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Abstract: Bats are natural reservoirs for many emerging viruses, including coronaviruses
that were probably progenitors to human coronaviruses with epidemic and pandemic
potential, which highlights the importance of screening studies of bat-derived viruses. This
study investigates the prevalence and phylogenetic characteristics of coronaviruses in bat
populations from the Rostov and Novosibirsk regions of Russia between 2021 and 2023.
Utilizing PCR screening and sequencing, viruses belonging to the Alphacoronavirus genus
were detected in several bat species, with prevalence rates ranging from 4.94% to 62.5%.
Phylogenetic analysis of detected sequences revealed the presence of three subgenera:
Pedacovirus, Myotacovirus, and Nyctacovirus. These sequences shared over 90% identity
with alphacoronaviruses previously identified in bats across Northern Europe and Russia,
underscoring the viruses” wide geographic distribution and evolutionary connections.
The results highlight the adaptability of alphacoronaviruses and the role of bat migratory
behavior in their dispersal. The study underscores the importance of continuous monitoring
and phylogenetic studies of bat-derived coronaviruses to better understand their ecological
dynamics and potential zoonotic threats.

Keywords: bats; coronaviruses; PCR; sequencing; phylogenetics; epizootology

1. Introduction

Coronaviruses (CoVs) have a significant capacity for adaptation and evolution, driven
by their rapid replication, RNA recombination, and the accumulation of mutations [1].
The ability for adaptation of CoVs allows them to overcome the interspecies barrier and
infect new hosts, thereby expanding their ecological niche [2,3]. This, in turn, could pose a
huge threat to public health and animal welfare, as cross-species transmissions give CoVs
the possibility to obtain new genomic and phenotypic features through the adaptation
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to the new hosts, potentially leading to the emergence of pathogenic CoVs and their
spillovers [4]. This hypothesis is supported by multiple studies where the evolutional paths
of the emergence of SARS-CoV and SARS-CoV-2 and their potential progenitors” genetic
traces across various animal hosts were investigated [5,6]. The emergence of SARS-CoV
in 2002 initiated investigative studies, whose purpose was to search for the origins of the
outbreak. As a result, Guan et al. [5] in 2003 discovered SARS-like CoV with 99.8% genetic
similarity to SARS-CoV in workers at an animal market in Shenzhen, as well as in animals,
specifically Himalayan palm civets and raccoon dogs, pointing to the fact that this virus
could be the SARS-CoV progenitor. A study with a similar aim to establish a SARS-CoV-2
ancestor was conducted by Crits-Christoph et al. [6], where they detected wildlife DNA
belonging to civets, bamboo rats, and raccoon dogs in SARS-CoV-2-positive samples from
Huanan Seafood Wholesale Market. Moreover, they discovered more animal-derived
viruses in these samples, including hedgehog and canine CoVs [6]. These studies support
the evidence that CoVs have an increased ability to cross-species transmission, and most
importantly—dense contacts of animals of different species could be an ideal environment
for the rapid evolution of CoVs. This justifies the need to study CoVs in wildlife to expand
the data about their presence and phylogenetics, which could be a handful for further
studies of genetic traces of emerging CoVs.

Bats are widely recognized as natural reservoirs of various CoVs [7]. Unique phys-
iological features of the immune system of bats, such as limited inflammatory response,
allow them to co-exist with a vast diversity of viruses for a long time [8,9]. Some studies
show that bats could harbor progenitors of SARS-CoV, MERS-CoV, SARS-CoV-2, and other
human coronaviruses [10,11]. However, it should be mentioned that there is no evidence
of direct transmissions of CoVs from bats to humans—all known bat-derived CoVs had
intermediate hosts in the chain of transmissions from bats to humans [12]. Nevertheless,
given that there are bat species that are prone to synanthropy and live in close contact
with domestic animals in urban areas, under-investigation of bats’ CoVs and other viruses
poses a huge threat to public health and animal welfare [13]. Understanding the range
and evolution of bat-derived CoVs not only provides information on the ecology of these
viruses but also improves our ability to predict and mitigate zoonotic threats.

This study aimed at screening and phylogenetic characterization of CoVs in synan-
thropic bat populations from the Rostov and Novosibirsk regions of Russia.

2. Materials and Methods

2.1. Sampling
2.1.1. Rostov Region

Sampling from the bat population of the Rostov region (Russia) took place from
November 2022 to March 2023 at the Rostov Bat Rehabilitation Center (Don State Technical
University, Rostov-on-Don, Russia). The bats included in the study belonged to four
species: the common noctule (Nyctalus noctula), the parti-coloured bat (Vespertilio murinus),
Kuhl’s pipistrelle (Pipistrellus kuhlii), and the serotine bat (Eptesicus serotinus). All bats were
initially seized by volunteers from the Rostov Bat Rehabilitation Center, responding to
Rostov household requests from November 2022 to March 2023. Collected colonies and
individual bats were transferred to the rehabilitation center for veterinary examination
and care. Each species was housed collectively, with 5 to 20 individuals per box, allowing
socialization during rehabilitation and facilitating hibernation. While in the center, bats
were fed superworms and mealworms. In late November 2022, they were placed into
controlled hibernation at a constant temperature of 10 °C and remained in hibernation
until early April 2023. In May 2023, healthy bats were released into the wild, while bats
needing further rehabilitation were released later. Fecal samples, each at least 0.5 g, were
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collected from boxes housing the hibernating bats (once per box). Also, blood samples were
collected from male N. noctula following the Smith et al. protocol [14]. Blood sampling from
female N. noctula and other bat species was not conducted due to ethical considerations.
Specifically, venipuncture in female bats was avoided to prevent potential risks to pregnant
individuals (as only female E. serotinus were present at the rehabilitation center during
sampling). Additionally, the smaller body size of species such as V. murinus and P. kuhlii
made it challenging to safely obtain an adequate volume of blood. In addition to this,
organ autopsies (brain, heart, lungs, liver, kidneys, and intestines) were obtained from bats
that died due to natural reasons. All collected samples were labeled and stored at —80 °C.
Overall, for this study, there were collected 648 samples from N. noctula, 41 from V. murinus,
84 from P. kuhlii, and 25 from E. serotinus at the Rostov Bat Rehabilitation Center. Table 1
summarizes the number and origins of samples from bats of the Rostov region analyzed in
this study:.

Table 1. Summary of the samples obtained from bats at the Rostov Bat Rehabilitation Center for
this study.

Origin of the Sample

. Number of
Bat Spec1es Number of Bats Samples Blood Oropé\ar};)ngeal AOrgan Feces 1
wa utopsies
2022 year
Vespertilio murinus 20 38 - - - 38
Nyctalus noctula 169 557 81 338 32 106
Pipistrellus kuhlii 1 19 - - 56 -
Eptesicus serotinus 2 19 - - 17 2
2023 year
Vespertilio murinus 2 3 - - - 3
Nyctalus noctula 61 91 - - 15 76
Pipistrellus kuhlii 11 28 - - 13 15
Eptesicus serotinus 4 6 - - - 6

! Fecal samples were collected from boxes, where bats were kept collectively at the Rostov Bat Rehabilitation Center.

2.1.2. Novosibirsk Region

Sampling from the Novosibirsk (Russia) bat population took place in 2021 and 2023.
During the summer, bats were captured manually in daytime roosting sites and natural
shelters using mist nets. Mist nets, measuring 10 x 3 and 12 x 3 m, were set up near water
bodies, on forest roads, and in other places where flying bats were detected. The capture
began one hour before sunset and continued until 1 to 4 a.m. the following day. To locate
roosting sites and refine capture locations, an ultrasonic microphone Pettersson M500-384
and the BatSound Touch Lite app (version 1.3.5, Pettersson Elektronik AB, Uppsala, Sweden)
were used. During the winter, bats were captured manually in hibernacula sites located in
caves in the Novosibirsk region, Russia.

To collect feces, the captured bats were held in individual cloth bags for 30 to 120 min.
Feces were then transferred with tweezers from the bag and the bat’s body into sterile
cryotubes. The tubes were labeled with a unique number and placed in a Dewar vessel
with liquid nitrogen. Before collecting feces from each bat, the tweezers were sterilized by
flame from a gas, petrol, or alcohol burner. Sterile urogenital swabs were used to take oral
swabs for further analysis. Freshly deceased bats were dissected, and smears and samples
of internal organs and blood were labeled and transported in the same way in cryotubes
under liquid nitrogen vapor. When accessible, fresh fecal samples accumulating under the
summer maternity colonies of bats were collected, labeled, and transported similarly. In this
study, materials were collected from bats between 2021 and 2023, covering seven species:
V. murinus (102 samples), pond bat (Myotis dasycneme [73 samples]), Sakhalin bat (Myotis
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petax [55 samples]), Hilgendorf’s tube-nosed bat (Murina hilgendorfi [14 samples]), Siberian

bat (Myotis sibiricus [21 samples]), northern bat (Eptesicus nilssonii [9 samples]), N. noctula

(2 samples). Additionally, 15 fecal samples were obtained from surfaces in the Bar-

sukovskaya cave in the Novosibirsk region without determining the host species.

Table 2 summarizes the number and origins of samples from bats of the Novosibirsk

region analyzed in this study. The locations of the sampling sites (Rostov and Novosibirsk

regions, Russia) were used for the generation of a geographical map, which is described in

Section 2.5.

Table 2. Summary of the samples obtained from the bat population at the Novosibirsk region for

this study.
Origin of the Sample
Bat Species Number of Number of
P Bats Samples Oropharyngeal Organ
Blood Swab Autopsies Feces
2021 year
Novosibirsk
Vespertilio murinus 16 35 9 - 26 -
Myotis dasycneme 1 1 1 - - -
Iskitimsky district
Myotis dasycneme 5 15 5 - 10 -
Myotis petax 1 3 1 - 2 -
Vespetio murinus 3 9 3 - 6 -
Maslyaninsky district
Myotis petax 11 11 11 - - -
Myotis dasycneme 1 2 1 - 1 -
Murina hilgendorfi 7 7 - - -
Vespetio murinus 1 1 - 1 -
2022 year
Novosibirsk
Vespertilio murinus 6 12 - - 12 -
Muyotis dasycneme 1 3 1 - 2 -
Iskitimsky district
Muyotis dasycneme 2 6 2 - 4 -
Myotis petax 6 18 6 - 12 -
Muyotis sibiricus 3 6 1 - 5 -
Maslyaninsky district
Myotis petax 2 2 2 - - -
Murina hilgendorfi 1 1 1 - - -
2023 year
Novosibirsk
Vespertilio murinus 22 38 1 1 3 33
Myotis dasycneme 1 1 - 1 - -
Eptesicus nilssonii 3 3 - - - 3
Iskitimsky district
Myotis dasycneme 24 45 - 23 - 22
Myotis petax 3 10 2 3 2 3
Vespetio murinus 4 7 4 - 3
Myotis sibiricus 8 15 - 7 - 8
Eptesicus nilssonii 3 6 - 3 - 3
Nyctalus noctula 1 2 - 1 - 1
Maslyaninsky district
Myotis petax 11 11 - 11 - -
Murina hilgendorfi 6 6 - 6 - -
ND! ND! 15 - - - 151

! These are the fecal samples obtained from surfaces in the Barsukovskaya cave in the Novosibirsk region without

determining the host species and number of bats.
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2.2. RNA Extraction

To extract viral RNA, 50 mg of each fecal sample was homogenized in 500 pL of
PBS, using vortexing to achieve a homogenous suspension. Following centrifugation at
11,000 g for 4 min, the supernatant was collected, with 100 puL reserved for subsequent
RNA extraction. Viral RNA extraction from both blood serum and homogenized fecal
supernatant samples was conducted using the RIBO-prep kit (AmpliSens, Moscow, Russia).
Reverse transcription was then carried out with the REVERTA-L kit (AmpliSens).

2.3. Primers Design and In Silico Analysis of Their Sensitivity and Specificity

For CoVs screening in obtained samples from bats using nested PCR, primers were de-
signed based on full-length sequences of bat CoVs from the GenBank database: KJ473802.1,
KJ473795.1, 0Q175075.1, OQ175069.1, KJ473796.1, OQ175082.1, OQ175077.1, KJ473808.1,
MW450840.1, KJ473804.1, KF294280.1, KF294278.1, DQ666338.1, OR735434.1, 0Q715753.1.
Nucleotide sequence alignment was performed in the Megall software using the ClustalW
algorithm [15]. The most conserved region of the gene responsible for synthesizing RNA-
dependent RNA polymerase (RdRp) was selected for primer design [16-18]. As a result,
the following pairs of primers were designed: Covbat-F1 (5-AAG TTY TAT GGY GGM
TGG G-3') and Covbat-R1 (5-TGT TGA GAA CAA AAY TCA TGW GG-3'); Covbat-F2
(5-GGY TGG GGA YTA TCC TAA RTG TGA-3') and Covbat-R2 (5'-ATT ARC AVA CAA
CRC CAT CRT C-3). The online tool, Oligo Calculator, was used to verify the optimal
primer structure and annealing temperature [19].

In silico PCR analysis was conducted to test the sensitivity (% of detectable target
organisms) and specificity (% of detectable non-target organisms) of designed primers.
For the comparison, primers for CoVs PCR detection from studies by Vijgen et al. [20],
Watanabe et al. [21], and Holbrook et al. [22] were added to the analysis as controls. The
command-line-based tool “primesearch” from the EMBOSS tool kit (version 6.6.0) was used
for the in silico PCR. The maximum number of mismatches was set to two. For this analysis,
two databases containing CoVs and viral reference genomes were compiled from the NCBI
RefSeq database (12 November 2024) [23]. The CoVs reference genomes database contained
74 genome sequences belonging to the Coronaviridae family and was used to test sensitivity,
while the viral reference genomes database contained 18,748 available viral genomes (CoVs
included) and was implemented for specificity testing. Results were visualized as the
heatmap using “ggplot2” package (version 3.5.1) [24].

2.4. PCR Screening and Sequencing

To detect CoVs within the PCR screening, we used two designed and in silico-tested
primer pairs described above. Oligonucleotide synthesis, including degenerate primers,
was performed by Evrogen (Moscow, Russia). PCR was conducted with PCR 5x ScreenMix
(Evrogen) on a T100 Thermal Cycler (BioRad, Hercules, CA, USA), with the following
thermal profile: for the first primer pair—1 cycle at 93 °C for 5 min, 34 cycles at 93 °C
for 30's, 55 °C for 20 s, 70 °C for 30 s, followed by 1 cycle at 70 °C for 5 min, and a final
hold at 4 °C; for the second primer pair—1 cycle at 93 °C for 5 min, 34 cycles at 93 °C for
30,59 °C for 20 s, 70 °C for 25 s, followed by 1 cycle at 70 °C for 5 min, and a final hold
at 4 °C. Amplification products were visualized in 1.5% agarose gel through horizontal
electrophoresis using the Gel Doc XR+ Gel Documentation System (BioRad). The prevalence
of positive signals was expressed as percentages with corresponding 95% confidence
intervals (95% CI) with the normal approximation to the binomial calculation. Extraction
and purification from the agarose gel were performed with the N-Gel kit (Biolabmix,
Novosibirsk, Russia). Sequencing of the resulting amplicons was completed using a
SeqStudio Genetic Analyzer (Thermo Fisher Scientific, Waltham, MA, USA). Briefly, for
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the Sanger reaction, the primers were used at a working concentration of 3.3 uM and the
BigDye Terminator v3.1 direct cycle sequencing kit (Thermo Fisher Scientific). For each
sample, one reaction with the forward primer and one reaction with the reverse primer
were conducted. The temperature profile for the reaction was as follows. Preliminary
denaturation—95 °C for 1 min; 35 cycles: denaturation at 95 °C for 10 s, annealing at 50 °C
for 20 s, elongation at 60 °C for 4 min; final elongation—60 °C, 5 min. The reactions were
carried out using a T100 Thermal Cycler (BioRad). Following the sequencing reactions,
purification was performed to remove unincorporated BigDye-ddNTP using isopropanol
and ethanol. The precipitated DNA was dissolved in Hi-Di Formamide (Thermo Fisher
Scientific). The quality of the sequencing was assessed using Sequencher 4.1.4 (Gene Codes
Corporation, Ann Arbor, MI, USA). Evaluation criteria included the presence of clear
chromatograms, the absence of overlapping peaks, and minimal noise corresponding to
unincorporated BigDye-ddNTPs. Taxonomical identification of obtained sequences was
conducted with BLAST+ (version 2.16.0) [25] and MetaBuli App (version 1.0.8) [26].

2.5. Bioinformatic Data Analysis

Detected and sequenced RdRp gene fragments were used for phylogenetic and nu-
cleotide identity analyses. Sequences used in the phylogenetic analysis were obtained
from the recently published study of CoVs’ surveillance in bat populations in Russia [27].
All data were downloaded from the NCBI GenBank database [28] using the entrez-direct
package (version 21.6) [29]. A total of 64 sequences were included in the analysis. MAFFT
software (version 7.525) was used for the multiple sequence alignment [30]. Unaligned
fragments were trimmed with trimAl [31]. ModelFinder, implemented in IQ-TREE2, was
used to identify the optimal substitution model [32]. The phylogenetic tree was constructed
using IQ-TREE2 (version 2.3.0) [33] with the GTR + F + I + G4 substitution model. Branch
support was evaluated using 1000 ultrafast bootstrap replicates [34]. The final phylogenetic
tree was visualized with the “ggtree” package (version 1.14.6) [35].

Aligned sequences of the RdRp gene of CoVs included in the phylogenetic analysis
were also used for the identity analysis within the Megall software [15]. Resulted identity
matrix was visualized using the “ggplot2” package (version 3.5.1) [24]. GenBank records of
CoVs’ sequences with identity above 90% were used for the generation of the geographic
map with the representation of the spatial distribution of these CoVs. Construction of the
map was implemented with the “rnaturalearth” (version 1.0.1) [36] and “ggplot2” (version
3.5.1) [24] packages.

3. Results
3.1. In Silico PCR Analysis of Designed Primers Sensitivity and Specificity

As a result of the in silico PCR assay, the first pair of designed primers for this study
was able to detect at least 35 CoVs species, while the second pair should be able to detect
10 CoVs species, including bat-derived ones. These primer pairs showed no hits against
other viruses, which assumes that their specificity for CoVs detection is 100%. Pan-CoV
primers designed by Watanabe et al. [21] and included in this analysis as a control showed
a decreased ability to detect a wide range of CoVs with the ability to detect in silico 11 CoVs
species. Pairs of primers designed by Holbrook et al. [22] as modifications of Watanabe
et al. [21] primers demonstrated better efficiency in pan-CoVs detection—69 out of 74 CoVs
genomes included in the analysis were detected by these primers. The best performance in
pan-CoVs detection in silico showed primers by Vijgen et al. [20], where they were not able
to detect only two reference CoV genomes (Figure 1).
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Host
Humans
Bats
Birds

| Rodents
Pigs
Shrews

[ Cattle
Camels
Hedgehogs
Ferrets
Minks
Cats
Belugas
Rabbits

Genera
Alphacoronavirus

B Betacoronavirus

B Deltacoronavirus
Gammacoronavirus

Feline infectious peritonitis virus ~ NC_002306.3
Porcine epidemic diarrhea virus  NC_003436.1
Scotophilus bat coronavirus 512 NC_009657.1
Rhinolophus bat coronavirus HKU2 ~ NC_009988.1
Bat coronavirus 1A NC_010437.1
Miniopterus bat coronavirus HKUS ~ NC_010438.1
Mink coronavirus strain WD1127 ~ NC_023760.1
Swine enteric coronavirus  NC_028806.1
BtMr-AlphaCoV/SAX2011  NC_028811.1
BtRf-AlphaCoV/HUB2013  NC_028814.1
NL63-related bat coronavirus strain BtKYNL63-9a  NC_032107.1
Transmissible gastroenteritis virus  NC_038861.1
Alphacoronavirus sp. isolate WA1087 ~ NC_054003.1
Hipposideros pomona bat coronavirus CHB25 ~ NC_054004.1
Tylonycteris bat coronavirus HKU33 ~ NC_054015.1
Bat alphacoronavirus isolate BtCoV/020_16/M.dau/FIN/2016  NC_076629.1
Alphacoronavirus sp. isolate WA2028  NC_076684.1
Alphacoronavirus sp. isolate WA3607 ~ NC_076685.1
Human coronavirus 229E  NC_002645.1
Rousettus bat coronavirus HKU10  NC_018871.1 | ]
Camel alphacoronavirus ~ NC_028752.1
Lucheng Rn rat coronavirus ~ NC_032730.1 [ ]
Human coronavirus NL63 ~ NC_005831.2
Bat coronavirus CDPHE15/USA/2006  NG_022103.1
BtRf-AlphaCoV/YN2012  NC_028824.1
BtNv-AlphaCoV/SC2013  NC_028833.1
Ferret coronavirus ~ NC_030292.1
Coronavirus AcCoV-JC34  NC_034972.1
Wencheng Sm shrew coronavirus isolate Xingguo-101  NC_035191.1
Bat-CoV/P. 19/2015  NC_046964.1 [ ]
Wencheng Sm shrew coronavirus isolate Xingguo-74 ~ NC_048211.1
NL63-related bat coronavirus strain BtKYNL63-9>  NC_048216.1
Bat alphacoronavirus isolate AMA_L_F  NC_055953.1 H
Wi nepatis viys svain MEV-ASS NG 001846, Mismatches
Bovine coronavirus  NC_003045.1 -
Human coronavirus OC43  NC_006213.1 . No hit
Rat coronavirus Parker ~ NC_012936.1 2
Bat Hp-betacoronavirus/Zhejiang2013  NC_025217.1
Betacoronavirus HKU24  NC_026011.1 1
Betacoronavirus Erinaceus’VMC/DEU/2012  NC_039207.1 . 0
Murine hepatitis virus strain AS9  NC_048217.1
Murine hepatitis virus strain JHM ~ AG_000192.1
Human coronavirus HKU1 ~ NC_006577.2
SARS coronavirus Tor2 NG _004718.3
Tylonyoteris bat coronavirus HKU4 ~ NG_009019.1
Pipistrellus bat coronavirus HKUS ~ NC_009020.1
Rousettus bat coronavirus HKU9 ~ NC_009021.1
Bat coronavirus BM48-31/BGR/2008  NC_014470.1
Rabbit coronavirus HKU14 ~ NC_017083.1
Middle East respiratory syndrome-related coronavirus ~ NC_019843.3
Rousettus bat coronavirus  NC_030886.1
Betacoronavirus England 1 NC_038294.1
Severe acute respiratory syndrome coronavirus 2 NC_045512.2
Bulbul coronavirus HKU11-934  NC_011547.1
Thrush coronavirus HKU12-600  NC_011549.1
Munia coronavirus HKU13-3514  NC_011550.1
White-eye coronavirus HKU16  NG_016991.1
Sparrow coronavirus HKU17 ~ NC_016992.1
Magpie-robin coronavirus HKU18 ~ NC_016993.1
Night heron coronavirus HKU19  NC_016994.1
Wigeon coronavirus HKU20 ~ NC_016995.1
Common moorhen coronavirus HKU21 ~ NC_016996.1
Porcine coronavirus HKU15  NC_039208.1
Avian infectious bronchitis virus  NC_001451.1
Beluga whale coronavirus SW1  NC_010646.1
Turkey coronavirus  NC_010800.1
Canada goose coronavirus  NC_046965.1
Infectious bronchitis virus isolate Ind-TN92-03  NC_048213.1
Duck coronavirus  NG_048214.1
Bat coronavirus isolate PREDICT/PDF-2180  NC_034440.1 ND
Rodent coronavirus  NC_046954.1 ND
Shrew coronavirus ~ NC_046955.1 ND
Bat coronavirus  NC_048212.1 ND [ ]
X
\0 § ) 0(:'
& O < .
Q N
&° $
& S

Figure 1. Results of in silico PCR analysis of primers specificity and selectivity on 74 reference
Coronaviridae genomes. Heatmap shows the number of mismatches for forward (F) and reverse (R)
primers from this study (PrimA and PrimB), Vijgen et al. (PrimC) [20], Watanabe et al. (PrimD) [21],
and Holbrook et al. studies (PrimF, PrimG, and PrimH) [22].

3.2. PCR Screening and Sequencing

As a result of PCR screening of bat populations in the Rostov and Novosibirsk re-
gions, CoVs were detected in multiple samples across various bat species. In the Rostov
region, CoVs-positive signals were identified in N. noctula, with 9 positive samples out
of 557 collected in 2021, primarily from fecal samples (8/106 [4.94%, 95% CI 0.22-9.66%]).
In 2022, 8 out of 91 samples from the same species tested positive, again mostly in fecal
samples (8/76 [10.53%, 95% CI 3.63-17.43%]). Additionally, P. kuhlii exhibited 4 positive
samples out of 28 in 2022, with CoVs RNA detected in fecal samples (4/15, 26.67%, 95% CI
7.79-49.05%).

In the Novosibirsk region, CoVs RNA was identified in M. dasycneme, M. petax, and
M. sibiricus, V. murinus, and in bats’ fecal samples from surfaces in the Barsukovskaya
cave. Notably, 6 out of 45 all samples collected from M. dasycneme tested positive in
2023, primarily in fecal samples (6/22, 27.27%, 95% CI 8.66-45.88%), and M. sibiricus
exhibited a significant prevalence, with 6 positive signals out of 15 samples, including from
oropharyngeal swabs (1/7, 14.29%, 95% CI 0-40.21%) and fecal samples (5/8, 62.5%, 95% CI
28.95-96.05%). Other notable findings are the detection of CoVs RNA in samples collected
in 2021 and 2022, including positive signals in blood samples from M. petax (1/11 samples
in 2021 [9.09%, 95% CI, 0-26.08%] and 1/18 in 2022 [5.56%, 95% CI, 0-16.14%]) and one
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blood sample from M. dasycneme in 2022. Also, 3 out of 15 samples from the Barsukovskaya
cave tested positive for CoVs RNA (20%, 95% CI 0-40.24%). The positive results of PCR
screening for CoVs RNA in collected samples from bats are shown in Table 3.

Table 3. Summary of the positive samples on coronavirus prevalence according to the PCR screening
based on samples obtained from the bat populations of the Rostov and Novosibirsk regions for
this study.

Positive Positive Positive Signals/Number of Samples and Their Origin
saspie Sigraumber SgiNenber  ongpengel o
Rostov region
2021 year
Vespertilio murinus ND 1/20 2/38 - - - 2/38
Nyctalus noctula ND 1/169 9/557 0/81 1/338 0/32 8/106
2022 year
Nyctalus noctula ND1/61 8/91 - - 0/15 8/76
Pipistrellus kuhlii ND /11 4/28 - - 0/13 4/15
Novosibirsk region
2021 year
Maslyaninsky district
Myotis petax 1/11 1/11 1/11 - - -
2022 year
Novosibirsk
Myotis dasycneme 1/1 1/3 1/1 - 2 -
Iskitimsky district
Myotis petax 1/6 1/18 1/6 - 12 -
Maslyaninsky district
2023 year
Novosibirsk
Iskitimsky district
Myotis dasycneme 6/24 6/45 - 0/23 - 6/22
Vespetio murinus 1/4 1/7 - 0/4 - 1/3
Muyotis sibiricus 6/8 6/15 - 1/7 - 5/8
Maslyaninsky district
ND 2 ND 2 3/15 - - - 3/152

1 As fecal samples were collective probes collected from boxes where multigle bats were housed; it is not possible
to accurately determine the positive signals in relation to individual bats. = These are the fecal samples obtained
from surfaces in the Barsukovskaya cave in the Novosibirsk region without determining the host species and
number of bats.

After the detection of PCR products using electrophoresis, 21 of them were successfully
sequenced. The amplification products from the remaining samples could not be sequenced
due to their low concentrations, which were insufficient to support the sequencing reac-
tion. There were six sequences obtained from the bats of the Rostov region. Sequences
deposited in GenBank under accession numbers PQ439331.1 and PQ439332.1 were CoV
RdRp sequences from P. kuhlii feces and PQ439335.1—from N. noctula feces. There were
three identical RdRp CoV sequences from two fecal samples of P. kuhlii and one fecal
sample of N. noctula. As the host species, location, date of the sample collection, and source
of RNA extraction (and other remaining metadata) were identical in sequences obtained
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from P. kuhlii, they were deposited as one record in GenBank under the accession number
PQ439333.1. The remaining identical sequences from N. noctula were deposited in GenBank
under the accession number PQ439334.1.

Based on samples collected from the bats of the Novosibirsk region, 15 sequences
of CoVs RdRp were obtained. GenBank records PQ450471.1 and PQ450476.1 contain
sequences from RNA samples extracted from M. dasycneme, while PQ450483.1 represents
sequences from the same bat species but from the blood sample. Sequences PQ450481.1
and PQ450482.1 were obtained from RNA extracted from the blood of M. petax. Two unique
sequences obtained from M. sibiricus were deposited under accession numbers PQ450473.1
(feces) and PQ450480.1 (oropharyngeal swab). Two unique sequences were obtained from
samples collected from the Barsukovskaya cave—PQ450478.1 and PQ450479.1. There were
three identical sequences from two fecal samples from M. dasycneme, one fecal sample from
M. sibiricus, and one sample from Barsukovskaya cave. Identical samples from M. dasycneme
were deposited in one record (PQ450472.1) due to identical metadata, while samples from
M. sibiricus and Barsukovskaya cave were deposited as separate records—P(Q450475.1 and
PQ450477.1, respectively. There were also two identical sequences from M. dasycneme feces,
which were deposited as one record due to identical metadata—PQ450474.1.

All sequences belonged to the Alphacoronavirus genus (alphaCoV) according to their
taxonomical identification.

3.3. Phylogenetic and Nucleotide Sequence Identity Analysis of Detected Coronaviruses

According to the results of the phylogenetic analysis of RARp sequences, viruses
detected in this study appeared in clades with three alphaCoVs subgenuses—Pedacovirus,
Muyotacoviruses, and Nyctacovirus. Four records from the Rostov region (PQ439331.1,
PQ439332.1, PQ439333.1, and PQ439334.1) and nine records from the Novosibirsk
region (PQ450477.1, PQ450472.1, PQ450475.1, PQ450471.1, PQ450476.1, PQ450479.1,
PQ450474.1, PQ450473.1, and PQ450480.1) within this study appeared in one clade
with pedacoviruses—Scotophilus bat coronavirus 512 (DQ648858.1) detected in the
lesser Asiatic yellow bat (Scotophilus kuhlii) in China in 2005 [37] and bat alphacoro-
navirus BtCoV/020_16/M.dau/FIN/2016 (MG923574.2) detected in Daubenton’s bat
(Myotis daubentonii) in Finland in 2016 (unpublished study). Four records from Novosibirsk
obtained in this study (PQ450482.1, PQ450478.1, PQ450481.1, and PQ450483.1) were in one
clade with Myotacovirus—BtMr-AlphaCoV /SAX2011 (KJ473806.1) discovered in a sample
obtained from Rickett’s big-footed bat (Myotis pilosus) in China in 2011 [38]. The remaining
sequence from the Rostov region (PQ439335.1) was in one clade with nyctacoviruses—
alphacoronavirus sp. WA2028 (MK472068.1), which was identified in microbat of unknown
species from Australia in 2018 (unpublished study), and Tylonycteris bat coronavirus
HKU33 (MK720944.1), which was isolated from a sample from the greater bamboo bat
(Tylonycteris robustula) collected in 2015 in China [39]. The annotated phylogenetic tree is
shown in Figure 2.

According to the results of the CoVs’ RdRp sequences identity analysis, sequences
obtained from the Rostov region had identity above 90% with sequences from the Novosi-
birsk region from this study, and also with alphaCoVs records from Moscow in 2015
(OR241431.1, 0Q725985.1, 0Q725982.1, 0Q725981.1) and 2021 (OR052077.1, OR052073.1)
and Rostov region in 2021 (OR052075.1) from Korneenko et al. [27] study, from Denmark,
Vadum in 2014 (MZ218060.1) from Lazov et al. [40] study, from Finland, Mustasaari in 2016
(MG923574.2, unpublished study), and from Germany, Bad Segeberg in 2007 (EU375869.1
and EU375864.1) [41]. AlphaCoVs’ sequences from the Novosibirsk region shared the
same identity higher than 90% with the above-written records, except for records from
Finland. Additionally, sequences from Novosibirsk had >90% identity with a previously
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unmentioned record from Moscow in 2015 (0Q725984.1) from Korneenko et al. [27] study
and with the record from Denmark, Moensted in 2016 (MN535734.1) from Lazov et al. [40]
study. All sequences from these records were obtained from bat-derived samples (Figure 3).
Also, interestingly, alphaCoV’s RdRp gene sequence obtained from RNA extracted from
P. kuhlii fecal sample collected in 2023 in Rostov region from our study (PQ439331.1) was
100% identical to the record of the same gene sequence detected in the fecal sample of the
same bat species in 2021 (OR052075.1) from Korneenko et al. [25] study. The geographical
representation of locations with the records of alphaCoVs that shared identity above 90%
based on RdRp sequences is shown in Figure 4.
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Figure 2. Maximum likelihood phylogenetic tree constructed using GTR + F + I + G4 substitution
model based on alphacoronavirus RNA-dependent RNA polymerase nucleotide sequences. Bootstrap
values above 70 are displayed as black branches and lower than 70—as grey branches. Coronaviruses
definitively classified as pedacoviruses (DQ648858.1 and MG923574.2), myotacovirus (KJ473806.1),
and nyctacoviruses (MK472068.1 and MK720944.1) are highlighted as dark purple, dark blue, and
dark orange, respectively. Coronaviruses detected in our study that appeared in clades with these
alphacoronavirus subgenera are highlighted as light purple, light blue, and light orange, respectively.
* The exact host species is unknown for samples collected from Barsukovskaya cave, other records
regarding the host identity were retrieved from GenBank.
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Figure 3. Identity matrix of alphacoronaviral RNA-dependent RNA polymerase sequences. * The
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the host identity were retrieved from GenBank.
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Figure 4. Locations where there were detected bat-derived alphacoronaviruses that shared an identity
above 90% with the viruses identified in this study. * Record from Finland, Mustasaari had >90%
identity only with alphacoronaviruses identified in the Rostov region within this study. ** Record from
Denmark, Moensted had >90% identity only with alphacoronaviruses identified in the Novosibirsk

region within this study.
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4. Discussion

This study reports the results of screening and phylogenetic analysis of CoVs in bat
populations from the Rostov and Novosibirsk regions of Russia. The findings of this
study provide insights into the distribution and genetic diversity of bat-derived CoVs in
these regions.

The primers designed in this study for PCR screening of bat-derived CoVs demon-
strated relatively high sensitivity and full specificity in detecting CoVs. In silico PCR
analysis confirmed the primers’ capacity to detect a broad range of CoVs without cross-
reacting with non-CoVs genomes using a reference genomic database. This is evidenced by
their ability to detect in silico 35 and 10 CoVs species with no hits against other viruses,
respectively, which is higher than primers from the Watanabe et al. [21] study. However,
it should be mentioned that the designed primers had lower performance in terms of
selectivity to detect CoVs in comparison to primers for pan-CoVs PCR assay designed by
Vijgen et al. [18] and Holbrook et al. [22]. Interestingly, Holbrook et al. [22] positioned their
primers as improved modifications of primers by Watanabe et al. [21], and our in silico
PCR analysis corroborates their findings. Nevertheless, primers designed in our study
are valid for screening bat-derived CoVs, as they showed the ability to detect most of the
reference bat CoV genomes. This is also supported by the fact that these primer pairs
allowed us to detect and sequence CoVs that are homologous to the reference genomes
of CoVs that are detectable in silico by our primers, for example, bat alphacoronavirus
BtCoV/020_16/M.dau/FIN/2016 (RefSeq: NC_076629.1, and GenBank: M(G923574.2) and
BtMr-AlphaCoV/SAX2011 (RefSeq: NC_028811.1, and GenBank: KJ473806.1) (Figures 1-3).

The prevalence of CoVs in bats observed in our study generally aligns with findings
from other studies conducted in Russia, emphasizing a consistent occurrence of CoVs in
various bat species across different regions. In our study, CoVs were detected in fecal
samples with notable prevalence rates, such as 4.94% (8/106, 95% CI 0.22-9.66%) in 2021
and 10.53% (8/76, 95% CI 3.63-17.43%) in 2022 in N. noctula and 26.67% (4/15, 95% CI
7.79-49.05%) in P. kuhlii from the Rostov region, and up to 62.5% (5/8, 95% CI 28.95-96.05%)
in M. sibiricus from the Novosibirsk region. Although, we should mention that the number
of samples collected from some bat species does not allow us to make definitive conclu-
sions. Nonetheless, these results, particularly the results of screening in the Rostov region,
generally correspond to one of our previous studies conducted in 2021, where CoV RNA
was detected in 5 out of 150 bats from Southern Russia with an overall CoV prevalence of
3.33% [42]. In another study conducted in Russia by Yashina et al. [43], there was a notable
prevalence of CoV RNA in 20.63% (13/63) of samples from bats of the Dagestan Republic,
Russia. Also, in this study, CoVs RNA was detected in 10% (1 out of 10) samples from bats
of the Kemerovo region and 4.76% (1 out of 21) samples from bats of the Altai Republic.
In the Korneenko et al. [27] study of CoV surveillance in bats in Moscow, Moscow region,
Joshkar-Ola, and Rostov-on-Don, the overall prevalence of CoV RNA was observed in 30%
of the investigated samples (13 of 43). However, we cannot find the screening results of this
study reliable, as there were only two samples from Joshkar-Ola and three samples from
Rostov-on-Don. In another notable study by Speranskaya et al. [44], CoVs were detected in
50% of samples (13 out of 26) from bats of the Moscow region. Thus, the CoV prevalence in
bat populations of different regions in Russia differs. Further studies with larger sample
sizes need to be conducted to obtain more reliable insights into CoVs’ prevalence and their
dynamics in bat populations in Russia.

According to the taxonomical identification, detected viruses belong to the alphaCoV
genus, and the results of the phylogenetic analysis suggest that there were probably de-
tected two subgenera in bat populations of Rostov and Novosibirsk regions—pedacoviruses
and myotacoviruses. Additionally, alphaCoV, probably belonging to the nyctacovirus sub-
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genus, was detected in the Rostov region. These three genera were previously detected in
bat populations in Russia—Korneenko et al. reported their occurrence in Moscow in 2015
and 2021 and Rostov-on-Don in 2021. According to the results of phylogenetic and sequence
identity analysis, we also detected pedacovirus in P. kuhlii from Rostov Bat Rehabilitation
Center in 2023, which is probably the same pedacovirus Korneenko et al. discovered in
the P. kuhlii captured in the wild in 2021. This consistency highlights the stability and
persistence of this alphaCoV subgenus in Southern Russian bat populations over time.
Pedacoviruses were also detected by Yashina et al. in mouse-eared bats in the Altai Republic
and Kemerovo region of Russia in 2020 and 2023, respectively [43], but, unfortunately, we
were not able to include these records in our comparative analyses, as we were not able to
find them in publicly available databases. Nevertheless, the available data already suggest
that sequences obtained in this study belong to three alphaCoV subgenera—Pedacovirus,
Muyotacovirus, and Nyctacovirus. However, we find it important to state that we cannot make
definitive conclusions regarding this, as short RdRp fragments could not have enough
resolution for taxonomical outcomes on the subgenus level. Further studies involving
cultivation and high-throughput sequencing approaches need to be conducted to make
conclusions on other taxonomical levels, including characterization on the species level [45].

The sequence identity analysis and geographical distribution of homologous alpha-
CoVs analyzed in this study reveal important insights into the wide geographic dispersal
and evolutionary dynamics of these viruses. High sequence identity (>90%) was observed
between alphaCoVs detected in bat populations from Southern Russia (Rostov region) and
Siberia (Novosibirsk region), as well as with alphaCoV sequences from Northern Europe
(Finland, Denmark, and Germany) and Central Russia (Moscow). This widespread geo-
graphical distribution underscores the ecological adaptability and potential for alphaCoVs
to spread across vast and diverse regions, likely facilitated by the migratory behavior of
certain bat species. Notably, all highly homologous alphaCoVs from the above-mentioned
regions were detected in bats belonging to the family Vespertilionidae, such as N. noctula,
V. murinus, P. kuhlii, and M. daubentoniid, which are widely distributed in Eurasia, and are
migratory bat species that can fly on long distances [46—48]. Multiple studies have shown
that the bats’ ability to fly contributes to their virome spread, which in turn contributes to
spillovers of emerging viruses in different regions [49-51].

This study has several limitations that need to be acknowledged. First, the sample
size for some bat species was relatively small, which makes the conclusions about the
distribution of CoVs within these populations less definitive. Additionally, the study relied
on RNA-dependent RNA polymerase gene sequences for phylogenetic analysis, which
may lack sufficient resolution for taxonomic classification at finer levels. The reliance on
the PCR-based method for the screening, while sensitive, also means that only known or
closely related coronaviruses could be detected, potentially overlooking more divergent
or novel viruses that could be discovered in further studies implementing the genomic
investigation [52-54]. Nevertheless, the study provides valuable data on the diversity and
prevalence of alphaCoVs in bat populations from the Rostov and Novosibirsk regions,
contributing to a broader understanding of their geographic distribution.

5. Conclusions

In this study, we discovered alphacoronaviruses in bats belonging to the Vespertilion-
idae family with an overall prevalence of 4.94-26.67% in samples collected from various
bat species in the Rostov region in 2022-2023 and 5.56-62.5% in samples collected from
various bat species in the Novosibirsk region in 2022-2023. According to the phylogenetic
analysis of acquired sequences, these alphacoronaviruses appeared in clades with viruses
belonging to three subgenuses—Pedacovirus, Myotacoviruses, and Nyctacovirus, which were
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earlier observed in bats of Southern and Central Russian regions. Sequences of detected
alphacoronaviruses were more than 90% identical to those previously discovered in bat
populations of Finland, Denmark, and Germany, which expands our knowledge on the ge-
ographical distribution of bat-derived alphacoronaviruses with the occurrence in Northern
Europe, Central and Southern Russia and Siberia. Further studies incorporating cultiva-
tion and genomic assay approaches could uncover patterns in the molecular evolution
and zoonic potential of these alphacoronaviruses and offer crucial insights for managing
potential spillovers.
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