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Abstract: Significant efforts have been made to characterize viral diversity in bats from China. Many
of these studies were prospective and focused mainly on Rhinolophus bats that could be related to
zoonotic events. However, other species of bats that are part of ecosystems identified as virus diversity
hotspots have not been studied in-depth. We analyzed the virome of a group of Myotis fimbriatus bats
collected from the Yunnan Province during 2020. The virome of M. fimbriatus revealed the presence of
families of pathogenic viruses such as Coronavirus, Astrovirus, Mastadenovirus, and Picornavirus, among
others. The viral sequences identified in M. fimbriatus were characterized by significant divergence
from other known viral sequences of bat origin. Complex phylogenetic landscapes implying a
tendency of co-specificity and relationships with viruses from other mammals characterize these
groups. The most prevalent and abundant virus in M. fimbriatus individuals was an alphacoronavirus.
The genome of this virus shows evidence of recombination and is likely the product of ancestral
host-switch. The close phylogenetic and ecological relationship of some species of the Myotis genus
in China may have played an important role in the emergence of this alphacoronavirus.
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1. Introduction

Some of the major epidemic outbreaks related to viruses from the Coronaviridae,
Paramyxoviridae, and Filoviridae families were associated with zoonotic events. Phylo-
genetic and epidemiological evidence suggests that bat viruses may be involved in these
interspecies jumps [1-8]. Indeed, bats have shown one of the largest viral diversities among
mammals, and perhaps the most relevant in terms of zoonotic viruses [9]. This extraordi-
nary viral diversity is explained by the different biological and ecological characteristics
of these organisms. The immune system of bats allows the coexistence of replicative viral
populations without the manifestation of clinical symptoms [10,11]. This system appears
to be based on a balance between host defense and tolerance to disease [4,12—14]. Bats are
distributed globally and are the second most diverse group among mammals [15,16]. These
mammals roost in foliage, rock crevices and caves, and hollow trees, as well as human-
made structures such as barns, houses, and bridges [17]. Moreover, bats exhibit behaviors
that may promote viral diversity and zoonotic spillover events. Diverse bat assemblages
could be found in caves, where many species will commonly roost together [18]. In these
assemblages, infected individuals could shed the virus into the environment, contaminating
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other individuals [19]. However, perhaps the most important factor that has triggered
the emergence of zoonotic viruses is the increasing pressure exerted by human activities
on the habitat of bats. Increasing urbanization, deforestation, habitat degradation, roost
destruction, and the economic and cultural activities of humans increase the chances of
contact with bat viral diversity, as well as potentially increasing individual viral loads [20].

Yunnan Province is an epicenter for biodiversity and endemism in the southwest of
China, hosting more than half of China’s species, and is acknowledged as a global biodiversity
hotspot [21]. This province is part of a biogeographical region, called the Greater Mekong
Subregion, that extends beyond its borders with Vietnam, Lao PDR, Thailand, Cambodia, and
Myanmar [22,23]. Multiple studies have explored the viral diversity of bats in Yunnan [24-29].
In particular for coronaviruses, sequences similar to SARS-CoV were identified in Rhinolophus
bats from this region [30,31]. These studies indicate that Yunnan is a potential hotspot for
coronavirus diversification in China [32]. Initially, the diversity of coronaviruses and other
viral taxa was studied by PCR amplification of conserved genes [2,33-36]. However, virome
studies based on metagenomic and metatranscriptomic approaches have gradually increased
in recent times [24-26]. Although these studies have made important efforts to cover the
diversity of bats, some groups have been prioritized, as is the case of Rhinolophus. As such, the
viromes and potential pathogens circulating in other relatively neglected bat species from this
region remain poorly characterized.

Myotis fimbriatus is a species of the genus Myotis and the Vespertilionidae family. This
genus has over 120 species distributed on all continents [16,37,38]. The members of this
genus present primitive morphological characteristics and little specialization in functions
such as echolocation [39]. M. fimbriatius is endemic to China, with a wide geographical
distribution in this country [40]. This bat is an insectivorous species that lives in large
colonies in caves and abandoned tunnels; M. fimbriatus may co-roost with other bat species
in these spaces [37,41].

Here, we analyzed the virome of twenty M. fimbriatus individuals captured from the same
cave in Yunnan Province during 2020. A previous study identified astroviruses, coronaviruses,
adenoviruses, and circoviruses in samples of M. fimbriatus by PCR amplification [42]. In our
study, the viromes were obtained with a targeted molecular approach and next-generation
sequencing. The virome of M. fimbriatus revealed the presence, prevalence, and abundance
of emerging virus families. We also assembled the genome of an alphacoronavirus that was
the most abundant and prevalent virus in the individuals. The evolution of this sequence
appears to be closely related to the ecology and evolution of some Myotis species present in
Yunnan Province.

2. Materials and Methods
2.1. Samples and Sequencing

Bats were sampled using four bank harptraps and mistnets, which were set between
5 pm and 11 pm. Samples were collected on 30 September 2020. The sampling site was
a cave in Shilin County, Yunnan Province (Figure S1). Body measurements (Forearm, Tail,
Hindfoot, Tibia, Tail, Headbody) were taken using a Mitutoyo Absolute Series-500 calliper
with an accuracy of 0.01 mm (Mitutoyo Corporation, Kawasaki, Japan), and bodymass was
measured with a Pesola Spring Scale (Pesola® Prézisionswaagen AG compamy, Schindellegi,
Switzerland). Tissue samples were obtained from wing membranes of bats collected using a
3 mm biopsy punch. Bats were released after tissue samples, measurements, photographs, and
echolocation calls were recorded. Wing tissue samples were stored in vials of 99.7% alcohol.
Bat species identification was performed on the basis of species physiology and confirmed
using CO1 sequenced in the Southwest Barcoding centre from referenced earlier samples at
the same sites (see Chornelia et al. [43] for full methods).

Rectal swabs from twenty M. fimbriatus individuals were obtained for metagenomic
analysis (Table S1). The rectal samples were later stored in RNA (Thermo Fisher Scientific,
Waltham, MA, USA) and transported in dry ice. In the laboratory, the samples were stored
at —80 °C. The samples were taken from —80 °C, thawed at 4 °C, vortexed for 3-5 min, and
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centrifuged at 17,000 x g at 4 °C for 3 min. The supernatant was collected by pipette and
transferred into a 0.45 uM filter microtube (Corning), and then centrifuged at 15,000x g at
4 °C for 1 min. The flow-through was used for nucleic acid purification. The nucleic acids
of samples were extracted using the GeneJet Viral DNA and RNA Purification Kit (Thermo
Fisher Scientific). The extraction was stored at —80 °C for later use.

Library preparation and target enrichment. From the RNA extracted from each stool
sample collected from the 20 bat individuals belonging to M. fimbriatus, a cDNA library
creation protocol was performed using the Twist library preparation kit including a targeted
enrichment step. In brief, RNA was first converted to cDNA using random hexamers and
ProtoScript II First Strand cDNA Synthesis Kit, both from New England Biolabs (NEB).
The ssDNA was then converted to dsDNA using NEBNext Ultra II Non-Directional RNA
Second Strand Synthesis Kit, also from NEB. Subsequently, DNA fragmentation, end repair,
and dA-tailing were carried out, followed by ligation with Twist Universal Adapters.
Libraries compatible with Illumina TruSeq were then amplified by PCR using Twist UDI
Primers. The targeted enrichment step was performed using the Twist target enrichment
standard hybridization protocol with some modifications. This protocol involves the
enrichment of genomic DNA libraries with a 16 h hybridization in a two-day workflow
using the Pan-Viral Panel from Twist Bioscience consisting of 600,000 DNA probes, allowing
target enrichment of over 1000 viral human pathogens. However, unlike the standard
protocol, a second set of custom panels of probes from Agilent Technologies that targeted
67 CoV whole genomes was added in the hybridization capture step (1 uL of each probe
set instead of 2 uL of Twist Pan-Viral Panel of probes). Then, targets were captured using
beads, and post-capture PCR amplification was performed to enrich the captured targets.
Following enrichment, libraries were sequenced on the Illumina NovaSeq platform with
150 bp paired-end reads (Novogen). Raw reads are openly available in the NCBI, Bioproject
reference number PRJNA865499.

2.2. Bioinformatics Analysis

Taxonomic classification. Trimmomatic tool (v. 0.39) trimmed low-quality regions and
adapters from the reads [44]. The clean reads were aligned with Bowtie2 (v. 2.4.5), [45] to the
genomes and transcriptomes of eight different bat species obtained from NCBI [46]. The reads
that did not align against the bat sequences were realigned with Bowtie2 against the human
genome assembly GRCh38 [47]. MEGAHIT software (v. 1.2.9), [48] performed de novo assem-
bly on reads that did not align with the human sequences. Only sequences with a minimum
length of 100 nucleotides were retained. The CD-HIT-EST software (v. 4.8.1) clustered de novo
contigs according to 99% nucleotide identity and 100% coverage for the shortest reads [49].
The longest sequence of each of these clusters was retained for further analysis. The clean
reads were aligned to de novo contigs with Bowtie2. BBmap tool (v. 38.96) estimated the
reads per kilobase per million mapped reads (RPKM) in the alignment and the average fold
coverage [50]. The contigs supported by the reads were aligned with BLASTN (v. 2.12.0),
(e-value < 1 x 10719) against the reference viral database (RVDB) version 22 [51]. The best hit
for each of the contigs was identified using the e-value, identity, and alignment coverage as
selection criteria, in this order of importance. The taxonomic classifications of viral sequences
with vertebrates and/or invertebrates hosts were manually checked. Contigs aligning to the
same genomic sequence were regrouped and aligned with LASTZ (v. 1.04.15), [52] to the
respective genomic sequences to determine coverage.

Here, 0.87 Giga clean reads were obtained after trimming reads and low-quality
regions; 81% (0.70 Giga) of clean reads aligned to bat sequences, while only 0.04% (374,063)
of reads aligned to the human genome. From the remaining reads, 3450 viral contigs
were assembled; 2,181,815 reads aligned against these contigs, representing 0.25% of clean
reads (Table S2). The median of the average fold coverage per contig was 49.61, while the
minimum and maximum values were 1.99 and 79,046.20, respectively. Table S3 presents
the results of the BLASTN alignments for 3450 viral contigs and some of the main statistics
of the alignment of the reads to the contigs.
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Phylogenetic analysis of virus families with vertebrate hosts. For some of the virus
families with vertebrate hosts, phylogenies were reconstructed. Initially, multiple align-
ments were obtained, including representative sequences and the contigs with the MAFFT
tool (v. 7.505), [53]. Multiple sequence alignments were inspected and cured with MEGAX
(v.10.1.7), [54]. The best sequence evolution model was identified with jmodeltest (v. 2.1.10), [55]
and ProtTest3 (v. 3.4.2), [56] in the nucleotide and amino acid alignments, respectively. Phy-
logenetic trees were reconstructed with MrBayes software (v. 3.2.7a), [57]. The number of
generations varied between 1 and 5 million, sampled every 500 generations, with 10% burnin
removed. Convergence of the posterior probabilities was assessed by checking the standard
deviation of split frequencies and the resulting PSRF statistics. The analyses were stopped
when the average standard deviation was less than 0.01. The resulting trees were represented
in R (v. 4.1.2), [58], with the packages ggnewscale (v. 0.4.7), [59], ggtree (v. 3.3.6), [60], and
treeio (v. 1.20.2), [61]. Phylogenetic analysis was performed with MrBayes for the following
families (gene and alignment length are indicated in parentheses): pedacovirus (ORF1b: 291
a.a, spike: 141 a.a), astrovirus (ORF1b: 260 a.a, capsid: 564 a.a), mastadenovirus (pVI: 184 a.a),
picornavirus (peptidase C3: 84 a.a), and poxvirus (DNA-dependent RNA 360 polymerase 132
kDa subunit gene: 242 bp).

BtMf-Yunnan2020 genome assembly. The same library for individual 14 that had
been previously sequenced was again sequenced with a greater depth (~145 millions of
paired-end reads) on the Illumina NovaSeq 6000 sequencer (Novogen, Shanghai, China).
The reads were trimmed with Trimmomatic and assembled into the contigs with MEGAHIT.
Clean reads and contigs were then assembled into scaffolds with metaSPAdes [62]. The
reads were aligned to the scaffolds with Bowtie2 to verify assembly. The similarity between
myotacovirus genomes was plotted with the seqcombo packages in R.

Phylogenetic analysis of BtMf-Yunnan2020 genome. Representative alphacoron-
aviruses genomes were obtained from NCBI [47]. A multiple sequence alignment was
obtained with MAFFT. TrimAl software (v. 1.2), [63] removed regions of low quality in
multiple sequence alignment. The jModelTest identified the best model for nucleotide
substitution. MrBayes software inferred phylogenetic trees from multiple alignments of
the whole genome, spike, and subunit 1 of the alphacoronaviruses. PhyML (v. 3.3.2), [64]
inferred the phylogenetic tree from an alignment of a 5 kb region of alphacoronaviruses
ORF1B gene. Two Middle East respiratory syndrome (MERS) genomic sequences from the
Betacoronavirus genus were used as an outgroup in the phylogenetic analysis.

3. Results
3.1. Virome Profile

Viruses with vertebrate hosts were represented by eight families, eleven genera, and
unclassified sequences; these sequences were observed in thirteen samples. This group
was the most abundant, representing 85.90% (1,874,276) of the reads that aligned to the
contigs. The bacteriophages were the second-most abundant group; these viruses were
classified into nine families and sixty-two genera. Bacteriophages represented 13.82%
(301,631) of viral reads and were observed in all samples. Viruses associated with vertebrate
and invertebrate hosts were represented by Peribunyaviridae and Nodaviridae families; the
genus Orthobunyavirus represented the first of these families, while unclassified sequences
represented the nodaviruses; these viruses were detected in three samples and only 0.24%
(5331) of the reads aligned to these sequences. The Dicistroviridae family represented the
viruses with invertebrate hosts; the Cripavirus genus and unclassified sequences represented
this family in five samples; 0.02% (445) of reads were associated with this group. The
Virgaviridae family and the Tobamovirus genus represented plant viruses; these viruses were
observed in three samples and 0.01% (132) of the reads aligned to this group (Table S4).

3.2. Viruses with Vertebrate Hosts

Several viral families related to pathogenesis and zoonotic events in humans and
livestock were identified in M. fimbriatus (Figure 1).
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Figure 1. Virome presence and abundance. The abundance within samples is presented for genera
and families in viruses with vertebrate hosts. The abundance is expressed by log2 of the reads per
kilobase per million mapped reads (RPKM).

3.2.1. Pedacovirus

Pedacovirus is a member of the Alphacoronavirus genus within the Coronaviridae fam-
ily. Sequences belonging to this subgenus were observed in six samples. However, this
subgenus was significantly represented only in individual 19. A group of four contigs
(OP121136, 39, 40, 41; NCBI accessions) from this sample covered 10% (1419 bp) of Anlong
Ms bat coronavirus (KF294382.1). Anlong Ms bat coronavirus is an ORFlab gene partial
fragment identified in Myotis davidii (M. davidii) bats [65] (Table S5). Another group of three
contigs (OP121137, 38, 42) covered 5% (1431 bp) of the genome of Jingmen Miniopterus
schreibersii alphacoronavirus 2 (MZ328300.1). This genomic sequence was obtained from
the Miniopterus schreibersii (M. schreibersii) bats [66] (Table S5). M. fimbriatus contigs aligned
against the spike, ORFS8, and membrane genes of Jingmen Miniopterus schreibersii alpha-
coronavirus 2. In both cases, nucleotide identities were low (81-86%). Phylogenetic trees of
partial regions of ORF1b and spike proteins confirmed the phylogenetic relationship of the
M. fimbriatus contig to the pedacovirus clade (Figure 2). This is the clade of the pathogenic
porcine epidemic diarrhea virus (PEDV) responsible for a devastating enteric disease in
feeder pigs [67]. In the ORF1b phylogenetic tree, the M. fimbriatus contig was found on a
solitary branch sister to a sub-cluster composed of Anlong Ms bat coronavirus and Jing-
men Miniopterus schreibersii alphacoronavirus 2. In the analyzed region, the amino acid
identity between M. fimbriatus and these sequences was ~91%, while this identity was 78%
and 82% in relation to Scotophilus bat coronavirus and PEDV, respectively. In the spike
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tree, the divergence between the pedacovirus of M. fimbriatus and the sequences of this
subgenus was significant. The sequence of M. fimbriatus had an identity of 84% in relation
to Jingmen Miniopterus schreibersii alphacoronavirus 2, between 76 and 78% for the other
bat viruses, and between 77 and 81% in relation to the PEDV sequences.

-----

Figure 2. Pedacovirus. Phylogenetic trees of representative alphacoronavirus sequences were ob-
tained for (A) a 291 a.a region of the ORF1b protein and (B) a 141 a.a region of the spike. The trees
were inferred under a general matrix model (LG), with gamma-distributed rate variation among sites
(G) and the proportion of invariable sites (I). Pedacovirus subgenus is highlighted in green.

3.2.2. Astrovirus

Individual 1 presented sequences (OP121130-3) that covered 74% (4812 bp) of two
Bat astrovirus genomes (MZ218053.1, MZ218054.1). These Bat astrovirus are part of the
Mamastrovirus genus of the Astroviridae family and were assembled from metagenomic samples
of Myotis daubentoniid (M. daubentoniid) bats [68] (Table S5). The M. fimbriatus sequences had
significant divergencies to the three ORFs of these mamastroviruses. Nucleotide alignments
were not obtained for ORFla and the first 327 nucleotides of the capsid genes. For the
remaining region of the capsid, the identity was low (79%). In ORF1Db, the identity increased
towards the end of this gene (83-91%). Amino acid identity was low for ORFla and capsid
(75% and 81%, respectively) and more corserved for ORF1b (89-98%). The phylogenetic
tree of the capsid retrieved the two genogroups of mamastroviruses recognized and used
in the taxonomic classification within this genus (Figure 3) [69]. Two clusters with only bat
viruses were found within genogroup II together with the “human mink ovine astroviruses”
clade. The sequences of M. fimbriatus belonged to a cluster populated by bat viruses. This
cluster included sequences from Emballonuridae, Hipposideridae, and Miniopteridae bat families
sampled in China and Hong Kong [69-71]. Within this cluster, sequences belonging to the
same bat species/genus were grouped together. In the ORF1b phylogenetic tree, the two bat
clusters of genogroup II formed a large clade. In this tree, the M. fimbriatus viral sequence was
related to the M. daubentoniid sequences and Bat astrovirus 1 (EU847146.1); this bat astrovirus
was identified in Myotis chinensis (M. chinensis) bats [72] (Table S5). The amino acid identity
between the M. fimbriatus contig and the M. daubentoniid sequences in the capsid bat cluster
was low (88%); in comparison, the identity between M. daubentoniid sequences was high (99%).
In the ORF1Db bat cluster, the identity of M. fimbriatus contig was important in relation to the
sequences of M. daubentoniid and M. chinensis (92%), while the identity between M. daubentoniid
sequences was high (98%).
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Figure 3. Astrovirus. Phylogenetic trees of representative sequences of astrovirus in (A) a 260 a.a
region of ORF1b and (B) a 564 a.a region of the capsid protein. Both trees were inferred under an
LG + I+ G model.

3.2.3. Mastadenovirus

Two contigs from individual 19 were related to hexon and pVI genes of bat mastaden-
oviruses. Mastadenovirus is a genus of the family Adenoviridae. A M. fimbriatus contig (OP121134,
630 bp) aligned with an identity of 95% against Bat adenovirus N78-28/Germany /2008
(HM368167.1); this is a partial sequence of the hexon gene associated with Myotis Myotis
(M. Myotis) bats [73], (Table S5). The second contig (OP121135, 765 bp) did not have a
significant nucleotide alignment; the amino acid sequence of this contig aligned with low
identity (60%) to the pVI polypeptide of Rousettus aegyptiacus adenovirus (AXE75632.1) [74]
(Table S5). In the pVI phylogenetic tree, the M. fimbriatus contig clustered with group three
of bat mastadenovirus (Figure 4). Three different groups of bat mastadenoviruses have been
identified to date [75]; group three is composed of sequences identified in M. schreibersii bats
(BtAdv WIV12/WIV13) and Rousettus leschenaultii bats (BtAdv WIV17/WIV18) (Figure 4).
The low amino acid identity (52-57%) and the long branch linking the M. fimbriatus contig to
the other sequences in group three suggest low conservation.
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Figure 4. Mastadenovirus. Phylogenetic tree of a 184 a.a region of the pVI protein of representative
sequences of the Mastadenovirus genus. Bayesian inference was based on an LG + I + G model. The
three groups of bat mamastroviruses are indicated.

3.2.4. Picornaviruses

In the Picornaviridae family, three contigs from individual 8 (OP121143-5; 267-381 bp)
covered 11.5% (~870 bp) of Bat picornavirus (NC_043071.1). Bat picornavirus is a partial
genome sequence from Myotis ricketti (M. ricketti) bats [34] (Table S5). The identity between
the viral sequences of these bats suggests some degree of divergence, mainly between the
nucleotide sequences (85-91%: nucleotide; 93-97%: amino acid). Two of the contigs aligned
to unannotated regions; the remaining contig aligned to the gene coding the peptidase
C3. Phylogenetic analysis in a region of this gene placed the M. fimbriatus contig with bat
picornaviruses from Myotis and Miniopterus (Figure 5). This group corresponds to clade
four of bat picornaviruses identified in a previous study [34]. The amino acid identity
was important between the sequences of M. ricketii and M. fimbriatus (92-98%) and low
between these contigs and the Miniopterus fuliginosus sequence (51-74%). This group of
bat picornaviruses seems to be phylogenetically close to Kobuvirus and Salivirus sequences
(Figure 5). The amino acid identities between the group of bat picornaviruses and the
Kobuvirus and Salivirus sequences were low (<60%).
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Figure 5. Picornavirus. Phylogenetic tree of an 84 a.a region of the peptidase C3 protein. The tree
was derived under an LG + I + G model.

3.2.5. Poxviridae

Individuals 3 and 19 presented three contigs (OP121146-8; 147-243 bp) associated
with the Equine molluscum contagiosum-like virus (MN339351.1). Equine molluscum
contagiosum-like virus belongs to the Molluscipoxvirus genus in the Poxviridae family. This
genome (167 Kb) was recently sequenced from biopsies of horses with papular dermati-
tis [76]. The contigs aligned against the genes coding the 132 kDa and 147 kDa subunits of
the DNA-dependent RNA polymerase. The identity between some of these sequences was
significant (89-94%: nucleotide; 94-100%: amino acid). The phylogenetic analysis placed
one of these contigs in the molluscipoxviruses clade. In this cluster, the Molluscom conta-
giosum virus and the Equine molluscom contagiosum-like virus formed a subclade, while
the M. fimbriatus sequence diverged in a sister branch (Figure 6). In the aligned region, the
amino acid identity between the Molluscom contagiosum virus and the Equine molluscom
contagiosum-like virus was relatively significant (95%), while the identity between these
sequences and the contig of M. fimbriatus.
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Figure 6. Poxvirus. Phylogenetic tree of the nucleotide alignment of a 242 bp region of the DNA-
dependent RNA polymerase 132 kDa subunit gene. The inference of the tree was based on a general
time-reversible (GTR) model, with gamma-distributed rate variation among sites and the proportion

of invariable sites.

3.2.6. Herpesvirus and Genomovirus

The virome of M. fimbriatus also presented some evidence of the presence of the families
Herpesviridae and Genomoviridae (Table 1). The Lymphocryptovirus and Cytomegalovirus
genera were represented by single contigs with high identities (>97%) to the genes coding
BOREF2 and US26 proteins, respectively. In the family Genomoviridae, a contig had 100%
identity to a small region of the Rep gene of Molossus molossus-associated gemykibivirus 5

(Molossus molossus bats).
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Table 1. Viral sequences with low representation. This table presents the taxonomic classification of
viral sequences with vertebrate and/or invertebrate hosts that were represented by a few contigs.
The last column indicate the groups that were used to classify the densoviruses. NA: not applicable
or not available.

Taxonomic No Total No
Target Classification Name Host Country  Identity Contigs Length (bp) iz;;rsl- Group
Unclassified Orthobunyavirus .
KF254790.1 Orthobunyavirus FS1.2923 Homo sapiens Peru 96.63 1 141 1 NA
MG747600.1 Orthobunyavirus Oropouche virus Homo sapiens Brazil 98.85 1 200 1 NA
KF170225.1 Unclassified Bat nodavirus Eptesicus serotinus ~ France 87.77 1 681 1 NA
Nodaviridae
MW897047.1 Uncla5§1f1ed meang sedpnent Environmental China 86.94 1 490 1 NA
Nodaviridae noda-like virus 1 sample
MT044485.1 Cytomegalovirus Human Homo sapiens Australia  100.00 1 227 1 NA
betaherpesvirus 5
AB850652.1  Lymphocryptovirus Human Homo sapiens China 97.73 1 109 1 NA
gammaherpesvirus 4
OM953881.1 Undlassified Flumine River water New 100.00 1 272 1 NA
Genomoviridae genomovirus 3 Zealand
Unclassified Molossus molossus
OL704847.1 PP associated Molossus molossus ~ Argentina ~ 100.00 1 150 1 NA
Gemykibivirus PR
gemykibivirus 5
MW046351.1 Unclassified Passer montanus Passer montanus ~ Australia 9225 1 260 1 NA
Ambidensovirus ambidensovirus
AF036333.1 Unclasgfled Diatraea sagcharahs Diatraea NA 99.33 1 150 1 NA
Densovirinae densovirus saccharalis
JNB857356.1 Dipteran Culex pipiens Culex pipiens China 100.00 1 150 1 NA
protoambidensovirus 1 densovirus
Unclassified Aedes albopictus . . 98.20-
MK182384.1 Densovirinae densovirus 7 Aedes albopictus China 100.00 7 2276 7 Group 1
Dipteran Culex pipiens pallens Culex pipiens . 98.20-
EF579756.1 brevihamaparvovirus 1 densovirus pallens China 100.00 7 2276 7 Group 1
Dipteran Aedes aegypti . . 99.33-
FJ360744.1 brevihamaparvovirus 1 densovirus 2 Aedes acgypti India 100.00 2 21 2 Group 2
Unclassified . . . 99.33-
MF673888.1 Densovirinae Mosquito densovirus Culex sp. India 100.00 2 291 2 Group 2
AY751403.1 Unclassified AedesaegyptiThai - pc vooyoti Thai  Thailand  98.52 1 135 1 Group 3
Brevidensovirus densovirus
MH188046.1 g“das?‘fmd Culex densovirus Culex sp USA 98.51 1 135 1 Group 3
ensovirinae

3.3. Viruses with Vertebrate and Invertebrate Hosts

Densovirinae. This Parvoviridae subfamily was represented mainly by viruses infect-
ing mosquitoes of the Culex and Aedes genera. These contigs had high identities to the
target sequences and were observed in eight individuals (Figure 1) (Table 1). Three of
the contigs had unequivocal alignment to sequences obtained from the sugarcane borer
(Diatraea saccharalis), the house mosquito (Culex pipiens), and the Eurasian tree sparrow
(Passer montanus). The first two contigs aligned against the non-structural protein 1, while
the last one aligned against the VP1 structural protein. The remaining nine contigs were
categorized as unclassified densovirinae and had multiple best hits. These contigs aligned
with the same identity against densoviruses from Culex and Aedes mosquitoes. According
to the best hits, these contigs were divided into three groups; for each of these groups, two
targets are presented in Table 1 representing densoviruses of both mosquito genera. The
contigs of the three groups aligned against the gene coding the non-structural protein 1.

Peribunyaviridae and Nodaviridae. Some evidence was found for the genus
Orthobunyavirus of the family Peribunyaviridae. The reads aligned with a significant identity
(>96%) to the glycopolyprotein RNA-dependent RNA-polymerase gene of Oropouche
virus and Orthobunyavirus FSL2923. Two contigs represented the Nodaviridae family. One
of these contigs (681 bp) aligned with low identity (88%) to a bat nodavirus from the
Eptesicus serotinus. Similarly, the second contig (490 bp) aligned with low identity (87%)
against the putative polymerase of Xinjiang sediment noda-like virus 1 (Table 1).

3.4. Bacteriophages

Bacteriophages were the most abundant group of viruses with non-vertebrate hosts in
the M. fimbriatus virome (301,631 reads). Myoviridae and Autographiviridae families were the
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most abundant and diverse among the bacteriophages; these families were observed in all
samples. The sequences of the Myoviridae family were classified into twenty-one genera;
sequences of unknown genus were also identified in this family. In total, 73.25% (220,945)
of the reads that were aligned to bacteriophage sequences belonged to the Myoviridae family.
The second-most abundant family among the bacteriophages was Autographiviridae. This
family presented ten genera and represented 22.41% (67,608) of the reads that aligned
against the bacteriophage sequences (Table 54).

3.5. Genomic Sequences of a M. fimbriatus Myotacovirus

The most abundant and prevalent virus in the M. fimbriatus virome was an alpha-
coronavirus. This virus was identified in six samples and represented 84% (1,825,267)
of viral reads (Figure 1). We assembled the genome of this alphacoronavirus by deep
sequencing of one of the samples. This sequence was called BtMf-Yunnan2020 (OP279992)
and has a length of 27,205 bp. Phylogenetic analysis with representative sequences of the
Alphacoronavirus genus showed that this genome belongs to the subgenus Myotacovirus
(Figure 7A). This clade is currently composed for BtMr-SAX2011 (Myotis ricketii), Anlong-57
(Myotis davidii), and MIYN20 (Myotis laniger). In the phylogenetic tree, BtMf-Yunnan2020
and MIYN20 clustered together, a close relationship confirmed by significant structural
and sequence similarity. BtMf-Yunnan2020 and MIYNZ20 shared the structural organiza-
tion of the genome 5-ORFlab-Spike-ORF3-E-M-N-ORF7-3’ (Figure 7B). However, BtMf-
Yunnan2020 presented a deletion of ~70% of the ORF3 gene in comparison with MIYN20.
The identity in the replicase conserved domains [77] between BtMf-Yunnan2020 and
MIYN20 was the highest (>95%) among all pairwise comparisons in myotacoviruses
(Figure S1). Although phylogenetically related, myotacoviruses exhibited low amino acid
sequence identity. Most of the pairwise comparisons between myotacoviruses proteins had
identities <90% (Figure S2). In the spike, only the coupled BtMf-Yunnan2020-MIYN20 and
Anlong-57-BtMr-SAX2011 had an identity >75%. The amino acid identity did not exceed
70% for any pairwise comparisons in ORF3 and ORF?7.

The similarity profile showed a change in the initial part of the BtMf-Yunnan2020
spike gene, characterized by a fall in relation to MIYN20 and an increase in relation to
BtMr-SAX2011 and Anlong-57 (Figure 7B). This abrupt change in the similarity profile
suggests a recombination event. This hypothesis was evaluated with RDP4 software
(v. 1.0), [78]. This software identified a recombination region at the 5 end of the spike
gene. The beginning breakpoint was identified 40 nucleotides after the start of this gene,
while the ending breakpoint was located at position 750 (Figure 8). The MIYN20 and
BtMr-SAX2011 spikes were identified as the major and minor parents, respectively. Despite
this recombination, BtMf-Yunnan2020 and MIYN20 clustered together in the phylogenetic
trees of spike proteins and subunit 1 (Figure S3).
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Figure 7. Phylogenetics and similarity of the BtMf-Yunnan 2020 genome. (A) A phylogenetic tree
was inferred from the alignment of the nucleotide sequences of the alphacoronavirus genomes
(23,544 bp). The inference was based on a GTR + I + G model. Alphacoronavirus subgenera are
indicated. (B) Similarity profile of myotacovirus sequences to the BtMf-Yunnan2021 genome.
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Figure 8. Spike recombination. Bootstrap support for recombination in subunit 1 of the spike protein
of BtMf-Yunnan2020. The recombination involves the first 750 nucleotides of the spike (shaded area).
The BtMr-SAX2011 spike was identified as the minor parent in this recombination.

Diversity between Individuals of the BtMf-Yunnan2020 Genome

The BtMf-Yunnan2020 genome was associated with 58 contigs in six samples. Figure 9A
shows the breadth of coverage and nucleotide identity between these contigs and the BtMf-
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Yunnan2020 genome. The median breadth of coverage of the BtMf-Yunnan2020 genome was
34.1% [21%-51%]; the contigs were distributed asymmetrically, concentrating on ORF1ab,
nucleocapsid, and ORF7. The median nucleotide identity between these contigs and the BtMf-
Yunnan2020 genome was 99.07% [93.88-100%]; 55% (32) of these contigs had a nucleotide
identity >99%, while 70.7% (41) of the contigs had an identity >98%.
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Figure 9. Inter-host diversity of the BtMf-Yunnan2020 genome. (A) Identity and breadth of coverage
of BtMf-Yunnan2020 sequences in six individuals of M. fimbriatus. (B) Expansion in the myotacovirus
subclade of a phylogenetic tree inferred from a 5 kb region of alphacoronavirus ORF1b; four consensus
sequences from individuals were included in this analysis; statistical support is indicated.

Comparatively, the median of nucleotide identity of these contigs to the MIYN20
genome was 94.4% [81.44-97.68%]. The nucleotide differences in relation to the BtMf-
Yunnan2020 genome varied between individuals. For example, in the ORF1b gene, the
nucleotide identities between individuals 8 and 15 and BtMf-Yunnan2020 were 98.2% and
99.3%, respectively (Figure 9A). A phylogenetic tree was inferred involving an ORF1b
region (5 Kb) for four individuals, the BtMf-Yunnan2020 genome, and alphacoronavirus
sequences (Figure 9B). This phylogenetic tree confirms with high replicability that the
sequences identified in individuals were closely related to the genome BtMf-Yunnan2020
(Figure 9B).

4. Discussion
4.1. The Virome of an Insectivorous Bat

The virome of M. fimbriatus presented groups of viruses that may be related to the diet
of this insectivorous bat. Dicistroviruses and densoviruses were identified in a significant
number of individuals. Various studies of insectivorous bats identified these groups of
viruses mainly in fecal samples [79,80]. Bacteriophages were present in all individuals
and were the second-most abundant group [81,82]. This group was dominated by the
Myoviridae and Autographiviridae, but other families previously related to insectivorous bats
were also identified, as is the case of Siphoviridae, Podoviridae, and Inoviridae [35,83,84]. The
prevalence and abundance of bacteriophages may reflect their active replication within
the bacterial hosts of the bat microbiome. In contrast, dicistroviruses and densoviruses
are possibly transported through the digestive system without infecting the cells of the
mammalian host. Some other viral taxa also possibly associated with the insectivorous
behavior of M. fimbriatus were observed. This is the case of orthobunyaviruses, nodaviruses,
and genomoviruses. Together, these results reflect the potential that rectal samples offer to
characterize different aspects of bat ecology.
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4.2. Families of Pathogenic Viruses

The viral families with vertebrate hosts identified in M. fimbriatus were characterized
by significant diversity and a tendency for co-specificity between the virus and the bat host.
This co-specificity was represented by the phylogenetic clustering of viruses hosted by bats
of the same genus or species. A significant divergence of M. fimbriatus sequences from
previously known bat sequences was observed. These sequences could represent new viral
species in some instances. In these families, clusters composed exclusively of bat viruses had
phylogenetic relationships with viruses from other mammals; these relationships involved
human, bovine, ovine, canine, feline, porcine, equine, and simian viruses, among others.

4.2.1. Pedacovirus

The family Coronaviridae consists of enveloped viruses with positive-sense, single-stranded
RNA genomes (27-31 Kb). Within the family Coronaviridae, the Orthocoronavirinae sub-family
has four genera: Alphacoronavirus, Betacoronavirus, Gammacoronavirus, and Deltacoronavirus [85].
Alphacoronavirus and Betacoronavirus genera infect mammals and present significant diversity
in bats [86]. Several members of the Alphacoronavirus genus infect humans, causing mild
upper respiratory diseases; this is the case for NL63 [87] and HCoV-229E [85,88,89]. Alpha-
coronaviruses also infect domestic animals [90,91] and livestock [67,92,93]. We found evidence
of alphacoronaviruses of pedacovirus subgenus in M. fimbriatus. The M. fimbriatus sequence
was associated with Anlong Ms bat coronavirus and Jingmen Miniopterus schreibersii al-
phacoronavirus 2. Our results suggest that these sequences are more closely related to each
other than to other bat pedacoviruses, reinforcing the hypothesis that these sequences could
represent new species, as previously suggested for Anlong Ms bat coronavirus [65]. Although
the sequences of M. fimbriatus presented a relatively low identity in relation to the sequences
of PEDV, these sequences reinforce the hypotheses that suggest a host-switch between bats
and pigs as the origin of the porcine virus [94,95]. Our findings add to a recent analysis that
assembled a new pedacovirus genome hosted by Myotis chilensis bats [96].

4.2.2. Astrovirus

Astroviruses are non-enveloped spherical viruses, with a small single-stranded positive-
sense RNA genome (6-10 Kb). This family has two genera, Avastrovirus and Mamastrovirus,
which have traditionally been associated with birds and mammals, respectively [69]. These
viruses are responsible for gastroenteritis, respiratory illness, and encephalitis in their
hosts [97]. It was previously proposed that M. daubentoniid viral sequences might represent
a new species, once these sequences clustered independently from other bat mamastro-
viruses [69]. Similarly, we suggest that M. fimbriatus bat mamastrovirus represents a new
species; this proposition is supported by the low amino acid identity (81%) and the solitary
branch of this sequence in the capsid phylogenetic tree. Previous studies have suggested a
significant co-specificity between bat mamastroviruses and the host [70,98,99]. Our results
represent new evidence that supports this tendency of bat mamastroviruses. In the phylo-
genetic analyses of the capsid and ORF1B, the M. fimbriatus mamastrovirus belonged to
clusters composed exclusively of bat mamastroviruses. Within this cluster, subclusters were
defined by viral sequences obtained from the same bat species. In addition, geographic
location appears to be less important than the phylogenetic relationship between hosts in
this cluster, as shown by the fact that the M. fimbriatus sequences formed a subclade with
the M. daubentonii sequences from Denmark. Vespertilionid species are common across
Eurasia, providing a wide range of possible hosts across the region, but a lack of research
highlights major gaps in our knowledge of the group. Taken together, these results support
species-specificity for this group of bat mamastroviruses.

4.2.3. Mastadenovirus

The family Adenoviridae consists of non-enveloped viruses containing a single linear
double-stranded DNA genome (2648 Kb). This family is composed of five genera:
Mastadenovirus, Aviadenovirus, Atadenovirus, Siadenovirus, and Ichtadenovirus. The
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Mastadenovirus genus contains viruses exclusively infecting mammals [100]. Most mastaden-
oviruses cause a primary infection that generally results in a mild, transient, and self-limited
respiratory or enteric illness [101]. Previously, three clusters of bat sequences were identified
in a whole-genome phylogenetic analysis [75]. These bat mastadenoviruses groups have been
associated with viruses from other mammals, as is the case of group one, which has a close
phylogenetic relationship to canine adenovirus [102]. Our analyses of a region of a pVI protein
suggest that M. fimbriatus sequences belong to group three of bat mastadenoviruses [75]. This
is a cluster that contained viruses from different bat genera; within this cluster, the sequences
were grouped according to host, suggesting specificity. The low identity of the sequences of
M. fimbriatus in relation to the other members of this group and their position in a solitary long
branch suggest that this specificity would also be supported for the sequences of M. fimbriatus.
Besides this specificity, group three has been genetically related to California sea lion, a result
that suggests a complex phylogenetic landscape in bat mamastroviruses [75].

4.2.4. Picornavirus

Picornaviruses are enveloped viruses with a small single-stranded RNA genome with
positive polarity (7-9 Kb). This family is composed of sixty-three genera [103]. The picor-
naviruses infect a wide variety of animals, and they are responsible for respiratory, cardiac,
hepatic, neurological, mucocutaneous, and systematic diseases [104]. Some evidence exists
of potential zoonotic events in this family, involving rodent and porcine picornaviruses
infecting humans [105]. We found some potential picornavirus in the M. fimbriatus sam-
ples. Previously, four groups of bat picornaviruses were identified in different provinces
of China and Hong Kong. These clusters of bat picornaviruses are composed of viruses
from different bat genera and present phylogenetic associations with viruses from other
mammals such as porcine and simian sapelovirus 1 [106,107]. Within these bat picornavirus
clusters, the sequences were regrouped according to the bat genus [34]. Our results support
these trends. The M. fimbriatus picornavirus formed a subclade with M. ricketii sequences
within clade four. These Myotis sequences showed low identity to the bat picornavirus
of the genus Miniopterus, the remaining member of this clade. Our phylogenetic analysis
was concordant with previous studies suggesting that clade four of bat picornaviruses
appears to be associated with the genus Kobuvirus, unlike the other bat picornaviruses
clades associated with the Sapelovirus genus [34]. Kobuvirus have been identified in humans
and in some important livestock species, such as cattle and pigs [108]. These viruses are
related to gastroenteritis in humans and probably also cause diarrhea in cattle and swine;
kobuvirus is transmitted through physical contact or by consumption of contaminated
food or water via a fecal-oral route [109]. Some evidence exists of interspecies jumps in
this group, for example, between bats and rabbits [110].

4.2.5. Poxvirus

The viruses from the Poxviridae family are brick or ovoid-shaped with a double-
stranded DNA genome (130-350 Kb). This family is divided into the Chordopoxvirinae
and Entomopoxvirinae subfamilies, which infect vertebrates and insects, respectively [111].
Poxviruses can be host-specific or have a wide range. These viruses are responsible for
serious infections in livestock and humans, and Chordopoxvirinae species often emerge as
zoonoses in humans [111]. We identified sequences that could be related to the
Molluscipoxvirus, the genus of molluscom contagiosum-like virus. Humans are considered
to be the only host of this virus, which causes a benign disease that manifests as small
umbilicated papules [112-114]. However, there is evidence of molluscom contagiosum-like
viruses that cause similar diseases in other mammalian species such as donkeys, bats, and
kangaroos [115-117]. The presence of poxviruses in M. fimbriatus should be taken with
caution given our limited evidence. However, previously, the presence of a molluscom
contagious-like virus was demonstrated in a bat metagenome [117] and our sequences
presented a significant divergence; together, these results promote the investigation of
molluscipoxvirus in bats.
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4.3. BtMf-Yunnan2020 Alphacoronavirus
4.3.1. Genomic Sequence and Diversity

In this study, we assembled the novel BtMf-Yunnan2020 genome, contributing to
the knowledge of the diversity of alphacoronaviruses in the genus Myotis. Phylogenetic
analysis classified this genome as a myotacovirus and, according to the species demarcation
criteria proposed by the international committee taxonomy viruses (ICTV), the BtMf-
Yunnan2020 genome and MIYN20 would represent the same species. Furthermore, these
sequences share the same structural organization. However, several characteristics of
the BtMf-Yunnan2020 genome make it unique. The BtMf-Yunnan2020 genome showed
a deletion in a large part of the ORF3 gene. In PEDV, the ORF3 gene codes a viroporin
protein [118], which likely promotes an adequate environment for cellular propagation [119].
PEDV strains adapted to cell cultures presenting deletions in the ORF3 gene produced
less severe infections in piglets when compared with the PEDV wild-type genotype. This
result suggests an association of ORF3 with PEDV virulence [120]. Whether the ORF3 of
M. fimbriatus plays a similar role is an area for future investigation. The BtMf-Yunnan2020
genome had a divergent spike protein. The divergence was even more important for subunit
1, in which a recombination spanning the first 236 nucleotides was identified. Subunit 1 is
responsible for binding the virus to host cell receptors; therefore, it is a determining factor
of pathogenicity and tropism in coronavirus. It is likely that the recombination identified
in subunit 1 had an adaptive impact in BtMf-Yunnan2020, as has been suggested for other
coronaviruses [121-124]. Finally, both BtMf-Yunnan2020 and MIYN20 presented an ORF7
unlike the other myotacoviruses; however, these proteins had a low reciprocal identity.
Together, these differences could represent genomic adjustments of BtMf-Yunnan2020 that
respond to specific interactions with M. fimbriatus proteins.

The landscape obtained from our small set of individuals of M. fimbriatus provided
some indications on the dynamic of BtMf-Yunnan2020 diversity in the colony. BtMf-
Yunnan2020 was a prevalent component among individuals and was the most abundant
virus within the animals. The prevalence and abundance of a virus are major epidemio-
logical factors related to host-switching [73]. A study of the prevalence and abundance
over time of alphacoronaviruses and astroviruses in a colony of M. myotis found that
peaks of viral abundance are related to colony formation and parturition periods [73]. It is
possible that the epidemiological dynamics of BtMf-Yunnan2020 in M. fimbriatus colonies
is similar to that observed in M. myotis, highlighting the need for seasonal studies as well
as those incorporating host demographics to understand spillover risk based on changing
ecophysiological characteristics in bats. We observed inter-host nucleotide diversity in
the ORF1b gene of BtMf-Yunnan2020. To the best of our knowledge, there are no stud-
ies of inter-host diversity of alphacoronaviruses genomes in natural bat populations. In
SARS-CoV-2, inter-host diversity has been a source of adaptation to the new host [125-127].
It is likely that inter-host variation, particularly in the spike gene of BtMf-Yunnan2020,
plays a role in the appearance of new strains that could produce waves of infection in the
colony. Another phenomenon evidenced in our data was coinfection. In individual 8, the
BtMf-Yunnan2020 genome co-existed with pedacoviruses sequences. A previous study
showed a significant frequency of coronavirus coinfection in bats from China. Coinfection
between alphacoronaviruses of different subgenera could allow the emergence of new
varieties by recombination [28]. This could be important to obtain the whole genomes
of coronaviruses in natural bat populations. These studies could give an accurate assess-
ment of the extension and implications of recombination, coinfection, and inter-individual
variation in virus diversity.

4.3.2. The Implications of M. fimbriatus Natural History on BtMf-Yunnan2020 Evolution

The hosts of myotacoviruses have a close phylogenetic and ecological history in
common. This shared history probably has sculpted the evolution of the BtMf-Yunnan2020
genome. The host species of myotacoviruses belong to the genus Myotis and are endemic
to China [37,128,129]. Phylogenetic analyses of Myotis genus showed that M. fimbriatus and
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M. ricketii are part of the same clade and are closely related, while M. laniger and M. davidii
belong to a different clade [37,41]. Moreover, biogeographical analyses suggest that these
bats shared similar patterns of population divergence, thus evolutionary pressures and
selection may have optimized similar traits [130,131]. During the Pleistocene, the uplift
of the Tibetan plate created the geographical conditions that led to the emergence of
populations with different genetic diversity in M. davidii and M. ricketii [130,131]. The
phylogenetic and biogeographical relation of these bats is reflected in the overlapping of
their ecological niches. These four species are insectivores and M. ricketii also eats fish. These
bats inhabit near bodies of water and roost in caves [37,41]. These species could co-roost
in the same cave, as has been observed between M. laniger and M. fimbriatus or between
M. ricketti and M. fimbriatus [37,41]. In this context, alphacoronavirus jumps between these
bats are plausible. It is likely that the genomes of BtMf-Yunnan2020 and MIYNZ20 are related
by an ancestral jump between M. fimbriatus and M. laniger. The inconsistency between
the phylogenetic topology of myotacoviruses and hosts supports this affirmation. This
event would be facilitated by co-roosting between these species, which is not uncommon
in small vespertilionid species (personal observation). The co-roosting would also explain
the recombination in the BtMf-Yunnan2020 spike protein involving BtMr-SAX2011 virus
from M. ricketti. It is possible that this recombination was retained by allowing a better
binding of the spike protein to the cellular receptors of M. fimbriatus. This scenario is based
on the close phylogenetic relationship between M. fimbriatus and M. ricketti, which would
have facilitated recombination in a coinfected bat. A final protagonist of this hypothesis
is Yunnan. The four myotacovirus sequences were sampled in this province or nearby
locations. Then, the different events that gave rise to the emergence of BtMf-Yunnan2020
possibly occurred in caves or even tree-hollows of this diversity hotspot; in either case,
close physical associations between bats may facilitate the spread of pathogens.

We identified several factors that limited our study of the viral diversity of M. fimbriatus.
The sample size was small. The twenty individuals analyzed do not represent a significant
sample of the bat population in the cave. A more significant sampling could enrich the
injtial results of the current work. Rectal swabs have the potential to be indicators of virus
replication in and shedding from bats. However, other types of sampling, for example skin
swabs, could be used to characterize the total viral diversity present in a given environment,
not limited to virus shedding by bats [81]. Our study enriched viral sequences using Twist’s
Pan-Viral Panel. This capture system was designed to identify viral human pathogens [132].
Consequently, this strategy introduces a bias in the identification of virus diversity in bats.
In the context of this strategy, it is more likely to recover viruses from families that are
included in the panel and that present a certain degree of similarity to the capture sequences.
This strategy can also be a confounding factor in the analysis of abundance, as it is difficult
to differentiate the abundance produced by the enrichment system from the biological
abundance of the virus. It is for this reason that we describe abundance as a measure of the
reliability of sequences, without delving into the biological and ecological implications. At
the same time, the enrichment system amplifies the viral sequences in the presence of a
significant abundance of host sequences, an advantageous feature in the case of the rectal
swabs used in our work [133]. Moreover, target enrichment yields full, deeply covered
viral genomes from materials with Ct values, suggesting that amplicon sequencing would
be likely to fail [134]. Despite the bias introduced by the target enrichment, our results
demonstrate the ability of this system to capture viral diversity in mammals, sometimes
recovering sequences with high divergence from available bat virus sequences. Finally,
target enrichment strategies have recently emerged that seek to capture viral diversity in
bats and other mammals [96,135].

5. Conclusions

In conclusion, a virome is a valuable tool that not only allows the identification of
the diversity of viral families of epidemiological interest; it is also a means of obtaining
signals on bat ecology, and enhances our understanding of the associations between bats
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and the viruses they host relative to elements of behavior and morphology. The virome
of M. fimbriatus showed evidence that all of the mechanisms involved in the generation of
viral zoonotic strains are present in this bat, such as recombination, coinfection, and host-
switching. These observations provide a strong rationale for studying the viral diversity of
bats of the Myotis genus with a genomic and population approach.
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File S1: contigs sequences.
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