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Abstract: In this study, we provide a genomic description of the first isolation of the Umattila virus
(UMAV) in Brazil. The virus was obtained from the blood of a bird (Turdus fumigatus) and isolated in
a C6/36 cell culture. The viral genome contains ten segments, and its organization is characteristic
of viruses of the genus Orbivirus (family Sedoreoviridae). The coding region of each segment was
sequenced, demonstrating the nucleotide identity with UMAV. The phylogenetic inference results
were in line with these findings and demonstrated the formation of two distinct monophyletic clades
containing strains isolated around the world, where our isolate, belonging to the same clade as the
prototype strain, was allocated to a different subclade, highlighting the genetic divergence between
them. This work reports the first isolation of UMAV in Brazil, and due to the scarcity of information
on this viral agent in the scientific literature, it is essential to carry out further studies to better
understand its epidemiology, dispersion, and, in particular, its interactions with vertebrate hosts,
vectors, and the environment.
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1. Introduction

The Orbivirus genus is one of the six genera of the family Sedoreoviridae, which has
the highest number of species, including viruses of the serogroup Changuinola [1]. The
viral particle has an icosahedral morphology, no viral envelope, and a genome composed
of 10 double-stranded RNA (dsRNA) segments, which encode seven structural proteins
and three non-structural proteins [2]. Serological tests, such as neutralization testing and
complement fixation, have been used to identify different orbivirus species, and molecular
methods now carry out a more accurate classification [3].

Several orbiviruses are classified as arboviruses and are isolated from different arthro-
pods (culicoides, sandflies, and ticks) and vertebrate hosts [4]. Several species have great
economic significance due to their severe impact on the livestock industry, such as the
African horse sickness virus (AHSV) and the Bluetongue virus (BTV) [5]. Other orbiviruses
are epidemiologically relevant, causing epizootic diseases such as Peruvian horse sickness
virus (PHSV), Equine encephalosis virus (EEV), Palyam virus (PALV), epizootic hemorrhagic
disease virus (EHDV), and Tribe virus (TRBV), which are associated with infections in hu-
mans [2,6,7].

The continuous advances in molecular studies, in particular nucleotide sequencing,
have allowed for a better understanding of the relationship between orbiviruses, especially
those belonging to the species Umatilla virus, which is composed of four serotypes: Umatilla
virus, (UMAV), Minnal virus (MINV), Netivot virus (NETV), Llano Seco virus (LLSV), and the
new member Stretch Lagoon Virus (SLOV) [7]. The first isolation of UMAV occurred in the
city of Umatilla, Oregon, USA, obtained from a pool of Culex pipiens collected on 30 July
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1969, and later from a sample collected from a bird of the species Passer domesticus in the
State of Texas in 1967 [8]. The present study aims to report the first viral isolation of UMAV
in Brazil, more precisely in the Amazon region, and its molecular characterization.

2. Materials and Methods
2.1. Viral Isolation in Cell Culture

The UMAV isolate (AV13752/AN813360) was obtained from the blood of a bird
(Turdus fumigatus) without signs of disease, captured in the National Forest of Carajás in
Parauapebas, Pará State, Brazil, in 2015. The National Forest of Carajás is an environmental
conservation area of approximately 411,948.87 hectares, in which the most representative
plant typologies are the Open Ombrophylous Forest, the dense Ombrophylous Forest,
and the Ferruginous Rupestre Field [9]. In addition, it has a rich fauna characterized by
a diversity of vertebrate species [10]. This area has a mineral extraction project and is
constantly undergoing environmental changes. Our group has been conducting studies
on arboviruses in this area, assessing the possible impacts on the transmission cycles of
these agents. Wild animals such as rodents, marsupials, and birds have been captured for
arbovirus research, as have hematophagous arthropods (mosquitoes).

For viral isolation, we used 2 cells lines commonly used for the isolation of arboviruses:
C6/36 cell culture (Aedes albopictus—ATCC: CRL 1660) and VERO (kidney of Cercopithecus
aethiops—ATCC: CCL 81). Briefly, 25 µL of the undiluted blood was added to the C6/36
and VERO cell cultures, which were then maintained in Leibowit’z L-15 and 199 media,
respectively; supplemented with L-glutamine; and supplemented with 2% Fetal Bovine
Serum (FBS), 2.95% tryptose phosphate (HiMedia laboratories LLC, Kelton, PA, USA) and
antibiotics (penicillin 100 UL/mL and streptomycin 100 UL/mL). We monitored the cell
monolayers daily for ten days to identify a cytopathic effect (CPE), and if positive, the
material was submitted to metagenomic analysis to identify and characterize the viral
isolate [11,12].

2.2. RNA Extraction, Nucleotide Sequencing, and Phylogenetic Analysis

To extract RNA, 140 µL of the infected cell culture was processed using the QIAamp
Viral RNA Mini Kit. The first- and second-strand cDNA was synthesized using the
SuperScriptTM VILOTM MasterMix and the NEBNext® Second Strand Synthesis Mod-
ule, respectively. The reaction was then purified using the PureLink® purification kit
(Thermo Fisher Scientific Inc., Waltham, MA, USA).

We used the Nextera XT DNA kit (Illumina Inc., San Diego, CA, USA) to prepare
the genomic library from cDNA, and nucleotide sequencing was carried out using the
methodology described in the Preparation Kit on the Miniseq platform (Illumina Inc., San
Diego, CA, USA), using the MiniSeq High Output kit—300 Cycles (Illumina Inc., San Diego,
CA, USA), and the paired-end method at the department of Arbovirology and Hemorrhagic
Fevers of the Evandro Chagas Institute, Ministry of Health, Brazil.

The reads were assembled using the De Novo Assembler methodology with the
SPAdes [13] and IDBA-UD [14] programs to recover the viral genome. The Diamond
program [15] was used to compare all contigs with the RefSeq virus protein database
available at NCBI, and the results were visualized in the Megan 6 program [16]. The
inspection and annotation of putative ORF genes was performed using Geneious v.9.1.6
software (Biomatters, New Zealand). All ten segments were analyzed by InterProScan 5 to
detect protein domains using the UniProtKB protein sequence database [17].

Multiple Sequence Alignment (MSA) was performed using the Mafft v.7 program [18].
Before the phylogenetic analysis, ProtTest was applied to select the best amino acid sub-
stitution model [19]. The maximum likelihood (ML) method [20] was used to recon-
struct the phylogenetic tree, implemented in RaxML v.8.2.4 [21]. In addition, bootstrap
analysis [22] was performed on 1000 replicates to determine the reliability of the tree
topology. Phylogeny visualization was performed using the FigTree v.1.4.4 software
(http://tree.bio.ed.ac.uk/software/figtree/ accessed on 06/02/2024). The data set did
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not have a root sequence, so the methodology of midpoint rooting, a tool available in the
phylogeny visualization program, was used. After assessing and editing the phylogeny,
a file with the extension “SVG” (Scalable Vector Graphics) was generated to edit and ma-
nipulate the image using the Inkscape v.1.1 program (https://inkscape.org/ accessed on
16/11/2021).

2.3. Reassortment Analysis

Bootscan analysis, using SimPlot v3.5.1 software, was performed to identify possible
reassortment between segments of UMAV. Bootscan is a computational method used
in molecular phylogenetics to detect potential recombination or reassortment events in
viral genomes. It works by analyzing the similarity between a query sequence, in this
case the AV13752/AN813360 (NCBI ID OQ749748 to OQ749757), and a set of reference
sequences along the genome. By comparing the query sequence with multiple reference
sequences in sliding windows, Bootscan calculates the phylogenetic support (bootstrap
values) for each window position. High bootstrap values suggest that the query sequence
is more closely related to one reference sequence, indicating potential recombination or
reassortment breakpoints.

3. Results
3.1. Virus Isolation in Cell Culture and Molecular Analysis

During the daily monitoring of the cell culture, we identified a discreet ECP in the
C6/36 cells on the 7th day after the inoculation of the bird blood, characterized by some
points of cell aggregation, probably caused by the UMAV replication. During the 10 days of
VERO cell monitoring, we did not observe any cellular changes in the cell monolayer (ECP).

Proceeding with the identification and molecular analysis of the virus isolation ob-
tained in the C6/36 cells, the generation of contigs in the assembly step, and our com-
parison with public databases, we identified the presence of 10 RNA segments (NCBI
ID OQ749748 to OQ749757) with nucleotide and amino acid identity with UMAV values
ranging from 61.5% to 86.6% and 60.0% to 98.9%, respectively (NCBI ID HQ842619 to
HQ842628). Lower identity values were also observed compared to other members of the
Orbivirus genus (Table 1). The UMAV from Brazil, showed identity with others UMAV
(Supplementary File S1).

Table 1. Nucleotide (nt) and amino acid (aa) sequence identity between isolated Umatilla Virus
(AV13752/AN813360) and other orbiviruses.

Virus
VP1 VP2 VP3 VP4 VP5 VP6 VP7 NS1 NS2 NS3
nt/aa nt/aa nt/aa nt/aa nt/aa nt/aa nt/aa nt/aa nt/aa nt/aa

BTV 51.6/47.5 26.6/9.8 47.0/35.8 50.1/45.0 44.3/32.3 34.5/21.5 38.3/24.4 33.0/19.4 30.5/16.3 29.9/14.8
CORV 56.8/58.0 29.1/15.0 52.8/47.8 53.2/50.1 52.2/46.9 39.0/23.2 45.2/41.5 41.9/30.8 40.6/30.7 34.2/20.0
KHV 74.9/89.0 60.6/58.0 79.5/95.1 71.0/77.9 73.4/82.8 73.6/64.6 81.0/91.7 76.0/87.1 70.6/77.1 67.0/66.5

MOBV 55.8/51.4 29.9/11.8 51.0/43.5 50.0/42.1 48.8/37.8 38.9/25.7 46.4/32.3 41.5/26.7 37.3/23.3 28.3/19.4
PLV 51.2/47.0 26.0/7.5 47.0/35.6 50.4/43.9 43.2/29.9 32.0/18.1 40.3/25.3 34.5/20.3 32.3/17.8 27.9/11.8
SVIV 55.8/53.9 28.5/12.3 51.2/448 48.7/44.4 47.9/34.6 33.9/24.8 48.4/36.1 35.8/22.0 38.5/27.7 27.7/18.2

UMAV 80.6/94.7 61.5/60.0 83.8/97.7 77.0/85.0 76.2/89.4 82.8/76.7 86.6/98.9 80.9/93.6 81.4/94.6 83.1/92.0
YUOV 54.8/50.3 29.1/11.7 49.5/40.7 48.0/42.8 48.2/35.7 34.5/23.4 45.4/30.4 38.9/22.8 35.6/24.1 29.4/17.0

Legend: Bluetongue virus (BTV—JQ904064 to JQ904073); Corriparta virus (CORV—KC853042 to KC853051);
Koyama Hill virus (KHV—AB894484 to AB894493); Mobuck virus (MOBV—KF296322 to KF296331); Palyam
virus (PALV—KT002588 to KT002597); Sathuvachari virus (SVIV—KC432629 to KC432638); Umatilla virus
(UMAV—HQ842619 to HQ842628); and Yunnan Orbivirus (YUOV—AY701509 to AY701518).

The size of the segment genomes ranged from 3920 to 843 nt among the obtained
sequences, and it was possible to recover the complete protein coding region (ORFs) for
segments 1, 4, 5, 6, 7, 8, 10 and the partial protein coding region for segments 2, 3, and 9.
Through analysis of the functional protein domains, we identified four structural proteins
(VP2, VP3, VP5, and VP7) and six non-structural proteins (VP1, VP4, VP6, NS1, NS2, and
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NS3) (Table 2). In segments 2 (OQ749749), 3 (OQ749750), and 9 (OQ749756), 8, 40, and 51
nt are missing in ORF 3′, respectively.

Table 2. Genomic description of 10 segments of UMAV (AV13752/AN813360) as compared with the
prototype from NCBI (HQ842619 to HQ842628).

Segment * Protein Mapping
Reads Coverage Genome

Size (nt)
5′ UTR
Length

ORF Size
(nt)

Situation
ORF

Protein
(aa)

Weight
(KDa)

3′ UTR
Length NCBI ID

1
RNA Pol

Orbiviruses
(VP1)

577 21 3920 11 3900 Complete 1299 147,807 9 OQ749748

2

Inner layer
core VP3

Orbiviruses
(T2)

451 23 2728 18 2710 Incomplete 902 103,146 NA OQ749749

3
Capsid VP2
Orbiviruses

(VP2)
827 50 2311 17 2294 Incomplete 764 89,838 NA OQ749750

4 Orbiviruses
VP4 (Cap) 1899 134 1979 4 1947 Complete 648 75,829 28 OQ749751

5 Orbiviruses
NS1 (TuP) 621 47 1771 13 1743 Complete 580 66,995 15 OQ749752

6 Capsid VP5
Orbiviruses 486 43 1641 27 1590 Complete 529 5884 24 OQ749753

7 BTV NS2 486 53 1318 60 1224 Complete 407 46,073 34 OQ749754

8
Orbiviruses
VP7 capsid

(T13)
237 31 1074 8 1056 Complete 351 38,953 10 OQ749755

9 Orbiviruses
VP6 (Hel) 394 50 999 24 975 Incomplete 324 34,632 NA OQ749756

10 Orbiviruses
NS3 93 15 843 12 795 Complete 264 29,362 36 OQ749757

* The segment order was based on the size and not the encoding protein(s). T = 2 icosahedral capsid protein (T2),
capping 2-OMTase viral (Cap), hydrophobic tubular protein (TuP); T = 13 icosahedral capsid protein (T13) and
orbivirus helicase (Hel). NA: Not applicable.

For phylogenetic inference, we used the amino acid sequence of the VP1 protein,
which encodes the polymerase, because it is the most conserved between the Orbiviruses,
identifying a monophyletic clade formed by different UMAV strains. However, two distinct
monophyletic clades were formed by strains originating from countries in Europe and Asia
(Old World) and North and South America (New World), with the CORV and PLV being
more external to these clades (Figure 1).

3.2. Reassortment Analysis

The genome of the ten segments of the UMAV clade identified in the phylogenetic
tree was used to verify reassortment events. This analysis did not include two UMAV
isolates because they needed to have all ten segments (UMAV-2020 was missing VP3 and
NS3 [NCBI ID OM817550 to OM817557], and UMAV-IA08 was missing VP2, VP7, and
NS3 [NCBI ID MK100587 to MK100593]). Each segment was aligned individually and
concatenated. The sequence of AV13752/AN813360 was used as a reference sequence in
the Bootscan analysis. The Bootscan plots below demonstrate high permuted trees between
UMAV isolate USA1969/01 and the reference sequence with almost all segments, except
for segment three, which encodes the VP2 protein (Figure 2).
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Figure 1. Phylogenetic inference of different species of the Orbivirus genus. Phylogenetic tree gen-
erated from Maximum Likelihood (ML) methodology based on the amino acid sequences of the 
segment encoding the polymerase (VP1), constructed using the LG + I + G4 substitution model, 
which best represents this set of data. The sample identified in this study is highlighted in red. The 
numbers at each major node of the tree correspond to the bootstrap values in percentage (1000 rep-
licates). The scale bar corresponds to nucleotide divergence per site between the sequences. 
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Figure 1. Phylogenetic inference of different species of the Orbivirus genus. Phylogenetic tree
generated from Maximum Likelihood (ML) methodology based on the amino acid sequences of the
segment encoding the polymerase (VP1), constructed using the LG + I + G4 substitution model, which
best represents this set of data. The sample identified in this study is highlighted in red. The numbers
at each major node of the tree correspond to the bootstrap values in percentage (1000 replicates). The
scale bar corresponds to nucleotide divergence per site between the sequences.
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Figure 2. Reassortment analysis results obtained using Bootscan. The figure illustrates the Bootscan
analysis of the query ten-segment sequence of Umatilla virus strain AV13752/AN813360 (NCBI
ID OQ749758). The identification of all segments is presented at the top of the chart. The analysis
employed the following parameters: Window: 200 bp, Step: 20 bp, GapStrip: On, Reps: 100, Kimura
(2-parameter), T/t: 2.0, Neighbor-Joining. The values of the permutation tests are expressed as
percentages, and the alignment positions are indicated in nucleotides (nt).

4. Discussion

This genomic description of the UMAV strain first isolated in Brazil (AV13752/AN813360)
is compatible with those already described in the literature for the genus Orbivirus (Sedore-
oviridae family) [1–3,23], a condition that contributed to its inclusion within this group of
arboviruses with significant impacts on public health, especially animal health [5,24].

Phylogenetic studies conducted to classify viruses of the Sedoreoviridae family, both at
the genus and species level, have used RNA-dependent viral polymerase (VP1) due to it
being highly conserved among orbiviruses [4,6,25]. This information guided the use of the
VP1 protein during our analysis, as the correlation matrix built from it was able to ratify
the existing genetic relationship between the UMAV isolate AV13752/AN813360 and the
other orbiviruses, mainly with the UMAV strains.

This close relationship with UMAV was evidenced in the phylogenetic tree. However,
it led to the formation of two distinct monophyletic clades and the grouping of the isolated
AV13752/AN813360 with the strains originating from the American continent (New World).
Regarding the clades, a probable explanation may be associated with the existing genetic
variations in the VP2 protein, as demonstrated in the Bootscan analysis. VP2 and VP2
homologous proteins can be encoded by segments 2, 3, 4, and 5 and are designated VP2,
VP3 (YUOV, SCRV), VP4 (BRDV segment 4), and GIV segment 5 [6].

In all UMAV sequences available in NCBI, the VP2 is present in segment 3, the third-
largest segment of the 10, with a length of 2411 nt (NC_024505). Most studies do not focus
on VP2 in UMAV; however, in BTV, the VP2 protein corresponds to the outer capsid, which
constitutes the primary target of the host immune response and neutralization antigen
region [26], and it is one of the most variable segments [27].

The UMAV identified in this study showed high variability in VP2 compared to other
UMAVs, with deficient amino acid identity (60%) and evidence of permutation according
to our Bootscan analysis. In this case, two possibilities can be considered: this virus
accumulated several mutations overtime to escape the immune response, or it underwent a
reassortment event with another UMAV that has not been identified yet.

Another interesting factor is the question of how UMAV arrived in Brazil, since
there is a geographic limitation between countries that have already detected the UMAV.



Viruses 2024, 16, 1050 7 of 9

In practice, what is observed are few reports involving the biological, ecological, and
epidemiological characteristics of UMAV; however, for other arboviruses, the transmission
cycle is something already well documented in the literature, especially the involvement of
birds because they are considered one of the primary amplifiers of these viral agents [28,29],
and consequently, they play a vital role in the spread of arboviruses.

When moving in a viremic period, these animals serve as a food source for uninfected
arthropod vectors in their new destinations. For this reason, birds are often considered
responsible for introducing arboviruses to new geographic areas [30,31]. Molecular data
have shown that the genetic similarity between viruses associated with birds in different ge-
ographic locations is connected through migratory routes, thus highlighting the importance
of birds in arbovirus transport [32–34]. In addition, other factors reinforce this information:
(i) the vectors are relatively resident and, in theory, do not have the potential to travel long
distances, unlike migratory birds [35,36]; (ii) the eggs of vectors that transmit arboviruses
hatch less frequently in colder regions [37,38]; (iii) birds can travel great distances very
quickly [39,40].

Information synthesized by Brown and Valerie [31] demonstrates that many arbovirus
isolations have occurred more frequently in resident birds than migratory ones and that
the virus they transport occurs around their nesting territories. The fact is that the isolation
of UMAV in the region of Canaã dos Carajás not only confirms this information, since the
isolate was obtained from a resident bird of the species Turdus fumigatus, but also allows us
to infer that the coexistence between species of migratory birds and those residing in the
same ecosystem can influence the transmission cycle of this arbovirus, since the State of
Pará has routes used by migratory birds for resting, feeding, and reproduction [41].

It should also be considered that the success of birds in transporting arboviruses
depends on a primordial factor: the existence of competent vectors for transmission after
they arrive in new locations [42,43]. The involvement of mosquitoes of the Culex genus in
the transmission of UMAV is known [8], as is the involvement of mosquitoes of the Aedes
genus in the transmission of other orbiviruses [6,44], and their presence has already been
found in studies conducted in the Canaã dos Carajás region [45]. This condition makes
them potential vectors for maintaining the UMAV transmission cycle in the Canaã dos
Carajás region.

5. Conclusions

Based on all the evidence identified in this study, it was possible to confirm the
presence of UMAV in the forest area of Canãa dos Carajás, Pará state, Brazil. However,
a more extensive surveillance effort is needed in this region to determine if this virus is
established in the area or if this was an isolated case. This would involve studying other
birds and arthropods in the region to determine the possible presence and spread of UMAV
in the region. However, the most acceptable hypothesis is that UMAV could have come to
Brazil through a migratory bird.
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