniques in detecting low abundance or low copy
number pathogens, such as those found in cerebrospinal fluid [190].

• Genomic sequencing generates vast amounts of data, which can overwhelm computa-
tional resources and expertise. Analyzing and interpreting this data require advanced
bioinformatics tools and skilled personnel. This can lead to delays in obtaining action-
able results, especially in resource-limited settings.

• Data analysis and interpretation complexity, including the need for bioinformatics
expertise and computational resources.

• Technical variability and errors in sequencing data, particularly in the presence of
genetic polymorphisms, genomic rearrangements, or repetitive regions [191].

• The accuracy of genomics-based pathogen identification relies on the quality and
representativeness of the sample collected. Biases can be introduced if the sampling
process is not well designed or if the pathogen is in low quantities. Additionally, the
genomic material of interest might be mixed with host DNA, affecting the quality of
the sequencing data.

• Pathogens can rapidly evolve through mutation and recombination, leading to genetic
diversity within a single species. This diversity can make it challenging to design
universal genomic markers for identification. Furthermore, the identification of novel
strains or variants might require frequent updates to reference databases.

• Genomic sequencing often requires fresh or well-preserved samples. The logistics of
storing and transporting samples to sequencing facilities without compromising their
integrity can be challenging, particularly in remote or disaster-affected areas.

• While the cost of genomic sequencing has decreased significantly over the years,
it can still be expensive, especially for large-scale surveillance or in low-resource
environments. The cost of equipment, reagents, and skilled personnel can be a sig-
nificant barrier to widespread adoption. Emerging initiatives, such as the Human
Heredity and Health in Africa (H3Africa), the Qatar Genome Project, and the Mex-
ico National Institute of Genomic Medicine (INMEGEN), are playing a pivotal role
in bolstering the genomic research capabilities of Low- and Middle-Income Coun-
tries (LMICs). They achieve this by providing funding for locally driven research
endeavors and empowering indigenous researchers to assume leadership roles in
genomics projects [192]. Noteworthy accomplishments in this domain are exemplified
by projects like the African Genome Variation Project [193] and the Mexico Genomic
Variation Project [194]. These initiatives are dedicated to elucidating the intricate
genetic structures within diverse ethnic groups, aiming to advance genomic medicine
in Africa and Mexico [194].

• Effectively translating the genome sequence into actionable medical insights presents
a significant hurdle. One major challenge is accurately anticipating the functional
impact of genetic variations that disrupt protein-coding sequences. These variations
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can manifest in various ways, such as affecting transcription factor binding sites,
interfering with microRNA target sites, influencing RNA splicing and stability, or
even leading to protein truncation. Moreover, the intricacy of linkage disequilibrium,
where seemingly benign genetic variations are situated near disease-predisposing
variants, further complicates the interpretation of recurrent risk factors. Considering
these complexities, there is a growing reliance on the use of in silico tools for inferring
the functional consequences of mutations. As mentioned in the aforementioned
sections, computational algorithms can play a crucial role in predicting the potential
pathogenicity of genetic variants.

Addressing these challenges will require developing new sequencing technologies,
improved data analysis methods, and a better understanding of microbial ecology and evo-
lution. For example, single-cell or nanopore sequencing advances can increase sequencing
sensitivity and accuracy, whereas machine learning algorithms and cloud-based computing
can streamline data analysis and interpretation [195,196].

5.3. Ethical and Legal Considerations of Genomic Data Sharing and Privacy

Using genomics in pathogen detection and tracking raises essential ethical and legal
considerations related to data sharing and privacy. In particular, the potential for the
misuse or misinterpretation of genomic data, the risk of re-identification of individuals,
and the issues of informed consent and data ownership are essential concerns that must be
addressed [197]. HIV phylogenetic data are inherently relational, as information from one
individual can affect others by identifying them as possible sources of infection. Addition-
ally, the increasing richness of sequence data resulting from next-generation sequencing
(NGS) presents challenges for maintaining the anonymity of viral sequence data. Genome
sequencing also presents risks to communities and groups. Numerous authors have high-
lighted the potential for certain groups to be unfairly stigmatized as high-risk or disease
carriers, as observed in cases involving geographically defined populations, sexual or
gender minorities, and individuals categorized by factors such as ethnicity, nationality, or
migration status [198]. This extends to situations where data on the transmission patterns
of diseases such as multidrug-resistant tuberculosis (TB) could be misused to discriminate
against specific ethnic groups, potentially leading to challenges related to immigration [199].
Reidentifying an individual utilizing a virus isolated from a different time-point or study
is possible. Concerns have also arisen regarding the imposition of mandatory testing on
certain groups, such as healthcare workers [200,201]. It is important to acknowledge the
individual professional interests of researchers and practitioners in terms of data ownership
and utilization [202]. Consequently, it is vital to establish ethical frameworks to address
these issues and ensure responsible handling of such data.

The guidelines and regulations have been developed to ensure the responsible and
ethical use of genomic data, such as the Global Alliance for Genomics and Health (GA4GH)
and the European General Data Protection Regulation (GDPR) [203,204]. These guidelines
emphasize the importance of data privacy, informed consent, and transparency in genomic
research and provide frameworks for data sharing and collaboration among researchers
and stakeholders.

5.4. Integration of Genomics with Other Surveillance and Diagnostic Methods

Integrating genomics with other surveillance and diagnostic methods is essential for
improving pathogen detection and tracking. For example, combining genomics with epi-
demiological data, such as patient travel history or contact tracing, can help identify sources
of infection and potential transmission routes [205]. In addition, integrating genomics with
traditional microbiological methods, such as culturing or antigen detection, can enhance
the sensitivity and specificity of pathogen detection [149].
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5.5. Innovations and Opportunities for Improving Genomics-Based Pathogen Detection and Tracking

The rapid development of portable and robust sequencing technologies that can be
deployed in field settings or resource-limited areas should be explored. Also, efforts should
be made to integrate genomics with host immune profiling, such as transcriptomics or
proteomics, to understand host–pathogen interactions better and identify novel biomarkers
for diagnosis or treatment [206,207].

Overall, the challenges and future directions in genomics for pathogen detection
and tracking are complex and multifaceted. Addressing these challenges will require
interdisciplinary collaborations, innovative approaches, and responsible use of genomic
data to improve public health outcomes.

6. Conclusions

In conclusion, genomics has transformed the way we understand and investigate
infectious diseases, especially in the context of outbreak investigations and surveillance.
The use of high-resolution molecular data provided by genomic sequencing has enabled the
identification of closely related strains and tracing the source and transmission of infectious
diseases. However, technical challenges and limitations still need to be addressed, such
as resource-intensive sequencing procedures, low sensitivity in detecting low-abundance
pathogens, and data analysis and interpretation complexity. Additionally, ethical and legal
considerations concerning genomic data sharing and privacy must be streamlined. Ad-
vances in sequencing technologies and data analysis methods, coupled with an improved
understanding of microbial ecology and the establishment of multi-disciplinary collabo-
rations, can help resolve these challenges and enhance the use of genomics in pathogen
detection and tracking in the foreseeable future.
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