Figure S1. Monolayers of C6/36 cells inoculated with supernatants from mosquito pools were
evaluated on the seventh day post-inoculation. (A) C6/36 cells inoculated with sample AR861854,
showing cytopathic effect characterized by discrete monolayer disruption and formation of cell
clumps. (B) C6/36 cells inoculated with sample AR865332, showing cytopathic effect with
monolayer disruption and formation of cell clumps. (C) C6/36 cells inoculated with sample
ARB865343, showing cytopathic effect with monolayer disruption and formation of cell clumps. (D)
C6/36 cells inoculated with sample AR865681, showing cytopathic effect with monolayer disruption
and formation of cell clumps. (E) C6/36 cells inoculated with sample AR867204, presenting
cytopathic effect with monolayer disruption, loss of cell format pattern and formation of cell clumps.
(F) C6/36 cells inoculated with sample AR867205, showing cytopathic effect characterized by
discrete monolayer disruption, increase in the size of some cells and formation of cell clumps. (G)
C6/36 cells inoculated with sample AR867253, showing cytopathic effect with severe monolayer
disruption and loss of cell format pattern. (H) C6/36 cells inoculated with sample AR867255,
showing cytopathic effect with discrete monolayer disruption. (I) C6/36 cells inoculated with sample



ARB867257, showing cytopathic effect characterized by discrete monolayer disruption and formation
of cell clumps. (J) C6/36 cells inoculated with sample AR867260, showing cytopathic effect with
discrete monolayer disruption, loss of cell format pattern and formation of cell clumps. (L) C6/36
cells inoculated with sample ARS865375, showing cytopathic effect with severe monolayer
disruption formation of small cell clusters. (M) Uninoculated C6/36 cells (negative control). Scale

bar: 150 um. Magnification: 100x.

KX518808 | Piura virus | Aedes infirmatus | USA

KX518820 | Piura virus | Culex quinquefasciatus | USA

KM350513 | Brejeira virus | Culex sp. | Brazil

KM350510 | Brejeira virus | Culex sp. | Brazil

KX518763 | Brejeira virus | Culex sp. | Brazil

MG735195 | Ying Kou virus | Culex pipiens pallens | China
ON949946 | Utsjoki negevirus 1| Ochlerotatus hexodontus | Finland
MT522375 | Mekrijarvi negevirus | Aedes vexans | Finland
AB972669 | Negevirus Nona 1| Aedes sp.

MHB807827 | Manglie virus | Culex tritaeniorhynchus | China
OL700073 | Manglie virus | Culex pipiens | China

MZ358858 | Ngewotan virus | Aedes notoscriptus | Australia
JQ686833 | Ngewotan negevirus | Culex vishnui | Indonesia
JQ675605 | Negev virus | Anopheles coustanil Israel

MF281706 | Negev virus | Culex pipiens | Italy

KX903295 | Castlerea virus | Ochlerotatus hesperonotius | Australia
KX903303 | Castlerea virus | Aedes camptorhynchus | Australia
KX903299 | Castlerea virus | Aedes sp. | Australia

MT240782 | Soybean thrips nege-like virus 1| Neohydatothrips variabilis | USA
JQ675611 | Loreto virus | Culex sp. | Peru

KX518775 | Loreto virus | Anopheles albimanus | Peru

NC_034158 | Loreto virus | Anopheles albimanus | Peru

JQ675610 | Loreto virus | Anopheles albimanus | Peru

JQ675612 | Loreto virus | Lutzomyjia sp. | Peru

OR829950 | Loreto virus | Ochlerotatus fulvus | Brazil

OR829951 | Loreto virus | Limatus durhamii | Brazil

OR829952 | Loreto virus | Trichoprosopon sp.

0Q749771 | Loreto virus | Mansonia sp. | Brazil %k

0Q749780 | Loreto virus | Culex sp. | Brazil %

0Q749785 | Loreto virus | Culex portesi | Brazil
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100 0Q749783 | Loreto virus | Culex sp. | Brazil %
0Q749776 | Loreto virus | Aedes serratus | Brazil %
0Q749778 | Loreto virus | Culex sp. | Brazil *
54 L. MZ449535 | Astegopteryx formosana nege-like virus 1| China
100 MW256677 | Bemisia tabaci nege-like virus 2 | Bemisia tabaci
— MW256678 | Bemisia tabaci nege-like virus 3 | Bemisia tabaci | China

MK440650 | Rinkaby virus | Culex sp. | Sweden
0Q749774 | Terra Firme virus | Culex sp. | Brazil>k
0Q749768 | Terra Firme virus | Culex sp. | Brazilx
0Q749775 | Terra Firme virus | Ochlerotatus serratus | Brazil
0Q749769 | Terra Firme virus | Coquillettidia lynchi | Brazil %
0Q749770 | Terra Firme virus | Culex sp. | Brazil %
0Q749772 | Terra Firme virus | Mansonia sp. | Brazil x
0Q749779 | Terra Firme virus | Culex sp. | Brazil x
0Q749784 | Terra Firme virus | Culex sp.| Brazil %
0Q749777 | Terra Firme virus | Ochlerotatus serratus | Brazil x
0Q749781 | Terra Firme virus | Culex sp. | Brazil
0Q749786 | Terra Firme virus | Culex portesi | Brazilx
JQ675604 | Dezidougou virus | Aedes aegypti | Coted’ Ivoire
KY968698 | Dezidougou virus | Aedes africanus | Senegal
ON949943|Dezidougou_virus|Ochlerotatus_communis|Finland
ON949944 | Kustavi negevirus | Ochlerotatus caspius | Finland
0Q749773 | Wallerfield virus | Mansonia sp. | Brazil %
0Q749782 | Wallerfield virus | Culex sp. | Brazil %
KX518830 | Wallerfield virus | Aedes taeniorhynchus | USA
KX518831 | Wallerfield virus | Anopheles atropos | USA
KX518832 | Wallerfield virus | Culex sp. | Brazil
KX518834 | Wallerfield virus | Culex sp. | Brazil
KX518835 | Wallerfield virus | Mosquito | Colombia
MH719095 | Uxmal virus | Ochlerotatus taeniorhynchus | Mexico
KX518757 | Biratnagar virus | Nepal
KX518758 | Biratnagar virus | Nepal
LC103139 | Bustos virus | Mansonia sp.
JQ675606 | Santana virus | Culex sp. | Brazil
KF588036 | Goutanap virus | Culex nebulosus
KF588037 | Goutanap virus | Culicinae sp.

100 MK440620 | Biggie virus | Culex sp. | Sweden
100 MF998082 | Andrena haemorrhoa nege-like virus | Andrena haemorrhoa | Belgium
0OL353435 | Glossina morsitans morsitans negevirus | Glossina morsitans | Austria
MZ078299 | Turkana negevirus | Midges | Kenya

100; MH703054 | Yongsan negev-like virus 1| Culex inatomii [ South Korea
MW699049 | Yongsan negev-like virus 1| Culex modestus | Belgium
100[L. MT498834 | Parry’s Creek negev-like virus 1| Culex annulirostris | Australia
100 LC512731| Culex pseudovishnui negev-like virus | Culex pseudovishnui | Japan
MK879803 | Aedes albopictus negev-like virus | Aedes albopictus | Australia
93 MK879802 | Aedes albopictus negev-like virus | Australia
— HoOp HG994129 | Bactrocera kraussi negev-like virus 1
Of
100

93

Sandewavirus

HG993804 | Bactrocera tryoni negev-like virus 1

OM650309 | Halyomorpha halys negev-like virus 1| Halyomorpha halys | Italy

HG994139 | Ceratitis capitata negev-like virus 1

Figure S2: Approximate maximum-likelihood phylogenetic tree of viruses identified in this study.
Colored clades indicate the Nelorpivirus (light blue) and Sandewavirus (orange) groups. Sequences
generated here are highlighted and marked with a star: LORV (green), TERFV (dark blue), and
WALV (red). The tree was midpoint-rooted, SH-like support values are shown at nodes, and
GenBank accession numbers are provided next to virus names. The scale bar indicates nucleotide

substitutions per site.



Supplementary Table S1. Polyclonal antibodies used in the indirect immunofluorescence assay for
the detection of arboviruses in C6/36 and Vero cell cultures inoculated with supernatants from

macerated pools of the investigated mosquitoes.



Genus

Antigenic group

Viruses

Alphavirus

Alphavirus aura, Alphavirus eastern, Alphavirus mayaro,

Alphavirus mucambo, Alphavirus pixuna, Alphavirus una,

Alphavirus western, Alphavirus chikungunya, Alphavirus
trocara

Orthoflavivirus

Orthoflavivirus denguei (1-4), Orthoflavivirus flavi,
Bussuquara virus, Orthoflavivirus cacipacoreense,
Orthoflavivirus ilheusenses, Orthoflavivirus nilense,
Orthoflavivirus louisense, Orthoflavivirus zikaense.

Orthobunyavirus

Guama

Capim

Bunyamwera

Simbu

Orthobunyavirus ananindeuaense, Bimiti orthobunyavirus,
Orthobunyavirus catuense, Orthobunyavirus guamaense,
Orthobunyavirus mirimense, Moju orthobunyavirus,
Orthobunyavirus timboteuaense.

Orthobunyavirus acaraense, Benevides orthobunyavirus,
Orthobunyavirus benficaense, Orthobunyavirus capimense,
Orthobunyavirus guajaraense, Orthobunyavirus
bushbushense, Moriche orthobunyavirus.

Orthobunyavirus iacoense, Kairi orthobunyavirus,
Orthobunyavirus macauaense, Orthobunyavirus
maguariense, Sorocaba orthobunyavirus, Tucunduba
orthobunyavirus, Taiassui orthobunyavirus, Xingu
orthobunyavirus.

Orthobunyavirus oropoucheense

Phlebovirus

Phlebotomus

Phlebovirus alenquerense, Phlebovirus ambeense, Ariquemes
phlebovirus, Belterra phlebovirus, Phlebovirus bujaruense,
Phlebovirus candiruense, Phlebovirus icoaraciense, Jod
phlebovirus, Phlebovirus itaporanguense, Jacundd
phlebovirus, Morumbi phlebovirus, Mucura phlebovirus,
Phlebovirus mugumbaense, Phlebovirus oriximinaense, Pacui
phlebovirus, Phlebovirus saloboense, Phlebovirus taparaense,
Phlebovirus turunaense, Phlebovirus uriuranaense,
Phlebovirus urucuriense.

Orbivirus

Changuinola

Acatinga virus, Acurené virus, Almeirim virus, Altamira
virus, Anapii virus, Aragai virus, Aratau virus, Aruana
virus, Araweté virus, Assurinis virus, Bacajai virus, Bacuri
virus, Balbina virus, Barcarena virus, Breves virus, Canindé
virus, Canoal virus, Cateté virus, Orbivirus changuinolaense,
Coari virus, Gorotire virus, Gurupi virus, lopaka virus,
Ipixaia virus, Irituia virus, Iruana virus, Itaboca virus,
Jamanxi virus, Jandaia virus, Jari virus, Jatuarana virus,
Jutai virus, Kararad virus, Melgaco virus, Monte Dourado
virus, Ourém virus, Pacajd virus, Parakand virus, Poranati
virus, Parauapebas virus, Parii virus, Pependana virus,
Pindobai virus, Piratuba virus, Purus virus, Rio Mutapi
virus, Saracd virus, Serra Sul virus, Surubim virus, Tapiropé
virus, Tekupeti virus, Timbozal virus, Tocantins virus,
Tocaxd virus, Tueré virus, Tumucumaque virus, Uatama
virus, Uxituba virus, Xaraira virus, Xiwanga virus.
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Supplementary Table S2. Genomic organization of Terra Firme virus (TERFV) strains. Virus: Refers

to the identified virus name. GenBank accession: Accession number of the deposited sequence.

Genome length (nt): Genome size in nucleotides. ORF: Open Reading Frames. UTR: Untranslated

regions. IR: Intergenic region.

Genomic region

_ GenBank Genome T TTTGRF1  IR1 ORF2 IR2 ORF3  3-
Virus . length

Acession (nt) UTR nt/aa nt/aa nt/aa UTR

(nt) (nt)

0Q749768 8838 45 6696/2231 35 1275/425 24 669/223 94

0Q749769 9026 45 6696/2231 35 1275/425 24 669/223 282

0Q749770 8899 45 6696/2231 35 1275/425 24  669/223 155

0Q749772 8834 45 6696/2231 35 1275/425 24  669/223 90

0Q749774 9031 45 6696/2231 35 1275/425 24  669/223 287

Terra Firme virus 0Q749775 8901 45 6696/2231 35 1275/425 24 669/223 157

0Q749777 9054 45 6696/2231 35 1275/425 24 669/223 310

0Q749779 8885 45 6696/2231 35 1275/425 24 669/223 141

0Q749781 9065 45 6696/2231 35 1275/425 24  669/223 321

0Q749784 8834 45 6696/2231 35 1275/425 24  669/223 90

0Q749786 9017 45 6696/2231 35 1275/425 24 669/223 273

Supplementary Table S3. Genomic organization of Loreto virus (LORV) strains. Virus: Identified

virus name. GenBank accession: Accession number of the deposited sequence. Genome length (nt):
Genome size in nucleotides. 5-UTR (nt) and 3"-UTR (nt): Lengths of the untranslated regions. ORF1-
ORF3 (nt/aa): Lengths of open reading frames in nucleotides and amino acids. IR1 and IR2 (nt):

Lengths of intergenic regions.

Genomic region

Viras GenBank Ci':z;;:e 5-UTR ORFI IRl ORF2 IR2 ORF3  3'-
Acession (nt) (nt) (nt/aa) (nt) (nt/aa) (nt) (nt/aa)  UTR

(nt)

0Q749771 9133 150 7038/2345 34  1209/402 19 642/213 41

0Q749776 9129 149 7038/2345 34  1209/402 19 642/213 38

Loreto virus 0Q749778 9149 149 7038/2345 34  1209/402 19 642/213 58
0Q749780 9132 150 7038/2345 34  1209/402 19 642/213 40

0Q749783 9148 150 7038/2345 34 1209/402 19 642/213 56

0Q749785 9150 150 7038/2345 34  1209/402 19 642/213 58




Supplementary Table S4. Genomic organization of Wallerfield virus (WALV) strains. Virus:
Identified virus name. GenBank accession: Accession number of the deposited sequence. Genome
length (nt): Genome size in nucleotides. 5-UTR (nt) and 3'-UTR (nt): Lengths of the untranslated
regions. ORF1-ORF3 (nt/aa): Lengths of open reading frames in nucleotides and amino acids. IR1

and IR2 (nt): Lengths of intergenic regions.

Genomic region

Genome

Virus GenBank length 5’- ORF1 IR1 ORF2 IR2 ORF3 3’-
Acession (nt) UTR (nt/aa) (nt) (nt/aa) (nt) (nt/aa) UTR

(nt) (nt)

Wallerfield 0Q749773 8804 57 6597/2198 29 1269/422 121 600/199 131

virus 0Q749782 8804 57 6597/2198 29 1269/422 121 600/199 131




