A 137 164 309 336 480 503 228 254

DENV1, NC 001477.1 TTTCAATATGCTGAAACGCGCGAGAAACCGCG GCTCATTCAAGAAGAATGGAGCGATCAAAG ATAGTTAGCAAGCAGGAAAGAGGAAAAT CCATGAAATTGGTGATGOCTTTTATAGCA

DENV1, MN869914.1 TTTCAATATGCTGAAACGCGCGAGAAACCGCG — GTTCATTCAAGAAGAATGGAGCGATCAAAG ATAGTCAGCAAGCAGGAAAGAGGAAAGT CCATGARACTGGTGATGGCTTTCATAGCA
DENV1, MT929577.1 --—TAATATGCTGAAACGCGCGAGAAACCGCG — GCTCATTCAAGAAGAATGGAGCGATCAAAG ATAGTCAGTAAGCAGGAAAGAGGAAAGT CCATGAAATTGGTGATGGCTTTCATAGCA
DENV2, AY858035.2 TTTCAATATGCTGAAACGCGAGAGABACCGCG — GAACAATCAAAAAATCAAAGGCTATCAATG ATCGTCAGTAGACAAGAGAAGGGGAAAA CATTGARACTGTTCATGGCCCTGGTGGCA
DENV2, AY85B8036.2 TTTCAATATGCTGAAACGCGAGAGAAACCGCG  GAACAATCAAAAAATCAAAGGCTATCAATG ATCGTCAGT CATTGAARACTGTTCATGGCCCTGGTGGCA
DENV2, AB189124.1 TTTCAATATGCTGAAACGCGAGAGAAACCGCG — GAACAATCAAAAAATCAAAGGCTATCAATG ATCGTCAGT A CATTGAAACTGTTCATGGCCCTGGTGGCA
DENV3, AB1895127.1 TATCAATATGCTGAAACGCGTCGAGAAACCCTG GAACCTTCAACAAGTCGGGGGCTATTAAGG ATTCT! A TGA AT CAATGAAATTGGTTATGGCGTTCATAGCT
DENV3, AY858044.2 AATCAATATGCTGAAACGCGTGAGAAACCGTG  GAACCTTCAAGAAGTCGGGGGCTATTAAGG ATTGTGGGGAAGAATGAAAGAGGAAAAT CAATGAAATTGGTTATGGCGTTCATAGCT
DENV3, AY858048.2 TATCAATATGCTGAAACGCGTGAGAAACCGTG  GAACCTTCAAGAAGTCGGGGGCTATTAAGG ATTGT! AGAAT T CAATGAAATTGGTTATGGCGTTCATAGCT
DENV4, KF955510.1 TTTCAATATGCTGAAACGCGCGAGAARACCGCG — GACAGTTAAAGAAAAACAAGGCCATAAAAA ATAGTGGCGAAACACGAAAGGGGGAGAC CCTTACGGATGGTGTTGGCATTCATCACS
DENV4, HQ332172.1 TTTCAATATGCTGAAACGCGCGAGAAACCGCG  GACAGTTGAAGAAAAATAAGGCTATCAAGA ATAGT ARAACATGA, AGAC CCTTACGGATGGTGCTAGCATTCATCACG
DENV4, HQ332176.1 TTTCAATATGCTGAAACGCGCGAGAAACCGCG — GACAGTTGAAGAAAAATAAGGCCATCAAGA ATAGTGGCAAGACATGAAAGGGGGAGAC CCTTACGGATGGTGCTAGCATTCATCACG

Im'm'mcmmcccmmmmccl ITTCATTCWTMGAW I Icc'rmc:mmmmm I | CTTACGGATGGTGCTAGCATTCATCAC |
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DENV-1R DENV-2 R DENV-4 R

1213 1240 1855 1875
DENV1, KC692515.1 T TACGTGGGTTGACGTGGT CCTCACATTGGACTGCTCACCTAGA
DENV1, RC692512.1 T TACGTGGGTTGACGTGGT COTCACATTGGACTGCTCACCTAGA
DENV1, JN697057.1 T TACGTGGGTTGACGTGGT TCTTACATTGGATTGTTCACCTAGA
DENVZ2, FM210237.2 TCAGGAGCTACGTGGGTTGACGTGGT AGTCACGATGGAGTGCTCTCCGAGA
DENVZ, FM210232.2 TCAGGAGCTACGTGGGTTGACGTGGT AGTCACGATGGAGTGCTCTCCGAGA
DENVZ, FM210227.1 TCAGGAGCTACGTGGGTTGACGTGGT AGTCACGATGGAGTGCTCTCCGAGA
DENV3, KF954948.1 T TACGTGGGTTGACGTGGT COTTGGGCTAGAATGCTCACCACGS
DENV3, ON123669.1 T TACGTGGGTTGACGTGGT CCTTGGGCTAGAATGCTCACCACGS
DENV3, RC762688.1 T TACGTGGGTTGACGTGGT CCTTGGGCTAGAATGCTCACCACTS
DENV4, JX024758.1 TCAGGAGCTACGTGGGTTGACGTGGT ACTAACACTCGATTGTGAACCCAGG
DENV4, OK605599.1 TCAGGAGCTACGTGGGTTGACGTGGT GCTCTTGATGGATTGTGAACCAAGG
DENV4, RC762698.1 TCAGGAGCTACGTGGGTTGACGTGGT ACTAACACTCGATTGTGAACCCAGS
I AGGAGCTACGTGGGTTGACGTG I | TTGGGCTAGAATGCTCACCAC |

DENV-3 q F I AACCCGATCTTACGAGTGGTG I

e ——e

DENV-3 R

Figure S1. Multi-sequence alignment by MEGA and conserved region selection for DENVI-4 primers design. The
color sequence corresponds to the consensus conserved region. (A): Conserve region selected for DENVcon F in
position 137-164, DENV-1 R in position 309-336, DENV-2 R in position 480-503, DENV-4 R in position 228-254,
(B): Conserve region selected for DENV-3 q F in position 1219-1240 and DENV-3 R in position 1855-1875 for mRT-
qPCR using.
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Figure S2. Consensus sequence obtained by DNA sequencing and used for BLAST analysis of DENV1-4 and CHIKV.
(A) DENV-1 consensus sequence; (B) DENV-3 consensus sequence, (C) DENV-4 consensus sequence; (D) DENV-2
consensus sequence, (E) CHIKV consensus sequence. Forward and Reverse sequences obtained by the Sanger
sequencing method were assembled by BioEdit software and consensus sequence BLAST in NCBI confirmed the

specificity of all viruses detected in mRT-PCR.
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Figure S3. Standard curves of dengue virus DENV 1-4 and CHIKV in mRT-qPCR. Cycle threshold (C,) values obtained
for serial 10-fold dilutions of known concentration of DENV 1-4 and CHIKV RNA has been used to draw a linear
curve against the amounts of standard RNA copy number (from 10° to 10° copies/uL). the assays were performed in
triplicate.
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Figure S4: Standard curves of dengue virus DENV 1-4 and CHIKV in mRT-gPCR. Cycle threshold (C) values
obtained for serial 100-fold dilutions of known concentration of DENV 1-4 and CHIKV RNA has been used to draw a
linear curve against the amounts of standard RNA copy number. the assays were performed in triplicate. The dotted
line represents the detection limit i.e. Ct value of 34.



