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Figure S1. Characterization of DENV RNA isolates amplified by RT-PCR and nested PCR. Lane 1: negative
control, Lanes 2 and 3: sequence amplified with primer D1 and D2, lane 4: DNA marker (100bp), lane 5:
negative control of RT-PCR, lane 6 negative control of nested PCR, lane 7: sequence target (290 bp), lane 8:
DNA marker (100bp), lane 9: positive control DENV 3 (Zymo Bunami).

Figure S2. The multiple sequence alignment of reverse and forward to AY858045. The reverse and the forward
show high identity, and the missing regions are highlighted in red.
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Figure S3. Transformation results (A) positive results of E. coli BL21(DE3)-pET28a(+)[NS5-RdRp DENV3]
on selection medium 50pg/mL kanamycin; (B) positive control, non-transformant E. coli BL21 (DE3); (C)
negative control, non-transformant E. coli BL21(DE3) on selection media 50ug/mL kanamycin.
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Figure S4. Characterization of pET28a(+)[NS5-RdRp DENV3] plasmid isolates. Lane 1 colony-1 9.8 ng/uL,
lane 2 colony-2 15.9 ng/uL, lane 3 colony-3 10.1 ng/uL, lane 4 colony-4 15.8 ng/uL, and lane 5 colony-5 15

ng/pL.
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Figure S5. Alignment of NS5-RdRp DENV3 gene sequence with RdRp Contigl sequence and RdRp sequence
result with primer T7 terminator reverse.
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Figure S6. Characterization of recombinant RdRp expression. Lane 1: 0,4 mg/mL BSA Standard, Lane
soluble fraction of induced E. coli BL21(DE3)-pET28a(+)[NS5-RdRp DENV3], Lane 3: soluble fraction
uninduced E. coli E. coli BL21(DE3)-pET28a(+)[NS5-RdRp DENV3], Lane 4: soluble fraction of induced

2:
of
E.

coli BL21 (DE3) non-transformed, lane 5:soluble fraction of non-induced E. coli BL21 (DE3) non-transformed,
lane 6: Protein marker Lane 7: insoluble fraction of induced E. coli BL21(DE3)-pET28a(+)[NS5-RdRp
DENV3], Lane 8: insoluble fraction of uninduced E. coli BL21 E. coli BL21(DE3)-pET28a(+)[NS5-RdRp
DENV3], Lane 9: insoluble fraction of induced E. coli BL21 (DE3) non-transformed, Lane 10: insoluble

fraction of uninduced E. coli BL21 (DE3) non-transformed.
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Bandung NAAMGAV FERE ENBIW ATWYMWLGA GSGQVGTYG WS I H
QCZ25018.1_DenV3 NAAMGAYV FEE E NBIW - SCAITWYMWLGA - -GSGQVGTYG - -WS I H
QCZ25016.1_DenVv3 NAAMGAV FERE ENBIW - SATWYMWLGA - ~-GS5GQVGTYG - -WS I H
QGWO05352.1_DenV2 NAALGA I FEIDE NEW - SCAITWYMWLGA - -GSGQVGTYG - -WS IH
QGWO05353.1_DenV2 NAALGAT FERD E NERW - SATWYMWLGA - -G5GQVGTYG - -WS I H
QIB99408.1_DenV4 NAATGAV FEBIE EQEW - SATWYMWLGA - -GSGQVGTYG - -WS IH
QDZ58857.1_Denv4 NAATGAVFEIE E QW - SATWYMWLGA - -G5GQVGTYG - -WS ITH
QIB99385.1_DenV1 NAATGAV FEDE NBIW - SATWYMWLGA - -GSGOQVGTYG---WSTH
QCZ24984.1_DenV1 NAATGAV FEIDENBIW - S-ATWYMWLGA - -G5GQVGTYG - -WS I H
Sequence Name Bandung QCZ25018.1_Denvs QCZ25016.1_DenV3 QGW05352.1 DenvV2 QGWOS353.1 DenvV2 QIBSS408.1 Denva QDZSSS57.1_Denva QIBSS385.1 DenVl QCZ24984.1 DenvVl
Bandung 100 100 100 88.9 88.9 8s.9 88.9 91.7 91.7
Qczzs018.1_Denva 100 100 100 88.9 88.9 88.9 88.9 917 917
QCZ25016.1_Denv3 100 100 100 88.9 88.9 88.9 88.9 917 917
QGW05352.1_Denv2 8.9 8.9 8.9 100 100 83.3 83.3 88.9 88.9
QGW05353.1_Denv2 88.9 88.9 8.9 100 100 83.3 83.3 88.9 88.9
QIB99408.1_Denva 88.9 88.9 88.9 832.3 832.3 100 100 88,9 88,9
QDz58857.1_Denva 8a.9 8a.9 sa.9 83.3 83.3 100 100 s8.9 ss.9
QIB99365.1_Danvi aL.7 aL.7 a1z 88.9 88.9 88.9 88.9 100 100
Qczz4984.1_Denvi 91.7 91.7 91.7 88.9 88.9 82.9 88.9 100 100
B I 10] I of 30] I aq] I ol I a0l
Bandung GLHKL - -GDD - -CSH - -PCR -LIGRARTI - -YAQMWEIL MY - -RTTWSITHAHHOQW
QCZ25018.1_DenV3 GLHKL - -GDD - -CSH - PCR ~LIGRARI - ~YAQMWERIL MY - RTTWS ITHAHHQW
QCZ25016.1_DenV3 GLHKL - -GDD - -CSH - PCR -LIGRART - SYAQMWERL MY - RTTWS ITHAHHOQW
QGW05352.1_DenV2 GLHKL---GDD---CSH---PCR ~LIGRARI - - -YAQMWEMLMY - - -RTTWSIHAKHEW
QGWO5353.1_DenV2 GLHKL - - -GDD- - -CSH- - -PCR “LIGRARI - - - YAOMWBILMY - - -RTTWSIHAKHEW
QIBY9408.1_Denv4 GLHRL - - -GDD - - - CSH - PCR SLIGRARI - - -YAOMWBILMY - RTTWS I HAHHOQW
QDZ58857.1_DenV4 GLHRL - -GDD - -CSH - PCR -LIGRART - -YAQMWERL MY - RTTWSTHAHHOW
QIB99385.1_DenV1 GLHKL - -GDD - -CSH - PCR -LVGRARYV - -YAQMWEIL MY - RTTWS THAHHOQW
QCZ24984.1_DenV1 GLHKL ---GDD---CSH---PCR -=-LVGRARV - - - YAQMWEBILMY - - -RTTWS ITIHAHHQW
Sequence Name Bandun, QCz25018.1_DenV3 QCZ25016.1_DenvV3 QGWO5352.1 DenV2 QGWOS5353.1 DenV2 QIBS9408.1_DenVA QDZ58857.1 DenVa QIB99385.1_DenVl QCZ24984.1 DenVi
Bandung 100 97.7 97.7 90.7 90.7 93 90.7
Qcz2s018.1_Denvs 97.7 100 100 20.7 a3 95.3 95.3 20.7 20.7
QCZ25016.1_DenV3 a7.7 100 100 20.7 a3 95.3 95.3 20.7 20.7
QGWD5352.1_Denv2 50.7 50.7 50.7 100 97.7 50.7 20.7 88.4 88.4
QGWD5353.1_Denv2 50.7 93 EE 97.7 100 93 a3 88.a 88.a
QIB95408.1_Denva a3 95.3 95.3 20.7 a3 100 100 20.7 20.7
QDZz58857.1_Denva a3 95.3 5.3 50.7 EE 100 100 50.7 50.7
QIBSS385.1_Denvil s0.7 50.7 s0.7 88.a 88.a 50.7 50.7 100 100
Qcz24984.1_Denvi %0.7 %0.7 %0.7 88.4 88.4 90.7 90.7 100 100

Figure S7. The sequence alignment of two inhibitor pocket of NS5 RdRp. (A) The binding pocket near finger

subdomain, (B) The binding pocket near thumb subdomain. The color gradient from Red to White represent
the non-matching to identical.



