Supplementary Material S1

Table S1: Table with PCR assay, corresponding primers, sequences data, and
genome position.

Primer Sequence (5’ - 3°) Target Genome Ref.
Name gene position
Flavivirus First round RT-PCR
FUl TACAACATGGGAAAGAGAGAGAA NS5 9043-9300 (20, 19)
BBGTGATKCKHGTGTCC NS5
93t TCGTGATGCGTGTGTCC
Flavivirus Nested, real time PCR
FS778 AARGGHAGYMCDGCHATHTGGT NS5 9091-9280 (19)
CFD2 GTGTCCCAGCCGGCGGTGTCATCA NS5
GC
Flavivirus Heminested PCR
MAMD AACATGATGGGRAARAGRGARAA NS5 9043 (19)
Flavi-l AATGTACGCTGATGACACAGCTG NS5 1)
GCTGGGACAC
Flavi-2 TCCAGACCTTCAGCATGTCTTCTG NS5 1)
TTGTCATCCA

Table S2: P-distance matrix showing the percentage (%) nucleotide similarities
between mosquito Flavivirus detected in mosquito homogenate pools in the small
fragment of the NS5. The highlighted sequences are the sequences produced in this
study.

1 2 3 4 5 6 7 8 9 10 11 12

1 Kamiti River virus

(NC 005064.1)

Nakiwogo virus
2 (GQ165809.2) 67.9

Lammi virus
3 (FJ606789.2) 536 446

Palm Creek virus
4 (NC033694.1) 625 69.6 41.8
5 Nhumirim virus 503 473 461 473

(KJ210048.1)

Calbertado virus
6 (KX669687.1) 713 621 59.6 66.2 457

Chaoyang virus (NC 451 502 710 484 488 494

017086.1)
Barkedji virus
8 (KC498020.1) 370 329 464 351 743 394 444
g Quang Binh virus 719 673 545 708 501 774 508 355

(FJ644291.1)
Culex flavivirus
10 (IX897904.1) 657 751 475 703 352 705 585 207 734

Culex flavivirus

11 Capaore9) 609 741 449 700 329 716 512 131 693 930
Aedes flavivirus

12 (Ciat008 701 633 377 641 364 666 430 236 673 598 631

13 Aedes flavivirus 698 710 506 710 439 617 498 388 657 681 637 683

(MK241496.1)
Aedes flavivirus

14 Narita-21 (NC 723 668 366 641 383 677 412 258 696 595 628 97.7
012932.1)
15 Anopheles flavivirus 60.8 706 463 722 442 658 523 332 670 691 701 59.2

(KX148546.1)



Mosquito flavivirus

16 (ivosion ) 623 744 572 733 415 690 525 321 745 766 755 6L7
Mosquito flavivirus

17 Wioereeos 1) 710 669 504 700 383 650 491 333 680 717 681 721
Mosquito flavivirus

18 (ioareeat) 710 669 504 700 383 650 491 333 680 717 681 721
Culiseta flavivirus

19 Teoonda ) 717 683 531 717 378 731 485 283 741 749 696 703

oy NNPLARIPED 608 655 452 672 343 707 476 266 67.3 772 762 610
An. coustani

o KNRL7MF29 541 615 365 584 247 623 462 165 599 738 728 541
An. coustani

g CNPLIAIEEEY 506 620 426 765 285 669 420 292 690 659 609 60.0
An. squamosus

o) NI 452 521 336 438 156 493 393 63 525 680 736 513
An. squamosus

gy NPLObIREED 574 641 417 736 300 648 376 207 69.0 659 609 602
An. squamosus

py bl 616 670 516 714 430 647 577 321 703 691 648 632
An. maculipalpis

o SoSULYIPAT 662 631 436 664 308 611 424 252 643 681 642 674
Ae. aegypti
COET17MP502

T e ot 710 669 504 700 383 650 491 333 680 717 681 721

oy AT 700 720 477 700 439 606 470 388 658 703 660 683
Ae. aegypti

g HOLDIENINEG 641 659 486 625 396 565 445 377 597 626 579 602
Ae. sudanensis
KNP17MP653

30 fo v g 574 641 417 736 300 648 376 297 690 659 609 602

g SRl 698 710 506 710 439 617 498 388 657 681 637 683
Aedes spp.

ap (WNElilReEy 629 668 529 715 540 702 544 350 794 685 658 67.8
Aedes spp.

8 9 10 11 12 13 14 15 16 17 18 19

13 Aedes flavivirus
(MK241496.1)
Aedes flavivirus

14 Narita-21 (NC 68.5
012932.1)
Anopheles flavivirus

15 (kx148546.1) 626 581
Mosquito flavivirus

R 687 628 73.0
Mosquito flavivirus

R 913 721 627 688
Mosquito flavivirus

18 Wioere624 1) 913 721 627 688 1000
Culiseta flavivirus

19 (Teoonda) 707 679 642 669 720 720

ay PLAPED 629 608 67.2 689 746 746 737
An. coustani
KNP17MP29

21 RNPETVES 520 538 598 613 653 653 668

g WOPLIALEEEY 723 613 719 593 793 793 650
An. squamosus

op NPT 448 509 403 520 518 518 522
An. squamosus
KNP17MP666

2 o 714 616 689 593 785 785 616

S 660 633 89.6 697 695 695 620
An. maculipalpis

o DOEULYIAATD 878 673 586 651 969 969 685
Ae. aegypti
COET17MP502

2 o aemint 913 721 627 688 1000 1000 72.0

oy DDA 985 685 615 70.8 913 913 697
Ae. aegypti

py HOQDIERIG 937 605 530 617 849 849 649
Ae. sudanensis
KNP17MP653

30 Ao oo 714 616 689 593 785 785 616

g Al 1000 685 626 687 913 913 707
Aedes spp.

32 KNP17MP639 724 689 67.9 702 693 693 722




Aedes spp.

Table S3: P-distance matrix showing the percentage (%) nucleotide similarities
between Cell fusing agent virus detected in mosquito homogenate pools. The
highlighted sequences are the sequences produced in this study.

1 2 3 4 5 6 7
1 KJ741267.1 CFAV Galveston
2 LR694075.1 CFAV Cairns 97.03%
3 HM579916.1 CFAV Colima 96.21% 95.99%
4 KP792624.1 CFAV Kenya 95.81% 96.01% 94.55%
5 COET17MP503 Ae. aegypti 94.58% 95.58% 93.70% 95.61%
6 COET17MP501 Ae. aegypti 93.55% 94.55% 93.08% 95.40% 97.22%
7 GAU16MP01 Ae. caballus 93.97% 94.97% 93.51% 95.41% 97.42% 98.03%
8 SHI17MP525 Ae. aegypti 93.54% 94.55% 92.65% 95.00% 98.02% 95.79% 96.61%

Table S4: P-distance matrix showing the percentage (%) nucleotide similarities
between mosquito Flavivirus detected in mosquito homogenate pools in the large
fragment of the NS5. The highlighted sequence is the sequence produced in this study.

1 2 3 4 5
1 Aedes flavivirus (KC181923)
2 Aedes flavivirus Narita-21 (NC 012932.1) 98.24%
3 Mosquito flavivirus (KM088035.1) 40.12% 40.65%
4 Mosquito flavivirus (KM088039.1) 40.08% 40.62% 99.73%
5 Haslams Creek (MF352617.1) 38.84% 39.95% 72.89% 73.28%
6 KNP17MP71 An. squamosus 37.57% 38.11% 96.58% 96.86% 73.02%

Supplementary Material S2: Sequences produced in this study and not deposited at
NCBI GenBank.

>KNP17MP30 An. coustani

TGGCTGGGAAGTCGATTTCTCGAGTACGAAGCACTAGGATTCCTGAATG
CGGACCATTGGGTAGCTAGAATGAATTTACCCTGTGGGGTCGGAGGAGTTGGG
GTGAACTACTTTGGTAATTATCTCAAGGAGAT

>KNP17MP29 An. coustani

TGGCTAGGAAGTCCGATTCTCGAGTACGAAGTACTAGGATTCCTGAATG
CGGACCATTGGGTAGCTAGAATGAATTGAACCTGCGGGGTCGGAGGAGTTGGG
GTGAACTACTTTGGTAATTATCTCAAGGAGAT

>KNP17MP667 An. squamosus

TGGTTAGGAAGTCGATATCTAGAGTATGAGGCTTTAGGTTTCCTCAACC
AAGACCATTGGGTTTCACGTGACCATCTGCCATGTGGAGTGGGAGGCGTTGGT
GTGAACTATTTTGGTAATTATCTGAAGGAAAT

>KNP17MP71 An. squamosus

TGGCTCGGAAGTCGGTTTTTGGAGTACGAAGCACTTGGGTTCCTAAACG
AGGATCACGGTTTAACCAGCAAAAATATTGCCGACAGGGTTGCCAGATCTCGC
TTGCATTACTTTGGATACTATCTCCAGGAGAT

>KNP17MP666 An. squamosus



TGGTTAGGAAGTCGATATCTAGAGTATGAGGCTTTGGGTTTTCTCAACC
AAGACCATTGGGTTTCACGTGACCATCTGCCATGCGGAGTGGGAGGCGTTGGT
GTGAACTATTTTGGTAATTATCTGAAGGAAAT

>KNP17MP673 An. maculipalpis

TGGCTAGGGAGTAGATTCTTGGAATATGAAGCCCTAGGATTCTTAAACC
AAGACCATTGGGTGTCACGTGACCATTTGCCATGTGGGGTCGGAGGCGTTGGT
GTCAATTACTTCGGAAATTACCTGAAGGAAAT

>COET17MP500 Ae. aegypti

TGGCTGGGAAGTCGATATCTGGAATATGAGCCCTTGGGCTTCCTCACCG
AAGACCATTGGGTAGCCCGTGAAAATTTCCCGAATGGCGTGGGAGGTCTCGGT
GTGAACTACTTTGGTAATTATCTCAAGGAGAT

>COET17MP502 Ae. aegypti

TGGCTGGGAAGTCGATATCTGGAATATGAGGCCTTGGGCTTCCTCAACG
AAGACCATTGGGTAGCCCGTGAAAATTITCCCGGGTGGCGTGGGAGGTCTCGGT
GTGAACTACTTTGGTAATTATCTCAAGGAGAT

>KZN17MP145 Ae. aegypti

TGGCTGGGAAGTCGATATCTGGAATATGAGGCCTTGGGCTTCCTCAACG
AAGACCATTGGGTAGCCCGTGAAAATTTCCCGGGCGGCGTGGGAGGTCTCGGC
GTGAACTACTTTGGCTATTACTTGTCAGAAAT

>ROOD18MP126 Ae. sudanensis

TGGCTGGGAAGTCGATATCTTGGATATGAGGCCTTGGGCTTCCTCAACG
AAGACCATTGGGTAGCCCGTGAAAATTTCCCGGGCGGCGTGGGAGGTCTCGTA
CTATACTACTTTGGCTATTACTTGTCATAAAT

>KNP17MP653 Ae. vexans gr

TGGTTAGGAAGTCGATATCTAGAGTATGAGGCTTTGGGTTTTCTCAACC
AAGACCATTGGGTTTCACGTGACCATCTGCCATGCGGAGTGGGAGGCGTTGGT
GTGAACTATTTTGGTAATTATCTGAAGGAAAT

>SHI17MP544 Aedes spp.

TGGCTGGGAAGTCGATATCTGGAATATGAGGCCTTGGGCTTCCTCAACG
AAGACCATTGGGTAGCCCGTGAAAATTTCCCGGGTGGCGTGGGAGGTCTCGGC
GTAAACTACTTTGGCTATTACTTGTCAGAAAT

>KNP17MP639 Aedes spp.
TGGTTGGGCAGTAGGTTCTTGGAGTATGAGGCCCTGGGGTTTTITAAATGAGGAT
CACTGGGTAGCACGGGAGAATTTCCCTGGTGGTGTCGGAGGCATGGGCGTTAA
CTACTTTGGCTATTACCTGGAGGAAAT



